
Toxicological profile for
gamma-Valerolactone

This ingredient has been assessed to determine potential human health effects for the consumer. It 
was considered not to increase the inherent toxicity of the product and thus is acceptable under 
conditions of intended use.



1. Name of substance and physico-chemical properties

1.1. IUPAC systematic name

5-Methyloxolan-2-one (PubChem)

1.2. Synonyms

2(3H)-Furanone,  dihydro-5-methyl-;  4-Hydroxypentanoic  acid  lactone;  4-Hydroxyvaleric  acid
lactone;  4-Methyl-4-hydroxybutanoic  acid  lactone;  4-Methyl-gamma-butyrolactone;  4-Pentanolide;
4-Valerolactone;  5-17-09-00024  (Beilstein  Handbook  Reference);  5-Methyltetrahydro-2-furanone;
AI3-04327;  BRN  0080420;  CCRIS  3597;  Dihydro-5-methyl-2(3H)-furanone;  EINECS  203-569-5;
FEMA No. 3103; NSC 33700; Pentanoic acid, 4-hydroxy-, gamma-lactone; Pentanolide-1,4; Valeric
acid,  4-hydroxy-,  gamma-lactone;  gamma-Methyl-gamma-butyrolactone;  gamma-Pentalactone;
gamma-Valerolakton [Czech]; gamma-Valeryllactone; UNII-O7056XK37X (ChemIDplus)

1.3. Molecular formula

C5H8O2 (ChemIDplus)

1.4. Structural Formula

(ChemIDplus)

                                                                

1.5. Molecular weight (g/mol)



100.116 (ChemIDplus)

1.6. CAS registration number

108-29-2

1.7. Properties

1.7.1. Melting point

(ºC): 242.15 (SRC, 2013; EPISuite, 2017); -31 (ChemSpider, PubChem)

1.7.2. Boiling point

(ºC): 480.65 (SRC, 2013; EPISuite, 2017); 207 to 208 (ChemSpider; PubChem)

1.7.3. Solubility

(20ºC) soluble; miscible (FAO); ≥100 mg/mL at 22°C (PubChem)

1.7.4. pKa

Miscible (FAO)

1.7.5. Flashpoint

(ºC): 81 or 102 (ChemSpider)

1.7.6. Flammability limits (vol/vol%)

No data available to us at this time.

1.7.7. (Auto)ignition temperature

(ºC): No data available to us at this time.

1.7.8. Decomposition temperature



(ºC): No data available to us at this time.

1.7.9. Stability

No data available to us at this time.

1.7.10. Vapor pressure

1 hPa (20ºC); 3.86E-01 mm Hg (5.15E+001 Pa) at 25ºC (SRC, 2013; EPISuite, 2017); 0.5 mmHg at
29°C (PubChem)

1.7.11. log Kow

-0.272 (ChemSpider)

 

2. General information

2.1. Exposure

“Lactones are usually added as flavour ingredients to foods at levels less than 20 ppm, with a range
of 0.05 to 80 ppm. Maximum levels of use are between 0.1 and 500 ppm, but are generally below
50 ppm. Only three substances, gamma-valerolactone (148 ppm), 6-hydroxy-3,7-dimethyl octanoic
acid lactone (500 ppm) and dihydrocoumarin (165 ppm) are used at levels greater than 100 ppm”. 

As taken from Adams T. B. et al. Food and Chemical Toxicology. Volume 36, Issue 4, 6 April 1998,
Pages 249-278.

“All of the substances in the group are in structural class I, the human intake threshold of which is
1800 µg per person per day”:

SUBSTANCE CAS NO ANNUAL 
PRODUCTION 
VOLUMES, 
USA/EUROPE1 
KG 

ESTIMATED  PER 
CAPITA  INTAKE 
USA/EUROPE 
(µG/DAY)

ESTIMATED 
DIETARY INTAKE 
USA/EUROPE 
(µG/KG  PER 
DAY)

gamma-Valerolactone  108-29-2  300/1000 57/140 0.95/2.30

 As  taken  from  WHO  Food  Additives  Series  40  available  at 
http://www.inchem.org/documents/jecfa/jecmono/v040je12.htm 

Maximized Survey-derived Daily Intake (MSDI-EU): 120 µg/person/day (EFSA, 2012).

gamma-Valerolactone  is  used  as  a  perfuming  ingredient  in  cosmetics  in  the  EU.  As  taken  from
CosIng  (Cosmetic  substances  and  ingredients  database),  accessed  April  2018.  Available  at:
http://ec.europa.eu/growth/tools-databases/cosing/ 

Reported uses (ppm): (FEMA, 1994)

Food category Usual Max.

Alcoholic beverages 1.75 4.25



Baked goods 74.05 147.5

Condiments, relishes 1.2 2.6

Frozen dairy 9.13 18.05

Gelatins, puddings 14.99 29.84

Meat products 3.0 13.0

Nonalcoholic beverages 14.86 29.6

Soft candy 73.74 147.8

FEMA possible average daily intake (PADI): 12.975 mg.

Consumption: Annual: 1100 lb; Individual: 0.9322 µg/kg bw/day.

As taken from Burdock, 2010.

“Used as flavoring agent or adjuvant; A constituent of crude polyligneous acid; Used in dye bathes
(coupling  agent),  brake  fluid,  cutting  oils,  and  as  a  solvent  for  adhesives,  insecticides,  and
lacquers.”

As taken from Haz-Map, 2017.

gamma-Valerolactone  is  listed  as  a  fragrance  ingredient  by  IFRA  (2016)  and  the  US  EPA  Inert
Finder Database (2018).

2.2. Combustion products

This ingredient was investigated in a pyrolysis study. Results are given in Baker and Bishop (2004)
J. Anal. Appl. Pyrolysis, 71, pp. 223-311.

Substance CAS No Max.  Cig. 
Appln. 
Level 
(ppm)

Purity  of 
Sample 
Pyrolysed

Composite of Pyrolysis Max.  Level  in 
Smoke(microg)

gamma-Valerolactone  108-29-2  25 98% gamma-Valerolactone       
99.0

Dimethylbutyrolactone      1.0

12

0.1

In  a  pyrolysis  study,  100%  of  gamma-valerolactone  (“pentan-4-olide”)  added  to  cigarettes  was
transferred intact to the smoke (Purkis et al. 2011).

2.3. Ingredient(s) from which it originates

Reported  found  in  boiled  beef,  beef  fat,  beer,  cacao, Swiss  cheese, Ground and  roasted  coffee,
roasted filberts, milk fat, dried mushrooms, peach, roasted peanuts, heated pork fat, black tea and
yogurt.  Also  reported  found  in  peach,  strawberry  jam,  tomato,  whaten  bread,  gruyere  cheese,
heated butter, cooked beef, white wine, red wine, coffee and Bourbon vanilla (Burdock GA, 2010).

 

3. Status in legislation and other official guidance

CoE: Approved. Bev.: 3 ppm; Food 20ppm (Burdock GA, 2010).



Summary of Evaluations Performed by the Joint FAO/WHO Expert Committee on Food Additives

gamma-VALEROLACTONE

COE No.: 757

FEMA No.: 3103

JECFA No.: 220

Chemical names: 4-PENTANOLIDE; 5-METHYLDIHYDRO-2(3H)-FURANONE

Synonyms: PENTA-1,4-LACTONE

Functional class: FLAVOURING AGENT

Latest evaluation: 1997

ADI: ACCEPTABLE

Comments: No safety concern at current levels of intake when used as a flavouring agent

Report: TRS 884-JECFA 49/42

Specifications: COMPENDIUM ADDENDUM 6/FNP 52 Add.6/172 (1998)

Tox monograph: FAS 40-JECFA 49/231

As  taken  from  JECFA,  2001.  Evaluation  of  gamma-valerolactone  available  at: 
http://www.inchem.org/documents/jecfa/jeceval/jec_2378.htm 

gamma-Valerolactone  is  included  on  the  FDA’s  list  of  Everything  Added  to  Food  in  the  United
States (EAFUS), stating that fully up-to-date toxicology information has been sought (FDA, 2013).

Flavis number: 10.013 (EFSA, 2012).

gamma-Valerolactone is listed as a fragrance ingredient by IFRA (2016).

This  material  appears  on  the  list  of  “Permitted  Additives  to  Tobacco  Products  in  the  United
Kingdom"  at  a  maximum  level  permitted  for  inclusion  in  cigarettes  of  0.002%  w/w
(cigarette/RYO/cigar) or 0.004% (pipe tobacco) (Department of Health, 2003).

γ-Valerolactone  is  pre-registered  under  REACH  (“envisaged  registration  deadline  30  November
2010”) (ECHA, 2018a). 

gamma-Valerolactone  (CAS  RN  108-29-2)  is  not  classified  for  packaging  and  labelling  under
Regulation (EC) No. 1272/2008 (ECHA, 2018b).

Pentano-1,4-lactone (CAS RN 108-29-2) is authorised for use as a flavouring substance in food in
the EU under (EU) No 872/2012.

As taken from European Commission, 2012.

gamma-Valerolactone  is  listed  in  the  US  EPA  Inert  Finder  Database  (2018)  as  approved  for
fragrance use pesticide products.

2(3H)-Furanone, dihydro-5-methyl-  (CAS RN 108-29-2)  is  listed  in  the US EPA Toxic Substances
Control Act  (TSCA)  inventory  and  also  in  the US EPA  2012 CDR  list  (Chemical  Data Reporting
Rule). The Chemical Data Reporting  (CDR) Rule  requires companies  that manufacture  (including
import) certain chemicals at certain volumes in the U.S. to report to EPA every four years through
its CDR.

The  TSCA  inventory  and  2012  CDR  list  are  available  at   
https://iaspub.epa.gov/sor_internet/registry/substreg/searchandretrieve/searchbylist/search.do



γ-Valerolactone has been given GRAS (generally recognized as safe) status by FEMA (Hall RL and
Oser BL, 1965).

According to New Zealand’s Environmental Protection Authority, 2(3H)-furanone, dihydro-5-methyl-
(CAS  RN  108-29-2)  may  be  used  as  a  single  component  chemical  under  an  appropriate  group
standard (NZ EPA, 2006).

SMILES  O=C(OC(C1)C)C1  (gamma-valerolactone)  is  included  in  the  ChEMBL  database
(ChEMBL).

 

4. Metabolism/Pharmacokinetics

4.1. Metabolism/metabolites

“Gamma-valerolactone (GVL) is reported to be a substance that can be used as a legal substitute
for  gamma-hydroxybutyric  acid  (GHB),  which  is  currently  a  controlled  substance  in  several
countries. Unlike gamma-butyrolactone and 1,4-butanediol, GVL is not metabolized to GHB, which
causes the effects after uptake of these two chemicals. In the case of GVL, the lactone ring is split
to gamma-hydroxyvaleric acid (GHV or 4-methyl-GHB) by a lactonase. Because of its affinity for the
GHB  receptor,  GHV  reveals  similar  effects  to  GHB,  although  it  is  less  potent.  Intoxications  with
GVL, or its use as a date rape drug, are conceivable. Despite these facts, there are no publications
in  the  literature  regarding  detections  of GHV  in  human  samples.  This  study  reports  three  cases,
including five urine samples, in which GHV could be detected in concentrations between 3 and 5.8
mg/L. In one of these cases, a drug-facilitated sexual assault (DFSA) was assumed; four of these
samples were from two people suspected of abusing GHB. The results indicate that GVL is used as
an alternative  to GHB and  its  precursors and  should be  taken  seriously. GVL or GHV should  be
included in toxicological analysis, particularly in DFSA cases. More information is needed regarding
the pharmacokinetics of GVL/GHV for the meaningful interpretation of positive or negative results.”
As  taken  from Andresen-Streichert H et  al.  (2013).  J. Anal. Toxicol. 37(4),  250-4. PubMed,  2014
available at: http://www.ncbi.nlm.nih.gov/pubmed/23486087 

ALIPHATIC LACTONES

“In general,  lactones are  formed by acid-catalysed  intramolecular cyclisation of  hydroxycarboxylic
acids.  In an aqueous environment, a pH-dependent equilibrium  is established between  the open-
chain hydroxycarboxylate anion and the lactone ring. In basic and neutral media, such as blood, the
openchain  hydroxycarboxylate  anion  is  favoured while  in  acidic media,  such as  gastric  juice  and
urine,  the  lactone  ring  is  favoured.  Enzymes,  such  as  lactonase,  may  catalyse  the  hydrolysis
reaction, but for simple saturated lactones, the ring-opening reaction and reverse cyclication are in
equilibrium,  mainly  controlled  by  pH  conditions.  Both  the  aliphatic  lactones  and  the  ring-opened
hydroxycarboxylic  acids  can  be  absorbed  from  the  gastrointestinal  tract.  However,  the  simple
lactones, with  low molecular weight,  being  uncharged may  cross  the  cell membrane more  easily
than the acidic form, which penetrates the cells as a weak electrolyte” (EFSA, 2012).

Hydrolysis of Aliphatic Lactones:

“Fifteen  candidate  substances  [FL-no:  10.038,  10.039,  10.040,  10.045,  10.047,  10.048,  10.049,
10.052,  21  10.055,  10.058,  10.059,  10.063,  10.068,  10.168  and  10.170]  are  simple  aliphatic
lactones that are expected to readily undergo hydrolysis in vivo.

Information  on  the  disposition  of  these  substances  is  mainly  derived  from  studies  on  a  single
supporting substance, butyro-1,4-lactone [FL-no: 10.006], which has been extensively studied due
to the production of CNS depression, attributed  to  its hydrolysis product, gamma-hydroxybutyrate.
No data on the candidate substances are available. When 4-hydroxybutanoic acid gamma-lactone
(butyro-1,4-lactone) is administered intravenously, intraperitoneally (i.p.) or orally to rats, the open-
chain  4-3  hydroxybutanoate  anion  is  detected  in  the  blood  and  tissues  and  the  sedative  effect
produced by 4-4 hydroxybutanoate was evidenced. The half-life  for  the conversion of  the  lactone



ring  to  the  open-chain  anion  in  the  blood  is  less  than  one minute.  The  reaction  is  catalysed  by
gamma-lactonase, which shows greater activity in the plasma than in the liver or brain.

Hydrolysis of various aliphatic lactones (1 mM), including  those  formed from tertiary alcohols, has
been described after in vitro incubation in basic simulated intestinal fluid and rat liver homogenate...

...The rate and the extent of hydrolysis differ, depending on the lactone tested. The observation that
gamma-lactones,  sterically  hindered  gamma-lactones  and  omega-lactones  are  hydrolysed  to  the
ring-opened  form  under  these  conditions  supports  the  conclusion  that  the  ring-opened
hydroxycarboxylic acid anion exists in body fluids at basic pH. In acidic media, such as the gastric
juice and the urine, the lactone form predominates.

Gamma-valerolactone and gamma-hexalactone have been detected  in the urine of normal human
adults” (EFSA, 2012). 

In humans, paraoxonase  (PON1), a serum enzyme belonging  to  the class of A-carboxyesterases
(Aldridge,  1953),  is  known  to  rapidly  hydrolyse  a  broad  range  of  aliphatic  lactone  substrates
including beta-, gamma-, delta-, and omega-lactones, lactones fused to alicyclic rings such as 2-(2-
hydroxycyclopent-4-enyl)ethanoic  acid  gamma-lactone  (Billecke  et  al.,  2000).  Activities  of
paraoxonase isoenzymes (Q & R)  in human blood exhibit a bimodal distribution  that  is accounted
for  by  a  Q/R  (glutamine  or  arginine)  polymorphism  with  Q-type  homozygotes  showing  a  lower
activity  than QR heterozygotes  or R homozygotes  (Humbert et  al.,  1993).  Incubation  of 1 mM of
human R-type PON1 with aliphatic lactones gamma-butyrolactone, gamma-valerolactone, gamma-
decanolactone and undecano-gamma-lactone resulted in hydrolysis rates of 9.1, 7.0, 19.0 and 13.0
μmol/min/ml  substrate,  respectively  (Billecke  et  al.,  2000).  Hydrolysis  is  slower  for  the  alicyclic
fused-ring  lactone,  2-(2-hydroxycyclopent-4-enyl)ethanoic  acid  gammalactone,  with  a  hydrolysis
rate  of  less  than  3  μmol/min/ml  substrate  in  the  Q  and R  isoenzymes  of  PON1  (Billecke  et  al.,
2000).  Based  on  these  data,  it  is  concluded  that  a  wide  variety  of  lactones  readily  hydrolyse  in
human blood serum support either prior to absorption or upon entering systemic circulation (EFSA,
2012).  

 “The  principal  metabolic  pathways  utilized  for  detoxication  of  branched-chain  hydroxycarboxylic
acids are influenced by the chain length and the position and size of alkyl substituents. Short-chain
(<  C6)  branched  aliphatic  hydroxycarboxylic  acids  may  be  excreted  conjugated  mainly  with
glucuronic acid, or undergo alpha- or beta-oxidation followed by cleavage and complete metabolism
to CO2  via  the  fatty  acid  pathway and  the  tricarboxylic  acid  cycle. Alternatively,  as  chain  length,
substitution  and  lipophilicity  increase,  the  hydroxycarboxylic  acid  may  undergo  a  combination  of
omega-,  omega-1  and  beta-oxidation  to  yield  polar  hydroxyacid,  ketoacid  and  hydroxydiacid
metabolites that may be excreted as the glucuronic acid or sulphate conjugates in the urine and, to
a  lesser  extent,  in  the  faeces.  Methyl  substituted  carboxylic  acids  are,  to  some  extent,  omega-
oxidised  in  animals  to  form  diacids, which  can  be  detected  in  the  urine.  Carboxylic  acids with  a
methyl  substituent  located  at  an  even-numbered  carbon  (e.g.  2-methylpentanoic  acid  or  4-
methyldecanoic  acid)  are  metabolised  extensively  in  the  fatty  acid  pathway  to  CO2  via  beta-
oxidation  and  cleavage  of  the  longer  branched-chain.  If  the  methyl  group  is  located  at  an  odd-
numbered  carbon  such  as  the  3-position,  beta-oxidation  is  inhibited  and  omega-oxidation
predominates, primarily  leading  to polar, acidic metabolites capable of being excreted  in  the urine
as  such or  as  conjugates.  Larger  alkyl  substituents  (> C2)  located  at  the  alpha-  or  beta-position
inhibit metabolism to CO2 in which case there is either direct conjugation of the acid with glucuronic
acid  or  omega-oxidation  leading  to  diacid  metabolites,  which  may  be  conjugated  and  excreted”
(EFSA, 2012).

“Female Wistar rats were exposed to 2000 ppm n-heptane inhalation for 12 weeks. Metabolites in
urine  were  identified  by  gas  chromatography-mass  spectrometry.  Urinary  metabolites  were
quantified  following  6-hr  n-heptane  exposures.  n-Heptane  metabolites  were  1-,  2-,  3-,  and  4-
heptanols, 2- and 3-heptanones, 2,5- and 2,6-heptanediols, 5-hydroxy-2-heptanone,  6-hydroxy-2-
heptanone,  6-hydroxy-3-heptanone,  2,5-  and  2,6-heptanediones,  and  gamma-valerolactone.  The
amount of urinary metabolites increased greatly after the second exposure day, achieving a steady-
state  concentration  on  subsequent  exposure  days  over  the  12  weeks  of  the  exposure  regimen.



These results showed that n-heptane was metabolized mainly by hydroxylation at omega- 1 carbon
atom and to a lesser extent at the omega- 2 carbon atom. 2-Heptanol, 6-hydroxy-2-heptanone, and
3-heptanol  were  the  major  metabolites  and  were  excreted  as  sulfates  and  glucuronides.  2,5-
Heptanedione, which  is a neurotoxic agent, was  the metabolite  found  in  least amounts  (2.4 +/- 2
ug/rat)  in the urine. No clinical evidence of neurotoxicity was observed after n-heptane exposure.”
As taken from Bahima J et al.; Toxicol Appl Pharmacol 76 (3): 473-82 (1984). 

“The urinary metabolites of n-nonane in male Fischer 344 rats, after administering the hydrocarbon
by  gavage,  included  gamma-valerolactone,  delta-hexanolactone,  2,5-hexanedione,  delta-
heptanolactone,  1-heptanol,  2-nonanol,  3-nonanol,  4-nonanol,  4-nonanone  and  5-methyl-2-(3-
oxobutyl)furan. Metabolism strongly favored the formation of monoalcohols and lactones, which are
the products of appropriately substituted hydroxy carboxylic acids. The metabolites were identified
using  gas  chromatography  (GC)  and  gas  chromatography/mass  spectrometry  (GC/MS).  High
pressure  liquid  chromatography  (HPLC)  permitted  the  detection  of  the  dicarboxylic  acids malonic
acid  and  glutaric  acid  in  the  n-nonane  dosed  rat  urines.”  As  taken  from  Serve  MP  et  al.;
Chemosphere 31 (2): 2661-8 (1995).

Urinary  metabolites  from  Charles  river  rats:  2-hexanol;  5-hydroxy-2-hexanone;  2,5-hexanedione;
2,5-dimethylfuran;  gamma-valerolactone;  norleucine;  and  urea.  Apparently,  alpha-oxidation  to
carbon  dioxide  is  detoxification  mechanism  and  omega-1  oxidation  leads  to  activation.  As  taken
from Divincenzo GD et al.; Toxicol Appl Pharmacol 41 (3): 547 (1977). 

Aliphatic  hydroxycarboxylic  acids  are  reported  to  be  hydrolysed  and  oxidized  via  the  fatty  acid
pathway. (Adams et al., 1998).

“Gamma butyrolactone (GBL) is metabolized to gamma hydroxybutyrate (GHB) in the body. GHB is
a DEA Schedule 1 compound; GBL is a DEA List 1 chemical. Gamma valerolactone (GVL) is the 4-
methyl analog of GBL; GVL  is metabolized  to 4-methyl-GHB; GVL is NOT metabolized  to GBL or
GHB.  The  effects  of GBL  (18.75-150 mg/kg), GVL  (200-1600 mg/kg)  or  vehicle  on  the  acoustic
startle reflex (ASR), and the classically-conditioned enhancement of startle, the Startle Anticipated
Potentiation  of Startle  (SAPS)  response were  studied  in male  rats. Both  compounds produced  a
dose-dependent  reduction  of  ASR, with GBL  5-7  times more  potent  than GVL.  In  contrast,  GBL
treatment significantly reduced SAPS at doses that exerted only moderate effects on ASR, whereas
GVL exerted little or no effect on the SAPS, except at doses that produced pronounced reductions
in  Noise  Alone  ASR.  In  a  second  experiment,  rats  were  tested  for  Noise  Alone  ASR  behavior
following  treatment with a single mid-range dose of GBL (75 mg/kg), GVL (400mg/kg) or vehicle;
immediately  following  startle  testing  the  animals were sacrificed  and  their  brains  and blood were
collected for determination of GHB, 4-methyl-GHB, GBL and GVL. GHB was found in measurable
concentrations  in  all  of  the  blood  specimens and 6  (of  8)  of  the  brain  specimens  from  the GBL-
treated  subjects.  4-Methyl-GHB was  found  in  measurable  concentrations  in  all  of  the  blood  and
brain  specimens  of  the  GVL-treated  subjects;  the  change  in  startle  amplitude  was  inversely
correlated to the brain concentrations of these compounds. These findings confirm the differences
in  the metabolic  fate of GBL and GVL as pro-drugs  for  the  formation of GHB and 4-methyl-GHB,
respectively. Moreover,  the  dissimilarity  in  effect  profile  for GBL  and GVL on  ASR versus  SAPS
behaviors suggests that different receptor(s) may be involved in mediating these behavioral effects.”
As taken from Marinetti LJ et al. 2012. Pharmacol. Biochem. Behav. 101(4), 602-8. PubMed, 2014
available at:   http://www.ncbi.nlm.nih.gov/pubmed/22349589 .

4.2. Absorption, distribution and excretion

“Rats given a single oral dose of MnBK excreted 45% of the dose via inhalation (40% as CO2 and
5% as MnBK), 35% in urine, 1.5% in  the  feces, and about 15% remained  in  the carcass. Beagle
dags exposed to MnBK via inhalation at 50 or 100 ppm for 6 hr excreted 32 or 35% of the vapor in
the expired breath. MnBK was not detected in the breath 3-5 hr postexposure. MnBK is eliminated
from the body primarily as carbon dioxide in expired air, and as 2-hexanol, 5-hydroxy-2-hexanone,
2,5--hexanedione, 2,5-dimethyl furan, gamma-valerolactone, norleucine, and urea in the urine.” As
taken from Bingham, E et al. Patty's Toxicology Volumes 1-9 5th ed. John Wiley & Sons. New York,



N.Y. (2001). p. 6:209.

“Gamma-valerolactone and gamma-hexalactone have been detected in the urine of normal human
adults” (EFSA, 2012). 

4.3. Interactions

“Alternatively, the lactones containing alpha,ß-unsaturation may conjugate with glutathione and be
excreted as the cysteine or mercapturic acid. Data for two structurally related alpha,ß-unsaturated
lactones provide evidence for  the direct conjugation pathway. Liver glutathione (GSH)  levels were
significantly  reduced  (11%  of  control  values  after  30  minutes;  26%  after  2  hours)  following  an
intraperitoneal injection of 5-hydroxy-2-hexenoic acid delta-lactone (parasorbic acid lactone) to rats
(Boyland  &  Chasseaud,  1970).  In  vitro,  the  reaction  is  catalysed  by  glutathione-S-transferase
(Chasseaud, 1979). The relative rate of  reaction with GSH is faster  for 5-hydroxy-2-hexenoic acid
delta-lactone  compared  to  a  series  of  aromatic  (coumarin  and  dihydrocoumarin)  and  saturated
(e.g., (-valerolactone) lactones. The reaction slowed in the presence of  liver microsomes obtained
from male Wistar  rats  or  humans  which  suggest  that  cytochrome  P-450 monooxygenase  is  not
required  for  the  GSH  conjugation.  Conversely,  5-hydroxy-2,4-pentadienoic  acid  delta-lactone  did
not  react  directly  with  GSH,  but  did  deplete  GSH  in  the  presence  of  liver  microsomes,  which
suggests that an oxidized metabolite of the lactone may be conjugated with GSH (Fry et al., 1993).”
As  taken  from  WHO  Food  Additives  Series  40,  available  at: 
http://www.inchem.org/documents/jecfa/jecmono/v040je12.htm

“Here  we  demonstrate  that  a  series  of  γ-  and  δ-(thio)lactones  also  act  as  mechanism  based,
prodrug type CA inhibitors, similar to the (thio)coumarins. Through the esterase activity of CA, these
compounds  are  hydrolyzed  in  situ  to  the  corresponding  hydroxy/keto/mercapto  acids  which
thereafter  act  as  inhibitors.  CA  isoforms  I  and  IX  were  efficiently  inhibited  by  simple  such
compounds, with K is in the range of 0.92–19.1μM, whereas CA II was not inhibited at all. Isoform-
selective CA inhibitors which spare the ubiquitous off-target CA II may have interesting applications
for example for selectively inhibiting the tumor-associated CA IX, a validated anticancer target.” As
taken  from  Carta  F  et  al.  2012.  Bioinorganic  and  Medicinal  Chemistry  Letters  22(1),  267-70.
PubMed, 2014 available at   http://www.ncbi.nlm.nih.gov/pubmed/22137345.

 

5. Toxicity

5.1. Single dose toxicity

ORGANISM TEST 
TYPE 

ROUTE REPORTED 
DOSE 

EFFECT SOURCE

guinea pig LDLo intramuscular 2500mg/kg   Journal  of 
Pharmacology  and 
Experimental 
Therapeutics.  Vol. 
76, Pg. 189, 1942.

rabbit LD50 oral 2480mg/kg  Behavioral:  general 
anesthetic 
lungs,  thorax,  or 
respiration:  respiratory 
stimulation

Behavioral:  muscle 
weakness

Journal  of  Industrial 
Hygiene  and 
Toxicology.  Vol.  27, 
Pg. 263, 1945.

rabbit LD50 skin >5gm/kg    Food  and  Chemical 
Toxicology.  Vol.  20, 
Pg. 847, 1982.



rat LD50 oral 8800mg/kg  Behavioral:  general 
anesthetic
Lungs,  thorax,  or 
respiration:  respiratory 
stimulation
Behavioral:  muscle 
weakness

Journal  of  Industrial 
Hygiene  and 
Toxicology.  Vol.  27, 
Pg. 263, 1945.

As  taken  from  ChemIDplus.  Accessed  April  2018.  Available  at:
https://chem.nlm.nih.gov/chemidplus/ 

5.2. Repeated dose toxicity

Four mice exposed for 7 hr/day to a “mixture of vapor and mist” of gamma-valerolactone (producing
atmospheric  concentrations  of  3-10  mg/l)  all  died  within  4  days.  Respiratory  disturbance  and
paralysis of  the hind quarters were seen. No overt effects were seen  in exposed  rabbits  (n=2) or
rats (n=4) (Deichmann et al. 1945). 

Similar  exposure  of  6  mice,  5  rats  and  2  rabbits  (to  a  “mixture  of  vapor  and  mist”  of  gamma-
valerolactone,  but  a  much  less  dense mist  (not  further  defined)  than  above)  for  7  hr/day  and  5
days/week,  for  92  days,  resulted  in  the  death  of  3 mice within  the  first  3  exposures;  respiratory
distress was reported in one. The remaining 3 mice survived until  the end of the study but did not
gain weight. The rabbits and rats showed no overt signs of  toxicity. During  the  first  five exposure
periods,  atmospheric  concentrations were  2.2-4.2 mg  gamma-valerolactone[presumably/l];  during
the next 3 wk, atmospheric concentrations were between 1.3 and 1.9 mg/l; for the remainder of the
study, they were (with the exception of a single day) in the region of 0.8-1.3 mg/l (Deichmann et al.
1945). 

Subchronic and/or  chronic  studies  have been performed using  gamma-lactones  formed  from C4,
C5, C9 and C11 linear saturated hydroxycarboxylic acids (Table B3). No dose-related effects were
reported when rats were maintained on diets providing an average daily  intake of 49 mg gamma-
valerolactone/kg for 90 days (Oser et al., 1965) or 500 mg/kg for 14 wk (Hagan et al., 1967); 62.8
mg gamma-nonalactone/kg for 90 days (Oser et al., 1965) or 250 mg/kg for 1.5 to 2 years ( Bar and
Griepentrog, 1967); 16.5 mg gamma-undecalactone/kg for 90 days (Oser et al., 1965), 166 mg/kg
for  130 days  ( Galea,  1965),  or  250 mg/kg  for  1.5  to  2  years  (  Bar  and Griepentrog,  1967).  No
effects were  observed  in  a 49-week  study  in  rats or  a 38-week  study  in  dogs when a mixture  of
gamma-lactones  (gamma-decalactone  and  gamma-dodecalactone)  was  added  to  the  diet  of  test
animals.  The  mixture  provided  average  daily  intakes  of  gamma-decalactone  and  gamma-
dodecalactone of 150 mg/kg and 300 mg/kg,  respectively,  to  rats, and 75 mg/kg and 150 mg/kg,
respectively to dogs (Wilson, 1961a). No adverse effects were reported when gamma-butyrolactone
was administered daily by gavage  for 13 wk  to mice or  rats at a dose  level of 112 mg/kg or 131
mg/kg, respectively  (NTP, 1992). The  intake  levels that produced no effects  in subchronic studies
are greater than 10,000 times the daily per capita intake (“eaters only”) from use of the respective
lactone as a flavour ingredient or from exposure as a natural component of food.

“A mixture composed primarily of aliphatic carboxylic acids and lactones was added to the diet of a
limited number of rats (four males, three females) at a level calculated to result in the average daily
intake  of  100 mg gamma--butyrolactone/kg  and 32 mg/kg  each  for  gamma-octalactone,  gamma-
nonalactone,  gamma-decalactone,  gamm--undecalactone  and  gamma-dodecalactone  for  4  to  6
months (Wilson F. (1961b) Biological investigation of “460“ flavour mixture as flavouring agents for
margarine.  Unpublished  report  to  RIFM  Wilson,  1961b).  Five  succeeding  generations  were
maintained  on  the  same  dietary  regimen.  Histopathological  examinations  of  all  treated  animals
revealed no effects. Although the validity of  the results of  the study are of  limited value based on
the small number of animals in the study (D. Fassett, unpublished report to RIFM, 1961), the results
are consistent with those in feeding studies for individual  lactone components reported above (i.e.
gamma-butyrolactone, gamma-nonalactone, gamma-decalactone).” As  taken  from Adams T. B. et
al. Food and Chemical Toxicology. Volume 36, Issue 4, 6 April 1998, Pages 249-278. 



Type of Test Route  of 
Exposure  or 
Administration

Species/Test 
System

Dose Data Toxic 
Effects

Reference

TCLo  - 
Lowest 
published 
toxic 
concentration

Inhalation Rodent  - 
mouse

1  gm/m3/7H/ 
92D 
(intermittent)

Related 
to 
Chronic 
Data  - 
death

JIHTAB Journal  of  Industrial 
Hygiene  and  Toxicology. 
(Cambridge,  MA)  V.18-31, 
1936-49.  For  publisher 
information,  see  AEHLAU. 
Volume(issue)/page/year: 
27,263,1945

 As taken from RTECS, 1997.

5.3. Reproduction toxicity

γ-Valerolactone  is  suspected  to  be  toxic  for  reproduction.  The  CAESAR  developmental  toxicity
model in the VEGA (Q)SAR platform predicts that the chemical is a toxicant (good reliability).

As taken from ECHA, 2016.

The  reliability  and  applicability  of  this  QSAR  prediction  as  standalone  source  of  toxicological
information  is  limited  and  inappropriate  for  some  complex  endpoints  like  reprotoxicity  or
carcinogenicity. Nevertheless, for the toxicological assessment of this ingredient, this result was still
taken  into  consideration  and used within  the WoE approach as  a supportive  tool,  in  combination
with other sources of information when available, like experimental data or appropriate read-across.

5.4. Mutagenicity

IN VITRO TEST 
SYSTEM

TEST CONDITIONS ENDPOINT ACTIVATION RESULT REFERENCE(S)

Escherichia coli, 
strains  WP2 
and WP2s. 

Test  conditions/doses 
not  specified,  but 
possibly tested up to 3 
mg/plate. 

Mutation  Presumably 
without 

-ve  Kuroda  et  al. 
1986 

Saccharomyces 
cerevisiae, 
strain D7 

Tested  at  a 
concentration  of  15 
mg/ml. 

Mutation  without  -ve  Zimmermann  & 
Rohlfs, 1991 

Saccharomyces 
cerevisiae, 
strain D7 

Tested  at  a 
concentration  of  15 
mg/ml. 

Gene 
conversion 

without  -ve  Zimmermann  & 
Rohlfs, 1991 

Saccharomyces 
cerevisiae, 
strain D61.M 

Tested  for  ability  to 
induce  chromosomal 
mal-segregation. 
Dose(s) not specified. 

Chromosome 
effect 

not stated  +ve  Liu et al. 1997 

Saccharomyces 
cerevisiae, 
strain D61.M 

Tested  for  ability  to 
induce  mitotic 
aneuploidy.  Part  of 
“incubation”  was 
conducted  in  an  ice 
bath. 

Chromosome 
effect 

without  +ve 

(over 
narrow 
conc. 
range  of 
2-3%) 

Zimmermann  et 
al.  1985; 
Zimmermann  et 
al. 1988 

Saccharomyces 
cerevisiae, 
strain D61.M 

Tested  for  ability  to 
induce  chromosome 
loss.  Incubation  at 
20°C. 

Chromosome 
effect 

without  -ve  Zimmermann  et 
al. 1989 



γ-Valerolactone  is a suspected mutagen. The CAESAR mutagenicity model  in  the VEGA  (Q)SAR
platform predicts that the chemical is a mutagen (moderate reliability). 

As taken from ECHA, 2016.

The  reliability  and  applicability  of  this  QSAR  prediction  as  standalone  source  of  toxicological
information  is  limited  and  inappropriate  for  some  complex  endpoints  like  reprotoxicity  or
carcinogenicity. Nevertheless, for the toxicological assessment of this ingredient, this result was still
taken  into  consideration  and used within  the WoE approach as  a supportive  tool,  in  combination
with other sources of information when available, like experimental data or appropriate read-across.

5.5. Cytotoxicity

“The cytotoxic effects of the following five hexane-related compounds were examined on Schwann
cell  DNA  synthesis:  2,5-hexanedione  (2,5-HD),  2-hexanol  (2-OH),  2-hexanone  (MnBK),  2,5-
dimethylfuran  (DF)  and  gamma-valerolactone  (VL).  Schwann  cells  were  isolated  from  the  sciatic
nerves of neonatal Sprague-Dawley rats and cultured. [(3)H]-thymidine incorporation into Schwann
cell  nuclei  was  measured  by  scintillation  spectrometry  and  autoradiography  when  hexane
derivatives were  added  to  the  culture medium. All  of  the  hexane-related  compounds  suppressed
[(3)H]-thymidine incorporation in a concentration-dependent manner. DF was the most cytotoxic for
the inhibition of Schwann cell DNA synthesis among the compounds. The finding suggests that DF-
mediated cytotoxicity should be taken into account as a possible additional mechanism of hexane
intoxication,  especially  in  the  impairment  of  mitotic  cells.”As  taken  from  Kamijima  M  et  al.
Toxicology.  1996, Apr  15;  108(1-2):25-31.  PubMed,  2014  available  at
http://www.ncbi.nlm.nih.gov/pubmed/8644114

5.6. Carcinogenicity

“MultiCASE  has  the  ability  to  automatically  determine  the  structural  features  responsible  for  the
biological activity of chemicals. In the present study, 93 chemicals tested for their ability to  induce
chromosomal  'malsegregation'  in  the  yeast  Saccharomyces  cerevisiae  were  analyzed.  This
'malsegregation'  mimics  molecular  events  that  occur  during  human  development  and
carcinogenesis  resulting  in  an  effective  loss  of  one  chromosome  of  an  autosomal  pair  and
duplication  of  the  homologue.  Structural  features  associated  with  the  ability  to  induce  such
chromosome  loss  and  duplication  were  identified  and  compared  with  those  obtained  from
examination  of  other  toxicological  data  bases.  The  most  significant  structural  similarities  were
identified  between  the  induction  of  chromosomal  malsegregation  and  several  toxicological
phenomena  such  as  cellular  toxicity,  induction  of  sister  chromatid  exchanges  in  vitro  and  rodent
developmental toxicity. Very significant structural similarities were also found with systemic toxicity,
induction  of  micronuclei  in  vivo  and  human  developmental  toxicity.  Less  significant  structural
overlaps were found between yeast mal-segregation and rodent carcinogenicity, DNA reactivity and
mutagenicity, and the induction of chromosome aberrations in vitro and sister chromatid exchanges
in vivo. These overlaps may indicate mechanistic similarities between the induction of chromosomal
malsegregation and other toxicological phenomena. The predictivity of the SAR model derived from
the present data base is relatively low, however. This may be merely a reflection of the small size
and composition of  the data base, however,  further analyses suggest  that  it  reflects primarily  the
multiple mechanisms responsible for the induction of chromosomal malsegregation in yeast and the
complexity of the phenomenon.” As taken from Liu M et al. MUTATION RESEARCH; 374 (2). 1997.
209-231. PubMed, 2014 available at  http://www.ncbi.nlm.nih.gov/pubmed/9100845

TUMOR INHIBITION STUDIES:

Species: Mouse

Number  of  Animals 
Tested:

(?,19)/(?,19)



Strain/Sex: Icr/female

Dose (Inhibitor): 0.034 mmol/g in diet for 5 wk beginning 1 wk prior to carcinogen dose (study 
duration: 21 wk)

Route (Inhibitor): Oral

Carcinogen: Benzo[a]pyrene ; 50-32-8

Route (Carcinogen): Gavage

Dose (Carcinogen): 1 mg in 0.2 ml corn oil 2/wk for 4 wk

Promoter: None used

Target  Tissue:  Type  of 
Lesion:

Forestomach: tumor

Endpoint (Incidence): (95%, 95%, 0%, not significant

Endpoint (Multiplicity): 4.47, 5.16, -15%, not significant

Reference: [Wattenberg,lw,  lam,lkt  and  fladmoe,av;  inhibition  of  chemical  carcinogen- 
induced  neoplasia  by  coumarins  and  alpha-angelicalactone;  cancer  res. 
39:1651-1654, 1979]

As taken from CCRIS (1993), available at https://toxnet.nlm.nih.gov/newtoxnet/ccris.htm 

Reports indicated no carcinogenic activity (Rudali et al. 1976; Munn 1975). 

5.7. Irritation/immunotoxicity

It is not a skin irritant or sensitizer (Industrial hygiene and toxicology, 1967). 

Type  of 
Test

Route  of 
Exposure  or 
Administration

Species 
/  Test 
System

Dose 
Data

Reaction 
Severity

Reference

Standard 
Draize 
test

Administration 
onto the skin

Rodent - 
rabbit

500 
mg/ 
24H

Mild FCTOD7  Food  and  Chemical  Toxicology. 
(Pergamon  Press  Inc.,  Maxwell  House, 
Fairview Park, Elmsford, NY 10523) V.20- 
1982-  Volume(issue)  /  page  /  year: 
20,847,1982

As taken from RTECS, 1997

“A skin, eye, mucous membrane, and upper respiratory tract irritant.”

As taken from Haz-Map, 2017.

γ-Valerolactone is a suspected skin sensitizer. The CAESAR skin sensitization model in the VEGA
(Q)SAR platform predicts that the chemical is a sensitizer (good reliability). 

As taken from ECHA, 2016.

The  reliability  and  applicability  of  this  QSAR  prediction  as  standalone  source  of  toxicological
information  is  limited  and  inappropriate  for  some  complex  endpoints  like  reprotoxicity  or
carcinogenicity. Nevertheless, for the toxicological assessment of this ingredient, this result was still
taken  into  consideration  and used within  the WoE approach as  a supportive  tool,  in  combination
with other sources of information when available, like experimental data or appropriate read-across.

5.8. All other relevant types of toxicity



Total  particulate  matter  (TPM)  from  heated  (tobacco  or  nicotine)  product(s)  containing
valerolactone,  [gamma-]  was  tested  in  a  battery  of  in vitro  and/or  in vivo  test(s).  Within  the
sensitivity  and  specificity  of  the  bioassay(s)  the  activity  of  the  TPM  was  not  increased  by  the
addition of containing valerolactone, [gamma-] when compared to TPM from 3R4F cigarettes. The
table below provides tested level(s) and specific endpoint(s).

Endpoint Tested level (ppm) Reference

In vitro genotoxicity 26 JTI KB Study Report(s)

In vitro cytotoxicity 26 JTI KB Study Report(s)

Other In vitro Test:

The  effect  of  n-hexane  metabolites  on  human  polymorphonuclear  leukocyte  chemotaxis  and
luminol-dependent chemiluminescence was  investigated. No effect was detected when 2-hexanol,
2-hexanone and gamma-valerolactone were used; 2,5-hexanedione at 75 micrograms/ml  inhibited
chemotaxis and a direct correlation between increasing the xenobiotic concentration and the degree
of inhibition was found. Chemotactic peptide-induced chemiluminescence was not affected by 2,5-
hexanedione.  In  order  to  clarify  the  phenomenon,  plasma membrane  fluidity was  investigated  by
fluorescence  polarization  of  the  fluorescent  probe  trimethylammonium  diphenylhexatriene.  2,5-
hexanedione increased the membrane fluidity, while the other n-hexane metabolites did not change
the degree of  fluorescence polarization. Results  suggest  that  the  cellular  functions modulated  by
membrane-cytoskeletal  organization  are  affected  by  2,5-hexanedione  also  at  the  low
concentrations. As taken from Governa et al. Cell Biol Toxicol. 1986, Mar; 2(1):33-9. PubMed, 2014
available at  http://www.ncbi.nlm.nih.gov/pubmed/3267444 

There  is  mounting  evidence  that  green  tea  (Camellia  sinensis)  possesses  numerous  health-
promoting  properties,  and  may  potentially  be  beneficial  to  those  suffering  from  Alzheimer's  and
other diseases, including cardiovascular disease and cancer. These beneficial properties are largely
attributed  to  the  high  polyphenol  content,  particularly  the  catechins.  In  this  study,  we  measured
acetylcholinesterase  inhibition  by white  and green  teas and  their  simulated  intestinal digests. We
found that  the potency with which  the white and green  tea extracts  inhibited acetylcholinesterase
varied through the simulated digestion procedure.  Initially,  in the undigested extract  form, potency
was high with IC₅₀ values of 7.20 μg mL⁻¹ and 8.06 μg mL⁻¹ for green and white tea respectively.
However,  this  decreased  significantly  after  gastric  digestion  but  activity  was  recovered  after
pancreatic  digestion  which  could  be  related  to  relative  increases  in  the  levels  of  caffeine  and
specific phenolic components. Of the pure tea compounds tested, EGCG was the most potent with
an  IC₅₀  of  0.0096  μmol  mL⁻¹  but  its  breakdown  product;  γ-valerolactone  was  the  least  potent
analyte.” As taken from Okello E et al. 2012. Food Func. 3(6), 651-61. PubMed, 2014 available at  
http://www.ncbi.nlm.nih.gov/pubmed/22418730

 

6. Functional effects on

6.1. Broncho/pulmonary system

No data available to us at this time.

6.2. Cardiovascular system

No data available to us at this time.

6.3. Nervous system

“Postmortem  heart  blood,  peripheral  blood,  vitreous  humor,  urine,  and  bile  specimens  from  26
autopsy cases were analyzed for the presence of gamma-hydroxybutyric acid (GHB) and gamma-



methyl  gamma-hydroxybutyric  acid  (4-Me-GHB)  after  long-term  freezer  storage.  Cases  were
selected for which exogenous GHB, gamma-butyrolactone (GBL), gamma valerolactone (GVL), or
1,4-butanediol use was not suspected. One documented positive GHB case subjected to the same
storage conditions was also evaluated for comparison. Specimens did not contain any preservatives
or  additives  except  heart  blood,  which  contained  sodium  fluoride  (2%  w/v).  The  results  of  the
analysis  for  GHB  in  vitreous  humor  (n  =  26)  demonstrated,  with  one  exception,  concentrations
below  the  limit  of  detection  for  the  method  (5  mg/L).  In  the  exception  case,  the  value  was
determined  to  be  7  mg/L.  Documented  cases  of  GHB  positive  fatalities  showed  vitreous  humor
concentrations (n = 6) that exceeded this range by a factor of 12 or more. There was no apparent
relationship  between  storage  times  and  GHB  concentrations.  The  data  developed  in  this  study
demonstrate a postmortem endogenous range for GHB in vitreous humor that is less than or equal
to  7  mg/L.  Studies  of  the  stored  GHB-positive  case  demonstrated  no  significant  change  in
concentration over the time period studied. None of the specimens analyzed in this study contained
detectable  amounts  of  4-Me-GHB.  This  would  support  the  contention  that  when  4-Me-GHB  is
detected, it is most likely due to the exogenous consumption of GVL. As taken from Marinetti LJ et
al.  J  Anal  Toxicol.  2005  Jan-Feb;  29  (1):41-7.”  PubMed,  2014  available  at 
http://www.ncbi.nlm.nih.gov/pubmed/15808012  

“Neurotoxin: CNS Solvent Syndrome”.

As taken from Haz-Map, 2017.

6.4. Other organ systems, dependent on the properties of the substance

“Gamma butyrolactone (GBL) is metabolized to gamma hydroxybutyrate (GHB) in the body. GHB is
a DEA Schedule 1 compound; GBL is a DEA List 1 chemical. Gamma valerolactone (GVL) is the 4-
methyl analog of GBL; GVL  is metabolized  to 4-methyl-GHB; GVL is NOT metabolized  to GBL or
GHB.  The  effects  of GBL  (18.75-150 mg/kg), GVL  (200-1600 mg/kg)  or  vehicle  on  the  acoustic
startle reflex (ASR), and the classically-conditioned enhancement of startle, the Startle Anticipated
Potentiation  of Startle  (SAPS)  response were  studied  in male  rats. Both  compounds produced  a
dose-dependent  reduction  of  ASR, with GBL  5-7  times more  potent  than GVL.  In  contrast,  GBL
treatment significantly reduced SAPS at doses that exerted only moderate effects on ASR, whereas
GVL exerted little or no effect on the SAPS, except at doses that produced pronounced reductions
in  Noise  Alone  ASR.  In  a  second  experiment,  rats  were  tested  for  Noise  Alone  ASR  behavior
following  treatment with a single mid-range dose of GBL (75 mg/kg), GVL (400mg/kg) or vehicle;
immediately  following  startle  testing  the  animals were sacrificed  and  their  brains  and blood were
collected for determination of GHB, 4-methyl-GHB, GBL and GVL. GHB was found in measurable
concentrations  in  all  of  the  blood  specimens and 6  (of  8)  of  the  brain  specimens  from  the GBL-
treated  subjects.  4-Methyl-GHB was  found  in  measurable  concentrations  in  all  of  the  blood  and
brain  specimens  of  the  GVL-treated  subjects;  the  change  in  startle  amplitude  was  inversely
correlated to the brain concentrations of these compounds. These findings confirm the differences
in  the metabolic  fate of GBL and GVL as pro-drugs  for  the  formation of GHB and 4-methyl-GHB,
respectively. Moreover,  the  dissimilarity  in  effect  profile  for GBL  and GVL on  ASR versus  SAPS
behaviors suggests that different receptor(s) may be involved in mediating these behavioral effects.”
As taken from Marinetti LJ et al. 2012. Pharmacol. Biochem. Behav. 101(4), 602-8. PubMed, 2014
available at  http://www.ncbi.nlm.nih.gov/pubmed/22349589.

 

7. Addiction

JTI is not aware of any information that demonstrates that this ingredient has any addictive effect.

 

8. Burnt ingredient toxicity



This  ingredient  was  considered  as  part  of  an  overall  safety  assessment  of  ingredients  added  to
tobacco  in  the  manufacture  of  cigarettes.  An  expert  panel  of  toxicologists  reviewed  the  open
literature  and  internal  toxicology  data  of  5  tobacco  companies  to  evaluate  a  composite  list  of
ingredients  used  in  the  manufacture  of  cigarettes.  The  conclusion  of  this  report  was  that  these
ingredients did not increase the inherent biological activity of tobacco cigarettes, and are considered
to be acceptable under conditions of intended use (Doull et al., 1994 & 1998).

Tobacco smoke condensates from cigarettes containing gamma-Valerolactone and an additive free,
reference cigarettes were tested  in a battery of  in vitro and/or  in vivo  test(s). Within  the sensitivity
and specificity of the bioassay(s) the activity of the condensate was not changed by the addition of
gamma-Valerolactone. Table below provides tested level(s) and specific endpoint(s).

Endpoint Tested level (ppm) Reference

Smoke chemistry 2,639 Carmines, 2002 & 
Rustemeier et al., 2002

25 Baker et al., 2004a 

1.3

52

110

JTI KB Study Report(s)

3 Roemer et al, 2014

In vitro genotoxicity 2,639 Carmines, 2002 & 
Roemer et al., 2002

25 Baker et al., 2004c

1.3 Renne et al., 2006 

1.3

52

JTI KB Study Report(s) 

25 fGLH Study Report (2010)

3 Roemer et al, 2014

In vitro cytotoxicity 2,639 Carmines, 2002 & 
Roemer et al., 2002

25 Baker et al., 2004c

1.3

52

JTI KB Study Report(s) 

25 fGLH Study Report (2010)

3 Roemer et al, 2014

Inhalation study 1 Gaworski et al., 1998 

2,639 Carmines, 2002 & 
Vanscheeuwijck et al., 2002 

25 Baker et al., 2004c 

1.3 Renne et al., 2006 

1.3

52

JTI KB Study Report(s)

3 Schramke et al, 2014

Skin painting 1 Gaworski et al., 1999

1.3

52

JTI KB Study Report(s)

In vivo genotoxicity 3 Schramke et al, 2014

Transfer studies:  

In  a  pyrolysis  study,  100%  of  gamma-valerolactone  (“pentan-4-olide”)  added  to  cigarettes  was
transferred intact to the smoke (Purkis et al. 2011).

 



9. Heated/vapor emissions toxicity

Total  particulate  matter  (TPM)  from  heated  (tobacco  or  nicotine)  product(s)  containing
valerolactone,  [gamma-]  was  tested  in  a  battery  of  in vitro  and/or  in vivo  test(s).  Within  the
sensitivity  and  specificity  of  the  bioassay(s)  the  activity  of  the  TPM  was  not  increased  by  the
addition of containing valerolactone, [gamma-] when compared to TPM from 3R4F cigarettes. The
table below provides tested level(s) and specific endpoint(s).

 
 
Endpoint

 
Tested level (ppm)

 
Reference

 
In vitro genotoxicity 26 JTI KB Study Report(s)

In vitro cytotoxicity 26 JTI KB Study Report(s)

 

10. Ecotoxicity

10.1. Environmental fate

EPISuite provides the following information:
 

Henrys Law Constant (25 deg C) [HENRYWIN v3.20]:

Bond Method : 1.36E-004 atm-m3/mole (1.38E+001 Pa-m3/mole)

Group Method: 4.25E-005 atm-m3/mole (4.31E+000 Pa-m3/mole)

Henrys  LC  [via  VP/WSol  estimate  using  User-
Entered or Estimated values]:

HLC: 5.280E-016 atm-m3/mole (5.350E-011 Pa-m3/mole)
VP: 3.76E-010 mm Hg (source: MPBPVP)
WS: 9.38E+004 mg/L (source: WSKOWWIN)

 

Log Octanol-Air Partition Coefficient (25 deg C) [KOAWIN v1.10]:

Log Kow used:  0.11 (KowWin est)

Log Kaw used:  -2.255 (HenryWin est)

Log Koa (KOAWIN v1.10 estimate): 2.365

Log Koa (experimental database): None

 

Probability of Rapid Biodegradation (BIOWIN v4.10):

Biowin1 (Linear Model):
Biowin2 (Non-Linear Model) :
Biowin3 (Ultimate Survey Model):
Biowin4 (Primary Survey Model) :
Biowin5 (MITI Linear Model) :
Biowin6 (MITI Non-Linear Model):
Biowin7 (Anaerobic Linear Model):

0.8741
0.9966
3.1181 (weeks)
3.9323 (days)
0.8103
0.9202
0.7278

Ready Biodegradability Prediction: YES

 

Hydrocarbon Biodegradation (BioHCwin v1.01):

Structure incompatible with current estimation method!

 

Sorption to aerosols (25 Dec C)[AEROWIN v1.00]:

Vapor pressure (liquid/subcooled):  7.23E+003 Pa (54.2 mm Hg)

Log Koa (Koawin est):  2.365

Kp (particle/gas partition coef. (m3/ug)):
Mackay model: 
Octanol/air (Koa) model: 

4.15E-010
5.69E-011

 



Fraction sorbed to airborne particulates (phi):

Junge-Pankow model: 1.5E-008

Mackay model: 3.32E-008

Octanol/air (Koa) model: 4.55E-009

 

Atmospheric Oxidation (25 deg C) [AopWin v1.92]:

Hydroxyl Radicals Reaction:
OVERALL OH Rate Constant = 3.7430 E-12 cm3/molecule-sec

Half-Life = 2.858 Days (12-hr day; 1.5E6 OH/cm3)

Half-Life = 34.291 Hrs

Ozone Reaction: No Ozone Reaction Estimation

Fraction sorbed to airborne particulates (phi): 2.41E-008 (Junge-Pankow, Mackay avg)
                                                                          4.55E-009 (Koa method)
Note: the sorbed fraction may be resistant to atmospheric oxidation

Soil Adsorption Coefficient (KOCWIN v2.00):
Koc : 10.39 L/kg (MCI method)

Log Koc: 1.017 (MCI method)

Koc : 8.324 L/kg (Kow method)

Log Koc: 0.920 (Kow method)

Aqueous Base/Acid-Catalyzed Hydrolysis (25 deg C) [HYDROWIN v2.00]:
Rate constants can NOT be estimated for this structure!

Volatilization from Water:
Henry LC: 4.25E-005 atm-m3/mole (estimated by Group SAR Method)
Half-Life from Model River: 14.81 hours

Half-Life from Model Lake: 245.4 hours (10.23 days)

Removal In Wastewater Treatment:
Total removal: 4.06 percent

Total biodegradation: 0.09 percent

Total sludge adsorption: 1.73 percent

Total to Air: 2.25 percent

(using 10000 hr Bio P,A,S)

Level III Fugacity Model:
  Mass Amount

(percent)
Half-Life
(hr)

Emissions
(kg/hr)

Air 2.08 68.6 1000

Water 31 360 1000

Soil 66.8 720 1000

Sediment 0.0704 3.24e+003 0

Persistence Time: 508 hr

The Ecological Categorization Results from the Canadian Domestic Substances List state that (3H)-
Furanone, dihydro-5-methyl- is not persistent in the environment:

Media of concern leading to Categorization Water

Experimental Biodegradation half-life (days) Not Available

Predicted Ultimate degradation half-life (days) 15

MITI probability of biodegradation 0.9202

TOPKAT probability of biodegradation 0.996

EPI Predicted Ozone reaction half-life (days) 999



EPI Predicted Atmospheric Oxidation half-life (days) 2.858

Data accessed May 2017 on the OECD website:  http://webnet.oecd.org/CCRWeb/Search.aspx 

10.2. Aquatic toxicity

The Ecological Categorization Results from the Canadian Domestic Substances List state that (3H)-
Furanone, dihydro-5-methyl- is not inherently toxic to aquatic organisms:

Pivotal value for iT (mg/l) 681.1

Toxicity to fathead minnow (LC50 in mg/l) as predicted by Topkat v6.1 681.1

Toxicity to fish (LC50 in mg/l) as predicted by Ecosar v0.99g 155.476

Toxicity to fish (LC50 in mg/l) as predicted by Oasis Forecast M v1.10 7,417.6108

Toxicity to fish (LC50 in mg/l) as predicted by Aster 592.539375

Toxicity to fish (LC50 in mg/l) as predicted by PNN 1,743.32933

Toxicity to daphnia (EC50 in mg/l) as predicted by Topkat v6.1 1,300

Toxicity to fish, daphnia, algae or mysid shrimp (EC50 or LC50 in mg/l) as predicted by Ecosar v0.99g 4,172.665

Toxicity to fish (LC50 in mg/l) as predicted by Neutral Organics QSAR in Ecosar v0.99g 4.44E+001

Data accessed May 2017 on the OECD website: http://webnet.oecd.org/CCRWeb/Search.aspx

ECOSAR version 1.11 reports the following aquatic toxicity data for CAS RN 108-29-2:

Values  used  to  Generate  ECOSAR  Profile
Log  Kow:  0.112  (EPISuite  Kowwin  v1.68  Estimate)
Wat Sol: 1880 (mg/L, EPISuite WSKowwin v1.43 Estimate)

 

ECOSAR v1.11 Class-specific Estimations

Esters
 

ECOSAR Class Organism Duration End Pt Predicted

mg/L (ppm)
 

Esters : Fish 96-hr LC50 169.582  

Esters : Daphnid 48-hr LC50 431.506  

Esters : Green Algae 96-hr EC50 247.686  

Esters : Fish   ChV 18.962  

Esters : Daphnid   ChV 507.850  

Esters : Green Algae   ChV 34.392  

Esters : Fish (SW) 96-hr LC50 289.607  

Esters : Mysid 96-hr LC50 722.280  

Esters : Fish (SW)   ChV 29.549  

Esters : Mysid (SW)   ChV 2.49e+006 *  

Neutral Organic SAR : Fish 96-hr LC50 4083.154 *  

(Baseline Toxicity) : Daphnid 48-hr LC50 1947.488 *  

  Green Algae 96-hr EC50 705.496  

  Fish   ChV 324.922  

  Daphnid   ChV 116.907  



  Green Algae   ChV 125.305  

             

Note:  *  =  asterisk  designates:  Chemical  may  not  be  soluble  enough  to  measure  this  predicted
effect. If the effect level exceeds the water solubility by 10X, typically no effects at saturation (NES)
are reported.

10.3. Sediment toxicity

No data available to us at this time.

10.4. Terrestrial toxicity

Record for dihydro-5-methyl-2(3H)-furanone (CAS RN 108-29-2):

Spec.  Sci. 
Name 

Spec. 
Common 
Name

Resp. 
Type 

Exp. 
Dur. 
(Days)

Media 
Type 

Test 
Loc.

Exp.Site 

Chem. Anal.

Dose#

Res. 
Sample 
Unit

Endpoint 

BAF/BCF

Effect 

Effect 
Meas.

Signif. 

Sig. 
Level

Dose 

Dose  Stat. 
Meth.

Flowers, Trees, Shrubs, Ferns; Standard Test Species

Lactuca 
sativa

  AGR     EC50 REP   NC  2.06 
mol/m3

Lettuce 3         GERM    

As taken from the EPA ECOTOX database.

ECOSAR version 1.11 reports the following aquatic toxicity data for CAS RN 108-29-2: 

Values used to Generate ECOSAR Profile
Log Kow: 0.112 (EPISuite Kowwin v1.68 Estimate)
Wat Sol: 1880 (mg/L, EPISuite WSKowwin v1.43 Estimate)

ECOSAR v1.11 Class-specific Estimations

Esters 

ECOSAR Class Organism Duration End Pt Predicted mg/L (ppm)

Esters : Earthworm 14-day LC50 5302.753 *

Note:  *  =  asterisk  designates:  Chemical  may  not  be  soluble  enough  to  measure  this  predicted
effect. If the effect level exceeds the water solubility by 10X, typically no effects at saturation (NES)
are reported.

10.5. All other relevant types of ecotoxicity

“Efficient  synthesis  of  renewable  fuels  remains  a  challenging  and  important  line  of  research. We
report  a  strategy  by  which  aqueous  solutions  of  gamma-valerolactone  (GVL),  produced  from
biomass-derived carbohydrates, can be converted  to  liquid alkenes  in  the molecular weight  range
appropriate  for  transportation  fuels  by  an  integrated  catalytic  system  that  does  not  require  an
external source of hydrogen. The GVL feed undergoes decarboxylation at elevated pressures (e.g.,
36 bar) over a silica/alumina catalyst to produce a gas stream composed of equimolar amounts of
butene and carbon dioxide. This stream is  fed directly  to an oligomerization reactor containing an
acid catalyst (e.g., H ZSM-5, Amberlyst-70), which couples butene monomers to form condensable
alkenes with molecular weights  that can be  targeted  for gasoline and/or  jet  fuel applications. The



effluent gaseous stream of CO2 at elevated pressure can potentially be captured and then treated
or sequestered to mitigate greenhouse gas emissions from the process.” As taken from Bond JQ et
al.  Science. 2010 Feb 26; 327(5969):1110-4. PubMed, 2014 available at:
http://www.ncbi.nlm.nih.gov/pubmed/20185721

EPISuite provides the following information:

Bioaccumulation Estimates (BCFBAF v3.01):

Log BCF from regression-based method: 0.500 (BCF = 3.162 L/kg wet-wt)

Log Biotransformation Half-life (HL): -2.0698 days (HL = 0.008515 days)

Log BCF Arnot-Gobas method (upper trophic): -0.033 (BCF = 0.9278)

Log BAF Arnot-Gobas method (upper trophic): -0.033 (BAF = 0.9278)

log Kow used:  0.11 (estimated)

The Ecological Categorization Results from the Canadian Domestic Substances List state that (3H)-
Furanone, dihydro-5-methyl- is not bioaccumulative in the environment:  

Log Kow predicted by KowWin 0.11

Log BAF T2MTL predicted by Gobas 0.0078844962189044

Log BCF 5% T2LTL predicted by Gobas 0.00633654279740482

Log BCF Max predicted by OASIS 1.07010617237731

Log BCF predicted by BCFWIN 0.5

Data accessed May 2017 on the OECD website:  http://webnet.oecd.org/CCRWeb/Search.aspx 
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A series of in vitro and in vivo studies evaluated the potential effects of tobacco flavoring 
and casing ingredients. Study 1 utilized as a reference control cigarette a typical commercial 
tobacco blend without flavoring ingredients, and a test cigarette containing a mixture of 165 
low-use flavoring ingredients. Study 2 utilized the same reference control cigarette as used in 
study 1 and a test cigarette containing eight high-use ingredients. The in vitro Ames Salmonella 
typhimunum assay did not show any increase in mutagenicity of smoke condensate from test 
cigarettes designed for studies 1 and 2 as compared to the reference. Sprague-Dawley rats were 
exposed by nose-only inhalation for 1 Wday, 5 daydwk for 13 wk to smoke from the test or 
reference cigarettes already described, or to air only, and necropsied after 13 wk of exposure 
or following 13 wk of recovery from smoke exposure. Exposure to smoke from reference or test 
cigarettes in both studies induced increases in blood carboxyhemoglobin (COHb) and plasma 
nicotine, decreases in minute volume, differences in body or organ weights compared to air 
controls, and a concentration-related hyperplasia, squamous metaplasia. and inflammation in 
the respiratory tract. AU these effects were greatly decreased or absent following the recovery 
period. Comparison of rats exposed to similar concentrations of test and reference cigarette 
smoke indicated no difference at any concentration. In summary, the results did not indicate 
any consistent differences in toxicologic effects between smoke from cigarettes containing the 
flavoring or casing ingredients and reference cigarettes, 
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nontobacco ingredients might increase or decrease the toxic ef- 
fects of inhaled tobacco smoke, and later pubhcations (LaVoie 
et al., 1980; Hoffman and Hoffman, 1997, 2001; World Health 
Organization, 2001) supported that hypothesis. Recently pub- 
lished research results (Gaworski et al., 1998; Paschke et al., 
2002; Rodgman, 2002a, 2002b; Rodgman and Green, 2002; 
Carmines, 2002; Rustemeier et al., 2002; Roemer et al., 2002; 
Vanscheeuwijck et al., 2002; Baker et al., 2004) have presented 
data from in vitro, and in vivo toxicity studies that indicate the 
addition of ingredients to tobacco does not increase the toxicity 
of the smoke. Baker et al. (2004), using a pyrolysis technique 
that mimics closely the combustion conditions inside burning 
cigarettes (Baker and Bishop, 2004), studied the effects of py- 
rolysis on the chemistry, in vitro genotoxicity and cytotoxicity, 
and inhalation toxicity in rodents of 29 1 single ingredients added 
to cigarettes. 

The studies described herein were designed to evaluate the 
potential influence of low-use flavonng ingredients and high-use 
mixed casing or flavoring ingredients on the biological activity 
of mainstream cigarette smoke. Test cigarettes containing flavor- 
ings or casings were analyzed and compared against an identi- 
cal reference cigarette respectively produced without flavors or 
casings. 

MATERIALS AND METHODS 

Cigarette Design 
In study 1, 165 low-use flavoring ingredients were added 

to a single test cigarette and compared to a reference cigarette 
without these ingredients. In study 2, eight high-use flavoring or 
casing ingredients were added to a single test cigarette and com- 
pared to the same reference cigarette that was used in study 1. 
Thus, the design covered these. ingredients as well as possible 
interactions between them andlor their combustion or pyrolysis 
products. The prototype cigarettes were designed to be repre- 
sentative of commercial, full flavor filter cigarettes. Test and 
reference cigarettes were constructed with conventional com- 
mercial equipment. 

The ingredients selected for evaluation in these studies com- 
prise low-use and high-use ingredients normally utilized in the 
manufacture of commercial cigarettes. The point of adbtion was 
chosen to mimic actual process conditions. Study 1 and study 2 
ingredients were incorporated into a flavoring or casing system 
at levels exceeding their normal use. Table 1 outlines the tobacco 
components of the blend used to construct the cigarettes in both 
study 1 and study 2. The blends were cased with a mixture 
of glycerin and water (at a ratio of 2:l) to provide the neces- 
sary moisture for standard processing. In preparation of study 1 
cigarettes, the ingredients were applied at arate of 10 kg11 000 kg 
leaf blend, that is, at 1 % on the test cigarettes, and the casing was 
applied at a rate of 30 kg11000 kg leaf blend. The study 2 ingre- 
dient system was applied at a rate of 31 kg11000 kg leaf blend 
(3.1%). The 165 ingredients included in the study 1 mixture ap- 
pear listed in order of descending application rate in Table 2, 

TABLE 1 
Blend composition of prototype cigarettes 

Percent of blend component in cigarettes 

Blend components Tobacco wet weight Tobacco dry weight 

Burley 24 
Virginia 28 
Oriental 14.8 
Reconstituted sheet 23.4 
Expanded tobacco 9.7 

along with the corresponding CAS-Number, regulatory identi- 
fiers (where applicable) and application rate. The seven casings 
and one flavoring included in the study 2 mixture appear listed in 
order of descending application rate in Table 3. Cellulose acetate 
filters with 32% average air dilution were used in all cigarettes. 
Monogram inks were not subject to these studies. 

Cigarette Performance 
A preliminary cigarette performance evaluation was carried 

out prior to the toxicology studies. Prior to characterization, the 
cigarettes were conditioned for a minimum of 48 h at a tempera- 
ture of 22 J; 1°C and a relative humidity (RH) of 60 & 2%, in ac- 
cordance with IS0 Standard 3402. Subsequently, the cigarettes 
were smoked on a 20-port Borgwaldt smoking machine under 
the conditions stipulated in IS0  Standard 3308. Therefore, the 
puffing regime for mainstream smoke used a 35 & 0.3 ml puff 
volume, with 2.0 & 0.05 s puff duration once every 60 k 0.5 s. 
Smoke samples were respectively collected in accordance with 
the analytical method. 

In Vitro Study Design 
The mutagenicity of total particulate matter (TPM) in study 

1 and 2 cigarettes was investigated using an Ames assay proto- 
col that conformed to OECD Guideline 471. For this purpose, 
prototype cigarettes containing a mixture of ingredients, refer- 
ence cigarettes without these ingredients, and 2R4F cigarettes 
(a standard reference cigarette developed and validated by the 
University of Kentucky) were smoked on a Borgwaldt RM200 
rotary smoking machine under the IS0 standard 3308 condition. 
TPM was collected in a standard fiberglass (Cambridge) trap 
with dimethyl sulfoxide (DMSO), and the DMSO solution was 
stored in the dark at -80°C prior to performance of the Ames as- 
say. Each sample was tested with and without S9 metabolic acti- 
vation in five slrains of Sal~nonella typhimuriurn: TA98, TA100, 
TA102, TA1535, and TA1537. Evaluation of the Ames assay 
data was carried out in terms of the mutagenic response, tal- 
ing into consideration the reproducibly dose-related increase in 
number of revertants, even if the increase was less than twofold. 
The mutagenic response to TPM from the reference and test 
cigarettes was compared using the linear portion of the slope 
(revertantslmg TPM). 



EFFECTS OF INGFEDIENTS ON CIGARETTE SMOKE TOXICITY 

TAJ3LE 2 
Ingredients added to test cigarettes in study 1 

Ingredient 
Application 

CAS no? FEMA CFRC CoEd rate (ppm) 

Benzyl alcohol 
Immortelle extract 
Coriander oil 
Balsam peru resinoid 
Anise star oil 
Celery seed oil 
Vanillin 
Potassium sorbate 
Propyl para-hydroxybenzoate 
Benzoin resinoid 
Cedarwood oil 
Clary extract 
Methy lcyclopentenolone 
Phenethyl alcohol 
Piperond 
Tea extract 
Vanilla oleoresin 
Brandy 
trans-Anethole 
Coffee extract 
5-Ethyl-3-hydroxy-4-methyl-2(5 H)-furanone 
Propionic acid 
Acetic acid 
Amy1 formate 
Angelica root oil 
Beeswax absolute 
Benzyl benzoate 
Benzyl propionate 
Cardamom oil 
beta-Carotene 
Ethyl acetate 
Ethyl butyrate 
Ethyl levulinate 
Eucalypt01 
Geranium oil 
Labdanum resinoid 
Lavandm oil 
Malt01 
Spearmint oil 
Ethyl hexanoate 
Acetylpyrazine 
Ethylmaltol 
Chamomile oil, Roman 
Citronella oil 
delta-Decalactone 
gamma-Decalactone 
Ethyl phenylacetate 

100-5 1-6 
8023-95-8 
8008-52-4 
8007-00-9 
8007-70-3 
89997-35-3 

121-33-5 
24634-6 1-5 

94-13-3 
9000-05-9 
8000-27-9 
8016-63-5 
80-71-7 
60-12-8 
120-57-0 

84650-60-2 
8024-06-4 

N.A. 
41 80-23-8 
84650-00-0 
698-10-2 
79-09-4 
64-19-7 
638-49-3 
80 15-64-3 
8012-89-3 
120-5 1-4 
122-63-4 

8000-66-6 
7235-40-7 
141-78-6 
105-54-4 
539-88-8 
470-82-6 
8000-46-2 
8016-26-0 
8022-15-9 
118-71-8 

8008-79-5 
123-66-0 

22047-25-2 
4940- 1 1-8 
8015-92-7 
8000-29- 1 
705-86-2 
706-14-9 
101-97-3 

2137 
2592 
2334 
21 17 
2096 
227 1 
3107 
292 1 
295 1 
2133 
N.A. 
2321 
2700 
2858 
2911 
N. A. 
3 106 
N.A. 
2086 
N. A. 
3153 
2924 
2006 
2068 
2088 
2126 
2138 
2150 
224 1 
N.A. 
2414 
2427 
2442 
2465 
2508 
2610 
2618 
2656 
3032 
2439 
3126 
3487 
2275 
2308 
2361 
2360 
2452 

172.515 
182.20 
182.20 

182.20 
N. A. 

182.20 
182.60 
182.3640 
172.515 
172.5 10 

N.A. 
182.20 
172.515 
172.515 
182.60 
182.20 
182.20 

N.A. 
182.60 
182.20 

N.A. 
184.1081 
184.1005 
172.515 
182.20 
184.1973 
172.515 
172.5 15 
182.20 
184.1245 
182.60 
182.60 
172.515 
172.515 
182.20 
172.5 10 
182.20 
172.515 
182.20 
172.515 

N.A. 
172.515 

58c 
225n 
154n 
298n 
23811 
52n 
107c 
N.A. 
N. A. 
439n 
252n 
415n 
758c 
68c 
104c 
45 In 
4741 
N. A. 
183c 
452n 
2300c 

3c 
2c 

497c 
5611 
N.A. 
262c 
413c 
180n 
N.A. 
191c 
264c 
373c 
182c 
324n 
13411 
257n 
148c 
285n 
3 10c 

2286c 
692c 
4811 
39n 
621c 
2230c 
2156c 

(Continz~ed on next page) 
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TABLE 2 
Ingredients added to test cigarettes in study 1 (Continued) 

Ingredient 
Application 

CAS no.' F E U  no.' CFRC C O E ~  rate (ppm) 

Ethyl valerate 
Ethyl vanillin 
Fennel sweet oil 
Glycyrrhizin arnmoniated 
gamma-Heptalactone 
3-Hexen-1 -01 
3-Hexenoic acid 
Hexyl alcohol 
Isoamyl phenylacetate 
Methyl phenylacetate 
Nerol 
Nerolidol 
Peruvian (bois de rose) oil 
Phenylacetic acid 
Pyruvic acid 
Rose absolute 
Sandalwood oil 
Sclareolide 
Triethyl citrate 
2,3 5-Trimethylpyrazine 
Olibanum absolute 
delta-Octalactone 
2-Hexenal 
Ethyl octadecanoate 
4-Hydroxy-3-pentenoic acid lactone 
Methyl 2-pyrrolyl ketone 
Methyl linoleate (48%) methyl 

linolenate (52%) mixture 
Petitgrain mandarin oil 
Propenylguaethol 
4-(2,6,6-Trimethylcyclohexa-1,3-dienyl) 

but-2-en-4-one 
2-Propionyl pyrrole 
Orange essence oil 
Benzyl phenylacetate 
2,3-Butanedione 
2,3,5,6-Tetramethylpyrazine 
Hexanoic acid 
Cinnamaldehyde 
Acetophenone 
2-Acetylthiazole 
Amyl alcohol 
Amyl butyrate 
Benzaldehyde 
Butyl butyrate 
Butyric acid 
Cinnamyl alcohol 

2462 
2464 
2485 
N.A. 
2539 
2563 
3170 
2567 
208 1 
2733 
2770 
2272 
2156 
2878 
2970 
2988 
3005 
3794 
3083 
3 244 
2816 
3214 
2560 
3490 
3293 
3202 
341 1 

2854 
2922 
3420 

3614 
2825 
2419 
2370 
3237 
2559 
2286 
2009 
3328 
2056 
2059 
2127 
2186 
222 1 
2294 

172.515 
182.60 
182.20 
184.1408 
172.515 
172.515 

N. A. 
172.515 
172.515 
172.515 
172.515 
172.515 
182.20 
172.515 
172.515 
182.20 
172.510 

N.A. 
184.1911 

N.A. 
172.510 

N. A. 
172.515 

N.A. 
N.A. 
N.A. 
N. A. 

182.20 
172.515 

N.A. 

N.A. 
182.20 
172.515 
184.1278 

N.A. 
172.515 
182.60 
172.515 

N. A. 
172.515 
172.515 
182.60 
172.515 
182.60 
172.515 

465c 
108c 
200n 
N.A. 
2253c 
750c 
2256c 
53c 

2161c 
215% 
201 8c 

67c 
4.411 
672c 
19c 

40511 
420n 
N.A. 
N.A. 
73% 
93n 

219% 
748c 
N. A. 
73 1c 
N.A. 
713c 

14211 
170c 
N. A. 

N. A. 
143n 
232c 
752c 
734c 
9c 

102c 
138c 
N.A. 
514c 
270c 
101c 
268, 

5c 
65c 

(Continued on next page) 
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TABLE 2 
Ingredients added to test cigarettes in study 1 (Continued) 

Ingredient 

DL-Citronellol 
Decanoic acid 
para-Dimethoxybenzene 
3,bDimethyl- l,2-cyclopentanedione 
Ethylbenzoate 
Ethyl heptanoate 
Ethyl isovalerate 
Ethyl myristate 
Ethyl octanoate 
Ethyl palmitate 
Ethyl propionate 
2-Ethyl-3-methylpyrazine 
Genet absolute 
Geraniol 
Geranyl acetate 
gamma-Hexalactone 
Hexyl acetate 
Isoamyl acetate 
lsoarnyl butyrate 
3,7-Dimethyl- l,6-octadiene-3-01 
Menthyl acetate 
Methyl isovalerate 
Methyl salicylate 
3-Methylpentanoic acid 
gamma-Nonalactone 
Oakmoss absolute 
Orris absolute 
Palmitic acid 
Phenethyl phenylacetate 
3-Propylidenephthalide 
Sage oil 
alpha-Terpineol 
Terpinyl acetate 
gamma-Undecalactone 
gamma-Valerolactone 
3-Butylidenphthalide 
Davana oil 
3,5-Dimethyl-1, 2-cyclopentanedione 
Ethyl cimamate 
Farnesol 
Geranyl phenylacetate 
alpha-hone 
Jasmine absolute 
Kola nut tincture 
Linalool oxide 
Linalyl acetate 
para-Methoxybenzaldehyde 

Application 
CAS no." FEMA no.b CFRC ~o~"ate (ppm) 

2309 
2364 
2386 
3268 
2422 
2437 
2463 
2445 
2449 
245 1 
2456 
3 155 
2504 
2507 
2509 
2556 
2565 
2055 
2060 
2635 
2668 
2753 
2745 
3437 
278 1 
2795 
N.A. 
2832 
2866 
2952 
3001 
3045 
3047 
3091 
3103 
3333 
2359 
3269 
2430 
247 8 
25 16 
2597 
2598 
2607 
3746 
2636 
2670 

172.515 
172.860 
172.515 

N.A. 
172.515 
172.515 
172.515 
172.515 
172.515 

N.A. 
172.515 

N.A. 
172.510 
182.60 
182.60 
172.515 
172.515 
172.515 
172.515 
182.60 
172.5 15 
172.515 
175.105 

N.A. 
172.515 
172.510 
172.510 
172.860 
172.515 
172.515 
182.20 
172.515 
172.515 
172.515 

N.A. 
N.A. 

172.510 
N. A. 

172.515 
172.515 
172.515 
172.515 
182.20 
182.20 
172.515 
182.60 
172.515 

59c 
1 lc  

2059c 
2234c 
261c 
36% 
442c 
385c 
392c 
634c 
402c 
548c 
436n 
60c 
201c 
2254c 
196c 
214c 
282c 
61c 

206c 
457c 
433c 
N.A. 
178c 
194n 
241n 
14c 

234c 
494c 
61n 
62c 

205c 
179c 
757c 
N.A. 
69n 

2235c 
323c 
78c 
231c 
14% 
245n 
149n 
N.A. 
203c 
1 O3c 

(Continued on next page) 
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TABLE 2 
Ingredients added to test cigarettes in study 1 (Continued) 

Application 
Ingredient CAS no.' F E M A ~ O . ~  C W  C O E ~  rate (pprn) 

2-Methylbutyric acid 
Myristic acid 
gamma-Octalactone 
Opoponax oil 
Tagetes oil 
3-Ethyl-2-hydroxy-2-cyclopenten-1-one 
4-Methylacetophenone 
Isobutyraldehyde 
3-Methylbutyraldehyde 
2,3-Dimethylpyrazine 
2,5-Dimethylpyrazine 
2,6-Dimethylpyrazine 
Dimethyltetrahydrobenzofuranone 
4-Hydroxy-2,5-dimethyl-3(2H)-furanone 
4-(para-Hydroxypheny1)-2-butanone 
alpha-lonone 
beta-lonone 
Isovaleric acid 
Lime oil 
Mace absolute 
Nutmeg oil 
Caprylic acid 
Phenylacetaldehyde 
5,6,7,8-Tetrahydroquinoxaline 
Thyme oil 
Valeraldehyde 

2695 
2764 
2796 
N. A. 
3040 
3152 
2677 
2220 
2692 
3271 
3272 
3273 
3764 
3 174 
2588 
2594 
2595 
3 102 
263 1 
N.A. 
2793 
2799 
2874 
N. A. 
3064 
3098 

172.515 
172.860 
172.515 
172.510 
172.510 

N.A. 
172.515 
172.515 
172.515 

N.A. 
N. A. 
N.A. 
N.A. 
N.A. 

172.515 
172.515 
172.515 
172.515 
182.20 
182.20 
182.20 
184.1025 
172.515 

N.A. 
182.20 
172.515 

2002c 0.65 
16c 0.65 

2273c 0.65 
313n 0.65 
44311 0.65 
759c 0.52 
156c 0.26 
92c 0.13 
94c 0.13 

N.A. 0.13 
2210c 0.13 
221 1.c 0.13 
N.A. 0.13 
536c 0.13 
75% 0.13 
141c 0.13 
142c 0.13 
8c 0.13 

14111 0.13 
296n 0.13 
296n 0.13 
1Oc 0.13 

1 16c 0.13 
721c 0.13 
456n 0.13 
93c 0.13 

Note. "n" Follows the name of natural source of flavorings and "c" follows the number of chemical substances. 
"Chemical Abstract Service registry number. 
'The Flavor and Extract Manufacturers Association reference number. 
'Code of Federal Regulations reference to Title 21 indicating regulatory status of material. 
dCouncil of Europe reference number. 

Inhalation Toxicity Study Design 
Groups of 30 Sprague-Dawley rats of each sex were exposed 

by nose-only inhalation for 1 Wday, 5 daysfwk for 13 consecu- 
tive weeks to concentrations of 0.06,0.2, or 0.8 m g L  WTPM of 
smoke from test cigarettes containing flavoring (study 1) or to 
flavoring or casing ingredients (study 2). Additional groups of 
30 ratslsex were exposed to the same concentrations of smoke 
from reference cigarettes, similar to the test cigarettes but with- 
out the flavoring or casing ingredients (as described above), 
or to filtered air only (sham controls). This exposure regimen 
(1 Wday, 5 dayslwk) reflects current laboratory practices for an- 
imal inhalation studies comparing the effects of smoke from test 
and reference cigarettes, and does not simulate human usage pat- 
terns. However, this difference should not influence the validity 
of the results. 

Each group of 30 ratslsex was subdivided into 2 groups: 
20 ratsfsex scheduled for necropsy immediately after 1.3 wk 

of exposure (interim sacrifice) and up to 10 ratslsex scheduled 
for necropsy following 13 wk of recovery from smoke expo- 
sure (final sacrifice). Target smoke concentrations were 0.06, 
0.2, or 0.8 mg WTPML for the test and reference cigarettes. An 
additional group of 30 ratslsex served as sham controls. 

Biological endpoints for the 13-wk exposure and 13-wk re- 
covery groups included clinical appearance, body weight, organ 
weights, and gross and microscopic lesions. Plasma nicotine, 
COHb, and respiratory parameters were measured periodically 
during the 13-wk exposure period and clinical pathology param- 
eters were measured at the end of the 13-wk exposure period. 

Smoke Generation and Exposure System 
Animal exposures were conducted in AMESA exposure units 

(C. H. Technologies, Westwood, NJ). The smoke exposure ma- 
chines were designed to contain 30 cigarettes on a smoking head 
that rotated 1 revolution per minute (Baumgartner and Coggm, 
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TABLE 3 
Ingredients added to study 2 test cigarettes 

Ingredient 
Application 

CAS no.' FEMA no.b CFRC CoEd rate (ppm) 

1 Invert sugar 
2 Block chocolate 
3 Plum extract 
4 Fig extract 
5 Molasse extract and tincture 
6 Gentian root extract 
7 Lovage extract 
8 Peppermint oil 

8013-17-0 
N.A. 

90082-87-4 
90028-74-3 
68476-78-8 
97676-22-7 
8016-31.-7 
8006-90-4 

N.A. 
N.A. 
N.A. 
N.A. 
N.A. 
2506 
2650 
2848 

184-1859 
N.A. 
N.A. 
N.A. 
N.A. 

172-510 
172-510 
182-20 

N.A. 
N. A. 
371n 
198n 
371n 
214n 
261n 
282n 

.. . 

Note. "n" Follows the name of natural source of flavorings and "c" follows the number of chemical substances. 
"Chemical Abstract Service regisky number. 
bThe Flavor and Extract Manufacturer's Association reference number. 
'Code of Federal Regulations reference to Tide 21 indicating regulatory status of material. 
dCouncil of Europe reference number. 

1980; Ayres et al., 1990). A vacuum port aligned with, and drew 
a puff from, one test or reference cigarette at a time as the head 
rotated. Air was drawn through the vacuum port by a peristaltic 
pump operating at a flow rate of -1.05 Llmin, creating a 2-s, 
35-ml puff through each cigarette once each minute. The smoke 
vacuum flow rate was regulated by a concentration control unit 
consisting of a real-time aerosol monitor [(RAM)-1; M E ,  Inc., 
Bedford, MA], a computer, and an electronic flow controller 
(Emerson Electric Co., Brooks Instrument Division, Hatfield, 
PA). The computer monitored analog voltage output of the RAM 
and adjusted the amount of smoke that was drawn from the glass 
mixing bowl by the flow conboller until RAM voltage matched 
the calculated target voltage. The exposure units contained 3 
tiers, each with 24 animal exposure ports. The exposure ports 
were connected to a delivery manifold, which transferred smoke 
to the animal breathing zone, and to an outer concentric mani- 
fold that drew the exhaled and excess smoke to an exhaust duct. 
Each cigarette was retained for seven puffs. 

Exposure Atmosphere Characterization 
The protocol-prescribed limits for the smoke concentration 

(WTPML) were target 410% coefficient of variation (%CV). 
Smoke exposure concentrations were continuously monitored 
with a RAM at a representative exposure port. Mean exposure 
concentration was calculated from the mass collected on the 151- 
ter and the total volume of air drawn through the filter, which 
was determined by the sample time and flow rate. RAM volt- 
age readings were recorded during filter sample collection and 
were used to calculate a RAM response factor for subsequent 
exposures. 

Two filters per exposure group per week were chemically 
analyzed for total nicotine. Nicotine standard reference material 
(98%) was purchased from Aldrich Chemical Company, Inc. 
(Milwaukee, WI). The WTPMmicotine and C0:nicotine ratios 

were calculated for the exposure atmospheres. The concentration 
of CO in the test and reference atmospheres was determined 
using Horiba PIR-2000 CO analyzers (Horiba Instruments, Inc., 
Irvine, CA), monitored by DOS-based computers. 

Particle size distribution of the smoke was measured using 
Mercer-style cascade impactors designed specifically for the size 
range of particles found in cigarette smoke. The mass collected 
on each impactor stage was analyzed gravirnetrically for WTPM 
and the resulting data were interpreted by probit analysis (NEW- 
CAS; Hill et al., 1977) to obtain the particle size distribution, 
mass median aerodynamic diameter (MMAD), and geometric 
standard deviation (GSD). Temperature and RH of the expo- 
sure atmospheres were measured from a representative animal 
exposure port once every 2 wk for each exposure group. 

Animals and Animal Care 
Sprague-Dawley (Cr1:CD) rats 4-5 wk of age were purchased 

from Charles k v e r  Laboratories (Raleigh, NC), held for 13 
days in quarantine status prior to initial smoke exposure. Health 
screens were performed following group assignment and at 24 
days after arrival. These health evaluations included necropsy, 
microscopic examination of selected tissues and examination 
for parasites. The 24 days after arrival screening included sero- 
logical testing for antibodies to common viral pathogens. Vi- 
ral antibody testing was also performed on sera collected from 
10 sentinel rats at the end of the 13-wk exposure period and 
from another 10 at the end of the recovery period. All sera 
were tested for antibodies to Sendai virus, Kilham's rat virus 
(KRV)floolan's H-1 virus, pneumonia virus of mice (PVM), rat 
corona virus/sialodacryoadenitis virus, and Mycoplasma pzil- 
monis. During the 13-wk exposure period, the animals were 
housed in individual stainless-steel cages on open racks. Dur- 
ing the recovery period, the animals were housed in individual 
polycarbonate cages (Lab Products, Maywood, NJ) bedded with 
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ALPHA-dri alpha cellulose bedding (Sheperd Specialty Papers, 
Kalamazoo, MI). The cage space met the requirements stated 
in the current Guide for Care and Use of laboratory Animals 
(National Academy of Sciences, 1996). 

Body Weight and Clinical Observations 
All rats were observed twice daily for mortality and mori- 

bundity. Each rat was examined every 4 wk for clinical signs. 
Individual body weights were measured during the randomiza- 
tion procedure, on exposure day I, biweekly thereafter, and at 
necropsy. 

Respiratory Function Measurements 
Tidal volume (TV), respiratoly rate (RR), and minute volume 

(MV), derived from flow signals from spontaneously breathing 
animals, were measured in 4 rats/sex/group during wk 2, 8, and 
13 using whole-body phethysmography (Coggins et al., 198 1). 
Each animal was monitored once during a single exposure pe- 
riod. MV and the actual WTPM were used to estimate the av- 
erage total inhaled mass for the 1-h exposure period for each 
animal. 

Carboxyhemoglobin and Plasma Nicotine Determinations 
During wk 2 and 10, blood was collected from designated 

animals at the end of the 1-h smoke exposure. Animals were 
removed from the exposure unit and bleeding was initiated 
within -5 min. The blood samples were obtained from the retro- 
orbital plexus of carbon dioxide (C02)-anesthetized animals 
into tubes containing potassium ethylenediaminete traacetic acid 
(K+-EDTA). The sample tubes were immediately placed into 
an ice bath and maintained under these conditions until ana- 
lyzed for blood carboxyhemoglobin (COHb). Plasma nicotine 
was quantitatively determined using gas chromatography/mass 
spectrometry (GC/MS) with selected ion monitoring. 

Clinical Pathology 
On the day of the 13-wk interim sacrifice, the rats were anes- 

thetized with -70% C 0 2  in room air and blood samples were 
obtained from the retro-orbital plexus. One sample was collected 
in a tube (Monoject, Shemood Medical, St. Louis, MO) contain- 
ing K+-EDTA for hematologic determinations. Another sample 
was collected in a tube devoid of anticoagulant but containing a 
separator gel (Vacutainer, Franklin Lakes, NJ) for serum chem- 
istry analysis. The following parameters were determined using 
an Abbott Cell-Dyn 3700 (Abbott Diagnostics Systems, Abbott 
Park, IL) multiparameter hematology instrument: white blood 
cell (WBC) count, red blood cell (RBC) count, hemoglobin (Hb) 
concentration, volume of packed red cells (VPRC), the red cell 
indices (mean corpuscular volume IMCV], mean corpuscular 
hemoglobin [MCK], and mean corpuscular hemoglobin concen- 
tration [MCHC]), platelet count, and WBC differential counts. 
Results of the differential cell counts were reported as both rela- 
tive and absolute values. Reticulocytes were stained supravitally 
with new methylene blue and enumerated as reticulocytes per 

1000 enthrocytes using the Miller disc method (Brecher and 
Schneiderman, 1950). 

A Roche Hitachi 912 system (Roche Diagnostic Corp., 
Indianapolis, IN) chemistry analyzer was used to determine the 
following serum analytes: urea nitrogen (BUN), creatinine, glu- 
cose, total protein, albumin, aspartate aminotransferase (AST), 
alanine aminotransferase (ALT), gamma-glutamyl transpepti- 
dase (CGT), sodium, potassium, chloride, calcium, phosphorus, 
total bilirubin, cholesterol, and triglycerides. 

Necropsy and Tissue Collection 
A complete necropsy was done on all 13-wk exposure groups 

and 13-wk recovery group animals. Rats designated for sched- 
uled sacrifices or sacrificed due to moribund condition were 
weighed and anesthetized with 70% C02 in air, followed by 
exsanguination before cessation of heartbeat. All abnormali- 
ties were recorded on the individual animal necropsy forms. 
Lungs, liver, kidneys, testes, adrenals, spleen, brain, and heart 
from all scheduled sacrifice animals were weighed. These organ 
weights and the body weights at necropsy were used to calcu- 
late orgmbody weight ratios. In addition, orgarbrain weight 
ratios were calculated. The time fromremoval of the organ until 
weighing was minimized to keep tissues moist. 

A complete set of over 40 tissues was 1-emoved from each 
animal at necropsy and examined. All tissues were fixed in 10% 
neutral buffered formalin (NBF) except for the eyes, which were 
fixed in KarnovsLy's fixative. After the lungs were weighed, they 
were perfused with 10% NBF at 25 cm hydrostatic pressure. 

Histopathology 
All tissues were fixed in 10% NBF for a minimum of 48 h 

before being trimmed,. Paraffin blocks were microtomed at 
5 ,um. All sections were stained with hematoxylin and eosin 
(H&E) stains for standard histopathologic evaluation of mor- 
phologic changes. Duplicate slides of nasal tissues, larynx, 
lung, and trachea were stained with periodic acid-ScMJAlcian 
blue (PASIAB) stains for evaluation of goblet cell populations. 
The lungs, nasal cavity (four sections), nasopharynx, larynx 
(three cross sections), trachea (three transverse sections), tra- 
cheobronchial lymph nodes, rnediastinal (thymic) lymph nodes, 
heart, and all gross lesions were examined microscopically. The 
lungs were sectioned to present a maximal section of the main- 
stem bronchi. The nasal cavity was prepared in four sections us- 
ing the landmarks described by Young (1 98 1). Three transverse 
laryngeal sections were prepared from the base of the epiglottis, 
the venual pouch, and through the caudal larynx at the level 
of the vocal folds (Renne et al., 1992). In addition, sections of 
brain, adrenals, spleen, liver, kidneys, and gonads from animals 
in the sham control and the groups exposed to 0.8 mg/L of smoke 
from the test or reference cigarettes were examined microscop- 
ically. Exposure-related microscopic lesions were observed in 
the tissues from the rats exposed to 0.8 mg1L; target organs were 
examined microscopically in the lower concentration groups to 
ascertain a no-effect concentration. 
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Evaluation of Cell Proliferation Rates 
of Respiratory-Tract Tissues 

Cell proliferation rates were measured on respiratory tract 
tissues collected from 10 rats of each sex from each expo- 
sure group and the sham controls necropsied immediately after 
13 wk of exposure, using a monoclonal antibody to 5-bromo-2'- 
deoxyuridine (BrdU). Tissues evaluated using the BrdU assay 
included the respiratory epithelium lining the median nasal sep- 
tum and distal portions of maxillary and nasal turbinates, the 
transitional epithelium at the base of the epiglottis, the luminal 
epithelium dorsolateral to the ventral pouch, the luminal epithe- 
lium lining the cranial trachea, the luminal epithelium of the 
mainstem bronchi and adjacent bronchioles, and selected areas 
of alveolar epithelium. Data from both sides of bilaterally sym- 
metrical tissues (nose, ventral pouch, mainstem bronchi) were 
combined for tabulation of results. 

Statistical Methods 
Body weight, body weight gain, organ:body weight, and or- 

gan:brain weight ratios were statislically analyzed for each sex 
by exposure concentration group using the Xybion PATWTOX 
system. Data homogeneity was determined by Bartlett's test. 
Dunnett's t-test was performed on homogeneous data to iden- 
tify differences between each concentration group and the sham 
con@ol group, and between corresponding concentrations of test 
and reference cigarette smoke-exposed groups. Nonhomoge- 
neous data were analyzed using a modified t-test. Respiratory 
physiology, clinical pathology, COHb, and plasma nicotine data 
parameters were statistically evaluated using SAS software (Sta- 
tistical Analysis System, SAS, Inc., Cary, NC). One-way anal- 
ysis of variance (ANOVA) between exposure groups was f is t  
conducted, followed by Bartlett's test for homogeneity of vari- 
ance. A two-sided Dunnett's multiple comparison test was em- 
ployed to determine which exposure groups were different from 
the controls. An unpaired two-sided t-test was used to compare 
equivalent exposure groups between cigarette types. Differences 
were considered significant at p 1 .05.  The statistical evalua- 
tion of incidence and severity of lesions was made using the 
Kolmogorov-Srnirnov two-sample test (Siegel, 1956). All treat- 
ment group means were compared to the sham control mean, and 
means of groups exposed to the test cigarette smoke were com- 
pared to the corresponding reference cigarette smoke-exposed 
group means. Cell proliferation data were compared statistically 
using Tukey's studentized range test with SAS software. 

RESULTS 
Cigarette Performance 

The results of characterization of the test and reference 
cigarettes for study 1 and study 2 are presented in Tables 4 and 
5. These results show that the filler weight and the number of 
puffs per cigarette, nicotine yield, and nicotine-free dry partic- 
ulate matter (NFDPM) were comparable for test and reference 

TABLE 4 
Key parameters for laboratory control of prototype 

study 1 cigarettes 

Run average 

Parameter 
Test Reference 

Target cigarette cigarette 

Individual weights (g) 
Cigarette weight 
Standard deviation 
Non tobacco weight 
Net tobacco 

Air dilution (9%) 
Standard deviation 
Porosity of cigarette paper 

(cc/min/cbar/cm2) 
Expanded tobacco (%) 
Nicotine (mglcig) 
Nicotine (mglpuff) 
NFDPM (mglcig) 
NFDPM (mglpuff) 
CO ( mglcig) 
co (mdpuff) 
PufFsIcigarette 
Burning rate (mg tobaccolmin) 

Nore. Cig, cigarette. 

cigarettes in both studies. The yields of nicotine andNFDPM and 
the puff count were also comparable. These results are consis- 
tent with the neg l i~b le  differences in the configuration of both 
prototype cigarettes, which basically consist of the total relative 
amount of flavor ingredient contained in the test cigarettes (1% 
or 3% of the filler weight). A comparison of the burning rates in 
study 1 illustrates that the addition of the ingredients had little, 
if any effect on the burning characteristics of the test cigarettes. 

In Vitro Mutagenicity Assays 
Figures 1,2,3,  and 4 summarize the results of Ames assays 

on test cigarettes from study 1 and 2 with and without metabolic 
activation. TA100, TA98, and TA1537 strains showed a posi- 
tive response only with metabolic activation. No response was 
observed in TA 102 or TA1535. No sporadic responses in rever- 
tants were recorded. The highest sensitivity and specificity of the 
mutagenic response were observed using TA98 with metabolic 
activation. From the comparison of the data obtained for the test 
and reference cigarettes, it was concluded that the addition of 
ingredients did not result in a positive mutagenic response in any 
of the strains under the conditions already described. Hence, the 
use of the tested ingredients had no influence on the mutagenic 
activity of the cigarettes. 
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TABLE 5 
Key parameters for laboratory control of prototype study 2 cigarettes 

Parameter 

Individual weights (g) 
Cigarette weight 
Standard deviation 
Nontobacco weight 
Net tobacco 

Air dilution (%) 
Standard deviation 
Porosity of cigarette paper 

(cc/min/cbar/cm2) 
Expanded tobacco (%) 
Nicotine (mglcig) 
Nicotine (mglpuff) 
NFDPM (mglcig ) 
NFDPM (mglpufF) 
CO (mglcig) 
co (mglpufF) 
Puffslcigarette 

Target 

Note. Cig, cigarette. 

Exposure Atmosphere Characterization 
Tables 6 and 7 summarize the exposure data for the inhalation 

exposure periods for study. 1 and study 2. The mean exposure 
concentrations (WTPM) were all within 3% of the target concen- 
tration, with CVs of 6.6%, or less. Nicotine and CO concentra- 
tions correlated well with WTPM in reference and test cigarette 
smoke atmospheres in both study 1 and study 2. Particle sizes 
were slightly larger in the study 1 test and reference cigarette 
smokes. All concentrations of the smoke from each cigarette 
were highly respirable for the rat model under investigation. 

Body Weights and Clinical Observations 
No significant mortality occurred in either study. Exposure- 

related adverse clinical signs were absent. Clinical observations 
noted were minor in consequence and low in incidence. 

Mean body weight data for all groups on study throughout 
the exposure and recovery periods are illustrated in Figure 5. In 
study 1, mean body weights were consistently decreased com- 
pared to sham controls during the exposure period in male rats 
exposed to 0.8 mg/L of reference cigarette smoke and in males 
exposed to all 3 concentrations of test cigarette smoke. With the 
exception of day 71 (0.8 m g L  test), all female smoke-exposed 
groups in study 1 were comparable to sham control females 
throughout the study. h study 2, mean body weights were con- 
sistently decreased compared to sham controls in males exposed 
to 0.8 m g L  of test cigarette smoke and in females exposed to 
0.8 mglL of reference cigarette smoke. Mean body weights of 

Run average 

Test Reference 
cigarette cigarette 

smoke-exposed groups were similar to sham control weights 
during the recovery period of both study 1 and study 2. The only 
consistent statistical difference in body weight changes between 
the test and reference cigarette smoke-exposed groups in either 
study was the decreased mean body weight in males exposed 
to 0.8 mg/L of reference cigarette smoke during the exposure 
period of study I. 

Organ Weights 
Comparisons of selected group mean organ weights between 

smoke-exposed and sham controls in study 1 are presented in 
Table 8. Statistically significant differences in organ weights 
in groups of smoke-exposed rats were primarily low mean or- 
gan weights compared to their respective sham controls. There 
was no clear pattern of differences in any absolute or relative 
organ weight in smoke-exposed groups compared to sham con- 
trols, or in groups exposed to test versus reference cigarette 
smoke at either the interim sacrifice or the recovery sacrifices. 
Sham controls for the interim sacrifice of study 2 were inad- 
vertently not fasted overnight prior to necropsy, which made 
comparison of absolute and relative organ weights of smoke- 
exposed and sham control groups from the interim sacrifice of 
questionable scientific value; thus these comparisons were not 
made for study 2. Statistical comparison of absolute and rela- 
tive organ weights between groups exposed to test and reference 
cigarette smoke in study 2 showed very few statistically signifi- 
cant differences, none of which were considered toxicologically 
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700 Lot A 
600 1 

o Refsrenes 

Lot B 

MEAN SSD of Specific Activity (50 to 150 &plate) 

Reference ......... l576i141.9 Reference. ........ 1734q70.9 

.......... Sample.. ......... 1783i167.3 Sample. 17034151.2 

FIG. 2. Ames assay results, study 1 with TA98 metabolic activation. 

significant. Comparison of organ weights in rats necropsied fol- 
lowing the 13-wk recovery of study 2 indicated no consistent 
differences between sham control and smoke-exposed groups, 
or between groups exposed to similar concentrations of test and 
reference cigarette smoke. 

Respiratory Physiology 
Reductions in RR andlor TV resulted in consistently lower 

MV in rats exposed to test or reference cigarette smoke 
compared to sham controls in both study 1 and study 2. 
There was no consistent difference in MV between groups of 
rats exposed to test and reference cigarette smoke in either 
study. Because the overall MV in study 1 was similar among 
groups exposed to smoke, total inhaled mass was proportional 
to increasing smoke concentration in this study. In study 2, 
decreases in MV in gro;ps exposed to 0.8 or 0.2 mg/L compared 
to groups exposed to 0.06 mg/L caused total inhaled mass for 
the hgh  and middle dose groups to be lower in proportion to 
the exposure concentration of inhaled smoke. 

Clinical Pathology 
There were occasional statistically significant differences in 

hematology and clinical chemistry parameters from control val- 
ues in groups exposed to smoke from test or reference cigarettes 
in both study 1 and study 2. These differences did not occur 
in a dose-response pattern and were well withm &2 standard 
deviations of historic values for control Sprague-Dawley rats of 

comparable age. There were also statistically significant Wer -  
ences in several hematology and clinical chemistry parameters 
between groups exposed to similar concentrations of test and 
reference cigarette smoke. These differences are not considered 
to be of toxicologic significance, nor were they exposure related. 

Whole-blood COHb levels were increased in a graded dose- 
response fashion as a function of exposure concentration for 
all test and reference cigarette smoke-exposed groups in both 
studies. In study 2 rats bled during exposure wk 2, there was a 
statistically sipficant decrease in COHb levels in both sexes ex- 
posed to 0.8 mg/L of test cigarette smoke and in females exposed 
to 0.2 mg/L of test cigarette smoke, compared to groups exposed 
to reference cigarette smoke. There were no other clear differ- 
ences in whole blood COHb levels between the test and reference 
cigarette groups at equivalent exposure levels in either study. 

Plasma nicotine levels increased in a graded dose-response 
fashion for test and reference males and female groups in both 
studies. In study 2, test female groups exposed to 0.8 mg/L had 
significantly lower plasma nicotine levels than the 0.8 mg/L 
reference females at both 2- and 10-wk sampling. Comparing 
males to females at all exposure levels for test and reference 
cigarettes, the females consistently had higher plasma nicotine 
levels in both studies. 

Pathology 
Few gross lesions were observed in either study, with no evi- 

dence of changes atmibutable to exposure to smoke from the test 
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TABLE 6 
Study 1, exposure concentration data for rats exposed to mainstream smoke from test or reference cigarettes 

Concentration [mean f SD (%CV)] 

Measured exposure Nicotine CO Percent of 
concentration concentration concenbation target WTPM 

(mg WTPMIL; (wgk; (ppm; concentration Particle size 
n = 126) n = 28) n = 63) (mean =t SD) (MMAD, wrn) 

Test target 
exposure 
concentration 
(mg WTPML) 

0.800 
0.200 
0.060 

Reference 
target exposure 
concentration 
(mg WTPh4L) 

0.800 
0.200 
0.060 

Note. CO, carbon monoxide; WTPM, wet total particulate matter. 

0 Refwrenoe 

A Sample 

Lot B 

MEAN'SD of Specific Activity (50 to 150 &plate) 

Reference. ........ 1576+141.9 Reference. ........ 1734!170.9 

Sample.. ......... 1726'138.6 Sample-1 .......... 1701'107.9 

FIG. 4. Ames assay results, study 2 cigarettes with TA98 metabolic activation. 
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TABLE 7 
Study 2, exposurc concentration data for rats exposed to smoke from test or reference cigarettes 

Concentration [mean * SD (%CV)] 

Measured exposure Nicotine CO Percent of 
concentration concenbalion concenmation target WTPM 

(mg WTPML; ( ~ g k  (ppm; concenhation Particle size 
n = 134) n = 28) n = 67) (mean =k SD) (MMAD, pm) 

Test target 
exposure 
concentration 
(mg WTPML) 

0.8 0.798 f 0.040 (5.0) 56.8 f 2.6 (4.6) 646 f 34 (5.3) 100 + 5 0.65 f 0.01 
0.2 0.194 f 0.007 (3.6) 12.9 f 0.6 (4.7) 158 4 9 (5.7) 97 f 4 0.62 4 0.04 
0.060 0.060f  0.002 (3.3) 4.0&0.2(5.0) 5 4 f  3 (5.6) 100 & 3 0.66 f 0.03 

Reference 
target exposure 
concentration 
(mg W T P K )  

0.8 0.784 f 0.031 (4.0) 55.1 k 2.3 (4.2) 676 f 31 (4.6) 98f  4 0.57 4 0.03 
0.2 0.201 & 0.004 (1..8) 13.0 + 0.4 (3.4) 170 f 15 (8.7) 100 f 2 0.64 0.07 
0.060 0.060 +0.002(3.3) 4.1 f 0 . 2  (4.4) 57=k 3 (5.8) 99 4 3 0.66 & 0.06 

Note. CO, carbon monoxide; WTPM, wet total particulate matter. 

or the reference cigarettes. Exposure to smoke from reference 
or test cigarettes in both studies induced concentration-related 
proliferative, metaplastic, and inflammatory microscopic lesions 
in the respiratory tract after 13 wk of exposure. The incidence 
of exposure-related respiratory-tract lesions observed at micro- 
scopic examination of tissues from rats necropsied at the interim 
sacrifice immediately following 13 wk of exposure is summa- 
rized in Table 9 for study 1 and Table 10 for study 2. 

Hyperplasia of respiratory epithelium lining the anterior nasal 
cavity was present in all rats exposed to 0.8 mg/L in both stud- 
ies, a few rats exposed to 0.2 mg/L in both studies, and in 3/40 
rats exposed to 0.06 mg/L in study 1. Areas most severely and 
most frequently affected were the distal portions of the nasal and 
maxillary turbinates in sections of nose just caudal to the incisor 
teeth. In affected rats, the epithelium in the distal turbinates was 
up to six cells thick. There was also a clear dose response in the 
severity of nasal respiratory epithelial hyperplasia, with severity 
ranging from minimal to moderate. Comparison of incidence 
and severity data for nasal respiratory epithelial hyperplasia in 
rats exposed to similar concentrations of smoke from the test 
and reference cigarettes did not indicate any statistically signifi- 
cant differences in either study. Minimal goblet-cell hyperplasia 
was observed in the mucosal epithelium lining the median nasal 
septum in some smoke-exposed and sham control rats. Although 
not statistically significant compared to concurrent sham con- 
trols, the incidence of nasal goblet cell hyperplasia in male rats 
exposed to the 0.8-mg/L concentration of smoke from the refer- 
ence cigarette or test cigarette in study 1 were considered to be 

tox~cologically sigmficant. There was no clear difference in the 
incidence of goblet cell hyperplasia between groups exposed to 
similar concentrations of reference and test cigarette smoke in 
either study. 

Exposure to smoke from the reference or test cigarette in both 
study 1 and study 2 induced squamous metaplasia, hyperplasia, 
and hyperkeratosis of the transitional epithelium h i n g  the base 
of the epiglottis and the epithelium lining the dorsal border of 
the ventral pouch and the adjacent laryngeal lumen. In con- 
trol rats, the epithelium lining the base of the epiglottis was a 
mixture of ciliated columnar epithelium and slightly flattened, 
oval, rounded, or cuboidal cells one or two cells thick over a 
poorly defined basal cell layer (Renne et al., 1992). In affected 
smoke-exposed rats, the base of the epiglottis was covered by 
a stratified squamous epithelium up to eight cells thick with a 
variably keratinized surface layer and a distinct basal cell layer. 
There was a concentration-related increase in severity of squa- 
mous metaplasia and hyperplasia of epiglottis epithelium in rats 
exposed to test or reference cigarette smoke. Statistical analysis 
did not indicate any significant differences in incidence or sever- 
ity of these lesions between test and reference cigarette smoke- 
exposed groups in either study. Hyperkeratosis (accumulation 
of keratinized squamous cells on the surface) was observed in 
association with squamous metaplasia of the epithelium lining 
the base of the epiglottis in most rats exposed to smoke from 
reference or test cigarettes. Comparison of incidencelseverity 
of hyperkeratosis in the epiglottis between test and refer- 
ence cigarette smoke-exposed groups indicated a statistically 
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FIG. 5. Body weights, study 1 (top) and study 2 (bottom) 
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TABLE 8 
Organ weights for rats exposed to smoke from study 1 cigarettes (n = 20, g k SD) 

Test Reference 

Sham 0.06 mg 0.2 mg 0.8 mg 0.06 mg 0.2 mg 0.8 mg 
control WTPML WTPMn WTPML WTPMn WTPML WTPMn 

Males 
Heart 1.60k0.16 1.4840.15a.b 1.43f0.16a.C 1.55f0.15 1.60zk0.13 1.574~0.16 1.52f0.15 
Edneys 3.39 f 0.33 3.17 4 0.39 2.92 f 0.30a.' 3.05 1.0.33' 3.38 k 0.33 3.20 f 0.31 3.02 f 0.27' 
Lungs 1.95 f 0.22 1.89 f 0.17 1.82 f 0.23' 1.93 k 0.14 2.02 zk 0.28 1.98 f 0.26 1.89 f 0.15 
Adrenals 0.066 f 0.010 0.066 f 0.012 0.059 zk 0.010 0.064 f 0.012 0.062 f 0.007 0.064 f 0.008 0.063 f 0.008 

Females 
Heart 1.06 f 0.09 1.02 f 0.10 1.00 f 0.10' 1.05 f 0.12 1.03 f 0.09 1.07 f 0.09 1.09 f 0.12 
Kidneys 2.18 f 0.21 2.02 k 0.24 1.90 f 0.19' 1.93 4 0.18' 2.04 f 0.21 1.99 f 0.19" 1.95 f 0.19' 
Lungs 153f0 .13  1 .50i~0 .13  1.52f0.17c l S 2 f 0 . 1 5  1.55f0.14 1.50f0.17 1.60f0.19 
Adrenals 0.080 f 0.010 0.081 f 0.011 0.078 f 0.008 0.082 f 0.012 0.078 f 0.008 0.080 f 0.010 0.081 f 0.013 

" p  1.05, Dunnett's t-test of significance, compared to sham control. 
b p  1.05, Dunnett's t-test of significance, compared to 0.06 reference group. 
' p  1.05, Dunnett's t-test of significance, compared to 0.2 reference group. 

significant difference only in the 0.06-mgL groups from study 
1, in which females exposed to test cigarette smoke had a higher 
incidencelseverity than females exposed to reference cigarette 
smoke. Chronic inflammation was present in the submucosa of 
the epiglottis in some rats exposed to reference or test cigarette 
smoke in study 1, most frequently in rats exposed to the 0.8 mg/L 
smoke concentration. Squamous metaplasia, hyperplasia, and 
hyperkeratosis were also present in the epithelium Lining the 
opening of the ventral pouch and the adjacent laryngeal lumen 
in most rats exposed to smoke from the test or reference cigarette 
in both studies. In control rats, the epithelium lining the opening 
of the ventral pouch and adjacent laryngeal lumen was slightly 
flattened, oval, rounded, or cuboidal cells one or two cells thick 
with no discernible basal cell layer (Renne et al., 1992). In af- 
fected smoke-exposed rats, this area was covered by a stratified 
squamous epithelium from three to six cells thick with a variably 
keratinized surface layer and a distinct basal cell layer. Compar- 
ison of incidencelseverity of lesions at this site between test and 
reference cigarette smoke-exposed groups did not indicate any 
statistically significant differences in either study. Minimal or 
mild squamous metaplasia of the mucosal epithelium lining the 
caudal larynx was observed in 2/20 rats exposed to the 0.8 mgL 
concentration of smoke from the test cigarette and 1/20 rats ex- 
posed to the 0.8 mgL concentration of smoke from the reference 
cigarette in study 1. 

Exposure to smoke from reference or test cigarettes induced 
a dose-related increase in minimal hyperplasia of the mucosal 
epithelium lining the tracheal lumen in both sexes of rats in 
study 1 and in males in study 2. Comparison of incidence in 
groups exposed to similar concentrations of smoke from test and 
reference cigarettes did not indicate any statistical differences 
in either study. 

There were increased numbers of macrophages diffusely scat- 
tered through the pulmonary alveoli of rats exposed to smoke 
fromreference or test cigarettes in both studes, compared to con- 
current controls. There was some evldence of a dose response in 
the incidence and severity of macrophage accumulation in alve- 
oli of smoke-exposed rats. This increase was graded as minimal 
in the vast majority of affected rats. Comparison of incidence 
and severity data for macrophages in alveoli of rats exposed to 
smoke from the test and reference cigarettes did not indicate any 
statistically significant differences. Minimal goblet-cell hyper- 
plasia was observed in ABPAS-stained sections of the mainstem 
bronchi of some rats exposed to smoke from reference or test 
cigarettes in both studies. There was some evidence of a dose re- 
sponse in the incidence of this lesion. Analysis of data indicated 
a statistically significant increase compared to controls in rats of 
both sexes exposed to the 0.8 mgL concentration of smoke from 
reference cigarettes and in female rats exposed to the 0.8-mg/L 
concentration of smoke from the test cigarette in study 1, and in 
both sexes exposed to 0.8 mg/L of reference cigarette smoke in 
study 2. The incidence (7120) of goblet-cell hyperplasia in males 

1 

exposed to the 0.8-mgiL concentration of smoke from the test 
cigarette in both studies, although not statistically significant, 
was considered to be toxicologically significant. The incidence 
of bronchial goblet-cell hyperplasia was slightly higher in male 
rats exposed to smoke from reference cigarettes compared to 
similar concentrations of smoke from test cigarettes, but com- 
parison of incidence in groups exposed to similar concentrations 
of smoke from test and reference cigarettes did not indicate any 
statistical differences. There was a very low incidence of a va- 
riety of microscopic lesions m other tissues examined in both 
studies, with no evidence of an effect of exposure to smoke from 
the reference ox test cigarette on these tissues. 
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TABLE 9 
Study 1, summary of microscopic observations with average severity in rats 

Incidence of lesions (mean severity, if applicable) 
by target exposure concentration (mg WTPML) 

Test Reference 

Sham controls 0.06 0.2 0.8 0.06 0.2 0.8 

Noselturbinates 
Respiratory epithelium, hyperplasia 
Goblet-cell hyperplasia 
Suppurative inflammation 

Larynx 
Epiglottis, squarnous metaplasia 
Epiglottis, epithelial hyperplasia 
Epiglottis, hyperkeratosis 
Ventral pouch, squamous metaplasia 
Ventral pouch, epithelial hyperplasia 
Ventral pouch, hyperkeratosis 
Chronic inflammation 
Caudal larynx, squamous metaplasia 

Trachea 
Epithelial hyperplasia 

Lung 
Alveoli, macrophages 
Bronchi, goblet-cell hyperplasia 
Alveoli, hemorrhage 

Noselturbinates 
Respiratory epithelium, hyperplasia 
Goblet-cell hyperplasia 
Suppurative inflammation 

Larynx 
Epiglottis, squamous metaplasia 
Epiglottis, epithelial hyperplasia 
Epiglottis, hyperkeratosis 
Ventral pouch, squarnous metaplasia 
Ventral pouch, epithelial hyperplasia 
Ventral pouch, hyperkeratosis 
Chronic inflammation 
Caudal larynx, squamous metaplasia 

Trachea 
Epithelial hyperplasia 

Lung 
Alveoli, macrophages 
Bronchl, goblet-cell hyperplasia 
Alveoli, hemorrhage 

Males 
20" 20" 

4 (0.3) 20 (2.2) 
3 (0.2) 9 (0.5) 
O(0.0) l(0.1) 

20" 20" 
20 (2.9) 20 (3.0) 
20 (2.9) 20 (3.0) 
20 (1 .I) 19 (1.9) 
20 (2.4) 20 (2.8) 
20(2.4) 20(2.8) 
9 (0.6) 19 (1 .I) 
X(O.4) 16(0.9) 
O(0.0) l(O.1) 

2oa 2on 
b(0.3) lS(O.9) 

20" 20" 
14 (0.7) 20 (1.4) 
1 (0.1) 7 (0.4) 
0 (0.0) 0 (0.0) 

Females 
30' 20" 

7 (0.4) 20 (2.0) 
2(0.1) 7(0.4) 
O(0.0) O(O.0) 

20" 2oa 
ZO(3.0) 20(3.1) 
20 (3.0) 20 (3.1) 
20 (2.2) 20 (2.2) 
20 (2.7) 20 (3.0) 
20 (2.7) 20 (3.0) 
15 (1.3) 20 (1.8) 
2 (0.2) 10 (0.6) 
0 (0.0) 1 (0.1) 

20" 20" 
8 (0.4) 12 (0.6) 

20" 20" 
13 (0.7) 20 (1.2) 
3 (0.2) 10 (0.5) 
O(0.0) O(0.0) 

Note. Severity: 1 = minimal; 2 = mild; 3 = moderate; 4 = marked. 
"Number of tissues or animals examined. 
"umber of diagnoses made. 
" p  i .0S, Kolrnogorov-Smimov test, compared to 0.06-mg/L reference group. 
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TABLE 10 
Study 2, summary of microscopic observations with average severity in rats 

Incidence of lesions (mean severity, if applicable) 
by target exposure concentration (mg WTPML) 

Test Reference 

Orgaddiagnosis Sham controls 0.06 0.2 0.8 0.06 0.2 0.8 

Nose/turbinates 
Respiratory epithelium, hyperplasia 
Goblet-cell hyperplasia 
Suppurative inflammation 

Larynx 
Epiglottis, squamous metaplasia 
Epiglottis, epithelial hyperplasia 
Epiglottis, hyperkeratosis 
Ventral pouch, squamous metaplasia 
Ventral pouch, epithelial hyperplasia 
Ventral pouch, hyperkeratosis 

Trachea 
Epithelial hyperplasia 

Lung 
Alveoli, macrophages 
Alveoli, hemorrhage 
Chronic inflammation 
Bronchi, goblet-cell hyperplasia 

Nose/turbinates 
Respiratory epithelium, hyperplasia 
Goblet-cell hyperplasia 
Suppurative inflammation 

Larynx 
Epiglottis, squamous metaplasia 
Epiglottis, epithelial hyperplasia 
Epiglottis, hyperkeratosis 
Ventral pouch, squamous metaplasia 
Ventral pouch, epithelial hyperplasia 
Ventral pouch, hyperkeratosis 

Trachea 
Epithelial hyperplasia 

Lung 
Alveoli, macrophages 
Perivascular lymphoid infiltrate 
Alveoli, hemorrhage 
Chronic inflammation 
Bronchi, goblet-cell hyperplasia 

Miles 
20" 20" 

2 (0.1) 20 (2.0) 
3(0.2) 3(0.2) 
O(O.0) O(0.0) 

20" 20" 
ZO(2.4) 20(3.0) 
ZO(2.4) 20(3.0) 
15 (1.2) 20 (2.0) 
18 (1.4) 20 (1.8) 
18 (1.4) 20 (1.8) 
6 (0.4) 16 (1.2) 

20" 20" 
g(0.5) ll(O.6) 

20" 20" 
16 (0.9) 20 (1.4) 
0 (0.0) 1 (0.1) 
O(O.0) O(0.0) 
1 (0.1) 4 (0.2) 

Females 
20" 20" 

4 (0.2) 20 (1.5) 
5 (0.3) 5 (0.3) 
O(O.0) O(O.0) 

20" 20" 
20 (2.8) 20 (2.8) 
20 (2.8) 20 (2.8) 
20 (2.0) 20 (2.2) 
lS(1.2) lg(1.9) 
14 (1.1) 19 (1.9) 
6 (0.5) 18 (1.4) 

2oa 20" 
1 (0.1) 2 (0.1) 

2OU 2oa 
10 (0.5) 19 (1.1) 
0 (0.0) 1 (0.1) 
O(O.0) O(O.0) 
O(O.0) O(O.0) 
O(0.0) 7(0.4) 

. - 

Note. Severity: 1 = minimal; 2 = mild; 3 = moderate; 4 = marked. 
"Number of tissues or animals examined. 
bNumber of diagnoses made. 
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Examination of tissue sections from rats necropsied at the 
end of the recovery period demonstrated nearly complete re- 
gression of nasal and tracheal lesions and a substantial decrease 
in the incidence and severity of smoke-induced lesions in the 
larynx and lungs in rats exposed to smoke from test or refer- 
ence cigarettes in both studies. Macrophages observed in alve- 
oli of smoke-exposed and control recovery group rats were in 
small focal aggregates, as opposed to the diffuse hstribution of 
macrophages in lungs of rats necropsied at the interim sacrifice. 
There was no statistically significant difference in the incidence 
or severity of respiratory-tract lesions between recovery group 
rats previously exposed to similar concentrations of test and ref- 
erence cigarette smoke in either study. 

Evaluation of Cell Proliferation Rates 
There was a dose-related trend toward higher mean nuclear 

labeling rates in the epithelium lining the median nasal septum in 
groups exposed to progressively higher concentrations of test or 
reference cigarette smoke compared to sham controls, but the in- 
creases were statistically significant only in females exposed to 
0.8 mgL of test cigarette smoke in study 1 and males exposed to 
0.8 mg/L of reference cigarette smoke in study 2. Mean nuclear 
labeling rates of nasal epithelium lining the distal portions of the 
nasal and maxillary turbinates were statistically increased com- 
pared to control rates in both sexes of rats exposed to 0.8 mg/L 
of smoke from the test or reference cigarettes in both studies. 
Mean labeling rates in nasal and maxillary turbinates of study 1 
males exposed to 0.8 mg/L of test cigarette smoke were statisti- 
cally increased compared to labeling rates at these sites in males 
exposed to the same concentration of reference cigarette smoke. 

Mean nuclear labeling rates in laryngeal epithelium were 
increased compared to sham control groups at all dose levels 
in both studies. Labeling rates in laryngeal epithelium were 
statistically different between several test and reference cigarette 
smoke-exposed groups in both studies, with no clear trend. The 
histopathology findings of laryngeal epithelial hyperplasia in 
smoke-exposed rats confirmed the relative sensitivity of these 
laryngeal sites to smoke-induced hyperplastic changes. 

Mean nuclear labeling rates in the tracheal epithelium of rats 
exposed to smoke from test or reference cigarettes were not 
clearly different from those of sham controls of the same sex 
in either study. Labeling rates of bronchial, bronchiolar. and 
alveolar epithelium in both studies were difficult to evaluate 
due to wide standard deviations, low labeling rates, and variable 
sample sizes, and therefore labeling data from these sites were 
not used in evaluating effects of smoke exposure. 

DlSCUSSlON 
The studies described here were designed to evaluate the 

potential influence of ingredients on the chemical composition 
and the biological activity of mainstream cigarette smoke. Test 
cigarettes containing flavorings or casings were analyzed and 
compared against reference cigarettes identical except produced 
without flavors or casings. The configuration and ISO-condition 

tar, nicotine, and CO yields of dl cigarettes investigated are rep- 
resentative of American blend cigarettes. Both test and reference 
cigarettes had the same tobacco blend and humectant compo- 
sition (glycerine plus water) and were prepared by the same 
manufacturing process. Similarly, identical nontobacco materi- 
als (NTM) were used throughout. The weight of the filler re- 
mained constant between test and reference cigarettes. These 
studies illustrate that the application of 165 low-use flavoring 
or 8 high-use flavoring or casing ingredients had little, if any, 
observable effect on the deliveries or physical parameters of the 
cigarettes. 

From comparison of the mutagenicity data obtained in Ames 
assays of studies 1 and 2 test and reference cigarettes, it was 
concluded that the addition of these ingredients did not increase 
the mutagenic response of any of the strains of Salmonella ty- 
philnuriurn under the conhtions described, and the results did 
not suggest any mutagenic activity of the added ingredients. 

The objectives of the two inhalation toxicity studies were to 
compare the biologic activity of mainstream smoke from the two 
test cigarettes with reference cigarettes in a series of two 13-wk 
inhalation exposures, each followed by a 13-wkrecovery period. 
Data collected during the 13-wk exposures confirmed that both 
the particulate (WTPM, nicotine) and vapor (CO) phases of the 
inhalation atmospheres presented to the rats were well controlled 
and provided appropriate data for comparison of the responses 
of the study animals to smoke from the two cigarettes under 
investigation in each of the two studies. WTPM was used as 
the basis for exposure concentration in these studies, since the 
predominant known toxicologic effects of cigarette sinoke are 
associated with the mainstream particulate phase (Coggins et al., 
1980). 

Blood COHb concenhations demonstrated that exposure of 
rats to smoke from either the test or reference cigarette resulted 
in reproducible biomarkers of exposure consistent with the con- 
centration of CO in the smoke. Samples taken for plasma nico- 
tine analysis confirmed exposure to nicotine in test or reference 
smoke, which resulted in exposure-related increases in plasma 
nicotine concentrations. 

The only occurrence during either study that affected the 
utility of the data was the failure to fast the sham control rats 
prior to necropsy at the interim sacrifice immediately follow- 
ing the exposure period in study 2. This error did not allow 
direct comparison of the body and organ weights of controls 
with smoke-exposed groups sacrificed at that time point. 

Other investigations have noted effects similar to those we ob- 
served of cigarette smoke exposure on body weight, including 
the relative resistance of females to this change (Coggins et al., 
1989; Baker et al., 2004). We concluded that the decreased body 
weights in smoke-exposed groups in both studies compared to 
sham controls were the result of smoke exposure. However, we 
do not consider these eEects on body weight to be toxicologi- 
cally significant due to their recovery after sinoke exposure was 
terminated, and due to the lack of any concurrent clinical obser- 
vations that would indicate any significant dysfunction. 
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In study 1 there were a number of statistically significant 
differences in absolute or relative organ weights between test 
or reference cigarette smoke-exposed groups and sham controls 
necropsied immediately following 13 wk of smoke exposure. 
However, these statistical differences showed no clear dose- 
response pattern, and no exposure-related hstopathologc ef- 
fects were observed in any weighed organ except the lungs. It is 
possible that the increased lunghody weight ratios in study 1 rats 
exposed to 0.8-mg/L of smoke from test or reference cigarettes 
were related to the minimal increase in numbers of macrophages 
in alveoli of these rats. These increases in lunghody weight ratio 
more likely reflect the decreased body weight in these groups 
at the interim sacrifice. In any case, these and the other statisti- 
cal differences in absolute or relative organ weights in smoke- 
exposed rats compared to sham controls are not considered tox- 
icologically significant. There was no consistent difference in 
organ weights between groups of rats exposed to similar con- 
centrations of test and reference cigarette smoke in either study. 
Increases in total inhaled mass were proportional to increasing 
exposure concentration in study 1, but in study 2 decreases in 
MV in groups exposed to 0.8- or 0.2-mg/L relative to groups 
exposed to 0.06 mg/L caused total inhaled mass for the high 
and middle dose groups to be lower in propoaion to exposure 
concentration of smoke. 

Inhalation exposure to smoke from test or reference cigarettes 
in both studies clearly induced microscopic changes in the nasal 
cavity, larynx, trachea, and lungs of exposed rats. Results of 
histopathologic examination of the recovery groups illustrated 
that these respiratory-tract lesions were either completely re- 
solved or in the process of resolving by 13 wk after cessation of 
smoke exposure, and thus represent an adaptive response to the 
inhaled smoke. The nasal cavity and larynx were much more 
affected by inhaled smoke than the lungs in our studies, and 
the mucosal epithelium lining the base of the epiglottis and ad- 
jacent ventral pouch was the most affected site. The extreme 
susceptibility of the rodent laryngeal mucosa to inhaled smoke 
and other xenobiotics has been described in detail (Lewis, 1980, 
1991; Gopinath et al., 1987; Burger et al., 1989). Since the most 
notable cellular changes observed in the respiratory tract of ro- 
dents in response to inhaled smoke involve cellular proliferation 
and metaplasia, a quantitative measure of cell turnover in af- 
fected tissue is a useful tool to measure the effect of exposure. 
Cell prohferation rate measurements in nasal turbinates and la- 
ryngeal epithelium using nuclear labeling with BrdU correlated 
well with histopathology data, reinforcing the conclusion that 
exposure to smoke from test or reference cigarette smoke for 
13 wk clearly induced epithelial hyperplasia at these sites. Re- 
sults of BrdU labeling in the trachea and lungs were less clear, 
and probably reflect the more subtle effects of inhaled smoke on 
the epithelium at these sites. 

The effects of inhaled cigarette smoke on the respiratory tract 
of rats in both the studies described herein are similar to those 
described in a number of previously reportpd cigarette smoke 
inhalation studies in rats (Dalbey et al., 1980; Gaworski et al., 

1997; Coggins et al., 1989; Ayres et al., 2001; Vanscheeuwijck 
et al., 2002) and hamsters (Lewis, 1980; Wehner et al., 1990). 
Four recently published papers have described studies similar to 
those presented here, in which smokes from cigarettes with and 
without flavoring or casing ingredients were compared on the 
basis of chemical composition and biologic effects on rodents 
(Gaworski et al., 1998; Paschke et al., 2002; Carmines, 2002; 
Baker et al., 2004). Results of the studies presented here are con- 
sistent with the conclusions of these authors that the presence of 
flavoring and casing ingredients studied to date did not signifi- 
cantly change the type or extent of toxicologic effects observed 
in rodents inhaling cigarette smoke. . 
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SCIENTIFIC OPINION  

Scientific Opinion on Flavouring Group Evaluation 10, Revision 3 
(FGE.10Rev3): 

Aliphatic primary and secondary saturated and unsaturated alcohols, 
aldehydes, acetals, carboxylic acids and esters containing an additional 

oxygenated functional group and lactones from chemical groups 9, 13 and 
301 

EFSA Panel on Food Contact Materials, Enzymes, Flavourings and Processing Aids 
(CEF)2, 3  

European Food Safety Authority (EFSA), Parma, Italy 

ABSTRACT 
The Panel on Food Contact Materials, Enzymes, Flavourings and Processing Aids of the European Food 
Safety Authority was requested to evaluate 63 flavouring substances in the Flavouring Group 
Evaluation 10, including additional two substances in this Revision 3, using the Procedure in 
Commission Regulation (EC) No 1565/2000. For one substance [FL-no: 10.170] a concern for 
genotoxicity could not be ruled out. The remaining 62 substances were evaluated through a stepwise 
approach (the Procedure) that integrates information on structure-activity relationships, intake from 
current uses, toxicological threshold of concern, and available data on metabolism and toxicity. The 
Panel concluded that the 62 substances do not give rise to safety concerns at their levels of dietary 
intake, estimated on the basis of the MSDI approach. Besides the safety assessment of these flavouring 
substances, the specifications for the materials of commerce have also been considered. For four 
substances evaluated through the Procedure, the stereoisomeric composition has not been specified 
sufficiently.  
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SUMMARY 

The European Food Safety Authority (EFSA) asked the Panel on Food Contact Materials, Enzymes, 
Flavourings and Processing Aids (the Panel) to advise the Commission on the implications for human 
health of chemically defined flavouring substances used in or on foodstuffs in the Member States. In 
particular, the Panel was requested to evaluate 63 flavouring substances in the Flavouring Group 
Evaluation 10, Revision 3 (FGE.10Rev3), using the Procedure as referred to in the Commission 
Regulation (EC) No 1565/2000. These flavouring substances belong to chemical groups 9, 13 and 30, 
Annex I of the Commission Regulation (EC) No 1565/2000. 

The present revision of FGE.10, FGE.10Rev3, includes the assessment of two additional candidate 
substances [FL-no: 09.951 and 10.170]. 

The flavouring substances are alcohols, aldehydes, acetals, carboxylic acids and esters containing 
additional oxygenated functional groups and lactones. 

Thirty-six of the candidate substances possess one or more chiral centres and eight can exist as 
geometrical isomers due to the presence and the position of a double bond. For five of these substances 
[FL-no: 10.038, 10.040, 10.059, 10.063 and 10.170] the stereoisomeric composition / composition of 
mixture has not been specified sufficiently. 

Fifty-five candidate substances belong to structural class I, six belong to structural class II, and two 
belong to structural class III according to the decision tree approach presented by Cramer et al. (1978). 

Fifty of the flavouring substances in the present group have been reported to occur naturally in a wide 
range of food items. 

In its evaluation, the Panel as a default used the “Maximised Survey-derived Daily Intakes” (MSDI) 
approach to estimate the per capita intakes of the flavouring substances in Europe. However, when the 
Panel examined the information provided by the European Flavouring Industry on the use levels in 
various foods, it appeared obvious that the MSDI approach in a number of cases would grossly 
underestimate the intake by regular consumers of products flavoured at the use level reported by the 
Industry, especially in those cases where the annual production values were reported to be small. In 
consequence, the Panel had reservations about the data on use and use levels provided and the intake 
estimates obtained by the MSDI approach. 

In the absence of more precise information that would enable the Panel to make a more realistic estimate 
of the intakes of the flavouring substances, the Panel has decided also to perform an estimate of the 
daily intakes per person using a “modified Theoretical Added Maximum Daily Intake” (mTAMDI) 
approach based on the normal use levels reported by Industry. In those cases where the mTAMDI 
approach indicated that the intake of a flavouring substance might exceed its corresponding threshold of 
concern, the Panel decided not to carry out a formal safety assessment using the Procedure. In these 
cases the Panel requires more precise data on use and use levels. 

The candidate substances which have been assigned to structural class I have estimated European daily 
per capita intakes (MSDI) ranging from 0.0012 to 1500 microgram. The candidate substances from 
structural class II have MSDIs ranging from 0.0012 to 1.2 microgram and the two candidate substances 
assigned to structural class III have estimated European daily per capita intakes of 0.011 and 1.2 
microgram (Table 6.1). These intakes are below the thresholds of concern of 1800, 540 and 90 
microgram/person/day for structural class I , II and III, respectively. 

The combined estimated daily per capita intake as flavourings of the 55 candidate substances assigned 
to structural class I is 1600 microgram, which does not exceed the threshold of concern for a substance 
belonging to structural class I of 1800 microgram/person/day. Likewise, the combined estimated daily 
per capita intake as flavouring of the six candidate substances assigned to structural class II is 1.2 
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microgram, which does not exceed the threshold of concern for a substance belonging to structural class 
II of 540 microgram/person/day. 

For 5-pentyl-3H-furan-2-one [FL-no: 10.170], the flavour Industry informs that the commercial product 
is a mixture of two structural isomers – 2/3 is the named compound (5-pentyl-3H-furan-2-one) and 1/3 
is the structural isomer - 5-pentyl-5H-furan-2-one. This latter isomer is identical to [FL-no: 10.054], 
which is an alpha, beta-unsaturated alcohol (after hydrolysis of the lactone), allocated to subgroup 4.1 of 
FGE.19 (FGE.217). The Panel concluded that 5-pentyl-3H-furan-2-one [FL-no: 10.170] should not be 
evaluated through the Procedure until the additional gentoxicity data for [FL-no: 10.054] are available, 
as stated in FGE 217.  

The Panel reconsidered the fact that 1-hydroxypropan-2-one [FL-no: 07.169] is an endogenous 
metabolite of acetone. Acetone is endogenously formed from the degradation of body fat/fatty acids and 
occurs in the blood of healthy humans not exposed to external sources of acetone in amounts of 
approximately 4 - 12 mg/person, corresponding to 0.7 to 2 mg/l blood. Under these conditions, the 
majority of the acetone in blood would be metabolised to 1-hydroxypropan-2-one, which is rapidly 
further metabolised to endogenous compounds (methylglyoxal, pyruvate and glucose) in the 
methylglyoxal pathway. The estimated exposure of 0.22 microgram/capita/day is considerably lower 
than that resulting from the metabolism of acetone and would not significantly add to the internal 
exposure to 1-hydroxypropan-2-one in the body and would not perturb the normal catabolism of the 
compound to innocuous endogenous products. The Panel therefore decided that further genotoxicity 
data are not required and that the substance could be taken through the Procedure. 

For the remaining candidate substances, the genotoxic potential cannot be assessed adequately, 
however, from the limited data available there were no indications that genotoxicity for these substances 
should give rise to safety concern. So, 62 substances are evaluated through the Procedure in the present 
revision of FGE.10. 

It can be anticipated that, at the estimated levels of intake as flavouring substances, 59 of the alcohols, 
aldehydes, acetals, carboxylic acids and esters with an additional oxygenated functional group and 
aliphatic lactones included in the present FGE are generally hydrolysed and completely metabolised to 
innocuous products, many of which are endogenous in humans. For three of the flavouring substances 
[FL-no: 02.242, 06.097 and 09.824], it cannot be concluded that they are metabolised to innocuous 
products. Adequate margins of safety could be established for these three substances in step B4 of the 
Procedure. 

It was noted that where toxicity data were available they were consistent with the conclusions in the 
present Flavouring Group Evaluation using the Procedure. 

It was considered that on the basis of the default MSDI approach that the flavouring substances, to 
which the Procedure have been applied, would not give rise to safety concerns at the estimated levels of 
intake arising from their use as flavouring substances. 

The mTAMDI for the flavouring substances, for which use levels information is available, range from 
800 to 5100 microgram/person/day. For 58 of these substances the mTAMDI is above the threshold of 
concern of their structural classes and for three substances the mTAMDI is below the threshold. The 
three flavouring substances which have mTAMDI intake estimates below the threshold of concern for 
their structural class are also expected to be metabolised to innocuous products. For two flavouring 
substances use levels have not been provided and no mTAMDI could be estimated. Thus, for 60 
flavouring substances, further information is required. This would include more reliable intake data and 
then, if required, additional toxicological data.  

Thus, in conclusion, 62 of the 63 flavouring substances were evaluated through the Procedure (based 
on the MSDI approach), as one flavouring substance, 5-pentyl-3H-furan-2-one [FL-no: 10.170] could 
not be evaluated through the Procedure until adequate genotoxicity data become available. 
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In order to determine whether the conclusion for the candidate substances evaluated using the Procedure 
can be applied to the materials of commerce, it is necessary to consider the available specifications. 
Specifications including complete purity criteria and identity for the materials of commerce have been 
provided for 58 flavouring substances. For four substances [FL-no: 10.038, 10.040, 10.059 and 10.063] 
information on composition of mixture and / or stereoisomerism has not been specified sufficiently. For 
one substance [FL-no: 10.063] an identity test is missing. 

Thus, the final evaluation of the materials of commerce cannot be performed for four substances [FL-
no: 10.038, 10.040, 10.059 and 10.063], pending further information. 

For the remaining 58 candidate substances [FL-no: 02.132, 02.198, 02.242, 05.149, 06.088, 06.090, 
06.095, 06.097, 06.102, 06.135, 07.169, 08.053, 08.082, 08.090, 08.103, 08.113, 09.333, 09.345 - 
09.354, 09.360, 09.502, 09.558, 09.565, 09.580, 09.590, 09.601, 09.626, 09.629, 09.633, 09.634, 
09.644, 09.683, 09.815, 09.824, 09.832, 09.833, 09.862, 09.874, 09.916, 09.951, 10.039, 10.045, 
10.047 - 10.049, 10.052, 10.055, 10.058, 10.068 and 10.168] the Panel concluded that they would 
present no safety concern at the estimated levels of intake based on the MSDI approach. 

KEYWORDS 

Flavourings, safety, lactones, saturated, unsaturated, primary, secondary, alcohols, aldehydes, acids, 
acetals, esters, additional oxygenated functional group, FGE.10. 
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BACKGROUND 
Regulation (EC) No 2232/96 of the European Parliament and the Council (EC, 1996a) lays down a 
Procedure for the establishment of a list of flavouring substances the use of which will be authorised 
to the exclusion of all other substances in the EU. In application of that Regulation, a Register of 
flavouring substances used in or on foodstuffs in the Member States was adopted by Commission 
Decision 1999/217/EC (EC, 1999a), as last amended by Commission Decision 2009/163/EC (EC, 
2009a). Each flavouring substance is attributed a FLAVIS-number (FL-number) and all substances are 
divided into 34 chemical groups. Substances within a group should have some metabolic and 
biological behaviour in common. 

Substances which are listed in the Register are to be evaluated according to the evaluation programme 
laid down in Commission Regulation (EC) No 1565/2000 (EC, 2000a), which is broadly based on the 
Opinion of the Scientific Committee on Food (SCF, 1999a). For the submission of data by the 
manufacturer, deadlines have been established by Commission Regulation (EC) No 622/2002 (EC, 
2002b).  

The FGE is revised to include substances for which data were submitted after the deadline as laid 
down in Commission Regulation (EC) No 622/2002 and to take into account additional information 
that has been made available since the previous Opinion on this FGE.  

The Revision also includes newly notified substances belonging to the same chemical groups 
evaluated in this FGE. 

After the completion of the evaluation programme the Union List of flavouring substances for use in 
or on foods in the EU shall be adopted (Article 5 (1) of Regulation (EC) No 2232/96) (EC, 1996a). 

HISTORY OF THE EVALUATION 
The first version of the Flavouring Group Evaluation 10 (FGE.10) dealt with 51 alcohols, aldehydes, 
acetals, carboxylic acids and esters containing an additional oxygenated functional group and lactones. 

The first revision of FGE.10, FGE.10Rev1, included the assessment of eight additional candidate 
substances [FL-no: 06.088, 06.095, 06.102, 06.135, 09.565, 09.916, 10.040 and 10.168] and additional 
information on 32 substances [FL-no: 02.132, 02.198, 02.242, 06.090, 06.097, 07.169, 08.090, 09.333, 
09.349, 09.360, 09.502, 09.580, 09.590, 09.601, 09.629, 09.633, 09.644, 09.683, 09.815, 09.824, 
09.832, 09.862, 09.874, 10.038, 10.039, 10.043, 10.045, 10.048, 10.049, 10.052, 10.058 and 10.068] 
which had become available since the first FGE. Furthermore, substance [FL-no: 10.043], which can 
be metabolised to an alpha, beta-unsaturated ketone, was withdrawn from FGE.10Rev1 to be 
evaluated together with other alpha, beta-unsaturated ketones in FGE.217 (EFSA, 2008b). 

The second revision of FGE.10 concerned the assessment of three additional candidate substances 
[FL-no: 08.113, 10.059 and 10.063] as well as additional information submitted by the Industry on the 
stereoisomeric composition/composition of mixture requested in FGE.10Rev1 for eight substances 
[FL-no: 06.088, 06.095, 06.135, 09.565, 09.916, 10.038, 10.040 and 10.168], and identity information 
for [FL-no: 06.088 and 06.095]. 

FGE Opinion 
adopted by 
EFSA 

Link No. Of 
candidate 
substances 

FGE.10 28 October 
2005 

http://www.efsa.eu.int/science/afc/afc_opinions/1232_en.html 51 

FGE.10Rev1 30 January 
2008 

http://www.efsa.europa.eu/en/efsajournal/pub/934.htm 58 

FGE.10Rev2 23 March http://www.efsa.europa.eu/en/efsajournal/pub/2164.htm 61 
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 2011 
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 63 

 

The present revision of FGE.10, FGE.10Rev3, includes the assessment of two additional candidate 
substances [FL-no: 09.951 and 10.170]. No toxicity or metabolism data were provided for these two 
substances. A search in open literature was conducted for metabolism, genotoxicity, repeated dose 
toxicity as well as reproductive/developmental toxicity for [FL-no: 09.951 and 10.170]. This search 
did not reveal any pertinent new information on the two substances.  

FGE.10Rev3 also include additional information submitted by the Industry on specifications for [FL-
no: 06.135 and 08.113] which had been requested in FGE.10Rev2. 

TERMS OF REFERENCE 
The European Food Safety Authority (EFSA) is requested to carry out a risk assessment on flavouring 
substances in the register (Commission decision 1999/217/EC), according to Commission Regulation 
(EC) No 1565/2000 (EC, 2000a), prior to their authorisation and inclusion in the Union list 
(Regulation (EC)  No 1334/2008). In addition, the Commission requested EFSA to evaluate newly 
notified flavouring substances, where possible, before finalising the evaluation programme. The 
evaluation programme was finalised at the end of 2009. 

After the finalisation of the evaluation programme, in their letters of the 30th July 2010 and 20th 
September 2010, the Commission requested EFSA to carry out an evaluation of the flavouring 
substances 5-pentyl-3H-furan-2-one [FL-no: 10.170] and dioctyl adipate [FL-no: 09.951], also 
according to Commission Regulation (EC) No 1565/2000 (EC, 2000a). 

ASSESSMENT 

1. Presentation of the Substances in Flavouring Group Evaluation 10, Revision 3 

1.1. Description 

The present Flavouring Group Evaluation 10, Revision 3 (FGE.10Rev3), using the Procedure as 
referred to in the Commission Regulation (EC) No 1565/2000 (EC, 2000a) (The Procedure – shown in 
schematic form in Annex I of this FGE), deals with 63 alcohols, aldehydes, acetals, carboxylic acids 
and esters containing an additional oxygenated functional group and lactones from chemical groups 9, 
13 and 30, Annex I of Commission Regulation (EC) No 1565/2000 (EC, 2000a).  

The flavouring substances (candidate substances) under consideration are listed in Table 1, as well as 
their chemical Register name, FLAVIS- (FL-), Chemical Abstract Service- (CAS-), Council of 
Europe- (CoE-) and Flavor and Extract Manufactures Association- (FEMA-) numbers, structure and 
specifications.   

The outcome of the Safety Evaluation is summarised in Table 2a. 

Fifteen  candidate substances are aliphatic lactones [FL-no: 10.038, 10.039, 10.040, 10.045, 10.047, 
10.048, 10.049, 10.052, 10.055, 10.058, 10.059, 10.063, 10.068, 10.168 and 10.170]; thirty-two 
candidate substances are esters or diesters [FL-no: 09.333, 09.345 - 09.354, 09.360, 09.502, 09.558, 
09.565, 09.580, 09.590, 09.601, 09.626, 09.629, 09.633, 09.634, 09.644, 09.683, 09.815, 09.824, 
09.832, 09.833, 09.862, 09.874, 09.916 and 09.951]; six candidate substances are acetals [FL-no: 
06.088, 06.090, 06.095, 06.097, 06.102 and 06.135]; one candidate substance is an alpha-hydroxyacid 
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[FL-no: 08.090]; one candidate substance is a ketoalcohol [FL-no: 07.169]; one candidate substance is 
an alkoxy-alcohol [FL-no: 02.242]; two candidate substances are diols [FL-no: 02.132 and 02.198]; 
one candidate substance is a dialdehyde [FL-no: 05.149] and four candidate substances are aliphatic 
dicarboxylic acids [FL-no: 08.053, 08.082, 08.103 and 08.113].  

The hydrolysis products of candidate esters, lactones and acetals as well as their evaluation status are 
listed in Table 2b. 

The candidate substances are structurally related to 29 aliphatic lactones (supporting substances) 
evaluated at the 49th JECFA meeting (JECFA, 1998a) and to 47 aliphatic primary alcohols, aldehydes, 
carboxylic acids, acetals and esters containing additional oxygenated functional groups evaluated at 
the 53rd JECFA meeting (JECFA, 2000c). These supporting substances are listed in Table 3, together 
with their evaluation status. 

1.2. Stereoisomers 

It is recognised that geometrical and optical isomers of substances may have different properties. Their 
flavour may be different, they may have different chemical properties resulting in possible variation of 
their absorption, distribution, metabolism, elimination and toxicity. Thus, information must be 
provided on the configuration of the flavouring substance, i.e. whether it is one of the 
geometrical/optical isomers, or a defined mixture of stereoisomers. The available specifications of 
purity will be considered in order to determine whether the safety evaluation carried out for candidate 
substances for which stereoisomers may exist can be applied to the material of commerce. Flavouring 
substances with different configurations should have individual chemical names and codes (CAS 
number, FLAVIS number, etc.). 

Thirty-six of the substances possess one or more chiral centres [FL-no: 02.132, 02.198, 06.088, 
06.090, 06.095, 06.135, 08.090, 09.333, 09.346, 09.349, 09.360, 09.502, 09.580, 09.590, 09.601, 
09.629, 09.633, 09.644, 09.683, 09.815, 09.824, 09.832, 09.862, 09.874, 09.916, 10.038, 10.039  
10.040, 10.045, 10.048, 10.049, 10.052, 10.058, 10.068, 10.168 and 10.170]. For thirty-five 
substances the stereoisomeric composition has been specified. For [FL-no: 10.170] the Industry has 
informed that the commercial substance is a mixture of two structural isomers. One of these isomers 
possesses a chiral centre for which the configuration has not been specified. 

Due to the presence and the position of a double bond, eight substances can exist as geometrical 
isomers [FL-no: 09.350, 09.351, 09.565, 10.038, 10.039, 10.040, 10.059 and 10.063]. For four of the 
substances [FL-no: 10.038, 10.040, 10.059 and 10.063] the stereoisomeric composition / composition 
of stereoisomeric mixture has not been specified sufficiently. Industry has stated that [FL-no: 10.038 
and 10.040] exist as mixtures of (Z)- and (E)-isomers (EFFA, 2010a), however, the composition of the 
isomeric mixtures have to be provided. 

1.3. Natural Occurrence in Food 

Fifty of the flavouring substances have been reported to occur in one or more of the following food 
items: fruits (apple, pineapple, melon, guava, banana, starfruit, papaya, raspberry, mango, plum, 
citrus), oats, chestnut, juice, butter, meat, cheese, milk and milk products, skimmed milk powder, 
green tea, coffee, beer, wine and whisky. 

Quantitative data on the natural occurrence in food have been reported for thirty-eight of the candidate 
substances (TNO, 2000; TNO, 2010). These reports include: 
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1.3.1 Candidate substances reported to occur in food (TNO, 2000; TNO, 2010) 

FL-no: Name: Quantitative data reported:
02.198 Octane-1,3-diol Up to 21 mg/kg in apple and up to 95.1 mg/kg in apple juice 

02.242 2-Butoxyethan-1-ol 0.02 mg/kg in mozzarella cheese 
06.088 2-Ethyl-4-methyl-1,3- Up to 2 mg/kg in port wine 
06.095 4-Methyl-2-propyl-1,3- Up to 2 mg/kg in port wine 
06.097 1,1,3-Triethoxypropane Up to 3 mg/kg in pear brandy and less than 0.8 mg/kg in whisky 

06.135 2-Isobutyl-4-methyl-1,3-
dioxolane Up to 2 mg/kg in port wine 

07.169 1-Hydroxypropan-2-one Up to 4 mg/kg in coffee 
08.103 Nonanedioic acid Up to 1.5 mg/kg in beer 
09.590 Isobutyl lactate 20 mg/kg in port wine 
09.916 Ethyl 3-hydroxyoctanoate Up to 0.05 mg/kg in papaya, 0.02 mg/kg in orange juice and 0.03 
10.045 Heptano-1,5-lactone Up to 0.4 mg/kg in green tea 
10.047 Hexadecano-1,16-lactone 0,0145 mg/kg in skimmed milk powder 
10.048 Hexadecano-1,4-lactone Up to 16.7 mg/kg in heated butter 

10.049 Hexadecano-1,5-lactone 
Up to 10.6 mg/kg in butter and up to 1.3 mg/kg in heated lamb and 
mutton fat 

 

According to TNO, 13 of the substances have not been reported in any food items. These substances 
are listed in Table 1.3.1 (TNO, 2000; TNO, 2010): 

1.3.1 Candidate substances not reported to occur in food (TNO, 2000; TNO, 2010) 

FL-no: Name: 
06.102 2-Hexyl-5-hydroxy-1,3-dioxane 
08.113 Succinic acid, disodium salt 
09.502 Ethyl butyryl lactate 
09.633 Methyl 5-hydroxydecanoate 
09.644 Methyl lactate 
09.824 Ethyl 2-acetylbutyrate 
09.832 Ethyl 3-acetohexanoate 
09.833 iso-Propyl 4-oxopentanoate 
09.874 Di(2-methylbutyl) malate 
10.040 Dec-8-eno-1,5-lactone 
10.059 Hexadec-7-en-1,16-lactone 
10.063 Hexadec-9-en-1,16 lactone 
10.068 Pentadecano-1,14-lactone 

 

2. Specifications 

Purity criteria for the substances have been provided by the Flavouring Industry (EFFA, 2003c; EFFA, 
2004ag; Flavour Industry, 2011a; Flavour Industry, 2010g; Flavour Industry, 2010n; Flavour Industry, 
2011g) (Table 1). 

Judged against the requirements in Annex II of Commission Regulation (EC) No 1565/2000 (EC, 
2000a), this information is adequate for 62 substances. For one substance [FL-no: 10.063] an identity 
test is missing. 

Furthermore, for five substances [FL-no: 10.038, 10.040, 10.059, 10.063 and 10.170], the 
stereoisomeric composition has not been specified sufficiently (see Section 1.2 and Table 1). 
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3. Intake Data 

Annual production volumes of the flavouring substances as surveyed by the Industry can be used to 
calculate the “Maximised Survey-derived Daily Intake” (MSDI) by assuming that the production 
figure only represents 60 % of the use in food due to underreporting and that 10 % of the total EU 
population are consumers (SCF, 1999a). 

However, the Panel noted that due to year-to-year variability in production volumes, to uncertainties 
in the underreporting correction factor and to uncertainties in the percentage of consumers, the 
reliability of intake estimates on the basis of the MSDI approach is difficult to assess. 

The Panel also noted that in contrast to the generally low per capita intake figures estimated on the 
basis of this MSDI approach, in some cases the regular consumption of products flavoured at use 
levels reported by the Flavour Industry in the submissions would result in much higher intakes. In 
such cases, the human exposure thresholds below which exposures are not considered to present a 
safety concern might be exceeded. 

Considering that the MSDI model may underestimate the intake of flavouring substances by certain 
groups of consumers, the SCF recommended also taking into account the results of other intake 
assessments (SCF, 1999a). 

One of the alternatives is the “Theoretical Added Maximum Daily Intake” (TAMDI) approach, which 
is calculated on the basis of standard portions and upper use levels (SCF, 1995) for flavourable 
beverages and foods in general, with exceptional levels for particular foods. This method is regarded 
as a conservative estimate of the actual intake by most consumers because it is based on the 
assumption that the consumer regularly eats and drinks several food products containing the same 
flavouring substance at the upper use level. 

One option to modify the TAMDI approach is to base the calculation on normal rather than upper use 
levels of the flavouring substances. This modified approach is less conservative (e.g., it may 
underestimate the intake of consumers being loyal to products flavoured at the maximum use levels 
reported) (EC, 2000a). However, it is considered as a suitable tool to screen and prioritise the 
flavouring substances according to the need for refined intake data (EFSA, 2004a). 

3.1. Estimated Daily per Capita Intake (MSDI Approach) 

The intake estimation is based on the Maximised Survey-derived Daily Intake (MSDI) (SCF, 1999) 
approach, which involves the acquisition of data on the amounts used in food as flavourings (SCF, 
1999a). These data are derived from surveys on annual production volumes in Europe. These surveys 
were conducted in 1995 by the International Organization of the Flavour Industry, in which flavour 
manufacturers reported the total amount of each flavouring substance incorporated into food sold in 
the EU during the previous year (IOFI, 1995). The intake approach does not consider the possible 
natural occurrence in food. 

Average per capita intake (MSDI) is estimated on the assumption that the amount added to food is 
consumed by 10 % of the population4 (Eurostat, 1998). This is derived for candidate substances from 
estimates of annual volume of production provided by Industry and incorporates a correction factor of 
0.6 to allow for incomplete reporting (60 %) in the Industry surveys (SCF, 1999a). 

The total annual volumes of production of the candidate substances from use as flavouring substances 
in Europe has been reported to be approximately 13220kg (EFFA, 2000c; EFFA, 2003d; EFFA, 

                                                      
 
4 EU figure 375 millions. This figure relates to EU population at the time for which production data are available, and is 
consistent (comparable) with evaluations conducted prior to the enlargement of the EU. No production data are available for 
the enlarged EU. 
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2008b; Flavour Industry, 2010g; Flavour Industry, 2010n). For the 60 of the 76 supporting substances 
the annual volume of production is 357000 kg (JECFA, 1999b; JECFA, 2000b). 

On the basis of the annual volumes of production reported for the candidate substances, the daily per 
capita intakes for each of these flavourings have been estimated (Table 2a).  

98 % of the total annual volume of production for the candidate substances is accounted for by three 
substances, succinic acid disodium salt [FL-no: 08.113], hexadec-9-en-1,16-lactone [FL-no: 10.063] 
and diethyl maleate [FL-no: 09.351]. The estimated daily per capita intake of succinic acid disodium 
salt from use as a flavouring substance is 1500 microgram, that of hexadec-9-en-1,16-lactone is 48 
microgram and that of diethyl maleate is 12 microgram. The daily per capita intakes for each of the 
remaining substances are less than 10 microgram (Table 2a). 

3.2. Intake Estimated on the Basis of the Modified TAMDI (mTAMDI) 

The method for calculation of modified Theoretical Added Maximum Daily Intake (mTAMDI) values 
is based on the approach used by SCF up to 1995 (SCF, 1995). 

The assumption is that a person may consume a certain amount of flavourable foods and beverages per 
day. 

For 61 candidate substances information on food categories and normal and maximum use levels5,6,7 
were submitted by the Flavour Industry (EFFA, 2001a; EFFA, 2003c; EFFA, 2003s; EFFA, 2004ag; 
EFFA, 2007a; Flavour Industry, 2006a; Flavour Industry, 2010g; Flavour Industry, 2010n). For two 
substances [FL-no: 06.135 and 08.113] no use levels have been provided for the food categories as 
listed in Commission Regulation (EC) No 1565/2000. 

The candidate substances, for which use levels have been provided, are used in flavoured food 
products divided into the food categories, outlined in Annex III of the Commission Regulation (EC) 
No 1565/2000 (EC, 2000a), as shown in Table 3.1. For the present calculation of mTAMDI, the 
reported normal use levels were used. In the case where different use levels were reported for different 
food categories the highest reported normal use level was used. 

According to the Flavour Industry the normal use levels for the candidate substances, for which use 
levels have been provided, are in the range of 1 - 101 mg/kg food, and the maximum use levels are in 
the range of 5 - 1005 mg/kg (EFFA, 2001a; EFFA, 2003c; EFFA, 2003s; EFFA, 2004ag; EFFA, 
2007a; Flavour Industry, 2006a; Flavour Industry, 2010g; Flavour Industry, 2010n).  

                                                      
 
5 ”Normal use” is defined as the average of reported usages and ”maximum use” is defined as the 95th percentile of reported 
usages (EFFA, 2002i). 
6 The normal and maximum use levels in different food categories (EC, 2000) have been extrapolated from figures derived 
from 12 model flavouring substances (EFFA, 2004e). 
7 The use levels from food category 5 “Confectionery” have been inserted as default values for food category 14.2 
“Alcoholic beverages” for substances for which no data have been given for food category 14.2 (EFFA, 2007a). 
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Table 3.1 Use of Candidate Substances in Various Food Categories for 61 Candidate Substances for 

which Data on Use have been provided. 

Food 
category 

Description Flavourings used* 

01.0 Dairy products, excluding products of category 2 All except [FL-no: 
09.951] 

02.0 Fats and oils, and fat emulsions (type water-in-oil) All except [FL-no: 
09.951] 

03.0 Edible ices, including sherbet and sorbet All except [FL-no: 
09.951] 

04.1 Processed fruits All except [FL-no: 
09.951] 

04.2 Processed vegetables (incl. mushrooms & fungi, roots & tubers, pulses and 
legumes), and nuts & seeds 

Only [FL-no: 10.170] 

05.0 Confectionery All except [FL-no: 
09.951] 

06.0 Cereals and cereal products, incl. flours & starches from roots & tubers, pulses 
& legumes, excluding bakery 

All except [FL-no: 
09.951] 

07.0 Bakery wares All except [FL-no: 
09.951] 

08.0 Meat and meat products, including poultry and game All except [FL-no: 
10.170] 

09.0 Fish and fish products, including molluscs, crustaceans and echinoderms  All except [FL-no: 
08.090, 09.551 and 
10.170 ] 

10.0 Eggs and egg products None 
11.0 Sweeteners, including honey None 
12.0 Salts, spices, soups, sauces, salads, protein products etc. All except [FL-no: 

06.095, 09.551 and 
09.644] 

13.0 Foodstuffs intended for particular nutritional uses All except [FL-no: 
06.095, 09.551, 
09.644 and 10.170] 

14.1 Non-alcoholic ("soft") beverages, excl. dairy products All except [FL-no: 
09.951] 

14.2 Alcoholic beverages, incl. alcohol-free and low-alcoholic counterparts All except [FL-no: 
09.951] 

15.0 Ready-to-eat savouries All except [FL-no: 
09.951] 

16.0 Composite foods (e.g. casseroles, meat pies, mincemeat) - foods that could not 
be placed in categories 1 – 15 

All 

* Information on use levels has not been provided for [FL-no: 06.135 and 08.113] 
 

The mTAMDI values for the 54 candidate substances from structural class I, for which use levels have 
been reported, range from 800 to 5100 microgram/person/day, for the five candidate substances from 
structural class II, for which use levels are available, the mTAMDI range from 3800 to 3900 
microgram/person/day for each. For the two candidate substances from structural class III the 
mTAMDIs are 3800 and 4100 microgram/person/day.  

For detailed information on use levels and intake estimations based on the mTAMDI approach, see 
Section 6 and Annex II. 

4. Absorption, Distribution, Metabolism and Elimination 

In general, lactones are formed by acid-catalysed intramolecular cyclisation of hydroxycarboxylic 
acids. In an aqueous environment, a pH-dependent equilibrium is established between the open-chain 
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hydroxycarboxylate anion and the lactone ring. In basic and neutral media, such as blood, the open-
chain hydroxycarboxylate anion is favoured while in acidic media, such as gastric juice and urine, the 
lactone ring is favoured. Enzymes, such as lactonase, may catalyse the hydrolysis reaction, but for 
simple saturated lactones, the ring-opening reaction and reverse cyclication are in equilibrium, mainly 
controlled by pH conditions. Both the aliphatic lactones and the ring-opened hydroxycarboxylic acids 
can be absorbed from the gastrointestinal tract. However, the simple lactones, with low molecular 
weight, being uncharged may cross the cell membrane more easily than the acidic form, which 
penetrates the cells as a weak electrolyte. The hydroxycarboxylic acid obtained from lactone 
hydrolysis enters the fatty acid pathway and undergoes alpha- or beta-oxidation and cleavage to form 
acetyl CoA and a chain-shortened carboxylic acid. The carboxylic acid is then reduced by 2-carbon 
fragments until either acetyl CoA or propionyl CoA is produced. These fragments are then 
metabolised in the citric acid cycle. The Panel anticipated that the two unsaturated omega-lactones 
([FL-no: 10.059], hexadec-7-en-1,16-lactone and [FL-no: 10.063], hexadec-9-en-1,16-lactone) are 
metabolised like the structurally related saturated lactones, namely through ring opening followed by 
fatty acid degradation. 

In humans, paraoxonase (PON1), a serum enzyme belonging to the class of A-carboxyesterases 
(Aldridge, 1953), is known to rapidly hydrolyse a broad range of aliphatic lactone substrates including 
beta-, gamma-, delta- and omega-lactones and lactones fused to alicyclic rings such as 2-(2-
hydroxycyclopent-4-enyl)ethanoic acid gamma-lactone (Billecke et al., 2000). Activities of 
paraoxonase isoenzymes (Q & R) in human blood exhibit a bimodal distribution that is accounted for 
by a Q/R (glutamine or arginine) polymorphism with Q-type homozygotes showing a lower activity 
than QR heterozygotes or R homozygotes (Humbert et al., 1993). 

Mono- and di-esters included in the present FGE are expected to undergo hydrolysis in humans to 
yield their corresponding alcohol (linear or branched-chain aliphatic alcohols) and acid components 
(i.e. alpha-, beta- or gamma-keto or hydroxy acids, or simple aliphatic acids, diacids or triacids), 
which would be further metabolised and excreted. It has to be noted that the 2-acetyl butyric acid, 
formed as one of the hydrolysis products of the candidate substance ethyl 2-acetylbutyrate [FL-no: 
09.824], has some structural similarities to valproic acid, which, together with a number of its 
derivatives, has been recognised as teratogenic in rodents and in humans (Nau and Löscher, 1986; 
Samren et al., 1997; Kaneko et al., 1999). Although it can be predicted that 2-acetylbutyric acid is 
further metabolised through the usual pathways of detoxication for carboxylic acids (i.e. mainly via 
glucuronidation reaction), the structural similarity with valproic acid does not allow the prediction that 
ethyl 2-acetylbutyrate [FL-no: 09.824] is metabolised only to innocuous products. 

The presence of a second oxygenated functional group has little if any effect on hydrolysis of these 
esters. The most probable metabolic reactions of the hydrolysis products are, oxidation of alcohols to 
aldehydes and acids, conjugation of alcohols and acids to glucuronides and sulphates and beta- and 
omega-oxidation of carboxylic acids. 

Beta-keto acids and derivatives like acetoacetic acid undergo ready decarboxylation. Along with 
alpha-keto and alpha-hydroxyacids, they yield breakdown products, which are incorporated into 
normal biochemical pathways. The gamma-keto acids and related substances may undergo complete 
or partial beta-oxidation to yield metabolites that are eliminated in the urine. Omega-substituted 
derivatives are readily oxidised and/or excreted in the urine. Simple aliphatic di- and tricarboxylic 
acids participate in the tricarboxylic acid cycle. For instance, succinic acid is a normal intermediary 
metabolite and a constituent of the citric acid cycle; it occurs normally in human urine (1.9 - 8.8 
mg/L). Succinic acid is readily metabolized when administered to animals, but may be partly excreted 
unchanged in the urine if large doses are given (Patty, 1993, Vol. II, p. 3579). 

One of the candidate substances, 1-hydroxypropan-2-one [FL-no: 07.169] (acetol), is a metabolite of 
acetone, which is an endogenous substance formed from the degradation of body fat / fatty acids. The 
major metabolic pathway in mammals of acetone at low blood concentrations (i.e. in healthy humans 
not exposed to external sources, acetone occurs in amounts of approximately 4 - 12 mg per person, 
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corresponding to approximately 0.7 to 2 mg/l blood (Ashley et al., 1994; Dick el al., 1988; Wang et al, 
1994c), is via the methylglyoxal route, where acetone is first oxidised to 1-hydroxypropan-2-one, 
which is then oxidised to 2-oxopropanal (methylglyoxal [FL-no: 07.001]). 2-Oxopropanal will after 
further metabolism give rise to glucose (Morgott, 1993; WHO, 1998a; NAS/COT, 2005). 

Six candidate substances [FL-no: 06.088, 06.090, 06.095, 06.097, 06.102 and 06.135] are acetals, 
which may be expected to undergo acid catalysed hydrolysis in the gastric environment to yield their 
component aldehydes and alcohols prior to absorption. Once hydrolysed, the component alcohols and 
aldehydes are expected to be metabolised primarily through the above mentioned common routes of 
biotransformations and excreted. 

The linear and branched-chain aliphatic primary alcohol components of candidate substances that are 
simple aliphatic di- and tricarboxylic acid esters would be oxidised in the presence of alcohol 
dehydrogenase to their corresponding aldehydes which, in turn, would be oxidised to their 
corresponding carboxylic acids. The two diols [FL-no: 02.132 and 02.198] may be anticipated to 
participate in the same routes of biotransformation. It may be anticipated that glutaraldehyde [FL-no: 
05.149] is biotransformed through the common pathways of detoxication of aldehydes to innocuous 
products. 

Among the candidate substances, an alkoxy-alcohol, 2-butoxyethanol [FL-no: 02.242], is mainly 
metabolised to butoxyacetic acid, which has been identified as the metabolite responsible for the 
haemolysis of red blood cells induced by 2-butoxyethanol. 

In summary, it can be anticipated that primary and secondary aliphatic saturated or unsaturated 
alcohols, aldehydes, carboxylic acids, acetals and esters with a second oxygenated functional group 
and aliphatic lactones included in the present FGE are generally metabolised to innocuous products 
(many of which are endogenous in humans), at the estimated level of intake as flavouring substances. 

The consideration on the actual levels of intake becomes particularly relevant for one candidate 
substance, diethyl maleate [FL-no: 09.351], as when administered at high doses, it is able to induce 
severe GSH depletion, due to its prompt metabolism to GSH-conjugates. This may also be the case for 
the structurally related diethyl fumarate [FL-no: 09.350]. 

For three of the candidate substances it cannot be concluded that they are metabolised to innocuous 
products. These are 2-butoxyethan-1-ol [FL-no: 02.242], the major metabolite of which butoxyacetic 
acid has been recognised as responsible for haematotoxic effects induced by 2-butoxyethanol [FL-no: 
02.242], 1,1,3-triethoxypropane [FL-no: 06.097], which may be metabolised to 3-ethoxypropanoic 
acid, a substance with structural similarities to 2-butoxyethanol and finally, ethyl 2-acetylbutyrate 
[FL-no: 09.824], of which hydrolysis gives rise to 2-acetylbutyric acid, which shows some structural 
similarities to valproic acid, a known teratogenic compound. 

A more detailed description of the metabolism of the candidate substances in this FGE is given in 
Annex III. 

5. Application of the Procedure for the Safety Evaluation of Flavouring Substances 

The application of the Procedure is based on intakes estimated on the basis of the MSDI approach. 
Where the mTAMDI approach indicates that the intake of a flavouring substance might exceed its 
corresponding threshold of concern, a formal safety assessment is not carried out using the Procedure. 
In these cases the Panel requires more precise data on use and use levels. For comparison of the intake 
estimations based on the MSDI approach and the mTAMDI approach, see Section 6. 

For 5-pentyl-3H-furan-2-one [FL-no: 10.170] flavour industry informs that the commercial product is 
a mixture of two structural isomers – 2/3 is the named compound (5-pentyl-3H-furan-2-one) and 1/3 is 
the structural isomer - 5-pentyl-5H-furan-2-one. This latter isomer is identical to [FL-no: 10.054], – 
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which is an alpha,beta-unsaturated alcohol (after hydrolysis of the lactone) allocated FGE.19 subgroup 
4.1. This subgroup was evaluated in FGE.217 with the conclusion – additional genotoxicity data 
required. Therefore, the Panel concluded that [FL-no.10.170] should not be evaluated through the 
Procedure until these data are available. 

In its first evaluation of this group of aliphatic alcohols, aldehydes, acetals, carboxylic acids and esters 
containing an additional oxygenated functional group and lactones (EFSA, 2005b) the Panel 
considered that the candidate substance, 1-hydroxypropan-2-one [FL-no: 07.169], should not be 
evaluated through the Procedure until new data became available because it was found to be genotoxic 
in vitro in bacterial assays. However, in the first revision of FGE.10 (FGE.10Rev1) the Panel 
reconsidered this compound and concluded that it is an endogenous metabolite of acetone which is 
formed from the degradation of body fat/fatty acids and that it would be further metabolised to 
innocuous compounds, and thus not be of concern at the exposure levels resulting from its use as a 
flavouring substance (see Section 8.4, conclusion on the genotoxicity). The Panel therefore decided 
that 1-hydroxypropan-2-one [FL-no: 07.169] could be evaluated along the A side of the Procedure in 
FGE.10Rev1. 

For the safety evaluation of the 62 candidate substances in the present revision of FGE.10 the 
Procedure as outlined in Annex I was applied, based on the MSDI approach. The stepwise evaluations 
of the substances are summarised in Table 2a. 

Step 1 

Fifty-five of the candidate substances are classified according to the decision tree approach by Cramer 
et al. (1978) into structural class I, six are classified into structural class II [FL-no: 02.242, 06.088, 
06.090, 06.095, 06.097 and 06.135] and one into structural class III [FL-no: 06.102]. 

Step 2 

For three of the candidate substances it cannot be concluded that they are metabolised to innocuous 
products. These are 2-butoxyethanol [FL-no: 02.242], the major metabolite of which butoxyacetic acid 
has been recognised as responsible for haematotoxic effects induced by 2-butoxyethanol [FL-no: 
02.242], 1,1,3-triethoxypropane [FL-no: 06.097], which may be metabolised to 3-ethoxypropanoic 
acid, a substance with some structural similarities to 2-butoxyethanol and finally, ethyl 2-
acetylbutyrate [FL-no: 09.824], of which hydrolysis gives rise to 2-acetylbutyric acid, which shows 
some structural similarities to valproic acid, a known teratogenic compound. Therefore, these 
substances are evaluated via the B-side of the Procedure. The evaluation of the remaining 59 candidate 
substances proceeds via the A-side of the Procedure. 

Step A3 

Step A3 applies to 54 candidate substances from structural class I [FL-no: 02.132, 02.198, 05.149, 
07.169, 08.053, 08.082, 08.090, 08.103, 08.113, 09.333, 09.345 - 09.354, 09.360, 09.502, 09.558, 
09.565, 09.580, 09.590, 09.601, 09.626, 09.629, 09.633, 09.634, 09.644, 09.683, 09.815, 09.832, 
09.833, 09.862, 09.874, 09.916, 09.951, 10.038, 10.039, 10.040, 10.045, 10.047 - 10.049, 10.052, 
10.055, 10.058, 10.059, 10.063, 10.068 and 10.168], four candidate substances from structural class II 
[FL-no: 06.088, 06.090, 06.095 and 06.135] and one candidate substance from structural class III [FL-
no: 06.102]. 

The 54 candidate substances which have been assigned to structural class I have estimated European 
daily per capita intakes (MSDI) ranging from 0.0012 to 1500 microgram. The four candidate 
substances from structural class II have MSDIs ranging from 0.0012 to 1.2 microgram and the one 
candidate substance assigned to structural class III has an estimated European daily per capita intake 
of 0.011 microgram (Table 6.1). These intakes are below the thresholds of concern of 1800, 540 and 
90 microgram/person/day for structural class I , II and III, respectively. 
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Accordingly, these 59 candidate substances do not pose a safety concern when used at estimated levels 
of intake as flavouring substances, based on the MSDI approach. 

Step B3 

The MSDIs of the candidate substances 2-butoxyethan-1-ol [FL-no: 02.242], 1,1,3-triethoxypropane 
[FL-no: 06.097] and ethyl 2-acetylbutyrate [FL-no: 09.824], were estimated to be 0.0012 
microgram/capita/day for each. Thus, the MSDI-values of all three candidate substances are below the 
threshold of concern for their structural classes of 540 microgram/person/day (class II) for [FL-no: 
02.242 and 06.097] and of 1800 microgram/person/day (class I) for [FL-no: 09.824]. Accordingly, the 
three substances proceed to step B4 of the Procedure. 

Step B4 

The candidate substance ethyl 2-acetylbutyrate [FL-no: 09.824] is expected to be hydrolysed to the 
corresponding alpha-ethylated carboxylic acid, 2-acetylbutyric acid and ethanol. No toxicity studies 
that would permit establishing a No Observed Adverse Effect Level (NOAEL) are available for ethyl 
2-acetylbutyrate or its hydrolysis product 2-acetylbutyric acid. 2-Acetylbutyric acid is structurally 
related to 2-ethylhexanol [FL-no: 02.082] for which the JECFA has established an ADI of 0.5 mg/kg 
bw/day (JECFA, 1993b). The estimated daily per capita intake, based on the MSDI approach and 
expressed in microgram/kg bw/day for the hydrolysis product of the candidate substance ethyl 2-
acetylbutyrate (and 2-acetylbutyric acid) is approximately 25 x 106 fold below the acceptable daily 
intake (ADI) value of the structurally related 2-ethylhexanol. Furthermore, the hydrolysis product, 2-
acetylbutyric acid, shows some structural similarities to valproic acid, a known teratogenic compound. 
If 2-acetylbutyric acid is considered to be as potent as valproic acid (NOAEL = 600 mg/kg bw/day) 
the margin of safety would be 3 x 109, based on the MSDI of 0.0012 microgram/capita/day. 
Accordingly, it is concluded that ethyl 2-acetylbutyrate [FL-no: 09.824] does not pose a safety 
concern at the estimated level of intake, based on the MSDI approach. 

For the candidate substances 2-butoxyethan-1-ol [FL-no: 02.242] and 1,1,3-triethoxypropane [FL no: 
06.097], the hydrolysis product of which has some structural similarities to 2-butoxyethan-1-ol, a 
NOAEL could not be established in sub-chronic/chronic toxicity studies with respect to 
haemotoxicity. Thus, strictly according to the Procedure additional toxicity data would be needed to 
finalise the evaluation of these two substances in step B4 of the Procedure. However, reconsidering 
and updating the previous version of this FGE, the Panel noted that at least for 2-butoxyethan-1-ol 
[FL-no: 02.242] a wealth of toxicity data is available, so that this substance can be evaluated on a 
broader basis than only the Procedure for the Evaluation of Flavouring substances, which in principle 
has been designed for the evaluation of data-poor substances. 

Considering the data available, especially those on kinetics and mechanism of action (see US-EPA, 
1999 and draft EU-RAR 2007, human health part) it becomes clear that there are major differences in 
sensitivity between humans and rats regarding the prime toxic effect (haemotoxicity) of this substance, 
with humans (together with dog, guinea pig, pig, cat and rabbit) being considerably less sensitive than 
rats (together with mouse, hamster and baboon). For that reason it seems inappropriate to ask for 
further toxicity data in animals, as the available data already cover the most sensitive species. In this 
case an alternative approach is needed and possible for this data-rich substance (EPA, 1999; EU-RAR, 
2007). 

In their evaluation, US-EPA, using a Bench Mark Dose approach, combined with physiologically-
based kinetic modelling arrived at an oral Reference dose (RfD) for chronic exposure of 0.5 mg/kg 
body weight (bw)/day (EPA, 1999). 

In the EU-RAR (2007) a Human equivalent Lowest Observed Adverse Effect Level (LOAEL) of 9.5 
mg/kg bw/day is used, which was derived from the LOAEL in the rat using the same kinetic models as 
applied by US-EPA. A Margin of Safety of 3 between the Human equivalent LOAEL and estimates 
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for chronic exposure of "Consumers" or "Humans, exposed via the Environment" was considered 
sufficient to reach a conclusion of no concern. 

For each of the two candidate flavouring substances 2-butoxyethan-1-ol [FL-no: 02.242] and 1,1,3-tri-
ethoxypropane [FL no: 06.097] an MSDI of 0.0012 microgram/capita/day (see Table 6.1) can be 
calculated. The RfD from US-EPA and the LOAEL from the draft EU-RAR are factors of 2.5 × 107 or 
4.75 × 108 above the MSDI, respectively. The Panel concluded that these margins are sufficiently 
large to decide that based on the MSDI exposure estimates, these substances are of no concern when 
used as flavouring substances. 

In conclusion the Panel considered that all candidate substances evaluated through the Procedure were 
of no safety concern at the estimated levels of intake based on the MSDI approach. 

6. Comparison of the Intake Estimations Based on the MSDI Approach and the mTAMDI 
Approach 

The mTAMDI for the 54 candidate substances in structural class I and for which use levels 
information is available, range from 800 to 5100 microgram/person/day. For 51 of these substances 
the mTAMDI is above the threshold of concern of 1800 microgram/person/day.  

The mTAMDI of the five substances assigned to structural class II, and for which use levels 
information is available, range from 3800 to 3900 microgram/person/day, which is above the threshold 
of concern of 540 microgram/person/day.  

For the two substances from structural class III the mTAMDI is 3800 and 4100 microgram/person/day, 
which is above the threshold of 90 microgram/person/day. 

Thus, for the 58 candidate substances further information is required as the mTAMDIs are above the 
threshold for the structural class. This would include more reliable intake data and then, if required, 
additional toxicological data. For two substances [FL-no: 06.135 and 08.113] use levels are required 
for the food categories as listen in Commission Regulation (EC) No 1565/2000 (EFFA, 2001a; EFFA, 
2003c; EFFA, 2003s; EFFA, 2004ag; EFFA, 2007a; Flavour Industry, 2006a; Flavour Industry, 
2010g; Flavour Industry, 2010n). 

For comparison of the MSDI- and mTAMDI-values see Table 6.1. 

Table 6.1 Estimated intakes based on the MSDI approach and the mTAMDI approach 

FL-no EU Register name MSDI 
(μg/capita/day) 

mTAMDI 
(μg/person/day) 

Structural 
class 

Threshold of concern 
(µg/person/day) 

02.132 Butane-1,3-diol 0.0061 3900 Class I 1800 
02.198 Octane-1,3-diol 0.0012 3900 Class I 1800 
05.149 Glutaraldehyde 0.055 1600 Class I 1800 
07.169 1-Hydroxypropan-2-one 0.22 1600 Class I 1800 
08.053 Malonic acid 0.0012 3200 Class I 1800 
08.082 Glutaric acid 0.0012 3200 Class I 1800 
08.090 2-Hydroxy-4-methylvaleric acid 0.0012 3800 Class I 1800 
08.103 Nonanedioic acid 0.0012 3200 Class I 1800 
08.113 Succinic acid, disodium salt 1500  Class I 1800 
09.333 sec-Butyl lactate 3.7 3900 Class I 1800 
09.345 Di-isopentyl succinate 0.037 3900 Class I 1800 
09.346 Dibutyl malate 0.0012 3900 Class I 1800 
09.347 Dibutyl succinate 0.12 3900 Class I 1800 
09.348 Diethyl adipate 0.027 3900 Class I 1800 
09.349 Diethyl citrate 0.12 3900 Class I 1800 
09.350 Diethyl fumarate 0.0012 3900 Class I 1800 
09.351 Diethyl maleate 12 3900 Class I 1800 
09.352 Diethyl nonanedioate 0.0012 3900 Class I 1800 
09.353 Diethyl oxalate 0.0012 3900 Class I 1800 
09.354 Diethyl pentanedioate 0.0012 3900 Class I 1800 
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Table 6.1 Estimated intakes based on the MSDI approach and the mTAMDI approach 

FL-no EU Register name MSDI 
(μg/capita/day) 

mTAMDI 
(μg/person/day) 

Structural 
class 

Threshold of concern 
(µg/person/day) 

09.360 Ethyl 2-acetoxypropionate 4.9 3900 Class I 1800 
09.502 Ethyl butyryl lactate 0.5 3900 Class I 1800 
09.558 Dimethyl malonate 0.097 3900 Class I 1800 
09.565 Hex-3-enyl 2-oxopropionate 0.74 3900 Class I 1800 
09.580 Hexyl lactate 0.49 3900 Class I 1800 
09.590 Isobutyl lactate 3.7 3900 Class I 1800 
09.601 Isopentyl lactate 7.2 5100 Class I 1800 
09.626 Methyl 2-oxopropionate 0.024 3900 Class I 1800 
09.629 Methyl 3-acetoxyhexanoate 0.0012 3900 Class I 1800 
09.633 Methyl 5-hydroxydecanoate 0.24 3900 Class I 1800 
09.634 Methyl acetoacetate 0.012 3900 Class I 1800 
09.644 Methyl lactate 0.34 3600 Class I 1800 
09.683 Pentyl lactate 0.61 3900 Class I 1800 
09.815 Propyl lactate 0.62 3900 Class I 1800 
09.832 Ethyl 3-acetohexanoate 0.33 3900 Class I 1800 
09.833 iso-Propyl 4-oxopentanoate 0.24 3900 Class I 1800 
09.862 Ethyl 3-acetoxy octanoate 0.0012 3900 Class I 1800 
09.874 Di(2-methylbutyl) malate 0.015 3900 Class I 1800 
09.916 Ethyl 3-hydroxyoctanoate 0.011 3900 Class I 1800 
09.951 Dioctyl adipate 6.1 800 Class I 1800 
10.038 Dec-7-eno-1,4-lactone 0.37 3900 Class I 1800 
10.039 cis-Dec-7-eno-1,4-lactone 1.2 3900 Class I 1800 
10.040 Dec-8-eno-1,5-lactone 0.011 3900 Class I 1800 
10.045 Heptano-1,5-lactone 0.012 3900 Class I 1800 
10.047 Hexadecano-1,16-lactone 0.024 3900 Class I 1800 
10.048 Hexadecano-1,4-lactone 0.0061 3900 Class I 1800 
10.049 Hexadecano-1,5-lactone 0.024 3900 Class I 1800 
10.052 3-Methylnonano-1,4-lactone 0.61 3900 Class I 1800 
10.055 Pentano-1,5-lactone 0.012 3900 Class I 1800 
10.058 Tridecano-1,5-lactone 0.61 3900 Class I 1800 
10.059 Hexadec-7-en-1,16-lactone 1.9 3900 Class I 1800 
10.063 Hexadec-9-en-1,16 lactone 48 3900 Class I 1800 
10.068 Pentadecano-1,14-lactone 0.9 3900 Class I 1800 
10.168 5,6-Dimethyl-tetrahydro-pyran-2-one 1.2 3900 Class I 1800 
09.824 Ethyl 2-acetylbutyrate 0.0012 3900 Class I 1800 
06.088 2-Ethyl-4-methyl-1,3-dioxolane 0.0061 3900 Class II 540 
06.090 4-Hydroxymethyl-2-methyl-1,3-dioxolane 0.012 3900 Class II 540 
06.095 4-Methyl-2-propyl-1,3-dioxolane 0.012 3800 Class II 540 
06.135 2-Isobutyl-4-methyl-1,3-dioxolane 1.2  Class II 540 
02.242 2-Butoxyethan-1-ol 0.0012 3900 Class II 540 
06.097 1,1,3-Triethoxypropane 0.0012 3900 Class II 540 
06.102 2-Hexyl-5-hydroxy-1,3-dioxane 0.011 4100 Class III 90 
10.170 5-Pentyl-3H-furan-2-one 1.2 3800 Class III 90 

7. Considerations of Combined Intakes from Use as Flavouring Substances 

Because of structural similarities of candidate and supporting substances, it can be anticipated that 
many of the flavourings are metabolised through the same metabolic pathways and that the 
metabolites may affect the same target organs. Further, in case of combined exposure to structurally 
related flavourings, the pathways could be overloaded. Therefore, combined intake should be 
considered. As flavourings not included in this FGE may also be metabolised through the same 
pathways, the combined intake estimates presented here are only preliminary. Currently, the combined 
intake estimates are only based on MSDI exposure estimates, although it is recognised that this may 
lead to underestimation of exposure. After completion of all FGEs, this issue should be readdressed. 

The total estimated combined daily per capita intake of structurally related flavourings is estimated by 
summing the MSDI for individual substances. 

As one of the candidate substances, 5-pentyl-3H-furan-2-one [FL-no: 10.170] show possible genotoxic 
potential in vitro, the substance is not taken through the Procedure. This substance is therefore not 
included in the calculation of the combined intake of the candidate substances evaluated in 
FGE.10Rev3. 
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On the basis of the reported annual production volumes in Europe (EFFA, 2000c; EFFA, 2003d; 
EFFA, 2008b; Flavour Industry, 2010n), the combined estimated daily per capita intake as flavourings 
of the 55 candidate flavouring substances assigned to structural class I is 1600 microgram, of the six 
candidate flavouring substances assigned to structural class II is 1.2 microgram and of the one 
candidate substance assigned to structural class III, 0.01 microgram. These estimates do not exceed the 
thresholds of concern for the corresponding structural classes of 1800, 540 and 90 
microgram/person/day, respectively. 

The candidate lactones are structurally related to 278 supporting lactones from structural class I, for 
which the combined intake based on the MSDI approach is approximately 20000 
microgram/capita/day. The supporting substances were evaluated by the JECFA at the 49th meeting, 
where it was noted that although the combined intake exceeds the threshold for the structural class, the 
lactones are expected to be hydrolysed and completely metabolised to innocuous products at the 
estimated level of intake as flavouring substances, and would not give rise to perturbations outside the 
physiological range. The Panel agreed with this view and concluded that the additional intake of about 
55 microgram/capita/day for the candidate lactones is negligible compared to the combined intake of 
20000 microgram/capita/day of the supporting lactones. 

Likewise 41 candidate substances are structurally related to 339 supporting aliphatic primary alcohols 
and related substances containing an additional oxygenated functional group from structural class I, 
and for which intake data are available. The combined intake of these supporting substances amounts 
to approximately 24000 microgram/capita/day based on the MSDI approach. These substances were 
evaluated at the 53rd JECFA meeting, where it was also noted that the substances are expected to be 
efficiently metabolised to innocuous products and would not give rise to perturbations outside the 
physiological range. The Panel agreed with this view and concluded that the contribution from the 
combined intake of the candidate substances of 1540 microgram/capita/day would not alter the 
JECFA conclusion based on a combined intake of 24000 microgram/capita/day. 

8. Toxicity 

8.1. Acute Toxicity 

Data are available for 16 of the candidate substances (Annex IV, Table IV.1). For the majority of 
candidate substances, oral LD50 values, in mice or rats, varied from 100 mg/kg up to more than 5000 
mg/kg body weight (bw). For butane-1,3-diol [FL-no: 02.132] and octane-1,3-diol [FL-no: 02.198] 
LD50 values between 20 g/kg bw and approximately 30 g/kg bw are reported (Annex IV, Table IV.1). 

Forty-three supporting substances were tested for acute toxicity in mice and/or rats (Annex IV, Table 
IV.1). For the majority of the supporting substances, oral LD50 values, in mice or rats, varied from 
1300 mg/kg up to 18500 mg/kg bw. For diethyl sebacate [FL-no: 09.475] and tributyl acetylcitrate 
[FL-no: 09.511] LD50 values larger than 30 g/kg bw are reported. 

The acute toxicity data are summarised in Annex IV, Table IV.1. 

                                                      
 
8 European production volumes are only available for 27 of the 29 JECFA evaluated lactones – these substances 
have been evaluated by JECFA before 2000 and accordingly no EFSA considerations have been performed 
including requests for production volumes. 
9 European production volumes are only available for 33 of the 47 JECFA evaluated alcohols and related 
substances – these substances have been evaluated by JECFA before 2000 and accordingly no EFSA 
considerations have been performed including requests for production volumes. 
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8.2. Subacute, Subchronic, Chronic and Carcinogenicity Studies 

Subacute/subchronic/chronic toxicity data are available for five candidate substances, 2-butoxyethan-
1-ol [FL-no: 02.242], butane-1,3-diol [FL-no: 02.132], malonic acid [FL-no: 08.053], glutaraldehyde 
[FL-no: 05.149], nonanedioic acid [FL-no: 08.103] and for 20 supporting substances of the present 
Flavouring Group Evaluation (JECFA, 1998a; JECFA, 2000c). Additionally, data are available for 
two to succinic acid, disodium salt [FL-no: 08.113] structurally related substances, succinate 
monosodium and disodium hexahydrate. 

Available data on repeated dose toxicity show that haemolysis is the primary and critical response 
elicited in the main animal test models (rats and mice) following oral exposure to 2-butoxyethan-1-ol, 
in which the haematotoxic action is produced by the metabolite butoxyacetic acid (this effect is also 
seen following other exposure routes such as inhalation or dermal exposure. These exposure routes are 
not considered relevant for this evaluation as data from oral exposure are available). Notably, the 
haematotoxic effect exhibits a pronounced species difference. In sensitive species (rat, mouse, 
hamster, baboon), 2-butoxyethan-1-ol produces a characteristic toxicity that is revealed clinically by 
the appearance of haemoglobinuria and pathologically by changes in a variety of blood parameters 
(EPA, 1999; EU-RAR, 2004a). Slight decrease in body weight gain, haematological and liver effects 
have been reported for male and female rats, respectively (NTP, 1993a). Human erythrocytes are about 
100-times less sensitive than rat erythrocytes as judged by prehaemolytic changes in vitro (increase in 
mean erythrocyte volume, erythrocyte deformability) consistently observed in both species. Studies 
have also shown that potentially sensitive human sub-populations, including children, the elderly and 
those with sickle cell anemia, do not show increased sensitivity to the haemolytic action of 2-
butoxyethan-1-ol. Furthermore, the in vivo blood concentrations producing haemolysis in the animal 
experiments are considered unlikely to occur under normal conditions of human exposure to 2-
butoxyethan-1-ol (EU-RAR, 2004a). 

Carcinogenicity:  

In a two year inhalation study, F344/N rats were exposed to 0, 0.031, 0.0625 and 0.125 mg/m3  and 
B6C3F1 mice were exposed to 0, 0.0625, 0.125 and 0.250 mg/m3 2-butoxyethan-1-ol (NTP, 2000b). 
The exposure caused a low incidence of haemangiosarcoma in male mice at the highest exposure 
concentration; haemangiosarcoma did not occur in female mice or in rats. In female mice, 2-
butoxyethan-1-ol caused an increased incidence of forestomach tumours. It was not carcinogenic in 
rats. The occurrence of haemangiosarcoma in male mice only at highest exposure concentration is 
suggestive of a threshold phenomenon, related to the induction of haemolysis in rodent species. With 
regard to human relevance, the mechanism proposed for the induction of haemangiosarcomas strongly 
supports the conclusion that 2-butoxyethan-1-ol is unlikely to be a carcinogenic hazard at the 
estimated level of intake as flavouring substance, because human erythrocytes are demonstrably more 
resistant to haemolysis than are rodent erythrocytes.  

Glutaraldehyde10 [FL-no: 05.149] (50, 250, 1000 mg/l in drinking water, resulting in doses of 2.9-6.9, 
14.5-31.8 and 54.7-104.6 mg/kg/day, respectively) was not tumorigenic in a two year carcinogenicity 

                                                      
 
10 Glutaraldehyde is also used in food contact material (FCM). It was evaluated by the former Scientific Committee on Food 
(SCF List 7, http://europa.eu.int/comm/food/fs/sc/scf/out50_en.pdf), however, this is not a final evaluation. According to 
German recommendations, glutardialdehyde (synonym: glutaraldehyde) may be used for the production of artificial sausage 
skin (maximum use level 0.1 %). The maximum residual amount of glutardialdehyde is 50 mg per kg artificial sausage skin 
(ready for use). Furthermore, glutardialdehyde may be used as anti slime agent for the production of paper as FCM 
(maximum use level 2.5 % based on dry fibre material). The maximum residual amount of glutardialdehyde is 2 mg per kg 
paper (ready for use). The Panel noted that maximum residual amounts of glutaraldehyde in food contact material (as set e.g. 
in German recommendations) could apparently conflict with reported use levels of glutaraldehyde as flavouring. However, in 
the German recommendations, the maximum residual amounts were set considering the technologically needed use levels 
(limited data submitted) rather than on toxicological data, and the Panel therefore did not find the low maximum residual 
amounts for glutaraldehyde as such in conflict with higher use levels for glutaraldehyde as flavouring, which could therefore 
go through the Procedure. 
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study on male and female rats (Van Miller et al., 2002). Furthermore, malonic acid [FL-no: 08.053] 
was negative in a liver foci tumour promotion assay.  

Repeated dose toxicity data are summarised in Annex IV, Table IV.2. 

8.3. Developmental / Reproductive Toxicity Studies 

Data on developmental toxicity and reproductive toxicity are available for the following five candidate 
substances: 2-butoxyethan-1-ol [FL-no: 02.242], butane-1,3-diol [FL-no: 02.132], glutaric acid [FL-
no: 08.082], glutaraldehyde [FL-no: 05.149] and nonanedioic acid [FL-no: 08.103]. Studies for 
supporting substances comprise butyro-1,4-lactone [FL-no: 10.006] and adipic acid [FL-no: 08.026] 
(JECFA, 1998a; JECFA, 2000c) and one structurally related substance, succinate disodium 
hexahydrate (Annex IV, Table IV.3). 

For 2-butoxyethan-1-ol [FL-no: 02.242] no effects on fertility were observed in female and male mice 
given 2-butoxyethan-1-ol in the drinking water in a continuous breeding study in which a NOAEL of 
720 mg/kg was derived (EU-RAR, 2004a). As to developmental toxicity, studies performed on 
animals via various administration routes did not demonstrate any teratogenic potential, and 
foetotoxicity and embryotoxicity (lethality and resorptions) were only observed in the presence of 
maternal toxicity (regenerative haemolytic anaemia). Other effects seen on foetuses were an increase 
in the incidence of skeletal variations, which are generally described as ossification delays. The effects 
seen in developmental toxicity studies with 2-butoxyethan-1-ol are considered to result from 
haemolysis and subsequent maternal anemia (EU-RAR, 2004a). Overall, 2-butoxyethan-1-ol is not 
considered to pose a safety concern with respect to reproduction and development at the estimated 
level of intake as flavouring substance. 

No information is available on ethyl 2-acetyl butyrate [FL-no: 09.824], the hydrolysis product of 
which, 2-acetyl butyric acid, has some structural similarities to valproic acid, which, together with a 
number of its derivatives, has been recognised as teratogenic in rodents and in humans (Nau and 
Löscher, 1986; Samren et al., 1997; Kaneko et al., 1999). Offspring of mothers using > 1000 mg/kg 
bw/day valproic acid per day were at a significantly increased risk of major congenital malformations 
especially neural tube defects, compared to offspring exposed < or 600 mg valproic acid/day (RR 6.8; 
95 % CI: 1.4 - 32.7). No difference in risk of major congenital malformations was found between the 
offspring exposed to 601 - 1000 mg/day and < or = 600 mg/kg bw/day. Thus, 600 mg/day is 
considered as NOAEL for the teratogenic effects of valproic acid in humans. 

Developmental/reproductive toxicity data are summarised in Annex IV, Table IV.3. 

8.4. Genotoxicity Studies 

Genotoxicity data were provided for 12 of the candidate substances. These 12 substances are pentano-
1,5-lactone [FL-no: 10.055], 5,6-dimethyl-tetrahydro-pyran-2-one [FL-no: 10.168], glutaraldehyde 
[FL-no: 05.149], 1-hydroxypropan-2-one [FL-no: 07.169], butane-1,3-diol [FL-no: 02.132], malonic 
acid [FL-no: 08.053], diethyl maleate [FL-no: 09.351], diethyl adipate [FL-no: 09.348], methyl 
acetoacetate [FL-no: 09.634], 2-butoxyethan-1-ol [FL-no: 02.242], glutaric acid [FL-no: 08.082] and 
succinic acid, disodium salt [FL-no: 08.113]. There were genotoxicity data on 22 supporting 
substances and for one structurally related substance (Annex IV, Table IV.4 and IV.5). 

For 5-pentyl-3H-furan-2-one [FL-no: 10.170] flavour industry informs that the commercial product is 
a mixture of two structural isomers – 2/3 is the named compound (5-pentyl-3H-furan-2-one) and 1/3 is 
the structural isomer - 5-pentyl-5H-furan-2-one. This latter isomer is identical to [FL-no: 10.054], 
which is an alpha,beta-unsaturated alcohol (after hydrolysis of the lactone) allocated to FGE.19 
subgroup 4.1. This subgroup was evaluated in FGE.217 with the conclusion that additional 
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genotoxicity data required. Therefore, the Panel concluded that [FL-no: 10.170] should not be 
evaluated through the Procedure until these data are available. 

In vitro 

Pentano-1,5-lactone [FL-no: 10.055], 5,6-dimethyl-tetrahydro-pyran-2-one [FL-no: 10.168] methyl 
acetoacetate [FL-no: 09.634] and succinic acid [FL-no: 08.113] were reported to be negative in 
microbial mutagenicity assays.  

1-Hydroxypropan-2-one [FL-no: 07.169] was positive in Ames tests using strains TA 100 and TA 104 
in the presence and absence of S-9 metabolic activation (Garst et al., 1983; Marnett et al., 1985a; 
Yamaguchi, 1982; Yamaguchi and Nakagawa, 1983);. These results are consistent across the four 
reported studies which, despite limitations in study design and reporting, suggest that 1-
hydroxypropan-2-one should be considered an in vitro mutagen in bacteria. There are no data provided 
on either in vitro endpoints nor on in vivo studies.  

Diethyl maleate [FL-no: 09.351] was reported to produce mutations in the TK +/- locus of L5178Y 
mouse lymphoma cells. However, the concentration required for a two-fold increase of mutations 
results in 70 % growth reduction (Wangenheim and Bolcsfoldi, 1988), rendering this effect 
questionable. Diethyl maleate was positive in an aneuploidy test using V79 Chinese hamster lung cells 
at 8.7 x10-6 M but not at 5.2 x10-6 M (Önfelt, 1987); generally aneuploidy is considered as a threshold 
phenomenon.  

In vitro and/or in vivo 

Glutaric acid [FL-no: 08.082] was reported to be negative in the Ames and Rec test as well as in an in 
vivo test for rat bone marrow aberrations.  

2-Butoxyethan-1-ol [FL no: 02.242] was negative in the Ames test and in in vitro tests in mammalian 
cells for induction of forward mutations, chromosomal aberrations and sister chromatid exchanges 
(SCE). Positive results were only reported in one study in V79 cells (for induction of forward 
mutations, SCE and micronuclei) at doses above the maximum level recommended by current OECD 
Guidelines. Equivocal positive results were reported in an unscheduled DNA synthesis (UDS) assay in 
primary rat hepatocytes. In vivo, negative results were obtained in an adequate micronucleus tests in 
rats and mice following oral or intraperitoneal administration. No evidence of DNA binding or 
alteration of DNA methylation was obtained in a study in rats and mice. The overall experimental 
evidence indicated that 2-butoxyethan-1-ol is not genotoxic (see Table IV.5). 

Glutaraldehyde [FL-no: 05.149] exhibits genotoxic effects in in vitro tests, most consistently in the 
bacterial mutagenicity assays. Forward gene mutation tests in vitro in mammalian cells have given 
variable results depending on the locus: negative with HGPRT and positive with TK. Also, SCE, 
chromosome aberration and UDS tests have shown no effect to a weakly positive effect, depending on 
the laboratory, protocol, dosages and sampling times. However, that any in vitro potential for 
genotoxic effects will not be expressed in vivo is indicated by the in vivo study results, which include 
chromosomal aberrations, mammalian erythrocyte micronucleus test, UDS and recessive lethal 
mutations. The only study suggesting an in vivo effect was an increase in micronuclei in mouse blood 
cells up to 15 mg/kg bw. However, the data are insufficiently reported. The negative results from the 
well-conducted in vivo studies may be related to the rapid metabolism and protein binding 
characteristics of glutaraldehyde, and the related observation that although 14C-labelled 
glutaraldehyde may be detected in cell cytoplasm there is no nuclear fraction radioactivity (Vergnes 
and Ballantyne, 2002). 

Butane-1,3-diol [FL-no: 02.132] was reported as not inducing chromosomal aberration in bone 
marrow and was negative in a rat dominant lethal assay. Butane-1,3-diol [FL-no: 02.132] was checked 
for cytogenetic effects over a period of three generations at doses of 5 % (5000 mg/kg/day), 10 % and 
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24 %. None of the doses produced abnormal rates of bone marrow metaphase cells as compared to 
controls (Hess et al., 1981). 

Malonic acid [FL-no: 08.053] was found negative in a rat liver foci assay, diethyl adipate [FL-no: 
09.348] was reported to be negative in a mouse dominant lethal assay. 

Genotoxicity tests are available for 22 supporting substances. Some positive test results from in vitro 
studies are reported for 4-hydroxybutyric acid lactone [FL-no: 10.006], which, however, was found 
negative in a reliable Drosophila in vivo sex-linked recessive lethal mutation assay (Table IV 4 and 5). 
Results of in vivo bone marrow micronucleus assays in mice available for 4-hydroxybutyric acid 
lactone were also negative, however, since the PCE/NCE ratio was not reported it is not clear if the 
test substance reached the bone marrow (Table IV.5). Positive in vitro data that cannot be evaluated 
are reported for hexano-1,5-lactone [FL-no: 10.010], nonano-1,4-lactone [FL-no: 10.001], undecano-
1,4-lactone [FL-no: 10.002], undecano-1,5-lactone [FL-no: 10.011] and ethyl acetoacetate [FL-no: 
09.402] (Annex IV, Table IV.4). 

Conclusions on genotoxicity 

Genotoxicity data are only available on a very limited number of the candidate substances in this 
Flavouring Group Evaluation and none has a complete package of mutagenicity endpoints. 

One of the candidate substances (1-hydroxypropan-2-one [FL-no: 07.169]) induced gene mutations in 
bacteria but has not been studied in vivo or in other in vitro assays. 

In its first evaluation of this group of aliphatic alcohols, aldehydes, acetals, carboxylic acids and esters 
containing an additional oxygenated functional group and lactones (EFSA, 2005b) the Panel 
considered that for the candidate substance, 1-hydroxypropan-2-one [FL-no: 07.169], it was necessary 
to request additional in vitro data from studies in mammalian cells. However, in the first revision of 
FGE.10 (FGE.10Rev1) the Panel reconsidered the fact that 1-hydroxypropan-2-one is an endogenous 
metabolite of acetone. Acetone is endogenously formed from the degradation of body fat/fatty acids 
and occurs in the blood of healthy humans not exposed to external sources of acetone in amounts of 
approximately 4 - 12 mg/person corresponding to 0.7 to 2 mg/l blood. Under these conditions, the 
majority of the acetone in blood would be metabolised to 1-hydroxypropan-2-one, which is rapidly 
further metabolised to endogenous compounds (methylglyoxal, pyruvate and glucose) in the 
methylglyoxal pathway. The estimated exposure of 0.22 microgram/capita/day is considerably lower 
than that resulting from the metabolism of acetone and would not significantly add to the internal 
exposure to 1-hydroxypropan-2-one in the body and would not perturb the normal catabolism of the 
compound to innocuous endogenous products. The Panel therefore concluded that 1-hydroxypropan-
2-one [FL-no: 07.169] would not be of safety concern at the exposure level resulting from its use as a 
flavouring substance. Consequently, the Panel decided that further studies on the in vitro genotoxicity 
of 1-hydroxypropan-2-one [FL-no: 07.169] would not be required. 

Glutaraldehyde was tested in vitro and in vivo, with positive findings in vitro. However, based upon 
the negative results of in vivo genotoxicity assays, along with the lack of tumorigenicity in mice and 
rats, the in vitro genotoxicity data are not considered relevant for the safety evaluation of 
glutaraldehyde. 

Disodium succinate [FL-no: 08.113] did not induce mutations in bacterial reverse mutation assays 
using S.typhimurium strains TA97, TA94, TA98, TA100, TA1535, and TA1537 at 5 mg/plate (with 
metabolic activation)  and in TA97 and TA102 at 15 mg/plate (with or without metabolic activation). 
A chromosomal test with Chinese hamster lung (CHL) cells revealed equivocal effects on polyploidy 
at 15 mg/mL (Ishidate et al., 1984; Fujita et al., 1994; OECD, 2003). These results are supported by 
studies on disodium succinate hexahydrate. 

5-pentyl-3H-furan-2-one [FL-no: 10.170] should not be evaluated through the Procedure until the 
additional gentoxicity data for FL-no: 10.054 are available, as stated in FGE 217. 
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The available experimental data indicate that 2-butoxyethan-1-ol is not genotoxic. 

For the remaining candidate substances, the genotoxic potential cannot be assessed adequately, 
however, from the limited data available there were no indications that genotoxicity for these 
substances should give rise to safety concern. 

Genotoxicity data are summaries in Annex IV, Table IV.4 and Table IV.5. 

9. Conclusions 

The candidate substances are alcohols, aldehydes, acetals, carboxylic acids and esters containing 
additional oxygenated functional groups and lactones. 

The present revision of FGE.10, FGE.10Rev3, includes the assessment of two additional candidate 
substances [FL-no: 09.951 and 10.170]. 

Thirty-six of the candidate substances possess one or more chiral centres and eight can exist as 
geometrical isomers due to the presence and the position of a double bond. For four of these eight 
substances [FL-no: 10.038, 10.040, 10.059 and 10.063] the stereoisomeric composition has not been 
specified sufficiently. For [FL-no: 10.170] the Industry has informed that the commercial substance is 
a mixture of two structural isomers. One of these isomers posses a chiral centre for which the 
configuration has not been specified. 

Fifty-five of the candidate substances belong to structural class I, six of the candidate substances 
belong to structural class II, and two belong to structural class III according to the decision tree 
approach presented by Cramer et al. (1978). 

Fifty of the flavouring substances in the present group have been reported to occur naturally in a wide 
range of food items. 

The candidate substances which have been assigned to structural class I have estimated European daily 
per capita intakes (MSDI) ranging from 0.0012 to 1500 microgram. The candidate substances from 
structural class II have MSDIs ranging from 0.0012 to 1.2 microgram and the two candidate 
substances assigned to structural class III have estimated European daily per capita intakes of 0.011 
and 1.2 microgram (Table 6.1). These intakes are below the thresholds of concern of 1800, 540 and 90 
microgram/person/day for structural class I, II and III, respectively. 

The combined estimated daily per capita intake as flavourings of the 55 candidate substances assigned 
to structural class I is 1600 microgram, which does not exceed the threshold of concern for a substance 
belonging to structural class I of 1800 microgram/person/day. Likewise, the combined estimated daily 
per capita intake as flavouring of the six candidate substances assigned to structural class II is 1.2 
microgram, which does not exceed the threshold of concern for a substance belonging to structural 
class II of 540 microgram/person/day. 

The candidate lactones are structurally related to 27 supporting lactones from structural class I, for 
which the combined intake based on the MSDI approach is approximately 20000 
microgram/capita/day. The supporting substances were evaluated by JECFA at the 49th meeting, 
where it was noted that although the combined intake exceeds the threshold for the structural class, the 
lactones are expected to be hydrolysed and completely metabolised to innocuous products at the 
estimated level of intake as flavouring substances, and would not give rise to perturbations outside the 
physiological range. The Panel agreed with this view and concluded that the additional intake of about 
55 microgram/capita/day for the candidate lactones is negligible compared to the combined intake of 
20000 microgram/capita/day of the supporting lactones. 
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Likewise 41 candidate substances are structurally related to 33 supporting aliphatic primary alcohols 
and related substances containing an additional oxygenated functional group from structural class I, 
and for which intake data are available. The combined intake of these supporting substances amounts 
to approximately 24000 microgram/capita/day based on the MSDI approach. These substances were 
evaluated at the 53rd JECFA meeting, where it was also noted that the substances are expected to be 
efficiently metabolised to innocuous products and would not give rise to perturbations outside the 
physiological range. The Panel agreed with this view and concluded that the contribution from the 
combined intake of the candidate substances of 1540 microgram/capita/day would not alter the 
JECFA conclusion based on a combined intake of 24000 microgram/capita/day. 

For 5-pentyl-3H-furan-2-one [FL-no: 10.170], the flavour Industry informs that the commercial 
product is a mixture of two structural isomers – 2/3 is the named compound (5-pentyl-3H-furan-2-one) 
and 1/3 is the structural isomer - 5-pentyl-5H-furan-2-one. This latter isomer is identical to [FL-no: 
10.054], which is an alpha, beta-unsaturated alcohol (after hydrolysis of the lactone), allocated to 
subgroup 4.1 of FGE.19 (FGE.217).The Panel concluded that 5-pentyl-3H-furan-2-one [FL-no: 
10.170] should not be evaluated through the Procedure until the additional gentoxicity data for [FL-
no: 10.054] are available, as stated in FGE 217.  

The Panel reconsidered the fact that 1-hydroxypropan-2-one [FL-no: 07.169] is an endogenous 
metabolite of acetone. Acetone is endogenously formed from the degradation of body fat/fatty acids 
and occurs in the blood of healthy humans not exposed to external sources of acetone in amounts of 
approximately 4 - 12 mg/person corresponding to 0.7 to 2 mg/l blood. Under these conditions, the 
majority of the acetone in blood would be metabolised to 1-hydroxypropan-2-one, which is rapidly 
further metabolised to endogenous compounds (methylglyoxal, pyruvate and glucose) in the 
methylglyoxal pathway. The estimated exposure of 0.22 microgram/capita/day is considerably lower 
than that resulting from the metabolism of acetone and would not significantly add to the internal 
exposure to 1-hydroxypropan-2-one in the body and would not perturb the normal catabolism of the 
compound to innocuous endogenous products. The Panel therefore decided that further genotoxicity 
data are not required and that the substance could be taken through the Procedure. 

For the remaining candidate substances, the genotoxic potential cannot be assessed adequately, 
however, from the limited data available there were no indications that genotoxicity for these 
substances should give rise to safety concern. 

It can be anticipated that, at the estimated levels of intake as flavouring substances, the alcohols, 
aldehydes, acetals, carboxylic acids and esters with an additional oxygenated functional group and 
aliphatic lactones included in the present FGE are generally hydrolysed and completely metabolised to 
innocuous products, many of which are endogenous in humans. The consideration on the actual levels 
of intake becomes particularly relevant for one candidate substance, diethyl maleate [FL-no: 09.351], 
as when administered at high doses, it is able to induce severe GSH depletion, due to its prompt 
metabolism to GSH-conjugates. This may also be the case for the structurally related diethyl fumarate 
[FL-no: 09.350]. However, as the estimated levels of intake as flavouring substances are sufficiently 
low for these two substances, profound GSH depletion is not expected. For three of the candidate 
substances it cannot be concluded that they are metabolised to innocuous products. These are 2-
butoxyethanol [FL-no: 02.242], the major metabolite of which butoxyacetic acid has been recognised 
as responsible for haematotoxic effects induced by 2-butoxyethanol [FL-no: 02.242], 1,1,3-
triethoxypropane [FL-no: 06.097], which may be metabolised to 3-ethoxypropanoic acid, a substance 
which has structural similarities to 2-butoxyethanol and finally, ethyl 2-acetylbutyrate [FL-no: 
09.824], of which hydrolysis gives rise to 2-acetylbutyric acid, which shows some structural 
similarities to valproic acid, a known teratogenic compound. Adequate margins of safety could be 
established for these three substances in step B4 of the Procedure. 

Otherwise, it was noted that where toxicity data were available they were consistent with the 
conclusions in the present Flavouring Group Evaluation using the Procedure. 
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It was considered that on the basis of the default MSDI approach that the 62 flavouring substances, to 
which the Procedure have been applied, would not give rise to safety concerns at the estimated levels 
of intake arising from their use as flavouring substances. 

The mTAMDI for the 54 candidate substances in structural class I, for which use levels information is 
available, range from 800 to 5100 microgram/person/day. For 51 of these substances the mTAMDI is 
above the threshold of concern of 1800 microgram/person/day. The mTAMDI of the five substances 
assigned to structural class II, and for which use levels information is available, range from 3800 to 
3900 microgram/person/day, which is above the threshold of concern of 540 microgram/person/day. 
For the two substances from structural class III the mTAMDIs are 3800 and 4100, which is above the 
threshold of 90 microgram/person/day. For two substances [FL-no: 06.135 and 08.113] no use levels 
have been provided for the food categories as listed in Commission Regulation (EC) No 1565/2000. 

Thus, for 60 candidate substances further information is required. This would include more reliable 
intake data and then, if required, additional toxicological data. The three candidate substances [FL-no: 
05.149, and 07.169 and 09.951] which have mTAMDI intake estimates below the threshold of concern 
for structural class I are also expected to be metabolised to innocuous products. 

Thus, in conclusion, 62 of the 63 flavouring substances were evaluated through the Procedure (based 
on MSDI approach), as one flavouring substance, 5-pentyl-3H-furan-2-one [FL-no: 10.170] could not 
be evaluated through the Procedure until adequate genotoxicity data become available. 

In order to determine whether the conclusion for the 62 candidate substances, which have been 
evaluated using the Procedure, can be applied to the materials of commerce, it is necessary to consider 
the available specifications. Specifications including complete purity criteria and identity for the 
materials of commerce have been provided for 58 flavouring substances. For four substances [FL-no: 
10.038, 10.040, 10.059 and 10.063] information on composition of mixture and/or stereoisomerism 
has not been specified sufficiently. For one substance [FL-no: 10.063] an identity test is missing. 
Thus, the final evaluation of the materials of commerce cannot be performed for four substances [FL-
no: 10.038, 10.040, 10.059 and 10.063], pending further information. 

For the remaining 58 candidate substances [FL-no: 02.132, 02.198, 02.242, 05.149, 06.088, 06.090, 
06.095, 06.097, 06.102, 06.135, 07.169, 08.053, 08.082, 08.090, 08.103, 08.113, 09.333, 09.345 - 
09.354, 09.360, 09.502, 09.558, 09.565, 09.580, 09.590, 09.601, 09.626, 09.629, 09.633, 09.634, 
09.644, 09.683, 09.815, 09.824, 09.832, 09.833, 09.862, 09.874, 09.916, 09.951, 10.039, 10.045, 
10.047 - 10.049, 10.052, 10.055, 10.058, 10.068 and 10.168] the Panel concluded that they would 
present no safety concern at the estimated levels of intake based on the MSDI approach. 
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TABLE 1: SPECIFICATION SUMMARY OF THE SUBSTANCES IN FGE.10REV3 

Table 1: Specification Summary of the Substances in the Flavouring Group Evaluation 10, Revision 3 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

Phys.form 
Mol.formula 
Mol.weight 

Solubility 1) 
Solubility in ethanol 
2) 

Boiling point, °C 
3) 
Melting point, °C 
ID test 
Assay minimum 

Refrac. 
Index 4) 
Spec.gravity 
5) 

Specification comments 

02.132 
 

Butane-1,3-diol OH

OH  

 
 
107-88-0 

Liquid 
C4H10O2 
90.12 

Soluble 
Freely soluble 

102 (13 hPa) 
 
MS 
95 % 

1.436-1.442 
0.992-0.998 

 
Racemate. 

02.198 
 

Octane-1,3-diol 
OH

OH

 

 
 
23433-05-8 

Liquid 
C8H18O2 
146.23 

Sparingly soluble 
Freely soluble 

82 (7 hPa) 
 
MS 
95 % 

1.452-1.458 
0.980-0.986 

 
Racemate. 

02.242 
 

2-Butoxyethan-1-ol O
OH

  
10182 
111-76-2 

Liquid 
C6H14O2 
118.18 

Slightly soluble 
Freely soluble 

170 
 
MS 
95 % 

1.416-1.422 
0.899-0.905 

 
 

05.149 
 

Glutaraldehyde O O   
 
111-30-8 

Liquid 
C5H8O2 
100.12 

Soluble 
Freely soluble 

188 
 
MS 
95 % 

1.430-1.436 
1.005-1.011 

 
 

06.088 
 

2-Ethyl-4-methyl-1,3-dioxolane 

OO

 

 
 
4359-46-0 

Liquid 
C6H12O2 
116.16 

Soluble 
Freely soluble 

116 
 
MS 
95 % 

1.402-1.408 
0.916-0.922 

 
Mixture of ((R/R), (R/S), 
(S/R) & (S/S) in equal 
ratios) (EFFA, 2010a). 

06.090 
 

4-Hydroxymethyl-2-methyl-1,3-
dioxolane 

O

O

HO
 

 
 
3674-21-3 

Liquid 
C5H10O3 
118.13 

Practically insoluble 
or insoluble 
Freely soluble 

187 
 
MS 
95 % 

1.440-1.446 
1.120-1.126 

 
Racemate. CASrn in 
Register to be changed to 
3773-93-1 (EFFA, 2006ac). 
CASrn in Register refers to 
the (2R, 4S) enantiomer. 

06.095 
 

4-Methyl-2-propyl-1,3-dioxolane 
O

O

 

 
 
4352-99-2 

Liquid 
C7H14O2 
130.19 

Soluble 
Freely soluble 

143 
 
MS 
95 % 

1.409-1.415 
0.907-0.913 

 
Mixture of ((R/R), (R/S), 
(S/R) & (S/S) in equal 
ratios) (EFFA, 2010a). 

06.097 
 

1,1,3-Triethoxypropane 

O O

O

 

 
10075 
7789-92-6 

Liquid 
C9H20O3 
176.26 

Practically insoluble 
or insoluble 
Freely soluble 

185 
 
MS 
95 % 

1.403-1.409 
0.890-0.896 

 
 

06.102 
 

2-Hexyl-5-hydroxy-1,3-dioxane 

O

O
HO

 

 
2016 
1708-36-7 

Solid 
C10H20O3 
188.22 

Practically insoluble 
or insoluble 
Freely soluble 

255 
44 
MS 
95 % 

n.a. 
n.a. 
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Table 1: Specification Summary of the Substances in the Flavouring Group Evaluation 10, Revision 3 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

Phys.form 
Mol.formula 
Mol.weight 

Solubility 1) 
Solubility in ethanol 
2) 

Boiling point, °C 
3) 
Melting point, °C 
ID test 
Assay minimum 

Refrac. 
Index 4) 
Spec.gravity 
5) 

Specification comments 

06.135 
1732 

2-Isobutyl-4-methyl-1,3-dioxolane 

O

O

 

4378 
 
18433-93-7 

Liquid 
C8H16O2 
144.21 

Insoluble 
Soluble 

150 
 
MS 
96 % 

n.a. 
0.895 

 
Mixture of ((R/R), (R/S), 
(S/R) & (S/S) in equal 
ratios) (EFFA, 2010a). 

07.169 
 

1-Hydroxypropan-2-one O

OH  
 
11101 
116-09-6 

Liquid 
C3H6O2 
74.08 

Soluble 
Freely soluble 

146 
 
MS 
95 % 

1.420-1.426 
1.084-1.090 

 
 

08.053 
 

Malonic acid 
HO OH

O O

 

 
2264 
141-82-2 

Solid 
C3H4O4 
104.16 

Soluble 
Freely soluble 

264 
135 
MS 
95 % 

n.a. 
n.a. 

 
 

08.082 
 

Glutaric acid O

HO

O

OH  

 
 
110-94-1 

Solid 
C5H8O4 
132.12 

Soluble 
Freely soluble 

303 
98 
MS 
95 % 

n.a. 
n.a. 

 
 

08.090 
 

2-Hydroxy-4-methylvaleric acid 
OH

OH

O

 

 
10118 
498-36-2 

Solid 
C6H12O3 
132.16 

Sparingly soluble 
Freely soluble 

249 
76 
MS 
95 % 

n.a. 
n.a. 

 
Racemate. 

08.103 
 

Nonanedioic acid HO OH

O O  

 
10079 
123-99-9 

Solid 
C9H16O4 
188.22 

Sparingly soluble 
Freely soluble 

225 (13 hPa) 
107 
MS 
95 % 

n.a. 
n.a. 

 
 

08.113 
 

Succinic acid, disodium salt 
Na+

-O

O

O

O-

Na+

 

3277 
 
150-90-3 

Solid 
C4H4Na2O4 
162.05 

Soluble 
Insoluble 

426.03 
156.43 
IR 
60 

n.a. 
n.a. 

 
Anhydrous when heated to 
120°C. Min.assay: 
Anhydrous 60 %, hydrate 40 
% (Fenaroli, 1995). 

09.333 
 

sec-Butyl lactate 
O

OH

O  

 
 
18449-60-0 

Liquid 
C7H14O3 
146.19 

Slightly soluble 
Freely soluble 

172 
 
MS 
95 % 

1.414-1.420 
0.970-0.976 

 
Racemate. 

09.345 
 

Di-isopentyl succinate 
O

O

O

O  

 
10555 
818-04-2 

Liquid 
C14H26O4 
258.36 

Practically insoluble 
or insoluble 
Freely soluble 

298 
 
MS 
95 % 

1.431-1.437 
0.955-0.961 

 
 

09.346 
 

Dibutyl malate 

OH

O

O

O

O

 

 
 
1587-18-4 

Solid 
C12H22O5 
246.30 

Practically insoluble 
Freely soluble 

170 (16 hPa) 
82 
MS 
95 % 

n.a. 
n.a. 

 
CASrn in Register to be 
changed to 6280-99-5 
(racemate). 
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Table 1: Specification Summary of the Substances in the Flavouring Group Evaluation 10, Revision 3 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

Phys.form 
Mol.formula 
Mol.weight 

Solubility 1) 
Solubility in ethanol 
2) 

Boiling point, °C 
3) 
Melting point, °C 
ID test 
Assay minimum 

Refrac. 
Index 4) 
Spec.gravity 
5) 

Specification comments 

09.347 
 

Dibutyl succinate O

O

O

O

 

 
 
141-03-7 

Liquid 
C12H22O4 
230.30 

Practically insoluble 
or insoluble 
Freely soluble 

275 
 
MS 
95 % 

1.426-1.432 
0.973-0.979 

 
 

09.348 
 

Diethyl adipate 
O

O

O

O  

 
 
141-28-6 

Liquid 
C10H18O4 
202.25 

Practically insoluble 
or insoluble 
Freely soluble 

244 
 
MS 
95 % 

1.425-1.431 
1.004-1.010 

 
 

09.349 
 

Diethyl citrate 

O O

O

OH

OHO
O

 

 
 
32074-56-9 

Solid 
C10H16O7 
248.23 

Sparingly soluble 
Freely soluble 

354 
237 
NMR 
95 % 

n.a. 
n.a. 

 
Racemate. 
CASrn in Register refers to 
incompletely defined 
substance. 

09.350 
 

Diethyl fumarate 
O

O

O

O  

 
 
623-91-6 

Liquid 
C8H12O4 
172.18 

Practically insoluble 
or insoluble 
Freely soluble 

218 
 
MS 
95 % 

1.438-1.444 
1.049-1.055 

 
 

09.351 
 

Diethyl maleate 
O O

O O

 

 
10551 
141-05-9 

Liquid 
C8H12O4 
172.18 

Practically insoluble 
or insoluble 
Freely soluble 

218 
 
MS 
95 % 

1.438-1.445 
1.049-1.055 

 
 

09.352 
 

Diethyl nonanedioate 
O O

OO

 

 
10549 
624-17-9 

Liquid 
C13H24O4 
244.33 

Practically insoluble 
or insoluble 
Freely soluble 

290 
 
NMR 
95 % 

1.432-1.438 
0.970-0.976 

 
 

09.353 
 

Diethyl oxalate 
O

O

O

O  

 
 
95-92-1 

Liquid 
C6H10O4 
146.14 

Practically insoluble 
or insoluble 
Freely soluble 

185 
 
MS 
95 % 

1.407-1.413 
1.076-1.082 

 
 

09.354 
 

Diethyl pentanedioate 
O O

O O

 

 
 
818-38-2 

Liquid 
C9H16O4 
188.22 

Practically insoluble 
or insoluble 
Freely soluble 

233 
 
MS 
95 % 

1.421-1.427 
1.019-1.025 

 
 

09.360 
 

Ethyl 2-acetoxypropionate 
O

O

O

O

 

 
 
2985-28-6 

Liquid 
C7H12O4 
160.17 

Practically insoluble 
or insoluble 
Freely soluble 

76 (13 hPa) 
 
MS 
95 % 

1.405-1.411 
1.041-1.047 

 
Racemate. 

09.502 
 

Ethyl butyryl lactate 
O

O

O

O

 

 
2242 
71662-27-6 

Liquid 
C9H16O4 
188.22 

Sparingly soluble 
Freely soluble 

208 
 
MS 
95 % 

1.408-1.414 
1.021-1.027 

 
Racemate. 

09.558 
 

Dimethyl malonate O O

O O  

 
11754 
108-59-8 

Liquid 
C5H8O4 
132.12 

Practically insoluble 
or insoluble 
Freely soluble 

181 
 
MS 

1.411-1.417 
1.150-1.156 
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Table 1: Specification Summary of the Substances in the Flavouring Group Evaluation 10, Revision 3 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

Phys.form 
Mol.formula 
Mol.weight 

Solubility 1) 
Solubility in ethanol 
2) 

Boiling point, °C 
3) 
Melting point, °C 
ID test 
Assay minimum 

Refrac. 
Index 4) 
Spec.gravity 
5) 

Specification comments 

95 % 
09.565 
1846 

Hex-3-enyl 2-oxopropionate 
O

O

O

 

3934 
10684 
68133-76-6 

Liquid 
C9H14O3 
170.21 

Practically insoluble 
or insoluble 
Freely soluble 

76 (0.7 hPa) 
 
IR NMR 
98 % 

1.437-1.445 
0.982-0.990 

 
Register name to be changed 
to Hex-(3Z)-enyl 2-
oxopropionate (EFFA, 
2010a). 

09.580 
 

Hexyl lactate 
O

OH

O

 

 
 
20279-51-0 

Liquid 
C9H18O3 
174.24 

Slightly soluble 
Freely soluble 

221 
 
MS 
95 % 

1.426-1.432 
0.951-0.957 

 
Racemate. 

09.590 
 

Isobutyl lactate 
O

O

OH  

 
10709 
585-24-0 

Liquid 
C7H14O3 
146.19 

Slightly soluble 
Freely soluble 

182 
 
MS 
95 % 

1.415-1.421 
0.968-0.974 

 
Racemate. 

09.601 
 

Isopentyl lactate 
O

O

OH  

 
10720 
19329-89-6 

Liquid 
C8H16O3 
160.21 

Slightly soluble 
Freely soluble 

202 
 
MS 
97 % 

1.421-1.427 
0.958-0.974 

 
Racemate. 

09.626 
 

Methyl 2-oxopropionate 
O

O

O  

 
10848 
600-22-6 

Liquid 
C4H6O3 
120.09 

Sparingly soluble 
Freely soluble 

137 
 
MS 
95 % 

1.401-1.407 
1.145-1.151 

 
 

09.629 
 

Methyl 3-acetoxyhexanoate 

O

OO

O

 

 
10755 
77118-93-5 

Liquid 
C9H16O4 
188.22 

Practically insoluble 
or insoluble 
Freely soluble 

55 (0.7 hPa) 
 
MS 
95 % 

1.420-1.426 
1.013-1.019 

 
Racemate. CASrn in 
Register to be changed to 
21188-60-3. 
CASrn in Register refers to 
the (R) enantiomer. 

09.633 
 

Methyl 5-hydroxydecanoate 
O

OH O

 

 
 
101853-47-8 

Solid 
C11H22O3 
202.29 

Practically insoluble 
or insoluble 
Freely soluble 

278 
28 
MS 
95 % 

n.a. 
n.a. 

 
Racemate. 

09.634 
 

Methyl acetoacetate 
O

O O

 

 
 
105-45-3 

Liquid 
C5H8O3 
116.12 

Sparingly soluble 
Freely soluble 

169 
28 
MS 
95 % 

1.415-1.421 
1.073-1.079 

 
 

09.644 
 

Methyl lactate 
O

OH

O

 

 
 
27871-49-4 

Liquid 
C4H8O3 
104.10 

Sparingly soluble 
Freely soluble 

244 
 
MS 
95 % 

1.408-1.414 
1.060-1.066 

 
Register name to be changed 
to (S)-Methyl lactate. 

09.683 
 

Pentyl lactate 
O

O

OH  

 
 
6382-06-5 

Liquid 
C8H16O3 
160.21 

Slightly soluble 
Freely soluble 

206 
 
MS 
95 % 

1.423-1.429 
0.965-0.971 

 
Racemate. 
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Table 1: Specification Summary of the Substances in the Flavouring Group Evaluation 10, Revision 3 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

Phys.form 
Mol.formula 
Mol.weight 

Solubility 1) 
Solubility in ethanol 
2) 

Boiling point, °C 
3) 
Melting point, °C 
ID test 
Assay minimum 

Refrac. 
Index 4) 
Spec.gravity 
5) 

Specification comments 

09.815 
 

Propyl lactate 
O

O

OH  

 
 
616-09-1 

Liquid 
C6H12O3 
132.16 

Sparingly soluble 
Freely soluble 

170 
 
MS 
95 % 

1.414-1.420 
1.000-1.006 

 
Racemate. 

09.824 
 

Ethyl 2-acetylbutyrate 
O

O O  
 
607-97-6 

Liquid 
C8H14O3 
158.20 

Practically insoluble 
or insoluble 
Freely soluble 

198 
 
MS 
95 % 

1.417-1.423 
0.982-0.988 

 
Racemate. 

09.832 
 

Ethyl 3-acetohexanoate 

O

O
O

 

 
10566 
21188-61-4 

Liquid 
C10H18O3 
186.24 

Practically insoluble 
or insoluble 
Freely soluble 

110 (12 hPa) 
 
MS 
95 % 

1.419-1.425 
1.009-1.015 

 
Racemate. 

09.833 
 

iso-Propyl 4-oxopentanoate 
O

O

O  

 
 
21884-26-4 

Liquid 
C8H14O3 
158.20 

Sparingly soluble 
Freely soluble 

209 
 
MS 
95 % 

1.418-1.424 
0.981-0.987 

 
 

09.862 
 

Ethyl 3-acetoxy octanoate 

O

O

O

O  
 
85554-66-1 

Solid 
C12H22O4 
230.30 

Practically insoluble 
or insoluble 
Freely soluble 

276 
21 
MS 
95 % 

n.a. 
n.a. 

 
Racemate. 

09.874 
 

Di(2-methylbutyl) malate 
O

O

OH O

O  

 
 
 

Solid 
C14H26O5 
274.35 

Sparingly soluble 
Freely soluble 

335 
74 
NMR 
95 % 

n.a. 
n.a. 

 
Racemate. CASrn in 
Register to be introduced 
253596-99-5. 

09.916 
 

Ethyl 3-hydroxyoctanoate 
O

OOH

 

 
10603 
7367-90-0 

Liquid 
C10H20O3 
188.27 

Practically insoluble 
or insoluble 
Freely soluble 

118 (12 hPa) 
 
MS 
95 % 

1.421-1.427 
0.973-0.979 

 
Racemate (EFFA, 2010a). 

09.951 
1968 

Dioctyl adipate 
O

O

O

O  

4476 
 
123-79-5 

Liquid 
C22H42O4 
370.6 

Insoluble 
Soluble 

175 (3hPa) 
-70 
MS 
99 % 

1.443-1.447 
0.925 

 
 

10.038 
 

Dec-7-eno-1,4-lactone O
O

 
 
 
67114-38-9 

Liquid 
C10H16O2 
168.24 

Practically insoluble 
or insoluble 
Freely soluble 

165 (0.3 hPa) 
 
MS 
95 % 

1.462-1.468 
0.974-0.980 

 
Racemate, mixture of (Z)- 
and (E)-isomers (EFFA, 
2010a). 
Composition of mixture to 
be specified. 

10.039 
 

cis-Dec-7-eno-1,4-lactone O
O

 
 
 
63095-33-0 

Liquid 
C10H16O2 
168.24 

Practically insoluble 
or insoluble 
Freely soluble 

165 (0.3 hPa) 
 
MS 
95 % 

1.462-1.468 
0.974-0.980 

 
Racemate. 
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Table 1: Specification Summary of the Substances in the Flavouring Group Evaluation 10, Revision 3 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

Phys.form 
Mol.formula 
Mol.weight 

Solubility 1) 
Solubility in ethanol 
2) 

Boiling point, °C 
3) 
Melting point, °C 
ID test 
Assay minimum 

Refrac. 
Index 4) 
Spec.gravity 
5) 

Specification comments 

10.040 
 

Dec-8-eno-1,5-lactone OO

 

 
 
32764-98-0 

Liquid 
C10H16O2 
168.24 

Practically insoluble 
or insoluble 
Freely soluble 

157 (15 hPa) 
 
MS 
95 % 

1.462-1.468 
0.972-0.978 

 
Racemate, mixture of (Z)- 
and (E)-isomers (EFFA, 
2010a). 
Composition of mixture to 
be specified. 

10.045 
 

Heptano-1,5-lactone O O

 

 
10660 
3301-90-4 

Liquid 
C7H12O2 
128.17 

Practically insoluble 
or insoluble 
Freely soluble 

104 (12 hPa) 
 
MS 
95 % 

1.451-1.457 
1.031-1.037 

 
Racemate. 

10.047 
 

Hexadecano-1,16-lactone 

C

CH2

CH2

CH2C
H2

C
H2

H2C

H2C

H2C

H2C

H2C

H2C

H2
C

H2
C

CH2

CH2

O

O

 
 
109-29-5 

Solid 
C16H30O2 
254.41 

Practically insoluble 
or insoluble 
Freely soluble 

128 (1 hPa) 
34 
MS 
95 % 

n.a. 
n.a. 

 
 

10.048 
 

Hexadecano-1,4-lactone O O

 

 
10673 
730-46-1 

Solid 
C16H30O2 
254.41 

Practically insoluble 
or insoluble 
Freely soluble 

185 (5 hPa) 
38 
MS 
95 % 

n.a. 
n.a. 

 
Racemate. 

10.049 
 

Hexadecano-1,5-lactone OO

 

 
10674 
7370-44-7 

Solid 
C16H30O2 
254.41 

Practically insoluble 
or insoluble 
Freely soluble 

130 (1 hPa) 
38 
MS 
95 % 

n.a. 
n.a. 

 
Racemate. 

10.052 
 

3-Methylnonano-1,4-lactone O O

 

 
 
33673-62-0 

Liquid 
C10H18O2 
170.25 

Practically insoluble 
or insoluble 
Freely soluble 

115 (3 hPa) 
 
MS 
95 % 

1.444-1.450 
0.945-0.951 

 
Racemate. 

10.055 
 

Pentano-1,5-lactone O O

 

 
10907 
542-28-9 

Liquid 
C5H8O2 
100.12 

Sparingly soluble 
Freely soluble 

219 
 
MS 
95 % 

1.451-1.457 
1.101-1.107 

 
 

10.058 
 

Tridecano-1,5-lactone OO

 

 
10902 
7370-92-5 

Liquid 
C13H24O2 
212.33 

Practically insoluble 
or insoluble 
Freely soluble 

188 (15 hPa) 
 
MS 
95 % 

1.455-1.463 
0.939-0.953 

 
Racemate. 
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Table 1: Specification Summary of the Substances in the Flavouring Group Evaluation 10, Revision 3 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

Phys.form 
Mol.formula 
Mol.weight 

Solubility 1) 
Solubility in ethanol 
2) 

Boiling point, °C 
3) 
Melting point, °C 
ID test 
Assay minimum 

Refrac. 
Index 4) 
Spec.gravity 
5) 

Specification comments 

10.059 
 

Hexadec-7-en-1,16-lactone   6) 

O

C O

CH2

CH2

CH2C
H2

C
H2

HC

HC

H2C

H2C

H2C

H2C

H2
C

H2
C

CH2

CH2

 
 
123-69-3 

Liquid 
C16H28O2 
252.40 

Practically insoluble 
or insoluble 
Soluble 

188 (20 hPa) 
 
MS 
95 % 

1.482-1.488 
0.955-0.961 

 
CASrn in Register refers to 
the Z-isomer. 
Stereoisomeric composition 
to be specified. 

10.063 
 

Hexadec-9-en-1,16 lactone   6) 

O

C O

CH2

CH2

CH2C
H2

C
H2

H2C

H2C

HC

HC

H2C

H2C

H2
C

H2
C

CH2

CH2

 
 
28645-51-4 

Liquid 
C16H28O2 
252.40 

Practically insoluble 
or insoluble 
Soluble 

131 (0.9 hPa) 
 
 
95 % 

1.476-1.482 
0.953-0.959 

ID 7). 
CASrn in Register does not 
specify isomeric 
composition. Stereoisomeric 
composition to be specified. 

10.068 
 

Pentadecano-1,14-lactone 

C

CH2

CH2
C
H2

C
H2

H2C

H2C

H2C

H2C

H2C

H2C

H2
C

H2
C

CH

CH3

O

O

 
 
32539-85-8 

Liquid 
C15H28O2 
240.38 

Practically insoluble 
or insoluble 
Freely soluble 

108 (0.1 hPa) 
 
MS 
95 % 

1.466-1.472 
0.942-0.948 

 
Racemate. 

10.168 
 

5,6-Dimethyl-tetrahydro-pyran-2-
one 

OO  

4141 
 
10413-18-0 

Liquid 
C7H12O2 
128.17 

Slightly soluble 
Freely soluble 

60 
 
NMR MS 
98 % 

1.452-1.458 
1.019-1.025 

 
Mixture of ((R/R), (R/S), 
(S/R) & (S/S) in equal 
ratios) (EFFA, 2010a). 

10.170 
 

5-Pentyl-3H-furan-2-one   6) O O O O

66% of the 3H-isomer 33% of the 5H-isomer
Commercial compound:

 

4323 
 
51352-68-2 

Liquid 
C9H14O2 
154.2 

Sparingly soluble 
Soluble 

73 at 1.2 Torr 
 
IR NMR MS 
95 

1.447-1.459 
0.970-0.980 

 
Mixture of 3H and 5H 
isomer (2:1) (Flavour 
Industry, 2010g). 
Stereoisomeric composition 
to be specified. 

1) Solubility in water, if not otherwise stated. 
2) Solubility in 95 %  ethanol, if not otherwise stated. 
3) At 1013.25 hPa, if not otherwise stated. 
4) At 20°C, if not otherwise stated. 
5) At 25°C, if not otherwise stated. 
6) Stereoisomeric composition not specified. 
7) ID: Missing identification test. 
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TABLE 2A: SUMMARY OF SAFETY EVALUATION APPLYING THE PROCEDURE (BASED ON INTAKES CALCULATED BY THE MSDI APPROACH) 

Table 2a: Summary of Safety Evaluation Applying the Procedure (based on intakes calculated by the MSDI approach) 

FL-no EU Register name Structural formula MSDI 1) 
(μg/capita/day
) 

Class 2) 
Evaluation procedure path 
3) 

Outcome on the named 
compound 
[ 4) or 5)] 

Outcome on the 
material of 
commerce [6), 7), 
or 8)] 

Evaluation remarks 

02.132 
 

Butane-1,3-diol OH

OH

0.0061 
 

Class I 
A3: Intake below threshold 

4) 6)  

02.198 
 

Octane-1,3-diol 
OH

OH 0.0012 
 

Class I 
A3: Intake below threshold 

4) 6)  

05.149 
 

Glutaraldehyde O O  0.055 
 

Class I 
A3: Intake below threshold 

4) 6)  

07.169 
 

1-Hydroxypropan-2-one O

OH  
0.22 
 

Class I 
A3: Intake below threshold 

4) 6)  

08.053 
 

Malonic acid 
HO OH

O O 0.0012 
 

Class I 
A3: Intake below threshold 

4) 6)  

08.082 
 

Glutaric acid O

HO

O

OH

0.0012 
 

Class I 
A3: Intake below threshold 

4) 6)  

08.090 
 

2-Hydroxy-4-methylvaleric acid 
OH

OH

O 0.0012 
 

Class I 
A3: Intake below threshold 

4) 6)  

08.103 
 

Nonanedioic acid HO OH

O O

0.0012 
 

Class I 
A3: Intake below threshold 

4) 6)  

08.113 
 

Succinic acid, disodium salt 
Na+

-O

O

O

O-

Na+

1500 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.333 
 

sec-Butyl lactate 
O

OH

O

3.7 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.345 
 

Di-isopentyl succinate 
O

O

O

O

0.037 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.346 
 

Dibutyl malate 

OH

O

O

O

O

0.0012 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.347 
 

Dibutyl succinate O

O

O

O

0.12 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.348 
 

Diethyl adipate 
O

O

O

O

0.027 
 

Class I 
A3: Intake below threshold 

4) 6)  
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Table 2a: Summary of Safety Evaluation Applying the Procedure (based on intakes calculated by the MSDI approach) 

FL-no EU Register name Structural formula MSDI 1) 
(μg/capita/day
) 

Class 2) 
Evaluation procedure path 
3) 

Outcome on the named 
compound 
[ 4) or 5)] 

Outcome on the 
material of 
commerce [6), 7), 
or 8)] 

Evaluation remarks 

09.349 
 

Diethyl citrate 

O O

O

OH

OHO
O 0.12 

 
Class I 
A3: Intake below threshold 

4) 6)  

09.350 
 

Diethyl fumarate 
O

O

O

O

0.0012 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.351 
 

Diethyl maleate 
O O

O O 12 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.352 
 

Diethyl nonanedioate 
O O

OO 0.0012 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.353 
 

Diethyl oxalate 
O

O

O

O

0.0012 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.354 
 

Diethyl pentanedioate 
O O

O O 0.0012 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.360 
 

Ethyl 2-acetoxypropionate 
O

O

O

O 4.9 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.502 
 

Ethyl butyryl lactate 
O

O

O

O 0.5 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.558 
 

Dimethyl malonate O O

O O

0.097 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.565 
1846 

Hex-3-enyl 2-oxopropionate 
O

O

O 0.74 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.580 
 

Hexyl lactate 
O

OH

O 0.49 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.590 
 

Isobutyl lactate 
O

O

OH

3.7 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.601 
 

Isopentyl lactate 
O

O

OH

7.2 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.626 
 

Methyl 2-oxopropionate 
O

O

O

0.024 
 

Class I 
A3: Intake below threshold 

4) 6)  
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Table 2a: Summary of Safety Evaluation Applying the Procedure (based on intakes calculated by the MSDI approach) 

FL-no EU Register name Structural formula MSDI 1) 
(μg/capita/day
) 

Class 2) 
Evaluation procedure path 
3) 

Outcome on the named 
compound 
[ 4) or 5)] 

Outcome on the 
material of 
commerce [6), 7), 
or 8)] 

Evaluation remarks 

09.629 
 

Methyl 3-acetoxyhexanoate 

O

OO

O 0.0012 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.633 
 

Methyl 5-hydroxydecanoate 
O

OH O 0.24 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.634 
 

Methyl acetoacetate 
O

O O 0.012 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.644 
 

Methyl lactate 
O

OH

O 0.34 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.683 
 

Pentyl lactate 
O

O

OH

0.61 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.815 
 

Propyl lactate 
O

O

OH

0.62 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.832 
 

Ethyl 3-acetohexanoate 

O

O
O 0.33 

 
Class I 
A3: Intake below threshold 

4) 6)  

09.833 
 

iso-Propyl 4-oxopentanoate 
O

O

O

0.24 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.862 
 

Ethyl 3-acetoxy octanoate 

O

O

O

O 0.0012 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.874 
 

Di(2-methylbutyl) malate 
O

O

OH O

O

0.015 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.916 
 

Ethyl 3-hydroxyoctanoate 
O

OOH 0.011 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.951 
1968 

Dioctyl adipate 
O

O

O

O

6.1 
 

Class I 
A3: Intake below threshold 

4) 6)  

10.038 
 

Dec-7-eno-1,4-lactone O
O 0.37 

 
Class I 
A3: Intake below threshold 

4) 7)  

10.039 
 

cis-Dec-7-eno-1,4-lactone O
O 1.2 

 
Class I 
A3: Intake below threshold 

4) 6)  

10.040 
 

Dec-8-eno-1,5-lactone OO 0.011 
 

Class I 
A3: Intake below threshold 

4) 7)  
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Table 2a: Summary of Safety Evaluation Applying the Procedure (based on intakes calculated by the MSDI approach) 

FL-no EU Register name Structural formula MSDI 1) 
(μg/capita/day
) 

Class 2) 
Evaluation procedure path 
3) 

Outcome on the named 
compound 
[ 4) or 5)] 

Outcome on the 
material of 
commerce [6), 7), 
or 8)] 

Evaluation remarks 

10.045 
 

Heptano-1,5-lactone O O 0.012 
 

Class I 
A3: Intake below threshold 

4) 6)  

10.047 
 

Hexadecano-1,16-lactone 

C

CH2

CH2

CH2C
H2

C
H2

H2C

H2C

H2C

H2C

H2C

H2C

H2
C

H2
C

CH2

CH2

O

O

0.024 
 

Class I 
A3: Intake below threshold 

4) 6)  

10.048 
 

Hexadecano-1,4-lactone O O 0.0061 
 

Class I 
A3: Intake below threshold 

4) 6)  

10.049 
 

Hexadecano-1,5-lactone OO 0.024 
 

Class I 
A3: Intake below threshold 

4) 6)  

10.052 
 

3-Methylnonano-1,4-lactone O O 0.61 
 

Class I 
A3: Intake below threshold 

4) 6)  

10.055 
 

Pentano-1,5-lactone O O

 

0.012 
 

Class I 
A3: Intake below threshold 

4) 6)  

10.058 
 

Tridecano-1,5-lactone OO 0.61 
 

Class I 
A3: Intake below threshold 

4) 6)  

10.059 
 

Hexadec-7-en-1,16-lactone 

O

C O

CH2

CH2

CH2C
H2

C
H2

HC

HC

H2C

H2C

H2C

H2C

H2
C

H2
C

CH2

CH2

1.9 
 

Class I 
A3: Intake below threshold 

4) 7)  

10.063 
 

Hexadec-9-en-1,16 lactone 

O

C O

CH2

CH2

CH2C
H2

C
H2

H2C

H2C

HC

HC

H2C

H2C

H2
C

H2
C

CH2

CH2

48 
 

Class I 
A3: Intake below threshold 

4) 7)  

10.068 
 

Pentadecano-1,14-lactone 

C

CH2

CH2
C
H2

C
H2

H2C

H2C

H2C

H2C

H2C

H2C

H2
C

H2
C

CH

CH3

O

O

0.9 
 

Class I 
A3: Intake below threshold 

4) 6)  
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Table 2a: Summary of Safety Evaluation Applying the Procedure (based on intakes calculated by the MSDI approach) 

FL-no EU Register name Structural formula MSDI 1) 
(μg/capita/day
) 

Class 2) 
Evaluation procedure path 
3) 

Outcome on the named 
compound 
[ 4) or 5)] 

Outcome on the 
material of 
commerce [6), 7), 
or 8)] 

Evaluation remarks 

10.168 
 

5,6-Dimethyl-tetrahydro-pyran-
2-one 

OO

1.2 
 

Class I 
A3: Intake below threshold 

4) 6)  

09.824 
 

Ethyl 2-acetylbutyrate 
O

O O 0.0012 
 

Class I 
B3: Intake below threshold, 
B4: Adequate NOAEL exists 

4) 6)  

06.088 
 

2-Ethyl-4-methyl-1,3-dioxolane 

OO

 

0.0061 
 

Class II 
A3: Intake below threshold 

4) 6)  

06.090 
 

4-Hydroxymethyl-2-methyl-1,3-
dioxolane 

O

O

HO

0.012 
 

Class II 
A3: Intake below threshold 

4) 6)  

06.095 
 

4-Methyl-2-propyl-1,3-dioxolane 
O

O 0.012 
 

Class II 
A3: Intake below threshold 

4) 6)  

06.135 
1732 

2-Isobutyl-4-methyl-1,3-
dioxolane 

O

O

 

1.2 
 

Class II 
A3: Intake below threshold 

4) 6)  

02.242 
 

2-Butoxyethan-1-ol O
OH

 0.0012 
 

Class II 
B3: Intake below threshold, 
B4: Adequate NOAEL exists 

4) 6)  

06.097 
 

1,1,3-Triethoxypropane 

O O

O 0.0012 
 

Class II 
B3: Intake below threshold, 
B4: Adequate NOAEL exists 

4) 6)  

06.102 
 

2-Hexyl-5-hydroxy-1,3-dioxane 

O

O
HO 0.011 

 
Class III 
A3: Intake below threshold 

4) 6)  

10.170 
 

5-Pentyl-3H-furan-2-one O O O O

66% of the 3H-isomer 33% of the 5H-isomer
Commercial compound:

1.2 
 

Class III 
No evaluation 

  a) 

1) EU MSDI: Amount added to food as flavour in (kg / year) x 10E9 / (0.1 x population in Europe (= 375 x 10E6) x 0.6 x 365)  =  µg/capita/day. 
2) Thresholds of concern: Class I = 1800 µg/person/day, Class II = 540 µg/person/day, Class III = 90 µg/person/day. 
3) Procedure path A substances can be predicted to be metabolised to innocuous products.  Procedure path B substances cannot. 
4) No safety concern based on intake calculated by the MSDI approach of the named compound. 
5) Data must be available on the substance or closely related substances to perform a safety evaluation. 
6) No safety concern at estimated level of intake of the material of commerce meeting the specification of Table 1 (based on intake calculated by the MSDI approach). 
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7) Tentatively regarded as presenting no safety concern (based on intake calculated by the MSDI approach) pending further information on the purity of the material of commerce and/or information on stereoisomerism. 
8) No conclusion can be drawn due to lack of information on the purity of the material of commerce. 
a) 1/3 of the named compound correspond to FL-no: 10.054 which is included in FGE.217: additional genotoxicity data required. 
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TABLE 2B: EVALUATION STATUS OF HYDROLYSIS PRODUCTS OF CANDIDATE ESTERS  

Table 2b: Evaluation Status of Hydrolysis Products of Candidate Esters 

FL-no EU Register name 
JECFA no 

Structural formula SCF status 1) 
JECFA status 2) 
CoE status 3) 
EFSA status 

Structural class 4) 
Procedure path (JECFA) 5) 

Comments 

 Methanol 
 OH  

Not evaluated as flavouring substance  Not in EU-Register 

 Glycerol 
909 

OH

OH

HO

No evaluation 
Pending definition of “flavouring agent” 
 

 Not in EU-Register 

 Propylene glycol 
925 

OH

OH No evaluation 
Pending definition of “flavouring agent” 
 

 Not in EU-Register 

 3-Ethoxypropan-1-al 
O O  

Not evaluated as flavouring substance  Not in EU-Register 

 3-Hydroxyoctanoic acid 

OH

OOH Not evaluated as flavouring substance  Not in EU-Register 

 5-Hydroxydecanoic acid O

OH

OH Not evaluated as flavouring substance  Not in EU-Register 

 5-Hydroxy-8-decenoic 
acid 

OH

OH O Not evaluated as flavouring substance  Not in EU-Register 

 5-Hydroxy-4-
methylhexanoic acid 

OH

OH O Not evaluated as flavouring substance  Not in EU-Register 

 Citric acid 

HO OH

O

OH

OHO
O

Not evaluated as flavouring substance  Not in EU-Register 

 Oxalic acid 

HO
OH

O

O Not evaluated as flavouring substance  Not in EU-Register 

 Acetoacetic acid O O

OH

Not evaluated as flavouring substance  Not in EU-Register 
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Table 2b: Evaluation Status of Hydrolysis Products of Candidate Esters 

FL-no EU Register name 
JECFA no 

Structural formula SCF status 1) 
JECFA status 2) 
CoE status 3) 
EFSA status 

Structural class 4) 
Procedure path (JECFA) 5) 

Comments 

 2-Acetylbutyric acid 

HO

O O Not evaluated as flavouring substance  Not in EU-Register 

 Maleic acid 

HO OH

O O Not evaluated as flavouring substance  Not in EU-Register 

 3-Acetohexanoic acid 
O

OH

O Not evaluated as flavouring substance  Not in EU-Register 

 2-Acetoxypropionic acid O

OH
O

O

Not evaluated as flavouring substance  Not in EU-Register 

 3-Acetoxyhexanoic acid 

O

OH

O

O Not evaluated as flavouring substance  Not in EU-Register 

 3-Acetoxyoctanoic acid 

O

OH

O

O Not evaluated as flavouring substance  Not in EU-Register 

 3-Hydroxyhexanoic acid 

OH

OOH Not evaluated as flavouring substance  Not in EU-Register 

 4-Hydroxy-2-nonenoic 
acid 

OH

O

OH

Not evaluated as flavouring substance  Not in EU-Register 

 4-Hydroxy-3-nonenoic 
acid 

OH

O

OH

Not evaluated as flavouring substance  Not in EU-Register 
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Table 2b: Evaluation Status of Hydrolysis Products of Candidate Esters 

FL-no EU Register name 
JECFA no 

Structural formula SCF status 1) 
JECFA status 2) 
CoE status 3) 
EFSA status 

Structural class 4) 
Procedure path (JECFA) 5) 

Comments 

 (E)-4-Hydroxydec-7-
enoic acid 

OH

O

OH

Not evaluated as flavouring substance  Not in EU-Register 

 (Z)-4-Hydroxydec-7-
enoic acid 

OH

O

OH

Not evaluated as flavouring substance  Not in EU-Register 

 5-Hydroxyheptanoic acid 

OH

OOH Not evaluated as flavouring substance  Not in EU-Register 

 16-Hydroxyhexadecanoic 
acid 

OH

O

HO

Not evaluated as flavouring substance  Not in EU-Register 

 4-Hydroxyhexadecanoic 
acid 

OH

O

OH

Not evaluated as flavouring substance  Not in EU-Register 

 5-Hydroxyhexadecanoic 
acid 

OH

OOH Not evaluated as flavouring substance  
 

Not in EU-Register 

 4-Hydroxy-3-
methylnonanoic acid 

OH

OH

O Not evaluated as flavouring substance  Not in EU-Register 

 5-Hydroxypentanoic acid 

HO OH

O Not evaluated as flavouring substance  Not in EU-Register 

 5-Hydroxytridecanoic 
acid 

OH

OOH Not evaluated as flavouring substance  Not in EU-Register 

 16-Hydroxyhexadec-7-
enoic acid 

OH

O

HO

Not evaluated as flavouring substance  Not in EU-Register 

 16-Hydroxyhexadec-9-
enoic acid 

OH

O

HO

Not evaluated as flavouring substance  Not in EU-Register 
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Table 2b: Evaluation Status of Hydrolysis Products of Candidate Esters 

FL-no EU Register name 
JECFA no 

Structural formula SCF status 1) 
JECFA status 2) 
CoE status 3) 
EFSA status 

Structural class 4) 
Procedure path (JECFA) 5) 

Comments 

 14-
Hydroxypentadecanoic 
acid 

HO
OH

O Not evaluated as flavouring substance  Not in EU-Register 

 5-Hydroxy-4-
methylhexanoic acid 

OHHO

O Not evaluated as flavouring substance  Not in EU-Register 

02.001 2-Methylpropan-1-ol 
251 OH

 
Category 1 a) 
 
Category A b) 

Class I 
A3: Intake above threshold 

 

02.002 Propan-1-ol 
82 

OH  Category 1 a) 
No safety concern b) 
Category A c) 
 

Class I 
A3: Intake above threshold, A4: 
Endogenous 

 

02.003 Isopentanol 
52 OH  

Category 1 a) 
No safety concern d) 
Category A c) 
 

Class I 
A3: Intake below threshold 

 

02.004 Butan-1-ol 
85 

OH  Category 1 a) 
No safety concern b) 
Category A c) 
 

Class I 
A3: Intake above threshold, A4: 
Endogenous 

 

02.005 Hexan-1-ol 
91 

OH  Category 1 a) 
No safety concern b) 
Category A c) 
 

Class I 
A3: Intake above threshold, A4: 
Endogenous 

 

02.006 Octan-1-ol 
97 

OH  Category 1 a) 
No safety concern b) 
Category A c) 
 

Class I 
A3: Intake below threshold 

 

02.040 Pentan-1-ol 
88 

OH  Category 1 a) 
No safety concern b) 
Category A c) 
 

Class I 
A3: Intake below threshold 

 

02.076 2-Methylbutan-1-ol 
1199 

OH

 
Category 1 a) 
No safety concern e) 
Category B c) 
 

Class I 
A3: Intake below threshold 

 

02.078 Ethanol 
41 

OH  Category 1 a) 
No safety concern d) 
 
 

 
No evaluation 

At the forty-sixth JECFA meeting (JECFA, 
1997a), the Committee concluded that 
ethanol posed no safety concern at its 
current level of intake when ethyl esters are 
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Table 2b: Evaluation Status of Hydrolysis Products of Candidate Esters 

FL-no EU Register name 
JECFA no 

Structural formula SCF status 1) 
JECFA status 2) 
CoE status 3) 
EFSA status 

Structural class 4) 
Procedure path (JECFA) 5) 

Comments 

used as flavouring agents. 
02.079 Isopropanol 

277 

OH

 
Category 1 a) 
No safety concern f) 
 
 

Class I 
A3: Intake above threshold, A4: 
Endogenous 

 

02.121 Butan-2-ol 
 

OH

 
Category 1 a) 
 
 
 

 
No evaluation 

 

02.159 Hex-3-en-1-ol 
315 

OH   
 
Category A c) 
 

 
No evaluation 

 

05.001 Acetaldehyde 
80 

O  Category 1 a) 
No safety concern b) 
Category A c) 
 

Class I 
A3: Intake above threshold, A4: 
Endogenous 

 

05.002 Propanal 
83 

O
 Category 1 a) 

No safety concern b) 
Category A c) 
 

Class I 
A3: Intake below threshold 

 

05.003 Butanal 
86 

O  Category 1 a) 
No safety concern b) 
Category A c) 
 

Class I 
A3: Intake below threshold 

 

05.006 3-Methylbutanal 
258 O  

Category 1 a) 
No safety concern b) 
Category A c) 
 

Class I 
A3: Intake below threshold 

 

05.031 Heptanal 
95 

O
 Category 1 a) 

No safety concern b) 
Category A c) 
 

Class I 
A3: Intake below threshold 

 

08.002 Acetic acid 
81 

O

OH  

Category 1 a) 
No safety concern b) 
Category A c) 
 

Class I 
A3: Intake above threshold, A4: 
Endogenous 

 

08.004 Lactic acid 
930 

OH

OH

O  

 
No safety concern g) 
Category A c) 
 

Class I 
A3: Intake above threshold, A4: 
Endogenous 

 

08.005 Butyric acid 
87 

OH

O

 

Category 1 a) 
No safety concern b) 
Category A c) 
 

Class I 
A3: Intake above threshold, A4: 
Endogenous 
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Table 2b: Evaluation Status of Hydrolysis Products of Candidate Esters 

FL-no EU Register name 
JECFA no 

Structural formula SCF status 1) 
JECFA status 2) 
CoE status 3) 
EFSA status 

Structural class 4) 
Procedure path (JECFA) 5) 

Comments 

08.017 l-Malic acid 
619 

OH

O

HO

O

OH

 

 
No safety concern h) 
Category A c) 
 

Class I 
A3: Intake above threshold, A4: 
Endogenous 

 

08.019 Pyruvic acid 
936 

O

O

OH

 

 
No safety concern g) 
Category A c) 
 

Class I 
A3: Intake below threshold 

 

08.023 4-Oxovaleric acid 
606 

O

OH

O

 

 
No safety concern h) 
Category A c) 
 

Class I 
A3: Intake below threshold 

 

08.024 Succinic acid 
 

O

OH

O

HO

 

 
 
Category A c) 
 

 
No evaluation 

 

08.025 Fumaric acid 
618 

O

OH

O

HO

 

 
No safety concern h) 
Category A c) 
 

Class I 
A3: Intake above threshold, A4: 
Endogenous 

 

08.026 Adipic acid 
623 

O

HO
OH

O  

 
No safety concern h) 
Category A c) 
 

Class I 
A3: Intake above threshold, A4: Not 
endogenous, A5: Adequate NOAEL exists 

 

08.053 Malonic acid 
 

HO OH

O O

 

 
 
Category A c) 
FGE.10 

Class I 
A3: Intake below threshold 

 

08.082 Glutaric acid 
 

O

HO

O

OH  

 
 
 
FGE.10 

Class I 
A3: Intake below threshold 

 

08.103 Nonanedioic acid 
 

HO OH

O O  

 
 
 
FGE.10 

Class I 
A3: Intake below threshold 

 

1) Category 1: Considered safe in use   Category 2: Temporarily considered safe in use   Category 3: Insufficient data to provide assurance of safety in use   Category 4): Not acceptable due to evidence of toxicity. 
2) No safety concern at estimated levels of intake. 
3) Category A: Flavouring substance, which may be used in foodstuffs Category B: Flavouring substance which can be used provisionally in foodstuffs. 
4) Threshold of concern: Class I = 1800 µg/person/day, Class II = 540 µg/person/day, Class III = 90 µg/person/day. 
5) Procedure path A substances can be predicted to be metabolised to innocuous products. Procedure path B substances cannot. 
a) (SCF, 1995). 
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b) (JECFA, 1999b). 
c) (CoE, 1992). 
d) (JECFA, 1997a). 
e) (JECFA, 2004a). 
f) (JECFA, 2000a). 
g) (JECFA, 2002b). 
h) (JECFA, 2000b). 
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TABLE 3: SUPPORTING SUBSTANCES SUMMARY 

Table 3: Supporting Substances Summary 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

JECFA no  
Specification available 

MSDI (EU) 1) 
(μg/capita/day) 

SCF status 2) 
JECFA status 3) 
CoE status 4) 

Comments 

 3-(Hydroxymethyl)-2-
heptanone 

O

OH

2804 
592 
 

604 
Tentative JECFA spec. 
(JECFA, 2003b) 

4.6  
No safety concern d) 
Category B 

Not in EU-Register. 

02.047 3,7-Dimethyloctane-1,7-diol 
OHHO  

2586 
559 
107-74-4 

610 
JECFA specification (JECFA, 
2000d) 

9.7  
No safety concern a) 
Category A b) 

JECFA evaluated 
hydroxycitronellol 
(CASrn as in Register). 
(R)- or (S)- enantiomer 
not specified by CASrn 
in Register. 

05.012 3,7-Dimethyl-7-
hydroxyoctanal HO O  

2583 
100 
107-75-5 

611 
JECFA specification (JECFA, 
1999c) 

24  
No safety concern a) 
Category A b) 

JECFA evaluated 
hydroxycitronellal 
(CASrn as in Register). 
CASrn in Register refers 
to the racemate. 

05.079 Citronellyl oxyacetaldehyde 

O
O

 

2310 
2012 
7492-67-3 

592 
JECFA specification (JECFA, 
2003b) 

24  
No safety concern a) 
Category B b) 

JECFA evaluated 
citronelloxyacetaldehyd
e (CASrn as in 
Register). (R)- or (S)- 
enantiomer not specified 
by CASrn in Register. 

06.010 1,1-Diethoxy-3,7-
dimethyloctan-7-ol 

OHO

O

 

2584 
44 
7779-94-4 

613 
JECFA specification (JECFA, 
2000d) 

0.012  
No safety concern a) 
Category B b) 

JECFA evaluated 
hydroxycitronellal 
diethyl acetal (CASrn as 
in Register). (R)- or (S)- 
enantiomer not specified 
by CASrn in Register. 

06.011 1,1-Dimethoxy-3,7-
dimethyloctan-7-ol 

HO O

O

 

2585 
45 
141-92-4 

612 
JECFA specification (JECFA, 
1999c) 

0.037  
No safety concern a) 
Category A b) 

JECFA evaluated 
hydroxycitronellal 
dimethyl acetal (CASrn 
as in Register). (R)- or 
(S)- enantiomer not 
specified by CASrn in 
Register. 

06.038 4,4-Dimethoxybutan-2-one 

O

OO

 

3381 
10029 
5436-21-5 

593 
JECFA specification (JECFA, 
1999c) 

0.012  
No safety concern a) 
 

 

08.017 l-Malic acid 

OH

O

HO

O

OH

 

2655 
17 
6915-15-7 

619 
JECFA specification (JECFA, 
2000d) 

13000  
No safety concern a) 
Category A b) 

JECFA evaluated l-
malic acid (CASrn 97-
67-6). (R)- or (S)-
enantiomer not specified 
by CASrn in Register. 
GrADI: not specified 
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Table 3: Supporting Substances Summary 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

JECFA no  
Specification available 

MSDI (EU) 1) 
(μg/capita/day) 

SCF status 2) 
JECFA status 3) 
CoE status 4) 

Comments 

(JECFA, 1970a). 
08.018 Tartaric acid OH

OHO

HO

O

OH

 

3044 
18 
133-37-9 

621 
JECFA specification (JECFA, 
1999c) 

3800  
No safety concern a) 
Category A b) 

JECFA evaluated 
tartaric acid ((+)-, (-)-, 
(+/-)-, meso-) (CASrn 
87-69-4). CASrn in 
Register refers to 
(2R,3R)-isomer.  
No ADI (JECFA, 
1978a). 

08.023 4-Oxovaleric acid 

O

OH

O 2627 
23 
123-76-2 

606 
JECFA specification (JECFA, 
2002d) 

190  
No safety concern a) 
Category A b) 

 

08.025 Fumaric acid 

O

OH

O

HO

2488 
25 
110-17-8 

618 
JECFA specification (JECFA, 
2000d) 

780  
No safety concern a) 
Category A b) 

GrADI not specified 
(JECFA, 1990a). 

08.026 Adipic acid O

HO
OH

O

2011 
26 
124-04-9 

623 
JECFA specification (JECFA, 
1999c) 

11  
No safety concern a) 
Category A b) 

ADI: 0-5 (JECFA, 
1978a). 

08.033 Prop-1-ene-1,2,3-tricarboxylic 
acid 

O

HO

OHO
O

OH  

2010 
33 
499-12-7 

627 
JECFA specification (JECFA, 
2002d) 

0.012  
No safety concern a) 
Category A b) 

JECFA evaluated 
aconitic acid (CASrn as 
in Register). (Z)- or (E)- 
isomer not specified by 
CASrn in Register. 

08.037 2-Oxoglutaric acid O

OH

O

HO

O

3891 
653 
328-50-7 

634 
JECFA specification (JECFA, 
1999c) 

ND  
No safety concern a) 
Category A b) 

 

08.051 3-Methyl-2-oxobutyric acid 
OH

O

O  

3869 
2262 
759-05-7 

631 
JECFA specification (JECFA, 
1999c) 

0.012  
No safety concern a) 
Category B b) 

JECFA evaluated 3-
methyl-2-oxobutanoic 
acid (the acid and 
sodium salt) (CASrn as 
in Register). CASrn in 
Register refers to the 
acid. 

08.052 4-Methyl-2-oxovaleric acid O

OH

O  

3871 
2263 
816-66-0 

633 
JECFA specification (JECFA, 
1999c) 

ND  
No safety concern a) 
Category B b) 

JECFA evaluated 4-
Methyl-2-oxopentanoic 
acid and its sodium salt 
(CASrn 816-66-0 and 
4502-00-5). 

08.066 2-Oxobutyric acid 
OH

O

O

3723 
 
600-18-0 

589 
JECFA specification (JECFA, 
2000d) 

0.024  
No safety concern a) 
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Table 3: Supporting Substances Summary 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

JECFA no  
Specification available 

MSDI (EU) 1) 
(μg/capita/day) 

SCF status 2) 
JECFA status 3) 
CoE status 4) 

Comments 

08.086 3-Hydroxy-2-oxopropionic 
acid 

O

OH

O

HO

3843 
 
1113-60-6 

635 
JECFA specification (JECFA, 
1999c) 

ND  
No safety concern a) 
 

 

08.093 3-Methyl-2-oxovaleric acid 
OH

O

O  

3870 
10146 
39748-49-7 

632 
JECFA specification (JECFA, 
1999c) 

ND  
No safety concern a) 
 

JECFA evaluated 3-
methyl-2-oxopentanoic 
acid (the acid and 
sodium salt) (CASrn 
1460-34-0). CASrn 
39748-49-7 replaced by 
CASrn 1460-34-0 in the 
CASrn system 
(SciFinder). (R)- or (S)-
enantiomer not specified 
by CASrn in Register. 

09.225 1,3-Nonanediol acetate OH

O

O

 

2783 
2075 
1322-17-4 

605 
JECFA specification (JECFA, 
2005b) 

1.8  
No safety concern a) 
Deleted b) 

Reg. CASrn refers to 
incompletely defined 
substance (mixed 
esters).  
Deleted: Subst. for 
which CoE had no 
information as to their 
real use in foodstuffs 
and/or for which 
insufficient technical 
and/or toxicological 
information was 
available (CoE, 1992). 

09.280 Nonane-1,4-diyl diacetate 

O

O

O

O

 

3579 
11927 
67715-81-5 

609 
JECFA specification (JECFA, 
2002d) 

0.037  
No safety concern a) 
 

JECFA evaluated 1,4-
nonanediol diacetate 
(CASrn as in Register). 
(R)- or (S)-enantiomer 
not specified by CASrn 
in Register. 

09.401 Isopentyl acetoacetate O O

O  

3551 
227 
2308-18-1 

598 
JECFA specification (JECFA, 
2000d) 

ND  
No safety concern a) 
Category B b) 

 

09.402 Ethyl acetoacetate O O

O  

2415 
240 
141-97-9 

595 
JECFA specification (JECFA, 
1999c) 

1200  
No safety concern a) 
Category B b) 

 

09.403 Butyl acetoacetate 
O

O O

 

2176 
241 
591-60-6 

596 
JECFA specification (JECFA, 
2000d) 

63  
No safety concern a) 
Category B b) 

 

09.404 Isobutyl acetoacetate O O

O

2177 
242 
7779-75-1 

597 
JECFA specification (JECFA, 
2000d) 

ND  
No safety concern a) 
Category B b) 

 



Flavouring Group Evaluation 10, Revision 3
 

 
51 EFSA Journal 2012; 10(3):2563 

Table 3: Supporting Substances Summary 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

JECFA no  
Specification available 

MSDI (EU) 1) 
(μg/capita/day) 

SCF status 2) 
JECFA status 3) 
CoE status 4) 

Comments 

09.405 Geranyl acetoacetate 
O

O O

 

2510 
243 
10032-00-5 

599 
JECFA specification (JECFA, 
2001c) 

ND  
No safety concern a) 
Category B b) 

 

09.435 Ethyl 4-oxovalerate O

O

O

2442 
373 
539-88-8 

607 
JECFA specification (JECFA, 
1999c) 

470  
No safety concern a) 
Category B b) 

 

09.436 Butyl 4-oxovalerate 
O

O

O

2207 
374 
2052-15-5 

608 
JECFA specification (JECFA, 
2002d) 

ND  
No safety concern a) 
Category B b) 

 

09.439 Diethyl malate 

OH

O

O

O

O

 

2374 
382 
7554-12-3 

620 
JECFA specification (JECFA, 
2000d) 

3.7  
No safety concern a) 
Deleted b) 

JECFA evaluated 
diethyl malate. CASrn in 
Register refers to the 
racemate. Deleted: 
Subst. for which CoE 
had no information as to 
their real use in 
foodstuffs and/or for 
which insufficient 
technical and/or 
toxicological 
information was 
available(CoE, 1992). 

09.441 Butyl ethyl malonate 
O

O

O

O

 

2195 
384 
17373-84-1 

615 
Tentative JECFA specification 
(JECFA, 2003b) 

ND  
No safety concern a) 
Category A b) 

 

09.444 Diethyl succinate O

O

O

O

2377 
438 
123-25-1 

617 
JECFA specification (JECFA, 
2002d) 

120  
No safety concern a) 
Category B b) 

 

09.445 Dimethyl succinate O

O

O

O

2396 
439 
106-65-0 

616 
JECFA specification (JECFA, 
2002d) 

73  
No safety concern a) 
Category B b) 

 

09.446 Diethyl tartrate 
O

O

O OH

O  

2378 
440 
87-91-2 

622 
JECFA specification (JECFA, 
2002d) 

15  
No safety concern a) 
Category A b) 

JECFA evaluated 
diethyl tartrate (CASrn 
as in Register). Register 
CASrn refers to the 
(2R,3R)-enantiomer. 
ADI acceptable 
(JECFA, 2000b). 

09.474 Dibutyl sebacate O

O

O

O

2373 
622 
109-43-3 

625 
JECFA specification (JECFA, 
2003b) 

ND  
No safety concern a) 
Category A b) 
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Table 3: Supporting Substances Summary 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

JECFA no  
Specification available 

MSDI (EU) 1) 
(μg/capita/day) 

SCF status 2) 
JECFA status 3) 
CoE status 4) 

Comments 

09.475 Diethyl sebacate O

O

O

O

2376 
623 
110-40-7 

624 
JECFA specification (JECFA, 
2002d) 

120  
No safety concern a) 
Category A b) 

 

09.490 Diethyl malonate 
O O

OO

 

2375 
2106 
105-53-3 

614 
JECFA specification (JECFA, 
2002d) 

650  
No safety concern a) 
Category A b) 

 

09.510 Ethyl aconitate 

HO O

O
O OH

O

 

2417 
11845 
1321-30-8 

628 
JECFA specification (JECFA, 
2005b) 

ND  
No safety concern a) 
 

JECFA evaluated ethyl 
aconitate (mixed esters) 
(CASrn as in Register). 
Register CASrn refers to 
incompletely defined 
substance. 

09.511 Tributyl acetylcitrate 

O O

O

O

OO
O

O

3080 
 
77-90-7 

630 
JECFA specification (JECFA, 
2000d) 

ND  
No safety concern a) 
 

 

09.512 Triethyl citrate 

O O

O

OH

OO
O

3083 
11762 
77-93-0 

629 
JECFA specification (JECFA, 
2000d) 

2900  
No safety concern a) 
 

ADI: 0-20 (JECFA, 
1984a). 

09.514 Ethyl 2,4-dioxohexanoate 

O

O

O O 3278 
11903 
13246-52-1 

603 
JECFA specification (JECFA, 
2003b) 

ND  
No safety concern a) 
 

 

09.522 Ethyl 3-hydroxybutyrate O

OHO  

3428 
10596 
5405-41-4 

594 
JECFA specification (JECFA, 
2000d) 

7.9  
No safety concern a) 
 

JECFA evaluated ethyl 
3-hydroxybutyrate 
(CASrn as in Register). 
Register CASrn refers to 
the racemate. 

09.532 Methyl 3-hydroxyhexanoate O

O

OH

 

3508 
10812 
21188-58-9 

600 
JECFA specification (JECFA, 
2000d) 

0.85  
No safety concern a) 
 

JECFA evaluated 
methyl 3-
hydroxyhexanoate 
(CASrn as in Register). 
(R)- or (S)- enantiomer 
not specified by 
Register CASrn. 

09.533 Ethyl brassylate 
O

O 3543 
10571 
105-95-3 

626 
JECFA specification (JECFA, 
2002d) 

3.0  
No safety concern a) 
 

 

09.535 Ethyl 3-hydroxyhexanoate 
O

OOH 3545 
11764 

601 
JECFA specification (JECFA, 

60  
No safety concern a) 

JECFA evaluated ethyl 
3-hydroxyhexanoate 
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Table 3: Supporting Substances Summary 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

JECFA no  
Specification available 

MSDI (EU) 1) 
(μg/capita/day) 

SCF status 2) 
JECFA status 3) 
CoE status 4) 

Comments 

2305-25-1 2002d)  (CASrn as in Register). 
Register CASrn refers to 
the racemate. 

09.542 Ethyl 3-oxohexanoate 
O

OO

 

3683 
 
3249-68-1 

602 
JECFA specification (JECFA, 
2002d) 

0.024  
No safety concern a) 
 

 

09.548 Methyl 2-hydroxy-4-
methylvalerate 

O

O

OH  

3706 
 
40348-72-9 

590 
JECFA specification (JECFA, 
2003b) 

0.49  
No safety concern a) 
 

JECFA evaluated 
methyl 2-hydroxy-4-
methylpentanoate 
(CASrn as in Register). 
(R)- or (S)-enantiomer 
not specified by 
Register CASrn. 

09.550 Methyl 2-oxo-3-methylvalerate 
O

O

O  

3713 
 
3682-42-6 

591 
JECFA specification (JECFA, 
2001c) 

ND  
No safety concern a) 
 

JECFA evaluated 
methyl 2-oxo-3-
methylpentanoate 
(CASrn as in Register). 
(R)- or (S)-enantiomer 
not specified by 
Register CASrn. 

10.001 Nonano-1,4-lactone O
O

 

2781 
178 
104-61-0 

229 
JECFA specification (JECFA, 
2000d) 

1000  
No safety concern c) 
Category A b) 

JECFA evaluated 
gamma-nonalactone 
(CASrn as in Register). 
(R)- or (S)- enantiomer 
not specified by 
Register CASrn 
ADI: 0-1.25 (JECFA, 
1968). 

10.002 Undecano-1,4-lactone O
O

 

3091 
179 
104-67-6 

233 
JECFA specification (JECFA, 
1998b) 

1200  
No safety concern c) 
Category A b) 

JECFA evaluated 
gamma-undecalactone 
(CASrn as in Register). 
Register CASrn refers to 
the racemate. 
ADI: 0-1.25 (JECFA, 
1968). 

10.003 Hexadec-6-eno-1,16-lactone 

C

CH2

CH2

CH2C
H2

C
H

HC

H2C

H2C

H2C

H2C

H2C

H2
C

H2
C

CH2

CH2

O

O

Z-isomer shown

2555 
180 
7779-50-2 

240 
JECFA specification (JECFA, 
2001c) 

5.1  
No safety concern c) 
Category B b) 

JECFA evaluated 
omega-6-
hexadecenlactone 
(CASrn as in Register). 
(R)- or (S)-enantiomer 
not specified by 
Register CASrn. 
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Table 3: Supporting Substances Summary 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

JECFA no  
Specification available 

MSDI (EU) 1) 
(μg/capita/day) 

SCF status 2) 
JECFA status 3) 
CoE status 4) 

Comments 

10.004 Pentadecano-1,15-lactone 

C

CH2

CH2

CH2C
H2

C
H2

H2C

H2C

H2C

H2C

H2C

H2C

H2
C H2

C
CH2

O

O

2840 
181 
106-02-5 

239 
JECFA specification (JECFA, 
2000d) 

73  
No safety concern c) 
Category B b) 

 

10.006 Butyro-1,4-lactone O
O

 

3291 
615 
96-48-0 

219 
JECFA specification (JECFA, 
1998b) 

110  
No safety concern c) 
Category A b) 

 

10.007 Decano-1,5-lactone OO

 

2361 
621 
705-86-2 

232 
JECFA specification (JECFA, 
2000d) 

7200  
No safety concern c) 
Category B b) 

JECFA evaluated delta-
decalactone (CASrn as 
in Register). Register 
CASrn refers to the 
racemate. 

10.008 Dodecano-1,5-lactone OO

 

2401 
624 
713-95-1 

236 
JECFA specification (JECFA, 
2000d) 

5800  
No safety concern c) 
Category B b) 

JECFA evaluated delta-
dodecalactone (CASrn 
as in Register). Register 
CASrn refers to the 
racemate. 

10.009 Dodec-6-eno-1,4-lactone O
O

 

3780 
625 
18679-18-0 

249 
JECFA specification (JECFA, 
2001c) 

0.012  
No safety concern c) 
Category A b) 

JECFA evaluated 1,4-
dodec-6-enolactone 
(CASrn as in Register). 
Register CASrn refers to 
the (Z)-isomer. 

10.010 Hexano-1,5-lactone OO

 

3167 
641 
823-22-3 

224 
JECFA specification (JECFA, 
1998b) 

320  
No safety concern c) 
Category B b) 

JECFA evaluated delta-
hexalactone (CASrn as 
in Register). Register 
CASrn refers to the 
racemate. 

10.011 Undecano-1,5-lactone OO

 

3294 
688 
710-04-3 

234 
JECFA specification (JECFA, 
1998b) 

300  
No safety concern c) 
Category B b) 

JECFA evaluated 5-
hydroxyundecanoic acid 
delta-lactone (CASrn as 
in Register). Register 
CASrn refers to the 
racemate. 

10.012 5-Methylfuran-2(3H)-one O
O

 

3293 
731 
591-12-8 

221 
JECFA specification (JECFA, 
1998b) 

300  
No safety concern c) 
Category B b) 

 

10.013 Pentano-1,4-lactone O
O

 

3103 
757 
108-29-2 

220 
JECFA specification (JECFA, 
1998b) 

120  
No safety concern c) 
Category A b) 

JECFA evaluted 
gamma-valerolactone 
(CASrn as in Register). 
Register CASrn refers to 
the racemate. 
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Table 3: Supporting Substances Summary 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

JECFA no  
Specification available 

MSDI (EU) 1) 
(μg/capita/day) 

SCF status 2) 
JECFA status 3) 
CoE status 4) 

Comments 

10.014 Nonano-1,5-lactone OO

 

3356 
2194 
3301-94-8 

230 
JECFA specification (JECFA, 
1998b) 

130  
No safety concern c) 
Category B b) 

JECFA evaluated 
hydroxynonanoic acid 
delta-lactone (CASrn as 
in Register). Register 
CASrn refers to the 
racemate. 

10.015 Octano-1,5-lactone OO

 

3214 
2195 
698-76-0 

228 
JECFA specification (JECFA, 
2000d) 

230  
No safety concern c) 
Category B b) 

JECFA evaluated delta-
octalactone (CASrn as 
in Register). Register 
CASrn refers to the 
racemate. 

10.016 Tetradecano-1,5-lactone OO

 

3590 
2196 
2721-22-4 

238 
JECFA specification (JECFA, 
1998b) 

110  
No safety concern c) 
Category B b) 

JECFA evaluated delta-
tetradecalactone (CASrn 
as in Register). (R)- or 
(S)- enantiomer not 
specified by Register 
CASrn. 

10.017 Decano-1,4-lactone O O

 

2360 
2230 
706-14-9 

231 
JECFA specification (JECFA, 
1998b) 

1600  
No safety concern c) 
Category A b) 

JECFA evaluated 
gamma-decalactone 
(CASrn as in Register). 
Register CASrn refers to 
the racemate. 

10.018 4-Butyloctano-1,4-lactone O
O

 

2372 
2231 
7774-47-2 

227 
JECFA specification (JECFA, 
2000d) 

0.12  
No safety concern c) 
Deleted b) 

Deleted CoE: the CoE 
Committee of Experts 
had no information as to 
the real use in foodstuffs 
and/or for which 
insufficient 
technological and/or 
toxicological 
information was 
available (CoE, 1992). 

10.019 Dodecano-1,4-lactone O O

 

2400 
2240 
2305-05-7 

235 
JECFA specification (JECFA, 
1998b) 

190  
No safety concern c) 
Category A b) 

JECFA evaluted 
gamma-dodecalactone 
(CASrn as in Register). 
Register CASrn refers to 
the racemate. 

10.020 Heptano-1,4-lactone O O

 

2539 
2253 
105-21-5 

225 
JECFA specification (JECFA, 
2000d) 

170  
No safety concern c) 
Category A b) 

JECFA evaluated 
gamma-heptalactone 
(CASrn as in Register). 
Register CASrn refers to 
the racemate. 

10.021 Hexano-1,4-lactone O O

 

2556 
2254 
695-06-7 

223 
JECFA specification (JECFA, 
1998b) 

160  
No safety concern c) 
Category A b) 

JECFA evaluted 
gamma-hexalactone 
(CASrn as in Register). 
Register CASrn refers to 
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Table 3: Supporting Substances Summary 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

JECFA no  
Specification available 

MSDI (EU) 1) 
(μg/capita/day) 

SCF status 2) 
JECFA status 3) 
CoE status 4) 

Comments 

the racemate. 
10.022 Octano-1,4-lactone O O

 

2796 
2274 
104-50-7 

226 
JECFA specification (JECFA, 
2000d) 

430  
No safety concern c) 
Category A b) 

JECFA evaluated 
gamma-octalactone 
(CASrn as in Register). 
Register CASrn refers to 
the racemate. 

10.026 3-Heptyldihydro-5-methyl-
2(3H)-furanone 

O
O

 

3350 
10953 
40923-64-6 

244 
JECFA specification (JECFA, 
2003b) 

0.037  
No safety concern c) 
 

JECFA evaluated 3-
heptyldihydro-5-methyl-
2(3H)-furanone (CASrn 
as in Register). (R)- or 
(S)-enantiomer not 
specified by Register 
CASrn. 

10.027 3,7-Dimethyloctano-1,6-
lactone OO

 

3355 
11833 
499-54-7 

237 
JECFA specification (JECFA, 
2003b) 

0.012  
No safety concern c) 
 

JECFA evaluated 6-
hydroxy-3,7-
dimethyloctanoic acid 
lactone (CASrn as in 
Register). (R)- or (S)-
enantiomer not specified 
by Register CASrn. 

10.028 Dodecano-1,6-lactone 
OO

 

3610 
 
16429-21-3 

242 
JECFA specification (JECFA, 
2000d) 

0.012  
No safety concern c) 
 

JECFA evaluated 
epsilon-dodecalactone 
(CASrn as in Register). 
(R)- or (S)- enantiomer 
not specified by 
Register CASrn. 

10.029 Decano-1,6-lactone OO

 

3613 
 
5579-78-2 

241 
JECFA specification (JECFA, 
2000d) 

0.012  
No safety concern c) 
 

JECFA evaluated 
epsilon-decalactone 
(CASrn as in Register). 
(R)- or (S)- enantiomer 
not specified by 
Register CASrn. 

10.033 Dec-7-eno-1,5-lactone OO

 

3745 
 
34686-71-0 

247 
JECFA specification (JECFA, 
2000d) 

0.22  
No safety concern c) 
 

JECFA evaluated 5-
Hydroxy-7-decenoic 
acid delta-lactone 
(CASrn 25524-95-2 
which refers to the (Z)-
isomer). Neither (Z)- or 
(E)-isomer nor (R)- or 
(S)-enantiomer specified 
by Register CASrn. 

10.035 Undec-8-eno-1,5-lactone OO

 

3758 
 
68959-28-4 

248 
JECFA specification (JECFA, 
2000d) 

0.012  
No safety concern c) 
 

JECFA evaluated 5-
hydroxy-8-undecenoic 
acid delta-lactone 
(CASrn as in Register). 
(R)- or (S)-enantiomer 
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Table 3: Supporting Substances Summary 

FL-no EU Register name Structural formula FEMA no 
CoE no 
CAS no 

JECFA no  
Specification available 

MSDI (EU) 1) 
(μg/capita/day) 

SCF status 2) 
JECFA status 3) 
CoE status 4) 

Comments 

not specified by 
Register CASrn. 

10.051 5-Hexyl-5-
methyldihydrofuran-2(3H)-one 

O
O

 

3786 
 
7011-83-8 

250 
JECFA specification (JECFA, 
1998b) 

ND  
No safety concern c) 
 

JECFA evaluated 
gamma-
methyldecalactone 
(CASrn as in Register). 
(R)- or (S)- enantiomer 
not specified by 
Register CASrn. 

10.053 3-Methyloctano-1,4-lactone O
O

 

3803 
10535 
39212-23-2 

437 
JECFA specification (JECFA, 
1998b) 

ND  
No safety concern c) 
 

JECFA evaluated 4-
hydroxy-3-
methyloctanoic acid 
gamma-lactone (CASrn 
as in Register). (R)- or 
(S)-enantiomer not 
specified by Register 
CASrn. 

1) EU MSDI: Amount added to food as flavouring substance in (kg / year) x 10E9 / (0.1 x population in Europe (= 375 x 10E6) x 0.6 x 365)  =  µg/capita/day. 
2) Category 1: Considered safe in use, Category 2: Temporarily considered safe in use, Category 3: Insufficient data to provide assurance of safety in use, Category 4: Not acceptable due to evidence of toxicity. 
3) No safety concern at estimated levels of intake. 
4) Category A: Flavouring substance, which may be used in foodstuffs, Category B: Flavouring substance which can be used provisionally in foodstuffs. 
a) (JECFA, 2000b). 
b) (CoE, 1992). 
c) (JECFA, 1999b). 
d) (JECFA, 2000c). 
ND No intake data reported. 
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ANNEX I: PROCEDURE FOR THE SAFETY EVALUATION 1 

The approach for a safety evaluation of chemically defined flavouring substances as referred to in 2 
Commission Regulation (EC) No 1565/2000 (EC, 2000a), named the "Procedure", is shown in schematic 3 
form in Figure I.1. The Procedure is based on the Opinion of the Scientific Committee on Food expressed on 4 
2 December 1999 (SCF, 1999a), which is derived from the evaluation Procedure developed by the Joint 5 
FAO/WHO Expert Committee on Food Additives at its 44th, 46th and 49th meetings (JECFA, 1995; JECFA, 6 
1996a; JECFA, 1997a; JECFA, 1999b). 7 

The Procedure is a stepwise approach that integrates information on intake from current uses, structure-8 
activity relationships, metabolism and, when needed, toxicity. One of the key elements in the Procedure is 9 
the subdivision of flavourings into three structural classes (I, II, III) for which thresholds of concern (human 10 
exposure thresholds) have been specified. Exposures below these thresholds are not considered to present a 11 
safety concern. 12 

Class I contains flavourings that have simple chemical structures and efficient modes of metabolism, which 13 
would suggest a low order of oral toxicity. Class II contains flavourings that have structural features that are 14 
less innocuous, but are not suggestive of toxicity. Class III comprises flavourings that have structural 15 
features that permit no strong initial presumption of safety, or may even suggest significant toxicity (Cramer 16 
et al., 1978). The thresholds of concern for these structural classes of 1800, 540 or 90 microgram/person/day, 17 
respectively, are derived from a large database containing data on subchronic and chronic animal studies 18 
(JECFA, 1996a). 19 

In Step 1 of the Procedure, the flavourings are assigned to one of the structural classes. The further steps 20 
address the following questions: 21 

• can the flavourings be predicted to be metabolised to innocuous products11 (Step 2)?  22 

• do their exposures exceed the threshold of concern for the structural class (Step A3 and B3)? 23 

• are the flavourings or their metabolites endogenous12 (Step A4)?  24 

• does a NOAEL exist on the flavourings or on structurally related substances (Step A5 and B4)? 25 

In addition to the data provided for the flavouring substances to be evaluated (candidate substances), 26 
toxicological background information available for compounds structurally related to the candidate 27 
substances is considered (supporting substances), in order to assure that these data are consistent with the 28 
results obtained after application of the Procedure.  29 

The Procedure is not to be applied to flavourings with existing unresolved problems of toxicity. Therefore, 30 
the right is reserved to use alternative approaches if data on specific flavourings warranted such actions. 31 

 32 

                                                      
 
11 “Innocuous metabolic products”: Products that are known or readily predicted to be harmless to humans at the estimated intakes of 
the flavouring agent” (JECFA, 1997a). 
 
12 “Endogenous substances”: Intermediary metabolites normally present in human tissues and fluids, whether free or conjugated; 
hormones and other substances with biochemical or physiological regulatory functions are not included (JECFA, 1997a). 
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Decision tree structural class 

Can the substance be predicted to be metabolised to innocuous products?

Procedure for Safety Evaluation of Chemically Defined Flavouring Substances 

Do the conditions of use result in an intake greater than the 
threshold of concern for the structural class?
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threshold of concern for the structural class? 
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substances to perform a safety 
evaluation

Does a NOAEL exist for the substance which provides an adequate 
margin of safety under conditions of intended use, or does a NOAEL 
exist for structurally related substances which is high enough to 
accommodate any perceived difference in toxicity between the 
substance and the related substances? 
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margin of safety under conditions of intended use, or does a NOAEL 
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accommodate any perceived difference in toxicity between the 
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Figure I.1 Procedure for Safety Evaluation of Chemically Defined Flavouring Substances
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ANNEX II: USE LEVELS / MTAMDI 1 

II.1 Normal and Maximum Use Levels 2 

For each of the 18 Food categories (Table II.1.1) in which the candidate substances are used, Flavour 3 
Industry reports a “normal use level” and a “maximum use level” (EC, 2000a). According to the Industry the 4 
”normal use” is defined as the average of reported usages and ”maximum use” is defined as the 95th 5 
percentile of reported usages (EFFA, 2002i). The normal and maximum use levels in different food 6 
categories have been extrapolated from figures derived from 12 model flavouring substances (EFFA, 2004e). 7 

Table II.1.1 Food categories according to Commission Regulation (EC) No 1565/2000 (EC, 2000a) 

Food category Description 

01.0 Dairy products, excluding products of category 02.0 

02.0 Fats and oils, and fat emulsions (type water-in-oil) 

03.0 Edible ices, including sherbet and sorbet 

04.1 Processed fruit 

04.2 Processed vegetables (incl. mushrooms & fungi, roots & tubers, pulses and legumes), and nuts & seeds 

05.0 Confectionery 

06.0 Cereals and cereal products, incl. flours & starches from roots & tubers, pulses & legumes, excluding bakery 

07.0 Bakery wares 

08.0 Meat and meat products, including poultry and game 

09.0 Fish and fish products, including molluscs, crustaceans and echinoderms  

10.0 Eggs and egg products 

11.0 Sweeteners, including honey 

12.0 Salts, spices, soups, sauces, salads, protein products, etc. 

13.0 Foodstuffs intended for particular nutritional uses 

14.1 Non-alcoholic ("soft") beverages, excl. dairy products 

14.2 Alcoholic beverages, incl. alcohol-free and low-alcoholic counterparts 

15.0 Ready-to-eat savouries 

16.0 Composite foods (e.g. casseroles, meat pies, mincemeat) - foods that could not be placed in categories 01.0 - 15.0 

The “normal and maximum use levels” are provided by Industry for 61 of the candidate substances in the 8 
present Flavouring Group Evaluation (Table II.1.2) (EFFA, 2001a; EFFA, 2003c; EFFA, 2003s; EFFA, 9 
2004ag; EFFA, 2007a; Flavour Industry, 2006a; Flavour Industry, 2010g; Flavour Industry, 2010n). 10 

Table II.1.2 Normal and Maximum use levels (mg/kg) for the candidate substances in FGE.10Rev3 

FL-no Food Categories 
Normal use levels (mg/kg) 
Maximum use levels (mg/kg) 
01.0 02.0 03.0 04.1 04.2 05.0 06.0 07.0 08.0 09.0 10.0 11.0 12.0 13.0 14.1 14.2 15.0 16.0 

02.132 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

02.198 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

02.242 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

05.149 3 
15 

2 
10 

3 
15 

2 
10 

- 
- 

4 
20 

2 
10 

5 
25 

1 
5 

1 
5 

- 
- 

- 
- 

2 
10 

3 
15 

2 
10 

4 
20 

5 
25 

2 
10 

06.088 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

06.090 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

06.095 7 5 10 7 - 10 5 10 2 2 - - - - 5 10 20 5 



Flavouring Group Evaluation 10, Revision 3
 

 
86 EFSA Journal 2012; 10(3):2563 

Table II.1.2 Normal and Maximum use levels (mg/kg) for the candidate substances in FGE.10Rev3 

FL-no Food Categories 
Normal use levels (mg/kg) 
Maximum use levels (mg/kg) 
01.0 02.0 03.0 04.1 04.2 05.0 06.0 07.0 08.0 09.0 10.0 11.0 12.0 13.0 14.1 14.2 15.0 16.0 
35 25 50 35 - 50 25 50 10 10 - - - - 25 50 100 25 

06.097 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

06.102 3 
15 

2 
10 

3 
15 

2 
10 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

52 
5 

10 
50 

3 
15 

10 
50 

15 
75 

5 
25 

07.169 3 
15 

2 
10 

3 
15 

2 
10 

- 
- 

4 
20 

2 
10 

5 
25 

1 
5 

1 
5 

- 
- 

- 
- 

2 
10 

3 
15 

2 
10 

4 
20 

5 
25 

2 
10 

08.053 3 
15 

2 
10 

3 
15 

2 
10 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

3 
15 

10 
50 

15 
75 

5 
25 

08.082 3 
15 

2 
10 

3 
15 

2 
10 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

3 
15 

10 
50 

15 
75 

5 
25 

08.090 3 
15 

2 
10 

3 
15 

2 
10 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

- 
- 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

15 
75 

5 
25 

08.103 3 
15 

2 
10 

3 
15 

2 
10 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

3 
15 

10 
50 

15 
75 

5 
25 

09.333 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.345 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.346 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.347 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.348 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.349 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.350 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.351 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.352 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.353 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.354 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.360 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.502 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.558 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.565 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.580 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
200 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.590 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.601 10 
50 

5 
75 

10 
50 

7 
35 

- 
- 

20 
100 

15 
75 

15 
75 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
50 

20 
100 

20 
100 

5 
25 

09.626 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.629 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.633 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.634 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.644 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

- 
- 

- 
- 

5 
25 

10 
50 

10 
50 

5 
25 

09.683 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.815 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.824 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 
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Table II.1.2 Normal and Maximum use levels (mg/kg) for the candidate substances in FGE.10Rev3 

FL-no Food Categories 
Normal use levels (mg/kg) 
Maximum use levels (mg/kg) 
01.0 02.0 03.0 04.1 04.2 05.0 06.0 07.0 08.0 09.0 10.0 11.0 12.0 13.0 14.1 14.2 15.0 16.0 

09.832 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.833 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.862 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.874 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.916 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

09.951 - 
- 

- 
- 

- 
- 

- 
- 

- 
- 

- 
- 

- 
- 

- 
- 

6 
10 

- 
- 

- 
- 

- 
- 

- 
- 

- 
- 

- 
- 

- 
- 

- 
- 

6 
10 

10.038 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

10.039 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

10.040 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

10.045 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

10.047 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

10.048 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

10.049 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

10.052 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

10.055 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

10.058 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

10.059 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
30 

5 
25 

10 
50 

20 
100 

5 
25 

10.063 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

10.068 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

10.168 7 
35 

5 
25 

10 
50 

7 
35 

- 
- 

10 
50 

5 
25 

10 
50 

2 
10 

2 
10 

- 
- 

- 
- 

5 
25 

10 
50 

5 
25 

10 
50 

20 
100 

5 
25 

10.170 5 
20 

2 
10 

1 
5 

1 
5 

1 
5 

4 
20 

2,2 
10 

3 
15 

- 
- 

- 
- 

- 
- 

- 
- 

101 
1005 

- 
- 

3 
10 

2 
10 

2 
10 

2 
10 

II.2 mTAMDI Calculations 1 

The method for calculation of modified Theoretical Added Maximum Daily Intake (mTAMDI) values is 2 
based on the approach used by SCF up to 1995 (SCF, 1995). The assumption is that a person may consume 3 
the amount of flavourable foods and beverages listed in Table II.2.1. These consumption estimates are then 4 
multiplied by the reported use levels in the different food categories and summed up.  5 

Table II.2.1 Estimated amount of flavourable foods, beverages, and exceptions assumed to be consumed per 

person per day (SCF, 1995) 

Class of product category Intake estimate (g/day) 

Beverages (non-alcoholic) 324.0 

Foods 133.4 

Exception a: Candy, confectionery 27.0 

Exception b: Condiments, seasonings 20.0 
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Table II.2.1 Estimated amount of flavourable foods, beverages, and exceptions assumed to be consumed per 

person per day (SCF, 1995) 

Class of product category Intake estimate (g/day) 

Exception c: Alcoholic beverages 20.0 

Exception d: Soups, savouries 20.0 

Exception e: Others, e.g. chewing gum e.g. 2.0 (chewing gum) 

 1 

The mTAMDI calculations are based on the normal use levels reported by Industry. The seven food 2 
categories used in the SCF TAMDI approach (SCF, 1995) correspond to the 18 food categories as outlined in 3 
Commission Regulation (EC) No 1565/2000 (EC, 2000a) and reported by the Flavour Industry in the 4 
following way (see Table II.2.2): 5 

• Beverages (SCF, 1995) correspond to food category 14.1 (EC, 2000a) 6 

• Foods (SCF, 1995) correspond to the food categories 1, 2, 3, 4.1, 4.2, 6, 7, 8, 9, 10, 13, and/or 16 7 
(EC, 2000a) 8 

• Exception a (SCF, 1995) corresponds to food category 5 and 11 (EC, 2000a) 9 

• Exception b (SCF, 1995) corresponds to food category 15 (EC, 2000a) 10 

• Exception c (SCF, 1995) corresponds to food category 14.2 (EC, 2000a) 11 

• Exception d (SCF, 1995) corresponds to food category 12 (EC, 2000a) 12 

• Exception e (SCF, 1995) corresponds to others, e.g. chewing gum. 13 

Table II.2.2 Distribution of the 18 food categories listed in Commission Regulation (EC) No 1565/2000 (EC, 

2000a) into the seven SCF food categories used for TAMDI calculation (SCF, 1995) 

 Food categories according to Commission Regulation (EC) No1565/2000 Distribution of the seven SCF food categories 

Key Food category Food Beverages Exceptions 

01.0 Dairy products, excluding products of category 02.0 Food   

02.0 Fats and oils, and fat emulsions (type water-in-oil) Food   

03.0 Edible ices, including sherbet and sorbet Food   

04.1 Processed fruit Food   

04.2 Processed vegetables (incl. mushrooms & fungi, roots & tubers, pulses and legumes), 
and nuts & seeds 

Food   

05.0 Confectionery   Exception a 

06.0 Cereals and cereal products, incl. flours & starches from roots & tubers, pulses & 
legumes, excluding bakery 

Food   

07.0 Bakery wares Food   

08.0 Meat and meat products, including poultry and game Food   

09.0 Fish and fish products, including molluscs, crustaceans and echinoderms  Food   

10.0 Eggs and egg products Food   

11.0 Sweeteners, including honey   Exception a 

12.0 Salts, spices, soups, sauces, salads, protein products, etc.    Exception d 

13.0 Foodstuffs intended for particular nutritional uses Food   

14.1 Non-alcoholic ("soft") beverages, excl. dairy products  Beverages  

14.2 Alcoholic beverages, incl. alcohol-free and low-alcoholic counterparts   Exception c 
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Table II.2.2 Distribution of the 18 food categories listed in Commission Regulation (EC) No 1565/2000 (EC, 

2000a) into the seven SCF food categories used for TAMDI calculation (SCF, 1995) 

 Food categories according to Commission Regulation (EC) No1565/2000 Distribution of the seven SCF food categories 

15.0 Ready-to-eat savouries   Exception b 

16.0 Composite foods (e.g. casseroles, meat pies, mincemeat) - foods that could not be 
placed in categories 01.0 - 15.0 

Food   

 1 

The mTAMDI values (see Table II.2.3) are presented for each of the 61 flavouring substances in the present 2 
flavouring group, for which Industry has provided use and use levels (EFFA, 2001a; EFFA, 2003c; EFFA, 3 
2003s; EFFA, 2004ag; EFFA, 2007a; Flavour Industry, 2006a; Flavour Industry, 2010g; Flavour Industry, 4 
2010n). The mTAMDI values are only given for the highest reported normal use levels. 5 

TableII.2.3 Estimated intakes based on the mTAMDI approach 

FL-no EU Register name mTAMDI 
(μg/person/day) 

Structural class Threshold of concern 
(µg/person/day) 

02.132 Butane-1,3-diol 3900 Class I 1800 
02.198 Octane-1,3-diol 3900 Class I 1800 
05.149 Glutaraldehyde 1600 Class I 1800 
07.169 1-Hydroxypropan-2-one 1600 Class I 1800 
08.053 Malonic acid 3200 Class I 1800 
08.082 Glutaric acid 3200 Class I 1800 
08.090 2-Hydroxy-4-methylvaleric acid 3800 Class I 1800 
08.103 Nonanedioic acid 3200 Class I 1800 
08.113 Succinic acid, disodium salt  Class I 1800 
09.333 sec-Butyl lactate 3900 Class I 1800 
09.345 Di-isopentyl succinate 3900 Class I 1800 
09.346 Dibutyl malate 3900 Class I 1800 
09.347 Dibutyl succinate 3900 Class I 1800 
09.348 Diethyl adipate 3900 Class I 1800 
09.349 Diethyl citrate 3900 Class I 1800 
09.350 Diethyl fumarate 3900 Class I 1800 
09.351 Diethyl maleate 3900 Class I 1800 
09.352 Diethyl nonanedioate 3900 Class I 1800 
09.353 Diethyl oxalate 3900 Class I 1800 
09.354 Diethyl pentanedioate 3900 Class I 1800 
09.360 Ethyl 2-acetoxypropionate 3900 Class I 1800 
09.502 Ethyl butyryl lactate 3900 Class I 1800 
09.558 Dimethyl malonate 3900 Class I 1800 
09.565 Hex-3-enyl 2-oxopropionate 3900 Class I 1800 
09.580 Hexyl lactate 3900 Class I 1800 
09.590 Isobutyl lactate 3900 Class I 1800 
09.601 Isopentyl lactate 5100 Class I 1800 
09.626 Methyl 2-oxopropionate 3900 Class I 1800 
09.629 Methyl 3-acetoxyhexanoate 3900 Class I 1800 
09.633 Methyl 5-hydroxydecanoate 3900 Class I 1800 
09.634 Methyl acetoacetate 3900 Class I 1800 
09.644 Methyl lactate 3600 Class I 1800 
09.683 Pentyl lactate 3900 Class I 1800 
09.815 Propyl lactate 3900 Class I 1800 
09.832 Ethyl 3-acetohexanoate 3900 Class I 1800 
09.833 iso-Propyl 4-oxopentanoate 3900 Class I 1800 
09.862 Ethyl 3-acetoxy octanoate 3900 Class I 1800 
09.874 Di(2-methylbutyl) malate 3900 Class I 1800 
09.916 Ethyl 3-hydroxyoctanoate 3900 Class I 1800 
09.951 Dioctyl adipate 800 Class I 1800 
10.038 Dec-7-eno-1,4-lactone 3900 Class I 1800 
10.039 cis-Dec-7-eno-1,4-lactone 3900 Class I 1800 
10.040 Dec-8-eno-1,5-lactone 3900 Class I 1800 
10.045 Heptano-1,5-lactone 3900 Class I 1800 
10.047 Hexadecano-1,16-lactone 3900 Class I 1800 
10.048 Hexadecano-1,4-lactone 3900 Class I 1800 
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TableII.2.3 Estimated intakes based on the mTAMDI approach 

FL-no EU Register name mTAMDI 
(μg/person/day) 

Structural class Threshold of concern 
(µg/person/day) 

10.049 Hexadecano-1,5-lactone 3900 Class I 1800 
10.052 3-Methylnonano-1,4-lactone 3900 Class I 1800 
10.055 Pentano-1,5-lactone 3900 Class I 1800 
10.058 Tridecano-1,5-lactone 3900 Class I 1800 
10.059 Hexadec-7-en-1,16-lactone 3900 Class I 1800 
10.063 Hexadec-9-en-1,16 lactone 3900 Class I 1800 
10.068 Pentadecano-1,14-lactone 3900 Class I 1800 
10.168 5,6-Dimethyl-tetrahydro-pyran-2-one 3900 Class I 1800 
09.824 Ethyl 2-acetylbutyrate 3900 Class I 1800 
06.088 2-Ethyl-4-methyl-1,3-dioxolane 3900 Class II 540 
06.090 4-Hydroxymethyl-2-methyl-1,3-dioxolane 3900 Class II 540 
06.095 4-Methyl-2-propyl-1,3-dioxolane 3800 Class II 540 
06.135 2-Isobutyl-4-methyl-1,3-dioxolane  Class II 540 
02.242 2-Butoxyethan-1-ol 3900 Class II 540 
06.097 1,1,3-Triethoxypropane 3900 Class II 540 
06.102 2-Hexyl-5-hydroxy-1,3-dioxane 4100 Class III 90 
10.170 5-Pentyl-3H-furan-2-one 3800 Class III 90 

 1 
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ANNEX III: METABOLISM 1 

III.1. Introduction 2 

III.1.1. Equilibrium Between Aliphatic Lactones and Ring-opened Hydroxycarboxylic Acids: Effect of 3 
pH 4 

In general, lactones are formed by acid-catalysed intramolecular cyclisation of hydroxycarboxylic acids. In 5 
an aqueous environment, a pH-dependent equilibrium is established between the open-chain 6 
hydroxycarboxylate anion and the lactone ring. In basic media, such as blood, the open-chain 7 
hydroxycarboxylate anion is favoured while in acidic media, such as gastric juice and urine, the lactone ring 8 
is favoured (see Figure III.1). Enzymes, such as lactonase, may catalyse the hydrolysis reaction, but for 9 
simple saturated lactones, the ring-opening reaction and reverse cyclisation are in equilibrium, mainly 10 
controlled by pH conditions. Both the aliphatic lactones and the ring-opened hydroxycarboxylic acids can be 11 
absorbed from the gastrointestinal tract. However, the simple lactones, with low molecular weight, being 12 
uncharged, may cross the cell membrane more easily than the acidic form, which penetrates the cells as a 13 
weak electrolyte (Guidotti and Ballotti, 1970). 14 

 15 

O

R

O

OH-/H2O

O-
R

OH

O

gamma-lactone gamma-hydroxy anion

O OR

HO-/H2O

H+/H2O

delta-lactone

R

OH

delta-hydroxyacid anion

O-

O

 16 

Figure III.1. Equilibrium of gamma- and delta-lactone and hydroxycarboxylate anion 17 

 18 

III.1.2. Hydrolysis of Aliphatic Lactones 19 

Fifteen candidate substances [FL-no: 10.038, 10.039, 10.040, 10.045, 10.047, 10.048, 10.049, 10.052, 20 
10.055, 10.058, 10.059, 10.063, 10.068, 10.168 and 10.170] are simple aliphatic lactones that are expected to 21 
readily undergo hydrolysis in vivo. 22 

Information on the disposition of these substances is mainly derived from studies on a single supporting 23 
substance, butyro-1,4-lactone [FL-no: 10.006], which has been extensively studied due to the production of 24 
CNS depression, attributed to its hydrolysis product, gamma-hydroxybutyrate. No data on the candidate 25 
substances are available. 26 
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When 4-hydroxybutanoic acid gamma-lactone (butyro-1,4-lactone) is administered intravenously (Roth and 1 
Giarman, 1966), intraperitoneally (i.p.) or orally (Guidotti and Ballotti, 1970) to rats, the open-chain 4-2 
hydroxybutanoate anion is detected in the blood and tissues and the sedative effect produced by 4-3 
hydroxybutanoate was evidenced (Roth and Giarman, 1966; Guidotti and Ballotti, 1970). The half-life for 4 
the conversion of the lactone ring to the open-chain anion in the blood is less than one minute. The reaction 5 
is catalysed by gamma-lactonase, which shows greater activity in the plasma than in the liver or brain 6 
(Fishbein and Bessman, 1966). 7 

Hydrolysis of various aliphatic lactones (1 mM), including those formed from tertiary alcohols, has been 8 
described after in vitro incubation in basic simulated intestinal fluid and rat liver homogenate, (Morgareidge, 9 
1962a; Morgareidge, 1963a). 10 

Table III.1.  Hydrolysis of various aliphatic lactones 11 

Substance Test System % Hydrolysis Time (hr) Reference 
Gamma-Valerolactone Simulated intestinal fluid 32 4 (Morgareidge, 1962a) 

Rat liver homogenate 93 1 (Morgareidge, 1963a) 
Gamma-Nonalactone Rat liver homogenate 

(pH= 7.5) 
62-94 1 (Morgareidge, 1963a) 

Rat liver homogenate 
(pH =8) 

81-88 1 (Morgareidge, 1963a) 

Gamma-Undecalactone Simulated intestinal fluid 58 1 (Morgareidge, 1962a) 
Rat liver homogenate 
(pH= 7.5) 

26-40 4 (Morgareidge, 1963a) 

Rat liver homogenate 
(pH= 8) 

45-70 1 (Morgareidge, 1963a) 

Omega-6-Hexadecenlactone Simulated intestinal fluid 92 0.25 (Morgareidge, 1962a) 
Simulated intestinal fluid 96 1 (Morgareidge, 1963a) 

4,4-Dibutyl-gamma-
butyrolactone 

Simulated intestinal fluid 92 1 (Morgareidge, 1962a) 

As shown in Table III.1, the rate and the extent of hydrolysis differ, depending on the lactone tested. The 12 
observation that gamma-lactones, sterically hindered gamma-lactones and omega-lactones are hydrolysed to 13 
the ring-opened form under these conditions supports the conclusion that the ring-opened hydroxycarboxylic 14 
acid anion exists in body fluids at basic pH. In acidic media, such as the gastric juice and the urine, the 15 
lactone form predominates. 16 

Gamma-valerolactone and gamma-hexalactone have been detected in the urine of normal human adults 17 
(Zlatkis and Liebich, 1971). 18 

III.1.3. Absorption of Aliphatic Lactones 19 

Aliphatic lactones or the ring-opened hydroxycarboxylic acids are expected to be absorbed from the 20 
gastrointestinal tract. In rats, single oral doses >100 mg/kg bw/day of the supporting substance gamma-21 
butyrolactone [FL-no: 10.006] were absorbed rapidly and completely from the intestinal tract (Arena and 22 
Fung, 1980; Guidotti and Ballotti, 1970; Lettieri and Fung, 1978). However, the lactone being an uncharged 23 
low molecular weight molecule may cross the cell membrane more easily than the ring-opened form, which 24 
penetrates the cells as a weak electrolyte (Guidotti and Ballotti, 1970). 25 

In humans, paraoxonase (PON1), a serum enzyme belonging to the class of A-carboxyesterases (Aldridge, 26 
1953), is known to rapidly hydrolyse a broad range of aliphatic lactone substrates including beta-, gamma-, 27 
delta- and omega-lactones, lactones fused to alicyclic rings such as 2-(2-hydroxycyclopent-4-enyl)ethanoic 28 



Flavouring Group Evaluation 10, Revision 3
 

 
93 EFSA Journal 2012; 10(3):2563 

acid gamma-lactone (Billecke et al., 2000). Activities of paraoxonase isoenzymes (Q & R) in human blood 1 
exhibit a bimodal distribution that is accounted for by a Q/R (glutamine or arginine) polymorphism with Q-2 
type homozygotes showing a lower activity than QR heterozygotes or R homozygotes (Humbert et al., 3 
1993). 4 

Incubation of 1 mM of human R-type PON1 with aliphatic lactones gamma-butyrolactone, gamma-5 
valerolactone, gamma-decanolactone and undecano-gamma-lactone resulted in hydrolysis rates of 9.1, 7.0, 6 
19.0 and 13.0 μmol/min/ml substrate, respectively (Billecke et al., 2000). Hydrolysis is slower for the 7 
alicyclic fused-ring lactone, 2-(2-hydroxycyclopent-4-enyl)ethanoic acid gamma-lactone, with a hydrolysis 8 
rate of less than 3 μmol/min/ml substrate in the Q and R isoenzymes of PON1 (Billecke et al., 2000). 9 

Based on these data, it is concluded that a wide variety of lactones readily hydrolyse in human blood serum 10 
support either prior to absorption or upon entering systemic circulation. 11 

III.1.4. Metabolism of Lactones Formed From Linear and Branched-chain Aliphatic Hydroxy-12 
carboxylic Acids 13 

No literature data on the candidate substances are available; however, due to the simple structure of the 14 
substances, information on their metabolic fate may be derived from text books. 15 

Linear aliphatic hydroxycarboxylic acids are hydrolysed and rapidly oxidised via the fatty acid pathway. 16 
Linear saturated 5-hydroxycarboxylic acids formed from delta-lactones are converted, via acetyl coenzyme 17 
A (CoA), to hydroxythioesters, which then undergo beta-oxidation and cleavage to yield an acetyl CoA 18 
fragment and a new beta-hydroxythioester reduced by two carbons. Even numbered-carbon acids continue to 19 
be oxidised and cleaved to yield acetyl CoA while odd numbered-carbon acids yield acetyl CoA and 20 
propionyl CoA. Acetyl CoA enters the citric acid cycle directly while propionyl CoA is transformed into 21 
succinyl CoA, which then enters the citric acid cycle (Voet and Voet, 1990). 22 

Linear saturated 4- or 6-hydroxycarboxylic acids formed from gamma- or epsilon-lactones participate in the 23 
same pathway as linear saturated 5-hydroxycarboxylic acids; however, loss of an acetyl CoA fragment 24 
produces an alpha-hydroxythioester, which undergoes oxidation and alpha-decarboxylation to yield a linear 25 
carboxylic acid and eventually carbon dioxide (Voet and Voet, 1990). In rats and dogs, the supporting 26 
substances, 14CO1-gamma-decalactone and 14CO1-gamma-dodecalactone, are metabolised in a manner similar 27 
to 14CO1-lauric acid, with approximately 75 % of the labeled 14CO being eliminated as carbon dioxide within 28 
48 hours (Fassett, 1961). 29 

The metabolic fate of the supporting substance butyro-1,4-lactone [FL-no: 10.006] has been extensively 30 
studied in animals and humans. The majority of 14C-labeled 4-hydroxybutanoate administered by intravenous 31 
injection to rats was recovered as 14CO2 within 2.5 hours (Roth and Giarman, 1965). Oxidation of gamma-32 
butyrolactone to succinate by alcohol dehydrogenase and succinic semialdehyde dehydrogenase occurs 33 
primarily in the liver (Jakoby and Scott, 1959); succinate then participates in the citric acid cycle (Doherty 34 
and Roth, 1978; Lee, 1977; Möhler et al., 1976; Walkenstein et al., 1964). However, this pathway accounts 35 
for only a limited proportion of the metabolised compound. The main biotransformation route through which 36 
gamma-butyrolactone is metabolised is beta-oxidation as indicated by the presence of (S)-3,4-37 
dihydroxybutyric acid, glycolic acid and 3-oxobutyric acid in the urine of human volunteers given orally 1.0 38 
g gamma-butyrolactone [FL-no: 10.006] (Lee, 1977); other intermediates derived from beta-oxidation have 39 
previously been detected in samples of human urine (Walkenstein et al., 1964). 40 

If the lactone is formed from a linear hydroxycarboxylic acid containing unsaturation, cleavage of acetyl 41 
CoA units will continue along the carbon chain until the position of unsaturation is reached. If the 42 
unsaturation begins at an odd-numbered carbon, acetyl CoA fragmentation will eventually yield a 3-enoyl 43 
CoA, which is converted to the trans-Δ2-enoyl CoA before entering the fatty acid pathway. If unsaturation 44 
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begins at an even-numbered carbon, acetyl CoA fragmentation yields a Δ2-enoyl CoA product, which is a 1 
substrate for further fatty acid oxidation. If the stereochemistry of the double bond is cis, hydration yields 2 
(R)-3-hydroxyacyl CoA, which is isomerised to (S)-3-hydroxyacyl CoA by 3-hydroxyacyl CoA epimerase 3 
prior to entering into normal fatty acid metabolism (Voet and Voet, 1990). 4 

The principal metabolic pathways utilized for detoxication of branched-chain hydroxycarboxylic acids are 5 
influenced by the chain length and the position and size of alkyl substituents. Short-chain (< C6) branched 6 
aliphatic hydroxycarboxylic acids may be excreted conjugated mainly with glucuronic acid, or undergo 7 
alpha- or beta-oxidation followed by cleavage and complete metabolism to CO2 (Voet and Voet, 1990; 8 
Williams, 1959a) via the fatty acid pathway and the tricarboxylic acid cycle. Alternatively, as chain length, 9 
substitution and lipophilicity increase, the hydroxycarboxylic acid may undergo a combination of omega-, 10 
omega-1 and beta-oxidation to yield polar hydroxyacid, ketoacid and hydroxydiacid metabolites that may be 11 
excreted as the glucuronic acid or sulphate conjugates in the urine and, to a lesser extent, in the faeces. 12 
Methyl substituted carboxylic acids are, to some extent, omega-oxidised in animals to form diacids, which 13 
can be detected in the urine (Williams, 1959a). 14 

Carboxylic acids with a methyl substituent located at an even-numbered carbon (e.g. 2-methylpentanoic acid 15 
or 4-methyldecanoic acid) are metabolised extensively in the fatty acid pathway to CO2 via beta-oxidation 16 
and cleavage of the longer branched-chain. If the methyl group is located at an odd-numbered carbon such as 17 
the 3-position, beta-oxidation is inhibited and omega-oxidation predominates, primarily leading to polar, 18 
acidic metabolites capable of being excreted in the urine as such or as conjugates (Williams, 1959a). Larger 19 
alkyl substituents (> C2) located at the alpha- or beta-position inhibit metabolism to CO2 (Albro, 1975;  20 
Deisinger et al., 1994; Deuel, 1957) in which case there is either direct conjugation of the acid with 21 
glucuronic acid or omega-oxidation leading to diacid metabolites, which may be conjugated and excreted. 22 

III.2. Absorption, Metabolism and Elimination of: Esters, Acetals, Aliphatic Primary 23 
Alcohols, Aldehydes, and Carboxylic Acids Containing Additional Oxygenated Functional 24 
Groups 25 

III.2.1. Mono- and Di-esters 26 

Thirty-two candidate substances are esters or diesters [FL-no: 09.333, 09.345 - 09.354, 09.360, 09.502, 27 
09.558, 09.565, 09.580, 09.590, 09.601, 09.626, 09.629, 09.633, 09.634, 09.644, 09.683, 09.815, 09.824, 28 
09.832, 09.833, 09.862, 09.874 09.916 and 09.951]. They are expected to undergo hydrolysis in humans to 29 
yield their corresponding alcohol (linear or branched-chain aliphatic alcohols) and acid components (i.e. 30 
alpha-, beta- or gamma-keto or hydroxy acids; or simple aliphatic acids, diacids or triacids), which would be 31 
further metabolised. The presence of a second oxygenated functional group has little if any effect on 32 
hydrolysis of these esters; therefore the discussion and conclusions presented in previous evaluations 33 
(FGE.01 and FGE.02) apply equally well to the candidate esters in the present evaluation. 34 

Hydrolysis is catalysed by classes of enzymes recognised as carboxylesterases or esterases (Heymann, 1980), 35 
the most important of which are the B-esterases (Anders, 1989; Heymann, 1980). Acetyl esters are the 36 
preferred substrates of C-esterases (Heymann, 1980). In mammals, these enzymes occur in most tissues 37 
throughout the body (Anders, 1989; Heymann, 1980) but predominate in the hepatocytes (Heymann, 1980). 38 

The majority of degradation products yielded from the candicate ester hydrolysis are endogenous in 39 
mammals and are known to be completely metabolised, through different reactions, depending on their chain 40 
length and degree of branching and functional groups. It is likely that multiple metabolic reactions will occur 41 
for some hydrolysis products. The most probable metabolic reactions are the following: 42 
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• Oxidation of alcohols to aldehydes and acids. 1 

• Conjugation of alcohols and acids to glucuronides and sulphates. 2 

• Beta-oxidation of carboxylic acids. 3 

• Omega-oxidations of carboxylic acids. 4 

However, the hydrolysis product of the candidate substance ethyl 2-acetylbutyrate [FL-no: 09.824], 2-acetyl 5 
butyric acid, has some structural similarities to valproic acid, which together with a number of its derivatives 6 
has been recognised to be teratogenic in rodents and in humans (Nau and Löscher, 1986; Samren et al., 1997; 7 
Kaneko et al., 1999). Although it can be predicted that 2-acetyl butyric acid is further metabolised through 8 
the above mentioned pathways of detoxication for carboxylic acids, the structural similarity with valproic 9 
acid does no allow to anticipate that ethyl 2-acetylbutyrate [FL-no: 09.824] is metabolised to innocuous 10 
products. 11 

While no hydrolysis data have been provided for the esters of the present group of flavourings, information 12 
on some structurally related esters could be found. 13 

In vitro incubation of the supporting substance methyl 2-oxo-3-methylvalerate [FL-no: 09.550], with a 2 % 14 
pancreatin solution (pH = 7.5), resulted in virtually complete hydrolysis (> 98 %) within 80 minutes 15 
(Leegwater and VanStraten, 1979). The supporting substance dibutyl sebacate [FL-no: 09.474] in 10 % 16 
acacia solution, was hydrolysed in vitro in a 10 % crude pancreatic lipase solution (Smith, 1953b). 17 

The supporting substance 14C-tributyl acetylcitrate [FL-no: 09.511], administered to male Sprague-Dawley 18 
rats by gavage at a dose level of 70 mg/kg bw, was rapidly absorbed (t½  = 1 hour) and partially hydrolysed. 19 
More than 87 % of the administered radioactivity was eliminated within 24 hours after dosing. At least nine 20 
urinary metabolites (59 - 70 %) were detected. Five metabolites were positively identified as the partially 21 
hydrolysed mono-, di- and tri-alkylesters of citric acid. Three metabolites (25 - 26 %) were identified in the 22 
faeces; approximately 2 % of the administered dose was eliminated as 14CO2 (Hiser et al., 1992). 23 

III.2.2. Acetals 24 

Six candidate substances [FL-no: 06.088, 06.090, 06.095, 06.097, 06.102 and 06.135] are acetals, which may 25 
undergo acid catalysed hydrolysis in the gastric environment to yield their component aldehydes and 26 
alcohols prior to absorption. 27 

In vitro experiments using simulated gastric fluid revealed the rates of hydrolysis of acetals to be dependent 28 
on the structures of the aldehyde and alcohol moieties. Acetals derived from short (< C8) chain saturated 29 
aldehydes were hydrolysed almost instantly (Engel, 2003). 30 

Hydroxycitronellal dimethyl acetal similar to the supporting substance hydroxycitronellal diethyl acetal   was 31 
> 99 % hydrolysed in vitro to the terpenoid hydroxycitronellal and methanol in simulated gastric juice (pH 32 
about 2.1) after 1 hour and > 6 % hydrolysed in intestinal fluid (pH = 7.5) after 2 hours (Morgareidge, 33 
1962b). 34 

Once hydrolysed, the component alcohol, aldehydes and acids are expected to be completely metabolised, 35 
through the above mentioned common routes of biotransformations and excreted. 36 

III.2.3. Alpha-hydroxy- and Alpha-keto-acids and Their Esters 37 

One candidate substance [FL-no: 08.090] is an alpha-hydroxyacid. In addition alpha-keto- and alpha-38 
hydroxyacids are formed by hydrolysis of candidate esters [FL- No: 09.333, 09.346, 09.353, 09.565, 09.580, 39 
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09.590, 09.601, 09.626, 09.644, 09.683, 09.815 and 09.874]. They would be expected to be metabolised like 1 
endogenous alpha-ketoacids formed from oxidative deamination of amino acids such as isoleucine, 2 
methionine and valine in vivo. 3 

The supporting substance, 2-oxobutyric acid [FL-no: 08.066] (i.e. alpha-ketobutyric acid), is endogenous in 4 
humans as a product of methionine degradation and undergoes alpha-decarboxylation to yield propionyl 5 
CoA. Propionyl CoA ultimately enters the tricarboxylic acid cycle as succinyl CoA (Voet and Voet, 1990). 6 

III.2.4. Beta-keto- and Beta-hydroxyacids and Their Esters 7 

One candidate substance [FL-no: 08.053] is a beta-ketoacid. In addition eight candidate substances [FL-no: 8 
09.346, 09.558, 09.629, 09.634, 09.824, 09.862, 09.874 and 09.916] are precursor of acetoacetic acid or its 9 
beta-hydroxy or aldehyde precursor. [FL-no: 09.346, 09.629, 09.862, 09.874 and 09.916] can be oxidised in 10 
vivo to acetoacetic acid. Acetoacetic acid is endogenous in humans and is formed from the condensation of 11 
two acetyl CoA units in the fatty acid pathway. It is released from the liver into the bloodstream and 12 
transported to peripheral tissues where it is converted to acetyl CoA and is completely metabolised. At 13 
elevated endogenous levels, beta-ketoacids may undergo non-enzymatic decarboxylation, which, for 14 
acetoacetic acid, yields acetone and CO2 (Voet and Voet, 1990). 15 

III.2.5. Gamma-keto- and Gamma-hydroxyacids and Their Esters 16 

Gamma-hydroxy and gamma-keto acids are produced by hydrolysis of two candidate substances [FL-no: 17 
09.832 and 09.833]. They are expected to be completely metabolised to CO2 at low levels of exposure from 18 
use as flavouring substances. At elevated levels of exposure, the ketone function may be reduced to the 19 
corresponding secondary alcohol (Bosron and Li, 1980) and excreted as the glucuronic acid conjugate 20 
(Williams, 1959a). 21 

Products of partial beta-oxidation or glucuronic acid conjugation have also been identified in the urine. 22 
When 1.0 g of the structurally related substance gamma-hydroxybutyrate [FL-no: 10.006] was administered 23 
to humans, it was excreted in the urine as S-3,4-dihydroxybutyrate, 3-oxobutyric acid and glycolate (Lee, 24 
1977). 25 

III.2.6. Aliphatic Di- and Tricarboxylic Acids and Their Esters 26 

Among candidate substances the aliphatic di- and tri-carboxylic acids and their precursors [FL-no: 05.149, 27 
08.053, 08.082, 08.103, 08.113, 09.345, 09.346, 09.347, 09.348, 09.349, 09.350, 09.351, 09.352, 09.353, 28 
09.354, 09.558, 09.874 and 09.951] either occur endogenously in humans or are structurally related to 29 
endogenous substances. Succinic acid (from [FL-no: 09.345 and 09.347]), fumaric acid (from [FL-no: 30 
09.350]), l-malic acid (from [FL-no: 09.346 and 09.874]), maleic acid (from [FL-no 09.351]) and citric acid 31 
(from [FL-no: 09.349]), are components of the tricarboxylic acid cycle (Voet and Voet, 1990). Fumaric acid 32 
is present in the blood, brain, liver, muscle and kidney of normal rats (Marshall et al., 1949). Moreover, the 33 
following acids are present in the urine of normal adults, citric, tartaric, malic, aconitic, fumaric and adipic 34 
(Hanson, 1943; Osteux and Laturaze, 1954). Alpha-ketoglutaric acid is an intermediate metabolite of citric 35 
acid, fumaric acid and succinic acid, and is formed via alpha-oxidation (Krebs et al., 1938; Simola and 36 
Krusius, 1938). 37 

Simple aliphatic di- and tricarboxylic acid candidate substances and component acids of the candidate esters 38 
are metabolised in the fatty acid beta-oxidation pathway or tricarboxylic acid cycle. When the supporting 39 
substance 14C-l-malic acid [FL-no: 08.017] was administered to male albino Wistar rats by gavage at a dose 40 
level of 2.5 mg/kg bw, 93 % of the radioactivity was recovered in expired air, urine and faeces (Dargel, 41 
1966). 42 
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After the administration of the radioactive supporting substance adipic acid [FL-no: 08.026] to rats by 1 
stomach tube at a dose level of 200 - 300 mg/kg bw, the compound was extensively metabolised. Labelled 2 
products identified in the urine included glutamic acid, lactic acid, beta-ketoadipic acid and citric acid. The 3 
presence of the beta-oxidation metabolite, beta-ketoadipic acid, indicates that adipic acid participates in beta-4 
oxidation in the fatty acid pathway (Rusoff et al., 1960). 5 

The linear and branched-chain aliphatic primary alcohol components of candidate substances that are simple 6 
aliphatic di- and tricarboxylic acid esters would be oxidised in the presence of alcohol dehydrogenase to their 7 
corresponding aldehydes which, in turn, would be oxidised to their corresponding carboxylic acids (Bosron 8 
and Li, 1980; Feldman and Weiner, 1972; Levi and Hodgson, 1989). The resulting carboxylic acids would 9 
be metabolised in the fatty acid pathway and tricarboxylic acid cycle (Voet and Voet, 1990) or conjugated to 10 
glucuronides and sulphates and excreted. Branched-chain diols or keto alcohols may undergo oxidation to 11 
their corresponding aldehydes and carboxylic acid, which would be further metabolised or excreted, through 12 
the common routes of biotransformation of carboxylic acids. 13 

III.2.7. Aliphatic Alkoxy- alcohol and Diols 14 

Among candidate substances, one is an alkoxy-alcohol [FL-no: 02.242] and two are diols [FL-no: 02.132 and 15 
02.198]. 16 

The metabolism and disposition of 2-butoxyethanol [FL-no: 02.242] were extensively studied, and details are 17 
reported below. However, it can be anticipated that the major metabolite is butoxyacetic acid, which is 18 
primarily responsible for the hemolysis of red blood cells and other toxic effects induced by 2-19 
butoxyethanol. 20 

1-Hydroxypropan-2-one [FL-no: 07.169] (acetol) is an endogenous metabolite of acetone which is also an 21 
endogenous substance formed from the degradation of body fat/fatty acids. 22 

The metabolism in mammals of acetone, which at low concentrations, primarily occurs in the liver, is shown 23 
in Figure III.2. At low acetone concentrations in blood, i.e. in healthy humans not exposed to external 24 
sources, in amounts of approximately 4 - 12 mg per person corresponding to 0.7 to 2 mg/l blood (Ashley et 25 
al., 1994; Dick el al., 1988; Wang et al, 1994c), the major pathway is via the methylglyoxal route. At higher 26 
acetone concentrations in the blood, e.g. after acetone exposure, after fasting or in relation to certain 27 
deceases the propan-1,2-diol route is the dominating pathway. In the fist step acetone is oxidized to 1-28 
hydroxypropan-2-one via acetone monooxygenase (p-450 IIE1). 1-Hydroxypropan-2-one is oxidised to 2-29 
oxopropanal via acetol monooxygenase (p-450 IIE1), or at higher acetone concentrations to propan-1,2-diol. 30 
2-Oxopropanal is then oxidised to pyruvate leading to glucose formation (Morgott, 1993; WHO, 1998a; 31 
NAS/COT, 2005). 32 

The diols are anticipated to be metabolised by the common route of alcohol biotransformation, i.e. direct 33 
conjugation or oxidation by alcohol-dehydrogenase to their corresponding aldehydes and carboxylic acid, 34 
which would be further metabolised or excreted. 35 

 36 
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Figure III.2.  Acetone metabolism (methylglyoxal pathway) 2 

III.3. Studies on Candidate Substances 3 

2-Butoxyethan-1-ol [FL-no: 02.242] 4 

Several experiments by the oral route of administration have been conducted, indicating that 2-butoxyethan-5 
1-ol is rapidly absorbed, metabolised and eliminated. Butoxyacetic acid is its major metabolite, metabolism 6 
being mainly catalysed by hepatic alcohol dehydrogenase; most excretion is in the urine (Corley et al., 1994; 7 
Ghanayem et al., 1987a; Ghanayem et al., 1987b; Ghanayem et al., 1987c; Medinsky et al., 1990). 8 

The distribution and excretion of 14C-butoxyethanol and its metabolites was evaluated using male F344 rats 9 
(9 - 13 weeks old). A single 125 or 500 mg/kg dose of 14C-butoxyethanol was administered to each animal 10 
via gavage. Animals were killed 48 hours post-administration and tissues excised. At 48 hours, 11 
approximately 18 % and 10 % of the administered dose was exhaled as 14CO2  for the 125 and 500 mg/kg 12 
doses, respectively; whereas only between 2 and 3 % was excreted in the faeces. The percentage of the 125 13 
mg/kg dose excreted in the urine (70 %) was significantly greater than the percentage excreted after the 500 14 
mg/kg dose (40 %). Butoxyacetic acid was the only urinary metabolite detected for the 125 mg/kg dose; the 15 
glucuronide conjugates of butoxyethanol and butoxyacetic acid (23 %) were also detected in the urine of 16 
animals dosed with the higher dose. A small portion (8 %) of the 500 mg/kg dose was excreted in the bile 8 17 
hours after dosing. Compared to the 125 mg/kg dose group, tissue concentrations of 14C-butoxyethanol 48 18 
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hours after administration were significantly greater in specific organs of rats that received the 500 mg/kg 1 
dose. In both dose groups the highest concentration of radioactivity was detected in the forestomach, 2 
followed by the liver, kidneys, spleen and the glandular stomach (Ghanayem et al., 1987c). 3 

The metabolism and excretion of 2-butoxyethan-1-ol [FL-no: 02.242] were evaluated using both young (4 to 4 
5 weeks old) and adult (9 to 13 weeks old) male F344 rats with the same experimental design described in 5 
Ghanayem et al. (1987c), except that 14C-butoxyethanol was administered at a single oral dose (500 mg/kg). 6 
There was a significantly higher proportion of the administered dose eliminated as CO2 in young rats as 7 
compared to older rats. Similarly, a significantly higher proportion of the administered dose was excreted in 8 
the urine of the young rats. The butoxyacetic acid/butoxyethanol-glucuronide + butoxyethanol-sulphate ratio 9 
was significantly greater in older rats (Ghanayem et al., 1987a), which are consistently more susceptible to 10 
the toxic action of 2-butoxyethan-1-ol . There was a strong correlation between the amount of butoxyacetic 11 
acid in the urine and 2-butoxyethanol-induced haematotoxicity. Moreover, metabolic activation via alcohol 12 
and aldehyde dehydrogenases is a prerequisite for the induction of toxic effects, since pre-treatment of rats 13 
with pyrazole (alcohol dehydrogenase inhibitor) or cyanamide (aldehyde dehydrogenase inhibitor) protected 14 
rats against 2-butoxyethanol-induced haematotoxicity and increased the urinary amount of butoxyethanol- 15 
conjugates (glucuronide and sulphate) (Ghanayem et al., 1987b). 16 

2-Butoxyethan-1-ol [FL-no: 02.242] was administered to male F344/N rats (11 to 12 weeks old) at 17 
concentrations in drinking water of 290, 860 and 2590 ppm over a 24 hours period. Butoxyethanol was 18 
administered as 2-butoxy[U-14C]ethanol, and exhaled air, urine and faeces were collected over a 72 hours 19 
period. Most 14C was excreted either in the urine or exhaled as CO2: 50 - 60 % of the administered dose was 20 
eliminated in the urine as butoxyacetic acid and 8 to 10 % as CO2. Analysis of urine samples collected 21 
during the 12 - 24 hours after dosing indicated that the majority of the radioactivity was associated with 22 
butoxyacetic acid while 10 % of the administered dose was identified as glycol ether. Minor levels of 23 
glucuronide conjugate of butoxyethanol and unmetabolised butoxyethanol were also reported (Medinsky et 24 
al., 1990). 25 

Non-oxidative metabolism of 2-butoxyethan-1-ol [FL-no: 02.242] via fatty acid conjugation was also 26 
investigated in the liver of F344 male rats following a single oral administration of 500 mg/kg [ethyl-1,2-14C] 27 
2-butoxyethanol. Animals were killed two hours after treatment and samples prepared for analysis. It was 28 
demonstrated that 2-butoxyethan-1-ol is metabolised non-oxidatively via conjugation with long-chain fatty 29 
acids, and the formation of these esters appears to be catalysed by the enzymes involved in fatty acid 30 
conjugation of xenobiotic alcohols. However, the biological significance of 2-butoxyethan-1-ol conjugation 31 
with fatty acids remains unclear, although several such lipid conjugates were found to be toxic in laboratory 32 
animals and cell lines (Kaphalia et al., 1996). 33 

The elimination kinetics of 2-butoxyethan-1-ol were studied in a once-through isolated perfused rat liver 34 
system in the presence and absence of ethanol. Dose-dependent Michaelis-Menten kinetics were observed in 35 
the elimination of 2-butoxyethan-1-ol. The apparent Km ranged from 0.32 to 0.70 mM and the maximum 36 
elimination rate ranged from 0.63 to 1.4 micromol/min/g liver in six experiments. The results support the 37 
hypothesis that 2-butoxyethan-1-ol is metabolised mainly via oxidation by alcohol dehydrogenase in the rat 38 
liver at concentration which can be considered representative of human exposure (Johanson et al., 1986). 39 

Butane-1,3-diol [FL-no: 02.132] 40 

Two groups of 14 rats were administered a control diet (70 % carbohydrate and 30 % fat) or a treatment diet 41 
(45 % carbohydrate, 30 % fat and 25 % butane-1,3-diol). Blood acetoacetate and beta-hydroxybutyrate 42 
concentrations were increased significantly and blood pyruvate concentration was decreased significantly in 43 
rats administered the treatment diet. Addition of butane-1,3-diol to in vitro liver tissue slices, as they were 44 
metabolising glucose to lactate and pyruvate, greatly decreased pyruvate levels and significantly increased 45 
lactate/pyruvate ratios. When butane-1,3-diol and glucose were used as substrates, there was a large increase 46 
in acetoacetate and beta-hydroxybutyrate formation in liver tissue slices with butane-1,3-diol. Therefore, 47 
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butane-1,3-diol is metabolised in the cytosol and converted by the liver in vivo and in vitro to ketones prior 1 
to its oxidation in the tricarboxylic acid cycle (Mehlman et al., 1971). 2 

Tate et al. (1971) found that the conversion of butane-1,3-diol to beta-hydroxybutyrate in rat liver was 3 
strongly dependent in NAD+ and it was inhibited by pyrazole. Since pyrazole is a specific inhibitor of 4 
alcohol dehydrogenase (ADH), this inhibition indicated ADH as the catalyst in the catabolism in the cytosol 5 
of butane-1,3-diol to an intermediate, aldol. Aldol is then further oxidised to beta-hydroxybutyrate (Tate et 6 
al., 1971). 7 

Diethyl maleate [FL-no: 09.351] 8 

Traditionally diethyl maleate [FL-no: 09.351] has been utilised to acutely deplete reduced glutathione (GSH) 9 
in the tissues, since it forms GHS-conjugates very rapidly, causing a significant decrease in GSH content 10 
(Boyland & Chasseaud, 1970). The liver is the most sensitive organ to diethyl maleate-induced GSH 11 
depletion, generally occurring 30 - 90 minutes after intraperitoneal injection of the compound. In the rat, the 12 
formed GSH-conjugates are excreted in bile or as mercapturates in urine (Barnhart and Combes, 1978). 13 

The excretion of mercapturic acid was determined in chimpanzees and rats after the administration of diethyl 14 
maleate [FL-no: 09.351]. The excretion rate of endogenous thioethers in the urine of untreated chimpanzees 15 
and rats was 18.0 and 94.4 micromol/kg bw/24 hours, respectively. The value in man was nearly the same as 16 
found in chimpanzees. The administration of diethyl maleate at 30, 75 and 200 mg/kg bw led to a dose-17 
dependent increase in the excretion of urinary mercaptic acids in both species, but the increase in rats was 18 
about twice that of chimpanzees. Additional experiments indicate that the observed species differences are 19 
due to differences in the glutathione conjugation (Summer et al., 1979a).  20 

Glutaric acid [FL-no: 08.082] 21 

Rat liver mitochondria metabolise glutarate [FL-no: 08.082] at a slow rate as compared with glutaryl CoA. 22 
The stimulatory effect of citric acid cycle intermediates, NAD and CoA on glutarate metabolism was 23 
interpreted as a manifestation of their involvement in the activation of glutarate by a thiol transferase with 24 
succinyl CoA as the coenzyme A donor (Besrat et al., 1969). 25 

Glutaraldehyde [FL-no: 05.149] 26 

Material mass balance and pharmacokinetics studies were conducted with glutaraldehyde [FL-no: 05.149] in 27 
groups of F344 rats (four/sex) and New Zealand white rabbits (two/sex) using the intravenous route of 28 
exposure at dose volumes of 0.2 ml and 2.5 ml, respectively. Rats and rabbits received intravenous doses of 29 
0.075 and 0.75 % glutaraldehyde in the tail vein or ear vein, respectively. Glutaraldehyde was distributed 30 
rapidly and eliminated when administered intravenously to rats and rabbits. When a single infusion of 0.075 31 
% glutaraldehyde was administered, 75 to 80 % of the dose in the rat and 66 to 71 % in the rabbit were 32 
recovered as 14CO2 during the first 24 hours following administration, with 80 % of the 14CO2 being 33 
recovered during the first four hours. When a single infusion of 0.75 % glutaraldehyde was administered, the 34 
proportion of the dose recovered as 14CO2 decreased and the amount of radioactivity recovered in urine, 35 
tissues and carcass increased as compared to the 0.075 % glutaraldehyde infusion. Also the average plasma 36 
concentration of radioactivity increased 10-fold in rats and rabbits with a 10-fold increase in dose, but the 37 
tissue concentration increased by an even greater amount. The results suggest that the mechanisms involved 38 
in the disposition of glutaraldehyde were saturated when the higher dose was administered and resulted in a 39 
shift in the elimination pathway (McKelvey et al., 1992). Although the metabolism of glutaraldehyde has not 40 
been studied in detail, it has been suggested that it is oxidised first to a mono- or dicarboxylic acid by 41 
aldehyde dehydrogenase (Weiner, 1980; Hjelle and Peterson, 1983) and then further oxidised through an 42 
acidic intermediate to CO2 (McKelvey et al., 1992). 43 

Nonanedioic acid [FL-no: 08.103] 44 
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Following intravenous administration in human volunteers, nonanedioic acid [FL-no: 08.103] and its major 1 
catabolite, pimelic acid, are found in serum and urine indicating transformation by mitochondrial beta-2 
oxidative enzymes. Serum levels of nonanedioic acid are short-lived following a single 5 or 10 g intravenous 3 
(i.v.) infusion over 1-hour. In the first hour after the cessation of i.v. administration, serum levels of 4 
nonanedioic acid decreased to about 25 % of their peak values. Administration of multiple intravenous doses 5 
at the same concentrations as the one-hour doses produces sustained higher levels of nonanedioic acid in the 6 
serum during the period of administration (Passi et al., 1989). 7 

III.4. Conclusions 8 

In general, lactones are formed by acid-catalysed intramolecular cyclisation of hydroxycarboxylic acids. In 9 
an aqueous environment, a pH-dependent equilibrium is established between the open-chain 10 
hydroxycarboxylate anion and the lactone ring. In basic media, such as blood, the open-chain 11 
hydroxycarboxylate anion is favoured, while in acidic media, such as gastric juice and urine, the lactone ring 12 
is favoured. 13 

Lactones formed from linear saturated and branched-chain aliphatic hydroxycarboxylic acids are hydrolysed 14 
to the corresponding hydroxycarboxylic acid that then enters the fatty acid pathway and undergoes alpha- or 15 
beta-oxidation and cleavage to form acetyl CoA and a chain-shortened carboxylic acid. The carboxylic acid 16 
is then reduced by two-carbon fragments until either acetyl CoA or propionyl CoA is produced. These 17 
fragments are then completely metabolised in the citric acid cycle. 18 

Mono- and di-esters included in the present FGE are expected to undergo hydrolysis in humans to yield their 19 
corresponding alcohol (linear or branched-chain aliphatic alcohols) and acid components (i.e. alpha-, beta- or 20 
gamma-keto- or hydroxy-acids; or simple aliphatic acids, diacids or triacids), which would be further 21 
metabolised and excreted through the common pathways of detoxication of aliphatic alcohols and carboxylic 22 
acids). The hydrolysis product of the candidate substance ethyl 2-acetylbutyrate [FL-no: 09.824], 2-acetyl 23 
butyric acid, which shows some structural similarities to valproic acid, which together with a number of its 24 
derivatives, has been recognised to be teratogenic in rodents and in humans (Nau and Löscher, 1986; Samren 25 
et al., 1997; Kaneko et al., 1999). Therefore, it cannot be anticipated that ethyl 2-acetylbutyrate [FL-no: 26 
09.824] is metabolised to innocuous products. 27 

The presence of a second oxygenated functional group has little, if any, effect on hydrolysis of these esters. 28 
The most probable metabolic reactions of the hydrolysis products are: oxidation of alcohols to aldehydes and 29 
acids; conjugation of alcohols and acids to glucuronides and sulphates; beta-oxidation of carboxylic acids; 30 
omega-oxidations of carboxylic acids. 31 

Beta-keto acids and derivatives like acetoacetic acid undergo decarboxylation. Along with alpha-keto and 32 
alpha-hydroxyacids, they yield breakdown products, which are incorporated into normal biochemical 33 
pathways. The gamma-keto-acids and related substances may undergo complete or partial beta-oxidation to 34 
yield metabolites that are eliminated in the urine. Omega-substituted derivatives are readily oxidised and/or 35 
excreted in the urine. Simple aliphatic di- and tricarboxylic acids participate in the tricarboxylic acid cycle. 36 

Six candidate substances [FL-no: 06.088, 06.090, 06.095, 06.097, 06.102 and 06.135] are acetals, which may 37 
be expected to undergo acid catalysed hydrolysis in the gastric environment to yield their component 38 
aldehydes and alcohols prior to absorption. Once hydrolysed, the component alcohols and aldehydes are 39 
expected to be metabolised primarily through the above mentioned common routes of biotransformations and 40 
excreted. 41 

The linear and branched-chain aliphatic primary alcohol components of candidate substances that are simple 42 
aliphatic di- and tricarboxylic acid esters would be oxidised in the presence of alcohol dehydrogenase to their 43 



Flavouring Group Evaluation 10, Revision 3
 

 
102 EFSA Journal 2012; 10(3):2563 

corresponding aldehydes which, in turn, would be oxidised to their corresponding carboxylic acids. The two 1 
diols [FL-no: 02.132 and 02.198] may be anticipated to participate in the same routes of biotransformation. 2 

Among candidate substances, an alkoxy-alcohol 2-butoxyethanol [FL-no: 02.242] is mainly metabolised to 3 
butoxyacetic acid, which has been identified as the major responsible for the hemolysis of red blood cells 4 
and other toxic effects induced by 2-butoxyethanol. 5 

In summary, it can be anticipated that primary and secondary aliphatic saturated or unsaturated alcohols, 6 
aldehydes, carboxylic acids, acetals and esters with an additional oxygenated functional group and aliphatic 7 
lactones included in the present FGE are generally hydrolysed and completely metabolised to innocuous 8 
products many of which are endogenous in humans, at the estimated level of intake as flavouring substances. 9 

The consideration on the actual levels of intake becomes particularly relevant for one candidate substance, 10 
diethyl maleate [FL-no: 09.351]; as when administered at high doses, it is able to induce severe GSH 11 
depletion, due to its prompt metabolism to GSH-conjugates. This may also be the case for the structurally 12 
related diethyl fumarate [FL-no: 09.350]. 13 

For three of the candidate substances it cannot be concluded that they are metabolised to innocuous products. 14 
These are 2-butoxyethanol [FL-no: 02.242], the major metabolite of which butoxyacetic acid has been 15 
recognised as responsible for haematotoxic effects induced by 2-butoxyethanol [FL-no: 02.242], 1,1,3-16 
triethoxypropane [FL-no: 06.097], which may be metabolised to the structurally related ethoxypropanoic 17 
acid and finally, ethyl 2-acetylbutyrate [FL-no: 09.824], whose hydrolysis gives rise to 2-acetylbutyric acid, 18 
with some structural similarities to valproic acid, a known teratogenic compound. 19 

 20 
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ANNEX IV: TOXICITY 
Oral acute toxicity data are available for 16 candidate substances of the present Flavouring Group Evaluation from chemical groups 9, 13 and 30, for 43 
supporting substances evaluated by the JECFA at the 49th and 53rd meetings (JECFA, 1998a; JECFA, 2000c). The supporting substances are listed in brackets. 

Table IV.1: ACUTE TOXICITY 

Chemical Name  [FL-no:] Species  Sex  Route  LD50 
(mg/kg bw)  

Reference  

(Methyl 2-hydroxy-4-methylpentanoate [09.548]) Mouse  NR  Oral  40001  (Pellmont, 1978)  
(Methyl 2-oxo-3-methylvalerate  [09.550]) Rat  M  Gavage  > 5000  (Moreno, 1979b)  
(Butyro-1,4-lactone [10.006]) Mouse  NR  Gavage  1245  (Schafer and Bowles, 1985) 
(Pentano-1,4-lactone  [10.013]) Rat  NR  Oral  > 5000  (Moreno, 1978e) 

Rat  NR  Gavage  8800  (Deichmann et al., 1945) 
Rabbit  NR  Gavage  2480  (Deichmann et al., 1945) 

(Hexano-1,4-lactone  [10.021]) Rat  NR  Oral  > 5000  (Moreno, 1977f)  
(Hexano-1,5-lactone  [10.010]) Rat  M  Gavage  13,030  (Smyth et al., 1962) 
(Heptano-1,4-lactone  [10.020]) Rat  NR  Oral  > 5000  (Moreno, 1977g) 
(Octano-1,4-lactone  [10.022]) Rat  NR  Oral  > 5000  (Moreno, 1974c) 
(Octano-1,5-lactone  [10.015]) Rat  NR  Oral  > 5000  (Moreno, 1977h)  
(Nonano-1,4-lactone  [10.001]) Rat  M, F  Gavage  9780  (Jenner et al., 1964) 

Rat  M  Oral  6600  (Moreno, 1972b) 
Guinea pig M, F  Gavage  3440  (Jenner et al., 1964) 

(Decano-1,4-lactone  [10.017]) Rat  NR  Oral  > 5000 (Moreno, 1975h) 
(Decano-1,5-lactone  [10.007]) Rat  NR  Oral  > 5000  (Levenstein, 1975c) 
(Decano-1,6-lactone  [10.029]) Mouse  M, F  Gavage  5252  (Moran et al., 1980) 
(Undecano-1,4-lactone  [10.002]) Rat  M, F  Gavage  18500  (Jenner et al., 1964) 
(Undecano-1,5-lactone  [10.011]) Rat  NR  Oral  > 5000  (Moreno, 1975i) 
(Dodecano-1,4-lactone  [10.019]) Rat  NR  Oral  > 5000  (Moreno, 1974d) 
(Dodecano-1,5-lactone  [10.008]) Rat  NR  Oral  > 5000  (Moreno, 1977e) 
(Dodecano-1,6-lactone  [10.028]) Mouse  M, F  Gavage  7898  (Moran et al., 1980) 
(Pentadecano-1,15-lactone  [10.004]) Rat  NR  Oral  > 5000  (Levenstein, 1974c) 
(5-Methylfuran-2(3H)-one  [10.012]) Mouse  M, F  Gavage  2800  (Moran et al., 1980) 
(Dodec-6-eno-1,4-lactone  [10.009]) Rat  M, F  Oral  > 5000  (Watanabe and Morimoto, 1990) 
(3,7-Dimethyloctano-1,6-lactone  [10.027]) Rat  M, F  Gavage  > 5000  (Lewis and Palanker, 1979a) 
(5-Hexyl-5-methyldihydrofuran-2(3H)-one  [10.051]) Rat  NR  Oral  > 5000  (Moreno, 1976j)  
(Citronellyl oxyacetaldehyde [05.079]) Rat  NR  Oral  > 5000  (Moreno, 1973d)  
1-Hydroxypropan-2-one [07.169] Rat  NR  Oral  22002  (Smyth and Carpenter, 1948) 
(4,4-Dimethoxybutan-2-one [06.038]) Rat  M  Gavage  6200  (EPA, 1971) 
(Ethyl acetoacetate [09.402]) Rat  NR  Oral  39803  (Smyth et al., 1949) 
Methyl acetoacetate [09.634] Rat  NR  Oral  3000  (Smyth and Carpenter, 1948) 

Rat  NR  Oral  2800  (BASF, 1978) 
(Butyl acetoacetate [09.403]) Rat  F  Gavage  11260  (Smyth et al., 1954) 
(Geranyl acetoacetate [09.405]) Rat  NR  Oral  > 5000  (Moreno, 1976k) 
(Ethyl 3-oxohexanoate [09.542]) Mouse  NR  Oral  4000 – 8000 (Pellmont, 1973a)  
2-Butoxyethan-1-ol [02.242] Rat  M  Gavage  1480  (Smyth et al., 1941) 

Rat  NR  Oral  1174  (BASF, 1956) 
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Table IV.1: ACUTE TOXICITY 

Chemical Name  [FL-no:] Species  Sex  Route  LD50 
(mg/kg bw)  

Reference  

Rat  NR  Oral  620  (Rowe and Wolf, 1982) 
Rat  M, F  Oral  2800  (Carpenter et al., 1956) 
Rat  M  Gavage  2680  (Myers and Homan, 1980) 
Rat  NR  Oral  470  (Wolf, 1959) 
Rat  M  Gavage  1190 – 2800 (Weil and Wright, 1967) 
Rat  M  Gavage  1590  (Moreno, 1976l) 
Rat  M  Gavage  7500  (Moreno, 1976l)  
Rat  NR  Oral  1746  (Eastman Kodak Co., 1989) 
Rat  M  Gavage  7292  (Eastman Kodak Co., 1984) 
Mouse  NR  Oral  1230  (Carpenter et al., 1956) 
Mouse  NR  Oral  1170 – 1700 (Dow Chemical Company, 1982a) 
Mouse  NR  Oral  1519  (Eastman Kodak Co., 1989)  
Mouse  M  Gavage  2406  (Eastman Kodak Co., 1984) 
Rabbit  M  Oral  320 – 370 (Carpenter et al., 1956) 
Guinea pig M, F  Oral  1200  (Carpenter et al., 1956) 
Guinea pig M, F  Gavage  1200  (Smyth et al., 1941) 

Butane-1,3-diol [02.132] Rat  F  Gavage  > 5000  (CTFA, 1978) 
Rat  M  Gavage  18610  (Smyth et al., 1941) 
Rat  M  Gavage  22800  (Smyth et al., 1951a) 
Rat  NR5  Oral  29590  (Bornmann, 1954) 
Mouse  NR5  Oral  23440  (Bornmann, 1954) 
Mouse  NR  Oral  23310  (Kopf et al., 1950; Loeser, 1949) 
Mouse  NR  Oral  12980  (Wenzel and Koff, 1956) 
Guinea pig M, F  Gavage  11460  (Smyth et al., 1941) 

(4-Oxovaleric acid [08.023]) Rat  NR  Oral  1850  (Moreno, 1977j) 
(Ethyl 4-oxovalerate  [09.435]) Rat  NR  Oral  > 5000  (Moreno, 1978f) 
Octane-1,3-diol [02.198] Rat  NR  Oral  > 20000  (Frankenfeld et al., 1975) 
(3,7-Dimethyloctane-1,7-diol [02.047]) Rat  M, F  Gavage  > 5000  (Levenstein, 1973b) 
(1,1-Dimethoxy-3,7-dimethyloctan-7-ol [06.011]) Rat  NR  Oral  > 5000  (Shelanski and Moldovan, 1973b) 
1,1,3-Triethoxypropane [06.097] Rat  M  Gavage  1600  (Smyth et al., 1951a) 
Diethyl oxalate [09.353] Rat  NR  Oral  400 – 1600 (Patty, 1963) 
Malonic acid [08.053] Rat  NR  Oral  1310  (Bio-Fax, 1971) 
Dimethyl malonate [09.558]  Rat  NR  Oral  4620  (Levenstein, 1976b) 

Rat  NR  Oral  5331  (Merck Index, 1992) 
(Diethyl malonate [09.490]) Rat  NR  Oral  14900  (Smyth et al., 1969a) 

Mouse  NR  Gavage  5400  (Wolven and Levenstein, 1969) 
(Diethyl succinate [09.444]) Rat  NR  Oral  85303  (Smyth et al., 1951a) 
(Fumaric acid [08.025]) Rat  M, F  Oral  M:  10700; F: 9300 (Vernot et al., 1977) 
Diethyl fumarate [09.350]  Rat  NR  Oral  1500  (Hood, 1951) 
(l-Malic acid [08.017]) Rat  NR  Oral  3500  (Morgareidge, 1973a) 

Mouse  NR  Oral  2660  (Morgareidge, 1973b) 
Rabbit  NR  Oral  3000  (Morgareidge, 1973c) 

Diethyl maleate [09.351] Rat  M  Gavage  3200  (Smyth et al., 1949) 
(Tartaric acid (d-, l-, dl-, meso-) [08.018]) Rat  NR  Oral  75006  (Foulger, 1947) 
Glutaric acid [08.082] Mouse  NR  Oral  6000  (Boyland, 1940) 
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Table IV.1: ACUTE TOXICITY 

Chemical Name  [FL-no:] Species  Sex  Route  LD50 
(mg/kg bw)  

Reference  

Glutaraldehyde [05.149] Rat  NR  Gavage  252  (Stonehill et al., 1963) 
Rat  M  Gavage  7337  (Ballantyne and Myers, 2001) 
Rat  M  Gavage  23808  (Smyth et al., 1962) 
Rat  M  Gavage  5409  (Striegel and Carpenter, 1964) 
Rat  M, F  Oral  M:  134; F:  165 (Ikeda, 1980) 
Rat  M  Gavage  13007  (Myers et al., 1977b) 
Rat  M  Gavage  18708  (Myers et al., 1977c) 
Mouse  NR  Gavage  352  (Stonehill et al., 1963) 
Mouse  M, F  Oral  M:  100; F: 110   (Ikeda, 1980) 
Mouse  M, F  Gavage  M:  1527 ; F: 1137 (Ballantyne and Myers, 2001) 
Mouse  M, F  Gavage  M:  1518 ; F: 1158  (Union Carbide Corp., 1992) 

(Adipic acid [08.026]) Mouse  M  Oral  190010  (Horn et al., 1957) 
Diethyl adipate [09.348] Rat  NR  Oral  > 1600  (Patty, 1963) 
Nonanedioic acid [08.103] Rat  M, F  Gavage  > 4000  (Mingrone et al., 1983) 

Rabbit  M, F  Gavage  > 4000  (Mingrone et al., 1983) 
(Diethyl sebacate [09.475]) Rat  M, F  Gavage  14470  (Jenner et al., 1964) 

Rat  M  Oral  3200011  (Smith, 1953b) 
Mouse  NR  Gavage  > 32000  (Lawrence et al., 1974) 

(Triethyl citrate [09.512]) Rat  NR  Gavage  70004  (Finkelstein and Gold, 1959) 
(Tributyl acetylcitrate [09.511])  Rat  NR  Gavage  > 3000012  (Finkelstein and Gold, 1959) 
(3-Hydroxy-2-oxopropionic acid [08.086]) Rat  NR  Oral  2000  (Hoechst, 1995) 
Succinic acid, disodium salt [08.113] Rat NR Oral >1200 MHLW Japan 2002 in: (OECD, 2003) 
M = Male; F = Female  
NR: Not reported. 
1 Dosed in 5 % gum arabic.  
2 Data derived from a range-finding study.  
3 Actual LD50 not reported.Study conducted as a dose range-finder (DRF).  
4 Actual LD50 not reported.Value reported as approximate LD50. 
5 Data point not verified.  
6 Actual LD50 not reported.Value reported as MFD (assumed to be Median Fatal Dose).  
7 Glutaraldehyde dosed as a 50 % (w/w) solution.The LD50 is expressed as mg of actual active ingredients.  
8 Test substance administered as a 25 % solution. The LD50 is expressed as mg of actual active ingredients.  
9 Test substance administered as a 45 % aqueous solution.The LD50 is expressed as mg of actual active ingredients.  
10 Dosed as a 6 % suspension in 0.5 % methyl cellulose.  
11 Actual LD50 not reported.Value represents lowest dose level tested causing mortality. Animals dosed at 16,000 mg/kg had 100 % survival rate, while animals dosed at 32,000 mg/kg had 100 %  fatality. Acute lethal dose for dibutyl sebacate is 
between 16,000 and 32,000 mg/kg.  
12 Value represents the maximum dose level tested. Animals dosed at 30,000 mg/kg had 100 % survival rate.  
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Subacute / Subchronic / Chronic / Carcinogenic toxicity data are available for five candidate substances of the present Flavouring Group Evaluation from 
chemical groups 9, 13 and 30 and for 20 supporting substances evaluated by the JECFA at the 49th and 53rd meetings (JECFA, 1998a; JECFA, 2000c). 
Furthermore, data are available for two structurally related substances. The supporting and structurally related substances are listed in brackets. 

Table IV.2: SUBACUTE / SUBCHRONIC / CHRONIC / CARCINOGENICITY STUDIES 

 Chemical Name  [FL-no:] Species; Sex 
No./Group1 

Route  Duration 
(days)  

NOAEL 
(mg/kg bw/day) 

Reference Comments 
 

(Butyro-1,4-lactone [10.006]) 
 

Mouse; M, F 
5/20 

Gavage  90  525  (NTP, 1992e) a) 

Rat; M, F 
5/20 

Gavage  90  450  (NTP, 1992e) a) 

Mouse; M, F 
2/100 

Gavage  2 years  262  (NTP, 1992e) a) 

Rat; M, F 
2/100 

Gavage  2 years  112  (NTP, 1992e) a) 

Rat; M, F 
1/7 

Diet  4 – 6 months  1002  (Fassett, 1961)  

Pentano-1,4-lactone  [10.013]) Rat; M, F 
1/30 

Diet  90  M: 492 ; F: 51.12 (Oser et al., 1965) a) 

Rat; M, F 
1/10 

Diet  90  5002  (Hagan et al., 1967) a) 

(Octano-1,5-lactone  [10.015]) Rat; M, F  
1/7 

Diet  4 - 6 months  322  (Fassett, 1961)  

(Nonano-1,4-lactone   [10.001])  Rat; M, F 
1/30 

Diet  90  M: 62.82 ; F: 72.52 (Oser et al., 1965) a) 

Rat; M, F 
1/7 

Diet  4-6 months  322  (Fassett, 1961)  

Rat; M, F 
1/20 

Diet  2 years  2502  (Bär and Griepentrog, 1967) a) 

(Decano-1,4-lactone  [10.017]) Rat; M, F 
1/7 

Diet  4-6 months  322  (Fassett, 1961)  

(Decano-1,5-lactone  [10.007]) Rat; M, F 
1/NR 

Diet  49 weeks  1502  (Fassett, 1961)  

Dog; M, F 
1/NR 

Diet  38 weeks  2502  (Fassett, 1961)   

(Undecano-1,4-lactone  [10.002]) 
 

Rat; M, F  
1/30 

Diet  90  M: 14.62 ; F: 16.52 (Oser et al., 1965) a) 

Rat; M, F 
1/7 

Diet  4-6 months  322  (Fassett, 1961)  

Rat; M, F 
1/20 

Diet  2 years  2502  (Bär and Griepentrog, 1967) a) 

Rat; M, F  
NR4 

Diet  90  14.12, 3 (Shillinger, 1950)  

(Dodecano-1,4-lactone  [10.019]) Rat;  M, F 
1/7 

Diet  4-6 months  322  (Fassett, 1961)  

(Dodecano-1,5-lactone  [10.008]) Rat; M, F  
1/NR 

Diet  49 weeks  3002  (Fassett, 1961)  

Dog; M, F Diet  38 weeks  1502  (Fassett, 1961)  
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Table IV.2: SUBACUTE / SUBCHRONIC / CHRONIC / CARCINOGENICITY STUDIES 

 Chemical Name  [FL-no:] Species; Sex 
No./Group1 

Route  Duration 
(days)  

NOAEL 
(mg/kg bw/day) 

Reference Comments 
 

1/NR 
(5-Methylfuran-2(3H)-one  [10.012]) Rat; M, F  

1/NR 
Diet  90  M: 17.42 ; F: 17.72 (Shellenberger, 1971c) a) 

(Ethyl acetoacetate [09.402]) Rat; M, F 
3/32 

Diet  28 - 29  300  (Cook et al., 1992) a) 

2-Butoxyethan-1-ol [02.242] 
 

Rat; M, F 
4/20 

Diet  91 – 93   40  (Union Carbide Corp., 1963) FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Rat; M, F 
4/10 

Diet  90  No NOAEL derived 13  (Union Carbide Corp., 1952)   FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Rat; M, F 
4/10 

Diet  90  76   (Carpenter et al., 1956) FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Rat; M, F 
5/20 

Drinking water 13 weeks  1500 ppm (150 mg/kg/day) (NTP, 1993a) FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Rat; M  
3/10 

Gavage  6 weeks  222  (Krasavage, 1983) FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Rat; M, F 
5/10 

Drinking water 14  400  (NTP, 1993a) FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Mouse; M, F 
5/20 

Drinking water 13 weeks  6000 ppm (1200 mg/kg/day) (NTP, 1993a) FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Rat; M, F 
4/64 

Drinking water 21  M: < 2000 ppm (200 mg/kg/day);  
F: < 1600 ppm (160 mg/kg/day) 

(Exon et al., 1991) FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Mouse; M, F 
5/10 

Drinking water 14  < 1505  (NTP, 1993a) FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Mouse; M  
NR 

Oral  5 week  1000  (Bernstein, 1984) FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Mouse; M 
3/5 

Gavage  5 weeks6  < 500  (Nagano et al., 1977) FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Mouse; M 
3/NR 

Gavage  5 weeks  10007  (Nagano et al., 1979) FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Mouse;  
M3/NR 

Gavage  5 weeks  < 5008  (Nagano et al., 1984) FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Rat; M, F 
4/50 

Inhalation 2 years  (NTP, 2000b)  

Mouse; M, F 
4/50 

Inhalation 2 years   (NTP, 2000b)  

Butane-1,3-diol [02.132] Rat; M  
15/10 

Diet  30 weeks  200000 ppm (10000 mg/kg/day) (Miller and Dymsza, 1967) Study aimed at elucidating the usability of 
butane-1,3-diol as synthetic energy source. 
It is of limited value for toxicological 
evaluation. 

Rat; M, F 
3/60 

Diet  2 years  100000 ppm (5000 mg/kg/day) (Scala and Paynter, 1967) Some details of results not reported (e.g. 
consumption, histopathological 
evaluation), limited value. 

Dog; M, F  
3/8 

Diet  2 years  30000 ppm (750 mg/kg/day) (Scala and Paynter, 1967)  

Dog; M, F 
4/8 

Diet  13 weeks  6000  (Reuzel et al., 1978) Methods, results, discussion 
comprehensible. Valid study. 

(4-Oxovaleric acid [08.023]) Rat: NR Diet  16  10002  (Tischer et al., 1942) a) 
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Table IV.2: SUBACUTE / SUBCHRONIC / CHRONIC / CARCINOGENICITY STUDIES 

 Chemical Name  [FL-no:] Species; Sex 
No./Group1 

Route  Duration 
(days)  

NOAEL 
(mg/kg bw/day) 

Reference Comments 
 

2/3 
(3,7-Dimethyl-7-hydroxyoctanal [05.012])  Rat; M, F  

1/20  
1/60 

Diet  2 years  2502  (Bär and Griepentrog, 1967) a) 

Malonic acid [08.053] Rat; M, F  
3/140 

Diet  2 years  109  (Hogan and Rinehart, 1979)  

(Diethyl malonate [09.490])  Rat; M, F  
2/20 

Diet  13 weeks  < 500  (Posternak, 1964a) a) 

Rat; M, F 
1/20-32 

Diet  90  402  (Posternak et al., 1969) a) 

(Fumaric acid [08.025]) Rat 
2/14 
1/20 

Diet10  2 years  13802  (Levey et al., 1946) a) 

Guinea pig; M, F 
1/NR 

Diet  1 year  4002  (Levey et al., 1946) a) 

Rat; M, F  
Rat; M 
4/12 
3/12 

Diet  2 years  1200  (Fitzhugh and Nelson, 1947) a) 

Rabbit; NR 
3/15 

Diet10  150  20702  (Packman et al., 1963) a) 

(Tartaric acid (d-, l-, dl-, meso-) [08.018]) Dog; NR 
1/4 

Oral  90-114  < 990  (Krop et al., 1945) a) 

Rat; M, F  
4/12 

Diet  2 years  12002  (Fitzhugh and Nelson, 1947) a) 

Rabbit: NR 
3/15 

Diet2  150  23102  (Packman et al., 1963) a) 

Glutaraldehyde [05.149] 
 
 
 
 
 
 
 
 

Rat; M, F  
4/10 

Diet  7  1.0  (Union Carbide Corp., 1986)  

Rat; M, F  
3/NR 

Drinking water 14  100 ppm (10 mg/kg/day) (Union Carbide Corp., 1993)  

Rat; NR  
3/3 

Drinking water 11 weeks  5000 ppm (500 mg/kg/day) (Spencer et al., 1978)  

Mouse; M, F 
3/40 

Drinking water 90  100 ppm (20 mg/kg/day) (Bushy Run Research Center, 
1989) 

 

Rat; M, F  
3/NR 

Drinking water 13 weeks  50 ppm (5 – 7 mg/kg/day) (Union Carbide Corp., 1986)  

Dog;, M, F 
3/8 

Drinking water 13 weeks  50 ppm (3.2 mg/kg/day) (Bushy Run Research Center, 
1990)   

 

Rat; M, F 
3/200 

Drinking water 2 years  50 ppm (4 mg/kg/day) (Van Miller et al., 2002) Large Granular Lymphocytic Leukemia in 
treated as well as control rats; no clear  
dose-resposne relationship. Otherwise no 
significant increase in neoplasia. 

(Adipic acid [08.026]) Rat; M, F 
4/20-39 

Diet 2 years  ~ 150011 (Horn et al., 1957) a) 

Nonanedioic acid [08.103] Rat; M, F  
2/30 

Diet  90 and 180  280  (Mingrone et al., 1983) Details of methods not reported, study not 
performed according to appropiate 
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Table IV.2: SUBACUTE / SUBCHRONIC / CHRONIC / CARCINOGENICITY STUDIES 

 Chemical Name  [FL-no:] Species; Sex 
No./Group1 

Route  Duration 
(days)  

NOAEL 
(mg/kg bw/day) 

Reference Comments 
 
guidelines. Study of limited value. 

Rabbit; M, F 
2/20 

Diet  90 and 180  400  (Mingrone et al., 1983)  

Rat; F  
1/10 

Diet  3 month12  140  (Mingrone et al., 1983)  

Rabbit; F  
1/10 

Diet  3 months12  200  (Mingrone et al., 1983)  

(Diethyl sebacate [09.475]) Rat; M, F  
2/10 

Diet  17-18 wks or 27-28 wks 10002  (Hagan et al., 1967) a) 

Rat; M  
4/10 

Diet  1 year  12502  (Smith, 1953b) a) 

Rat; M  
5/16 

Diet  2 years  62502  (Smith, 1953b) a) 

(Triethyl citrate [09.512]) Rat; M, F  
3/7 

Diet  2 months  40002  (Finkelstein and Gold, 1959) a) 

Cat; NR 
1/6 

Gavage  2 months  < 285  (Finkelstein and Gold, 1959) a) 

(Tributyl acetylcitrate [09.511])  Rat; M, F  
2/4 

Diet  2 months  50002  (Finkelstein and Gold, 1959) a) 

Cat; NR 
2/4 

Gavage  2 months  < 5700  (Finkelstein and Gold, 1959) a) 

(Succinate, monosodium)  
 

Rat; M,F 
10/10 

Drinking water 13 weeks  1250 (Maekawa et al., 1990) in 
(OECD, 2003) 

 

Rat; M,F 
50/50 

Drinking water 2 years 2000  (Maekawa et al., 1990) in 
(OECD, 2003) 

Monosodium succinate was given ad 
libitum in drinking water at levels of 0, 1, 
or 2 % to F344 rats (50 males, 50 females). 
No toxic lesion specifically caused by 
long-term administration of monosodium 
succinate was detected. 

(Succinate, disodium hexahydrate) Rat; M,F 
12 /12 

Gavage 
0, 100,300, 1000 
mg/kg) 
 

Males: 52 days, starting at 
14 days before mating. 
Females: Day 14 before 
mating until  day 4 of 
lactation 

Males: 100  
Females: 300 

MHLW, Japan 2002 in 
(OECD, 2003) 

Combined repeated dose toxicity study 
with the reproduction/developmental 
toxicity screening test, guideline [OECD 
TG 422].  
Euqivalent NOAEL for sodium succinate: 
males 60 mg/kg; females, 180 mg/kg. 

NR: Not reported. 
M = Male; F = Female.    
a) Study summarised by JECFA  at the 49th or 53rd meetings (JECFA, 1998a; JECFA, 2000c). 
1 Number of groups represents the number of treatment groups investigated.Control groups are not reported. 
2 This study was performed at either a single dose level or multiple dose levels that produced no adverse effects.  
3 Article published in Russian. Data point not verified.  
4 Six animals per treatment group. The treatment groups for males were not the same as the females. Males were administered 2000 or 6000 ppm of the test substance, while the corresponding dose levels for the females were 1600 and 4800 ppm, 
respectively.  
5 Compared to the control group absolute and relative thymus weights were significantly lower in males. These findings were not seen in females receiving up to 650 mg/kg/day.  
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6 Animals dosed 5 days a week for five weeks.  
7 Changes in absolute or relative testis weights were not observed. 
8 A decrease in red cell count was noted in the 500 mg/kg dose group and higher dose groups.  
9 No treatment related effects were noted upon mortality, ophthalmology or body weights in the males. Microscopic evaluation noted that the transitional cell carcinomas were found in the urinary bladder. The findings were indicated to be dose 
related.  
10 Administered as the sodium salt. 
11 Rats fed a maximum dose of ca. 2500 mg/kg/day over a two-year period showed no gross or microscopic changes to their organs. There was no change in the incidence of tumours and mortality was unaffected.  There was a slight reduction in 
body weight in animals dosed at ca. 1500 mg/kg/day and above. 
12Animals were dosed for 19 gestational days prior to the three month exposure period that is reported.  
13 The value of the study is limited by high mortality in all treatment and control groups. 
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Developmental and reproductive toxicity data are available for five candidate substances of the present Flavouring Group Evaluation from groups 9, 13 and 30 
of the present Flavouring Group Evaluation and for two supporting substance evaluated by JECFA at the 49th and 53rd meetings (JECFA, 1998a; JECFA, 
2000c). Furthermore, data are available for one structurally related substance. The supporting and structurally related substances are listed in brackets. 

Table IV.3: DEVELOPMENTAL AND REPRODUCTIVE TOXICITY STUDIES 

Chemical Name  [FL-no:] Species;  
Sex  

Route  No. groups/ 
No. per group1  

Duration  
(days)  

NOAEL  
(mg/kg/day) 

Reference  Comments 

(Butyro-1,4-lactone [10.006]) Rat; F Gavage  5/10  Developmental toxicity: Gestation 
days 6-15 

500  (Kronevi et al., 1988)  

2-Butoxyethan-1-ol [02.242] Mouse; M, F Drinking water 5/16 FACB: (Task 1) 2 weeks  0.5 %2 (1000 mg/kg/day) (Gulati et al., 1985b; 
Heindel et al., 1990) 

FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Mouse; M, F Drinking water 3/40  FACB:  (Task 2) 14 weeks3 Reproductive: 0.5 %4  
(1000 mg/kg/day)  

(Gulati et al., 1985b; 
Heindel et al., 1990) 

FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Mouse; M, F Drinking water 1/40  FACB: (Task 3) 14 weeks3  M:  1.0 % F:  < 1.0 %5 

(2000 mg/kg/day) 
(Gulati et al., 1985b; 
Heindel et al., 1990) 

FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Mouse; M, F Lactation/ Drinking 
water 

1/40  FACB: (Task 4) 32 weeks  0.5 %6 (1000 mg/kg/day) (Gulati et al., 1985b; 
Heindel et al., 1990) 

FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Rat; F  Gavage  3/45-47 
3/52-59 

Developmental toxicity: Gestation 
days 9 – 11 and 11 - 13 

Maternal: 30 Fetal: 100 (Sleet et al., 1989) FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Mouse; F Gavage  5/6  Developmental toxicity: Gestation 
days 8 - 14 

Maternal: 1000 Fetal: 
650 

(Wier et al., 1987) FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

Mouse; F Gavage  1/50  Developmental toxicity: Gestation 
days 6 – 13  

Maternal: < 11807 Fetal: 
11807 

(Hardin et al., 1987; 
Schuler et al., 1984; 
Smith, 1983) 

FGE.10 refers to (EPA, 1999; EU-RAR, 
2004a). 

 Mouse; M, F Drinking water 4/20 During 7 days premating and 98 
days cohabitation 

Maternal: 720 
Fetal: none 

(EU_RAR, 2004a)  

Butane-1,3-diol [02.132] Rat; M, F  Diet  3/50  Five generations ~ 2 years Reproduction: 5 %8 

(5000 mg/kg/day) 
Teratogenicity: 5 % 
(5000 mg/kg/day) 

(Hess et al., 1981)  

Rat; M, F  Gavage  3/10  Developmental toxicity: Gestation 
days 6 – 15  

Maternal: 706; 
Fetal: 706 

(Mankes et al., 1986)  

Glutaric acid [08.082] Rat; F  Gavage  3/NR  Developmental toxicity: NR Maternal: 1300 Fetal: 
1300 

(Bradford et al., 1984)  

Rabbit; F Gavage  3/NR  Developmental toxicity: NR Maternal: 500 Fetal: 500 (Bradford et al., 1984)  
Glutaraldehyde [05.149] Rat; M, F  Drinking water 3/56  Reproductive toxicity: 39 weeks9 Adult:  50 ppm (5.6 

mg/kg/day) Fetal: 250 
ppm (24.3 mg/kg/day) 
Reproductive: > 1000 
ppm (84.5mg/kg/day) 

(Neeper-Bradley and 
Ballantyne, 2000) 

 

Rat; F Drinking water 3/25  Developmental toxicity: Gestation 
days 6 – 16 

Maternal: 50 ppm (5 
mg/kg/day); Fetal: 750 
ppm(68 mg/kg/day)10 

(Hellwig, 1991a)  

Rat; F  Gavage  3/21 – 26 Developmental toxicity: Gestation 
days 6 – 15 

Maternal: 50; Fetal: 100 (Ema et al., 1992)  

Mouse; F  Oral  3/NR  Developmental toxicity: Gestation 
days 7 – 12 

Embryotoxicity: 30; 
Fetal: 30, Teratogenicity: 
30 

(Union Carbide Corp., 
1986) 

 



Flavouring Group Evaluation 10, Revision 3
 

 
112 EFSA Journal 2012; 10(3):2563 

Table IV.3: DEVELOPMENTAL AND REPRODUCTIVE TOXICITY STUDIES 

Chemical Name  [FL-no:] Species;  
Sex  

Route  No. groups/ 
No. per group1  

Duration  
(days)  

NOAEL  
(mg/kg/day) 

Reference  Comments 

Rabbit; F Gavage  3/15  Developmental toxicity: Gestation 
days 7 – 19  

Maternal: 15; Fetal: 15 (Hellwig, 1991b)  

(Adipic acid  [08.026]) Rat; F  Gavage  4/24-28 Developmental toxicity: Gestation 
days 6 – 15 

288  (Morgareidge, 1973d)  

Mouse; F Gavage  4/20 – 21 Developmental toxicity: Gestation 
days 6 – 15 

263  (Morgareidge, 1973d)  

Rabbit; F Gavage  4/10 – 14 Developmental toxicity: Gestation 
days 6 – 18  

250  (Morgareidge, 1974a)  

Nonanedioic acid [08.103] Rat; F  Diet  1/20  Developmental toxicity: Gestation 
days 0 - 19 

140  (Mingrone et al., 1983)  

Rabbit; F  Diet  1/30  Developmental toxicity: Gestation 
days 0 - 19 

200  (Mingrone et al., 1983)  

(Succinate, disodium hexahydrate) Rat; M,F Gavage 
(0, 100,300, 1000 
mg/kg) 

4 per sex/ 12 Males: 52 days, starting at 14 days 
before mating. 
Females: Day 14 before mating until  
day 4 of lactation 

M, F: 1000 MHLW, Japan 2002 in 
(OECD, 2003) 

Combined repeated dose toxicity study with 
the reproduction/developmental toxicity 
screening test, guideline [OECD TG 422].  
Euqivalent NOAEL for sodium succinate: m, 
600 mg/kg. 

M = Male; F = Female.  
NR = Not Reported.  
FACB = Fertility Assessment by Continuous Breeding.  
1 Number of groups represents the number of treatment groups investigated. Control groups are not reported.   
2 Dose range-finding phase: Based on the results of this dose range-finding study the highest concentration investigated further was 2 % in the drinking water.  
3 Mice were exposed to the test article for a seven day premating period, followed by a 14 week cohabitation/breeding period.  
4 Continuous breeding phase: All breeding pairs in the 0.5 % treatment group were fertile (delivered at least one litter). The fertility of the 1.0 and 2.0 % treatment groups was significantly affected.  
5 Crossover mating trial: Reproductive capacity of female mice is relatively more susceptible than males under the same exposure conditions.  
6 Offspring reproductive performance phase: Reproductive performance was not affected, but the mean liver and kidney weights for females was significantly different from that of the control group when organ weight was adjusted for body weight.  
7 1180 mg/kg/day was the only dose level tested. Compared to the control group the 1180 mg/kg/day decreased the number of viable litters; therefore increasing the number of failed pregnancies. There were no significant observations noted in the 
liveborn pups.  
8 Dose related reproductive effects were noted after five successive matings of the F1A generation.  
9 F0 and F1 animals dosed for a 10 week pre-breeding period and through mating, and gestation and lactation of offspring.  
10 Glutaraldehyde was evidentially unpalatable, as water consumption was reduced in the mid- and high-dose groups; however, no signs of toxicity were observed at these dose groups.  
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In vitro mutagenicity/genotoxicity data are available for nine candidate substances of the present Flavouring Group Evaluation from chemical groups 9, 13 
and 30 of the present Flavouring Group Evaluation and for 22 supporting substance evaluated by JECFA at the 49th and 53rd meetings (JECFA, 1998a; 
JECFA, 2000c). Furthermore, data are available for one structurally related substance. Supporting and structurally related substances are listed in brackets. 

Table IV.4: GENOTOXICITY (in vitro) 

Chemical Name [FL-no:] E ndpoint Test Object  Concentration / Dose Result  Reference  Comments 
(Butyro-1,4-lactone [10.006]) Ames test  S. typhimurium TA98, TA100, TA1535 0.1 - 50 µmoles/plate (8.6 - 4305 

µg/plate) 
Negative1 

 
(Loquet et al., 1981) No control values are given for inactive 

compounds. Conclusion not 
comprehensible.  

Ames test  S. typhimurium TA98, TA100, TA102 0.013 - 1.3 mmol (11.2 - 1120 
µg/ml) 

Negative1  (Aeschbacher et al., 1989)  

Ames test  S. typhimurium TA98, TA100, TA1535, 
TA1537 

100 - 10000 µg/plate Negative1  (NTP, 1992e)  

Ames test  S. typhimurium TA98, TA100, TA1537, 5,000 or 2000 µg/plate  Negative1  (MacDonald, 1981)  
Ames test  S. typhimurium TA98, TA100, TA1535, 

TA1537 
0 - 10000 µg/plate Negative1  (Haworth et al., 1983)  

Ames test  S. typhimurium TA98, TA100, TA1535, 
TA1537 

NR  Negative1  (Garner et al., 1981)  

Ames test  S. typhimurium TA98,TA100, TA1535, 
TA1537, TA1538 

4 - 2500 µg/plate Negative1  (Trueman, 1981)  

Ames test  S. typhimurium TA92, TA98, TA100, 
TA1535, TA1537, TA1538 

0.2 - 2000 µg/plate Negative1  (Brooks and Dean, 1981)  

Ames test  S. typhimurium TA98, TA100, TA1535, 
TA1537, TA1538 

10000 µg/ml  Negative1  (Baker and Bonin, 1981)  

Ames test  S. typhimurium TA98, TA100, TA1535, 
TA1537, TA1538 

500 µg/plate  Negative1  (Rowland and Severn, 1981)  

Ames test  S. typhimurium TA98, TA100, TA1535, 
TA1537, TA1538 

500 µg/plate  Negative1  (Simmon and Shephard, 1981)  

Ames test  S. typhimurium TA98, TA100,  TA1537 NR  Negative1  (Nagao and Takahashi, 1981)  
Ames test  S. typhimurium TA98, TA100,  1000 mg  Negative1  (Ichinotsubo et al., 1981b)  
Ames test  S. typhimurium TA98, TA100, TA1535, 

TA1537, TA1538 
10 - 10000 µg/plate  Negative3  (Richold and Jones, 1981)  

Reverse bacterial mutation 
assay 

E. coli WP2 (p) up to 500 µg/plate (high dose 
studies) 
up to 100 µg/plate (low dose 
studies) 

Negative3  (Venitt and Crofton-Sleigh, 
1981) 

 

Reverse bacterial mutation 
assay 

E. coli  SA500  NR  Lethal4  (Dambly et al., 1981) Authors state “toxic, preventing adequate 
testing“. 

Reverse mutation assay E. coli WP2 uvrA  
pKM102 

NR  Negative1  (Matsushima et al., 1981)  

Forward mutation assay S. typhimurium TM677 1000 µg/ml  Negative3  (Skopeck et al., 1981)  
Microtiter fluctuation test S. typhimurium TA98, TA1535, TA1537 10 - 1000 µg/ml  Negative3  (Gatehouse, 1981)  
Microtiter fluctuation test S. typhimurium TA98, TA100 NR  Negative3  (Hubbard et al., 1981)  

(Butyro-1,4-lactone [10.006]) 
continued 

Microtiter fluctuation test E. coli WP2 uvrA  10 - 1000 µg/ml  Negative3  (Gatehouse, 1981)  
Rec-assay  Bacillus subtilis H17, M45 20 µl (20000 µg) Positive1 (Kada, 1981) Reliable study, conclusion comprehensible. 
Differential killing test E. coli WP2 pol A, WP2 uvrA, WP67 

uvrA, WP67 pol A, CM871 uvrA recA, 
LexA 

NR  Negative1  (Green, 1981)  
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Table IV.4: GENOTOXICITY (in vitro) 

Chemical Name [FL-no:] E ndpoint Test Object  Concentration / Dose Result  Reference  Comments 
Differential killing test E. coli WP2 pol A, WP2 uvrA, WP67 

uvrA, WP67 pol A, CM871 uvrA recA, 
LexA 

1000 µg/ml  Negative2  (Tweats, 1981)  

Mitotic crossing-over S. cerevisiae  1000 µg/ml  Negative1  (Kassinova et al., 1981)  
Mitotic gene conversion S. cerevisiae (JDI) 750 µg/ml  Negative2  (Sharp and Parry, 1981)  
Cell growth inhibition S. cerevisiae (JDI) 750 µg/ml  Negative2  (Sharp and Parry, 1981)  
DNA polymerase I inhibition 
test 

E. coli  W3110 & P3478 10 µl (10000 µg) Positive2 

Negative3 
(Rosenkranz et al., 1981) Reliable study, conclusion comprehensible. 

Forward mutation assay S. Pombe  20 µg/ml1  Negative3  (Loprieno, 1981)  
Unscheduled DNA synthesis Human HeLa S3 cells 0.1 - 100 µg/ml  Negative1  (Martin and McDermid, 1981)  
ADP-ribosyl transferase 
activity 

Human FL cells  10-3 to 10-7 mol/L 
(0.0086  – 86 µg/ml)3   

Negative  (Yingnian et al., 1990)  

Clastogenic activity Rat liver cell line RL1 250 µg/ml  Negative  (Dean, 1981)  
Mammalian cell 
transformation 

BHK-21 hamster kidney cells 250 µg/ml Positive1 (Styles, 1981) No specific genotoxicity endpoint. 

Degranulation assay Rat  25 mg/ml (25000 µg/ml) Positive  (Fey et al., 1981) No genetic endpoint (displacement of 
polysomes from ER). 

Sister chromatid exchange Chinese hamster ovary cells 494 - 4940 µg/ml 
494 - 1480 µg/ml 
3010 - 4940 µg/ml 

Negative2  
Negative3 

Positive3 

(NTP, 1992e) Study in complinace with NTP laboratory 
health and safety requirements, conclusion 
comprehensible. 

Chromosomal aberration   Chinese hamster ovary cells 400 - 2580 µg/ml 
400 - 1500 µg/ml 
> 2580 µg/ml 

Negative2

Negative3 

Positive3 

(NTP, 1992e) Study in complinace with NTP laboratory 
health and safety requirements, conclusion 
comprehensible. Cells were selected for 
scoring on the basis of good morphology 
and completeness of karyotype. 

Pentano-1,5-lactone [10.055]  Microbial assay  E. coli  B/rWP2(trp-), WP2(trp-), 
WP2(uvrA-) 

1 - 3 mg/plate (1000-3000 
µg/plate) 

Negative5 (Kuroda et al., 1986) Review, data cannot be validated. 

(Hexano-1,5-lactone  [10.010])  Ames test  S. typhimurium  TA98, TA100 NR  Negative2  (Kawachi et al., 1980b) Summary of results on 186 compounds. No 
details on methods, concentrations and data 
given, results cannot be validated. 

Rec-assay  B. subtilis  NR  Negative2  (Kawachi et al., 1980b) Summary of results on 186 compounds. No 
details on methods, concentrations and data 
given, results cannot be validated. 

Sister chromatid exchange Hamster lung fibroblast cells NR  Negative3  (Kawachi et al., 1980b) Summary of results on 186 compounds. No 
details on methods, concentrations and data 
given, results cannot be validated. 

Chromosomal aberration Hamster lung fibroblast cells NR  Positive2  (Kawachi et al., 1980b) Summary of results on 186 compounds. No 
details on methods, concentrations and data 
given, results cannot be validated. 

Chromosomal aberration  Human embryo fibroblast cells NR  Negative3  (Kawachi et al., 1980b) Summary of results on 186 compounds. No 
details on methods, concentrations and data 
given, results cannot be validated. 

(Heptano-1,4-lactone  [10.020]) Ames test  S. typhimurium TA98, TA100, TA1535, 
TA1537, TA1538 

100,000 µg/plate Negative1 (Heck et al., 1989) Abstract only, study cannot be validated. 

Unscheduled DNA synthesis Rat hepatocytes  3000 µg  Negative1  (Heck et al., 1989) Abstract only, study cannot be validated. 
(Nonano-1,4-lactone  [10.001]) Ames test  S. typhimurium TA98, TA100, TA1535, 

TA1537, TA1538 
37500 µg/plate Negative1  (Heck et al., 1989) Abstract only, study cannot be validated. 

Mammalian  Mouse lymphoma L5178y TK+/- 1000 µg/ml  Negative2 (Heck et al., 1989) Abstract only, study cannot be validated. 
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Table IV.4: GENOTOXICITY (in vitro) 

Chemical Name [FL-no:] E ndpoint Test Object  Concentration / Dose Result  Reference  Comments 
600 µg/ml Positive3 

Unscheduled DNA synthesis Rat hepatocytes  500 µg  Negative1  (Heck et al., 1989) Abstract only, study cannot be validated. 
Mutation assay       E.coli WP2 uvrA 0.2 - 1.6 mg/plate (200-1600 

µg/plate) 
Negative4 (Yoo, 1986) Methods in Japanese, tables only in 

English. Study cannot be validated 
Rec-assay  B. subtilis M45 & H17 20 µl/disk (20000 µg/disk) Positive4  (Yoo, 1986) Methods in Japanese, tables only in 

English. Study cannot be validated 
(Undecano-1,4-lactone  [10.002]) Ames test  S. typhimurium TA92, TA94, TA98, 

TA100, TA1535, TA1537, TA2637 
5 mg/plate (5000 µg/plate) Negative1  (Ishidate et al., 1984)  

Ames test  S. typhimurium TA97, TA98, TA100, 
TA102 

0.1 mg/disk (100 µg/disk) Negative1  (Fujita and Sasaki, 1987)  

Rec-assay  B. subtilis H17 & M45 19 µg  Negative1  (Oda et al., 1979)  
Rec-assay  B. subtilis H17 & M45 10 µl/plate (10000 µg/plate) Positive6 (Yoo, 1986) Methods in Japanese, tables only in 

English. Study cannot be validated. 
Rec-assay  B. subtilis H17 & M45 10 µl/plate  (10000 µg/plate) Positive3 

Negative2 
(Kuroda et al., 1984a) Abstract only translated, study cannot be 

validated. 
Chromosomal aberration  Chinese hamster fibroblast 0.5 mg/ml (500 µg/ml) Negative1  (Ishidate et al., 1984)  

(Undecano-1,5-lactone   [10.011])  Rec-assay B. subtilis H17 & M45 19 µg Negative1 (Oda et al., 1979)  
Rec-assay  B. subtilis  10 µl/plate (10000 µg/plate) Positive1  (Kuroda et al., 1984a) Abstract only translated, study cannot be 

validated. 
(Pentadecano-1,15-lactone  [10.004]) Ames test  S. typhimurium TA98, TA100, TA102 50 µmol (12 µg/ml)  Negative1  (Aeschbacher et al., 1989)  
(5-Methylfuran-2(3H)-one  [10.012]) Ames test  S. typhimurium TA98, TA100 5 - 50 µg/plate  Negative1  (Turek et al., 1997)  
(Dodec-6-eno-1,4-lactone  [10.009]) 
  

Ames test  S. typhimurium TA98, TA100, TA1535, 
TA1537 

500 µg/plate  Negative1  (Watanabe and Morimoto, 
1990) 

 

Rec-assay  E. coli WP2 uvrA  500 µg/plate  Negative1  (Watanabe and Morimoto, 
1990) 

 

1-Hydroxypropan-2-one [07.169] Ames test  S. typhimurium TA100 20 - 400 µg/plate  Positive1  (Yamaguchi, 1982) Effect dose-dependent, conclusion 
comprehensible. 

Ames test  S. typhimurium TA104 68 µmoles (5 µg/ml) Positive2  (Marnett et al., 1985a) Authors state that each compound was 
tested to its toxic limits, data for maximum 
non-toxic dose given only. 

Ames test  S. typhimurium TA100 500 µg/plate  Positive1  (Yamaguchi and Nakagawa, 
1983) 

Numerical value given was obtained from 
dose-response curves of five concentration 
levels. 

Ames test  S. typhimurium TA100 NR  Positive2  (Garst et al., 1983) Appropriate controls (idomethan for 
volatile compounds, sterility of compounds 
and solvent). Test compound judged 
positive when dose-related doubling of 
revertants were found. 

(Ethyl 3-hydroxybutyrate [09.522]) Ames test  S. typhimurium  TA97, TA98, TA100, 
TA1535 

NR  Negative4  (Zeiger and Margolin, 2000)  

(Ethyl acetoacetate [09.402])   Ames test; preincubation 
protocol 

S. typhimurium TA92, TA100, TA1535, 
TA1537, TA94 and TA98 

25 mg/plate (25000 µg/plate) Negative1  (Ishidate et al., 1984)  

Ames test; preincubation 
protocol 

S. typhimurium TA97, TA102 0.1 - 10 mg/plate  (10 - 10000 
µg/plate)  

Negative1 (Fujita and Sasaki, 1987)  

Rec-assay  B. subtilis; H17, M45 20 µg/disk  Negative1  (Oda et al., 1979)  
Rec-assay  B. subtilis; H17, M45 20 µl/disk (20000 µg/disk) Positive  (Yoo, 1986) Methods in Japanese, tables only in 

English. Study cannot be validated. 
Rec-assay  E. coli; WP2 uvrA  200 - 1600 µg/plate   Positive8  (Yoo, 1986) Methods in Japanese, tables only in 
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Table IV.4: GENOTOXICITY (in vitro) 

Chemical Name [FL-no:] E ndpoint Test Object  Concentration / Dose Result  Reference  Comments 
English. Study cannot be validated. 

Rec-assay  B. subtilis; H17, M45 10 - 20 µl/ml (10 - 20 µg/ml) Negative1  (Kuroda et al., 1984a) Abstract only translated. Study cannot be 
validated. 

Rec-assay  B. subtilis; H17, M45  10 - 20 µl/ml (10 - 20 µg/ml) Positive1  (Kuroda et al., 1984a) Abstract only translated. Study cannot be 
validated. 

Chromosomal aberration Chinese hamster fibroblast cells 1 mg/ml (2000 µg/ml) Negative1  (Ishidate et al., 1984)  
Methyl acetoacetate [09.634] Ames test  S. typhimurium TA98, TA100, TA1535, 

TA1537, TA1538 
E. coli WP2 uvrA 

1 - 5000 µg/plate Negative1  (Shimizu et al., 1985) Modified Ames, reincubation. Reliable 
study, conclusion comprehensible. 

2-Butoxyethan-1-ol [02.242] Ames test  S. typhimurium TA98, TA100, TA1535, 
TA1537, TA1538 

10 - 5000 µg/plate Negative1 (Okamoto and Riccio, 1985) Study performed in compliance with US-
FDA GLP standards. Reliable study, 
conclusion comprehensible. 

Ames test  S. typhimurium TA98, TA100, TA1535, 
TA1537 
E. coli WP2 uvrA 

9.8 - 156.3 µg/plate Negative1  (Henrich and McMahon, 1988) Test material: mixture of 2-butoxyethanol 
(2 % w/v) with tricholorbenzene and 
anionic emulsifiers. Test compound 
produced no revertants vs solvent control. 

Ames test  S. typhimurium TA97, TA98, TA100, 
TA102, TA104, TA1535, TA1537 

100 - 10000 µg/plate Negative1  (Zeiger et al., 1992) NTP-study within mutagenicity testing 
program. Reliable study, conclusion 
comprehensible. 

Ames test  S. typhimurium TA97, TA98, TA100, 
TA1535, TA1537, TA1538 

5000 - 20000 µg/plate Negative1  (Sippel, 1977) Negative as defined by less than 2-times of 
the spontaneous reversion rate. Reliable 
study, conclusion comprehensible. 

Ames test  S. typhimurium TA97a, TA100 
E. coli WP2uvrA 

500 - 1000 µg/plate Negative1  (Gollapudi et al., 1996) Re-examination of EGBE to valdazte report 
by Hoflack et al (1995) on mutagenicity of 
the compound in a test with TA97a. reliable 
study, conclusion comprehensible. 

Ames test  S. typhimurium TA97a, TA98, TA100, 
TA102 

14 mg/plate (14000 µg/plate) 
conc. range: 0,8 - 115 
micromol/plate, positive ab 19 
micromol = 2,2mg/plate 

Negative with 
TA98, 
TA100,TA102, 
positive with 
TA97a1  

(Hoflack et al., 1995) Positive with TA97a, but not reproduced in 
study specifically addressing this finding 
(Gollapudi et al., 1996). 

Mutagenicity Assay Bacteriophage T4D E. coli CR63 and 
K12 

19.6 - 111.1 µl/ml Negative9  (Kvelland, 1988) Highly toxic at all concentrations tested, 
bacteriophage yield less than 1 %. 

Forward mutation assay Chinese hamster ovary cells V79 16.92 mM (2000 µg/ml)3 Positive2  (Elias et al., 1996) It is noted that doses applied exceeded the 
maximum recommended doses according to 
currunt OECD guidelines. 

Forward mutation assay Chinese hamster ovary cells V79 1 %  Negative1  (Slesinski and Weil, 1980) Reliable study (5 concentrations each test, 
1 % without S9 (non-toxic), 0,3 % with 
S9), conclusion comprehensible. 

Forward mutation assay Chinese hamster ovary cells AS52 0.38 - 7.6 mM (898 µg/ml) Negative1  (Chiewchanwit and Au, 1995) Non-cytotoxic concentration range. 
Reliable study, conclusion comprehensible. 

Sister chromatid exchange Chinese hamster ovary cells 0.007 -  0.25 % Negative1  (Slesinski and Weil, 1980) Reliable study, conclusion comprehensible. 
Sister chromatid exchange Chinese hamster ovary cells V79 16.92 mM (2000 µg/ml) Positive2, 10  (Elias et al., 1996) It is noted that doses applied exceeded the 

maximum recommended doses according to 
current OECD Guidelines. 

Sister chromatid exchange Human peripheral lymphocytes 3000 ppm  Positive1  (Villalobos-Pietrini et al., 
1989) 

Cited in review on 2-Butoxyethanol. Study 
cannot be evaluated. 

Sister chromatid exchange  Chinese hamster ovary cells 5000 µg/ml  Negative1  (NTP, 2000b) NTP-study within mutagenicity testing 
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Chemical Name [FL-no:] E ndpoint Test Object  Concentration / Dose Result  Reference  Comments 
program. Reliable study, conclusion 
comprehensible. 

Chromosomal aberrations Chinese hamster ovary cells 5000 µg/ml  Negative1  (NTP, 2000b) NTP-study within mutagenicity testing 
programme. Reliable study, conclusion 
comprehensible. 

Chromosomal aberrations Chinese hamster ovary cells V79 16.92 mM (2000 µg/ml) Negative2 (Elias et al., 1996) Reliable report with details on purity of test 
compounds, methods and results. 50 % 
growth inhibition (at 24 hours) approx. at 
90 mM, but value cannot be precisely 
derived from the graphic presentation. 

Chromosomal aberrations Human peripheral lymphocytes  3000 ppm  Negative2  (Villalobos-Pietrini et al., 
1989) 

Cited in review on 2-Butoxyethanol. Study 
cannot be evaluated. 

2-Butoxyethan-1-ol [02.242] 
continued 

Chromosomal aberrations Human lymphocytes 16.92 mM (2000 µg/ml) Negative2  (Elias et al., 1996) No information on growth inhibition/ 
survival of treated human lymphocytes 
given. 

In vitro micronucleus test V79 cells 16.92 mM (2000 µg/ml) Positive2  (Elias et al., 1996) It is noted that doses applied exceeded the 
maximum recommended doses according to 
current OECD Guidelines. 

Unscheduled DNA synthesis Rat hepatocytes  0.1 - 100 x 10-3 % Positive1, 11  (Slesinski and Weil, 1980) The interpretation of these findings is 
equivocal due to the methodology applied 
(liquid scintillation) and the absence of 
relation with dose. 

Embryo Transformation 
Assay 

Syrian hamster embryo cells NR  Negative2  (Elias et al., 1996) No specific genotoxic endpoint. 

Embryo Transformation 
Assay 

Syrian hamster embryo cells 500 - 1500 µg/ml Positive4  (Brauninger, 1995) No specific genotoxic endpoint. 

(3,7-Dimethyloctane-1,7-diol 
[02.047]) 

Ames test  S. typhimurium TA98, TA100, TA1535, 
TA1537, TA1538 

3.6 mg/plate (3600 µg/plate) Negative1  (Wild et al., 1983)  

(3,7-Dimethyl-7-hydroxyoctanal 
[05.012]) 

Ames test  S. typhimurium TA98, TA100, TA1535, 
TA1537, TA1538 

3.6 mg/plate (3600 µg/plate) Negative1  (Wild et al., 1983)  

(1,1-Dimethoxy-3,7-dimethyloctan-
7-ol [06.011]) 

Ames test S. typhimurium TA98, TA100, TA1535, 
TA1537, TA1538 

3.6 mg/plate (3600 µg/plate) Negative1  (Wild et al., 1983)  

(Diethyl malonate [09.490]) Ames test  S. typhimurium TA98, TA100, TA1535, 
TA1537. 

3 µmol/plate (480 µg/plate) Negative1  (Florin et al., 1980)  

(Dimethyl succinate [09.445])  Ames test  S. typhimurium TA98, TA100, TA1535, 
TA1537 

20000 µg/plate Negative1  (Andersen and Jensen, 1984a)  

Ames test  S. typhimurium TA97, TA98, TA100, 
TA102, TA104, TA1535, TA1537, 
TA1538 

10 mg/plate (10000 µg/plate) Negative1  (Zeiger et al., 1992)  

(Fumaric acid [08.025])   Ames test  S. typhimurium  TA100 1000 µg/plate  Negative4  (Rapson et al., 1980)  
Ames test (preincubation) S. typhimurium TA97, TA98, TA100, 

TA1535, TA1537 
2000 µg/plate  Negative1  (Zeiger et al., 1988)  

Ames test  S. typhimurium TA92, TA94, TA98, 
TA100, TA1535, TA1537 

10 mg/plate (10000 µg/plate) Negative  (Ishidate et al., 1984)  

Chromosomal aberrations  Chinese Hamster fibroblast cells 0.5 mg/ml (500 µg/ml) Negative  (Ishidate et al., 1984)  
(l-Malic acid [08.017]) Ames test  S. typhimurium TA97, TA98, TA100, 

TA104 
2000 µg/plate  Negative1  (Al-Ani and Al-Lami, 1988)  
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Diethyl maleate [09.351]  Forward mutation assay Mouse lymphocytes  L5178Y TK+/-  2.250 - 9.750 x 10-4 mol/l (387 - 

1679 µg/ml) 
Positive1 (Wangenheim and Bolcsfoldi, 

1988) 
No S9 at 2.25 - 9.75 x 10-4 mol/L, doubling 
of the mutation rate at 6 x 10-4 mol/L and 
above, but growth reduction of 70 % or 
more. Study of insufficient value. 

Aneuploidy test      Chinese hamster lung cells V79 5.2 x 10-6 M 
8.7 x 10-6 M 

Negative4

Positive4 
(Önfelt, 1987) Reliable study, conclusion comprehensible. 

Glutaric acid [08.082] REC assay 
Ames  

B subtilis M45 & H17 
S. typhimurium TA98, TA100 

NR  Negative1  (Sakagami et al., 1989) Abstract, data cannot be validated. 

Glutaraldehyde [05.149] Ames test  S. typhimurium TA104 0.5 µmoles (50.06 µg/ml) Positive2  (Marnett et al., 1985a) TA104 tested to reassess mutagenic 
potency of 28 carbonyl compounds. Dose-
dependent increase toxic limits of 
glutaraldehyde. Reliable study, conclusion 
comprehensible. 

Ames test  S. typhimurium TA1535, TA100, 
TA1537, TA98 

10 mg/plate (10000 µg/plate) Equivocal12

Positive12 
(Haworth et al., 1983) Part of ring study for re-assessment of  250 

chemicals. Reliable study, conclusion 
comprehensible. 

Ames test  S. typhimurium TA100, TA102, TA104 25 - 300 µg/plate  Positive1  (Dillon et al., 1998) Comparative analysis of TA100, TA102 
and TA104 for sensitivity to 13 aldehydes 
and 4 peroxides. Reliable study, conclusion 
comprehensible. 

Ames test  S. typhimurium TA102, TA2638, 
E. coli WP2/pKM101, WP2 uvrA 

20 - 1000 µg/plate  Positive3, *  (Watanabe et al., 1998a) *Cytotoxicity noted in doses as low as 250 
µg/plate. 
Ring study (22 laboratories) for 
comparative analysis of TA102, TA2638, 
E. coli WP2/pKM101 and WP2 
uvrA/pKM101. Reliable study, conclusion 
comprehensible. 

Ames test  S. typhimurium TA102,  
E. coli WP2/pKM101, WP2 uvrA 

5 - 100 µg/plate Positive2  (Wilcox et al., 1990) Comparative analysis of TA102 and E.coli 
WP2 strains. Reliable study, conclusion 
comprehensible. 

Ames test  S. typhimurium TA102 1000 µg/plate  Positive13 (Müller et al., 1993) Ring study (3 laboratories) to evaluate 
TA102. Reliable, conclusion 
comprehensible. 

Ames test  S. typhimurium TA102, TA2638a 76 µg/plate  Positive3, 14 (Rydén et al., 2000) Comparative analysis on the sensitivity of 
bacterial strains and the possibility of using 
TA2638a. Reliable study, conclusion 
comprehensible. 

Ames test  S. typhimurium TA102 25 µg/plate  Positive1  (Levin et al., 1982) Test of TA102 for detection of oxidative 
mutagens. Reliable study, conclusion 
comprehensible. 

Ames test  S. typhimurium TA97a, TA98, TA100, 
TA102, TA104 

0.1 - 60 µg/plate  Positive1  (Noblitt et al., 1992) Abstract, data cannot be validated. 

Ames test  S. typhimurium TA1535, TA100, 
TA1537, TA98,  
E. coli WP2 uvrA 

100 - 5000 µg/plate Negative1  (Wagner, 1997) Study in compliance with inter-national 
(US-FDA, US-EPA, UK, Japan) GLP 
Guidelines. Negative result not discussed in 
view of positive results in other studies. 
Reliable study, conclusion comprehensible. 

Ames test  S. typhimurium TA1535, TA100, 15.4 µg/plate2, 15 Negative1  (Slesinski et al., 1983) Lack of mutagenic activity considered to be 
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Chemical Name [FL-no:] E ndpoint Test Object  Concentration / Dose Result  Reference  Comments 
TA1537, TA1538, TA98 51.6 µg/plate3 due to reaction of glutaraldehyde with 

proteins in cell membrane, cytosol. 
Ames test  S. typhimurium TA97a, TA98, TA100, 

A102, TA104 
0.050 % in 100 µl/plate (100000 
µg/plate) 

Positive14 (Schweikl et al., 1994) Study aimed at elucidating the mutagenic 
potency of 3 different dentin bonding 
agents, pure glutaraldehyde was tested as 
one of the ingredients of these materials. 
Conclusion comprehensible. 

Glutaraldehyde [05.149] continued Ames test  S. typhimurium TA100, TA98 20 µg/plate  Negative1  (Sakagami et al., 1988) Dose-dependent DNA-damage. At 
minimum inhibitory concentration Ames 
test less sensitive than REC-assay (see 
below). 

Ames test  E. coli WP2 uvrA  20 - 10000 µM (2 - 1001 µg/ml) Negative2 (Hemminki et al., 1980) Study aimed at comparison of alkylation 
rate with mutagenicity of directly acting 
chemicals, glutaraldehyde served as 
reference compound. 

Rec-assay  B. subtilis, M-45 (Rec-), H-17 (Rec+) 300 µg/ml  Positive1  (Sakagami et al., 1988) Dose-dependent DNA-damage. At 
minimum inhibitory concentration REC-
assay more sensitive than  Ames test (see 
above). 

L-arabinose resistance 
forward mutation test 

S. typhimurium: BA9, BA13 62 - 250 nmoles/ml (6.2  - 25 
µg/ml) 

Negative15 
Positive15 

(Ruiz-Rubio et al., 1985)  

Forward mutation assay Mouse lymphocytes: L5178Y TK+/- 8 µg/ml  Positive2  (McGregor et al., 1988b) Reliable study, conclusion comprehensible. 
Forward mutation assay Chinese hamster ovary cells 40.8µM (4.08 µg/ml) Negative1  (Slesinski et al., 1983) Lack of mutagenic activity considered to be 

due to reaction of glutaraldehyde with 
proteins in cell membrane, cytosol. 

Sister chromatid exchange Chinese hamster ovary cells 2.5 µM (.25 µg/ml) Negative1  (Slesinski et al., 1983) Lack of mutagenic activity considered to be 
due to reaction of glutaraldehyde with 
proteins in cell membrane, cytosol. 

Sister chromatid exchange Chinese hamster ovary cells 0.5 - 16 µg/ml  Negative/positive2  
Positive3 

(Galloway et al., 1985) Study performed in 2 laboratories aimed to 
develop sensitive test protocol.11-16 
µg/ml, with S9 positive (at least with one 
dose) results in both laboratories. 0,36-16 
µg/ml, without S9 results not consistent. 

Chromosomal aberrations Chinese hamster ovary cells 0.5 - 30 µg/ml  Negative/positive2

Negative3  
(Galloway et al., 1985) Study performed in 2 laboratories aimed to 

develop sensitive test protocol. 1-16 µg/ml, 
with S9 negative results in both 
laboratories: 0,3-30 µg/ml, without S9 
results not consistent. 

Alkaline elution assay Human TK6 lymphoblasts 25 µM (0.25 µg/ml)2 Positive2  (St. Clair et al., 1991) Linear increase in DNA cross linking 
between 1-25 µM. At 20 µM 10 % survival 
only. 

TK6 mutation assay Human TK6 lymphoblasts 20 µM (2 µg/ml) Positive  (St. Clair et al., 1991) Majority of trifluorothymidine resistant 
colonies displayed normal growth, slow-
growing colonies small contribution to 
overall mutant fraction. 

Glutaraldehyde [05.149] continued Unscheduled DNA synthesis Primary rat hepatocytes 51 µM (5.1 µg/ml) Negative1  (Slesinski et al., 1983) Lack of mutagenic activity considered to be 
due to reaction of glutaraldehyde with 
proteins in cell membrane, cytosol. 
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Table IV.4: GENOTOXICITY (in vitro) 

Chemical Name [FL-no:] E ndpoint Test Object  Concentration / Dose Result  Reference  Comments 
Unscheduled DNA synthesis Rat hepatocytes  100 µM (10 µg/ml) Positive2  (St. Clair et al., 1991) Significant increase over controls at 100 

µM, this concentration tolerated without 
morphological signs of toxicity. 

(Adipic acid [08.026]) Ames test  E. coli WP2 uvrA  5000 µg/plate  Negative1  (Shimizu et al., 1985)  
Ames test  S. typhimurium TA1535, TA100, 

TA1537, TA1538, TA98,  
E. coli WP2 uvrA 

10 mg/plate (10000 µg/plate) Negative1  (Prival et al., 1991)  

Ames test (preincubation 
method) 

S. typhimurium TA1535, TA100, 
TA1537, TA1538, TA98 

5000 µg/plate  Negative1  (Shimizu et al., 1985)  

(Dibutyl sebacate [09.474]) Ames test  S. typhimurium TA1535, TA100, 
TA1537, TA1538, TA98 

3.6 mg/plate (3600 µg/plate) Negative1  (Wild et al., 1983)  

(Ethyl brassylate [09.533]) Ames test  S. typhimurium TA1535, TA100, 
TA1537, TA1538, TA98 

3.6 mg/plate (3600 µg/plate) Negative1  (Wild et al., 1983)  

(Prop-1-ene-1,2,3-tricarboxylic acid  
[08.033]) 
 

Ames test  S. typhimurium TA100, TA1535, 
TA1537, TA98 

20000 µg/plate Negative1  (Andersen and Jensen, 1984a)  

5,6-Dimethyl-tetrahydro-pyran-2-one 
[10.168] 

Ames test S. typhimurium TA98, TA100, TA102, 
TA1535, TA1537 

5000 microgram/plate Negative1 (Uhde, 2004a) Test performed both in the incorporation 
and preincubation assays. 

Succinic acid, disodium salt [08.113] 
 

Ames test S.typhimurium TA97, TA94, TA98, 
TA100, TA1535, and TA1537 

5000 microgram/plate Negative3 (Ishidate et al., 1984) in 
(OECD, 2003) 

GLP-study according to OECD TG 471. 

Ames test S.typhimurium TA97, TA102 10000 microgram /plate Negative1 (Fujita et al., 1994) in (OECD, 
2003) 

GLP-study according to OECD TG 471. 

Chromosomal aberrations 
(polyploidy) 

Chinese hamster lung cells  15000 microgram/ml Equivoval2 (Ishidate et al., 1984) in 
(OECD, 2003) 

GLP-study according to OECD TG 473. 

(Disodium succinate hexahydrate) Ames test S.typhimurium TA97, TA94, TA98, 
TA100, TA1535, and TA1537  

5000 microgram/plate Negative1 MHLW, Japan 2002 in 
(OECD, 2003) 

 

 Chromosomal aberrations 
(polyploidy) 

Chinese hamster lung cells  5000 microgram/ml Negative1 MHLW, Japan 2002 in 
(OECD, 2003) 

 

NR: Not reported. 
1 With and without S-9 metabolic activation.  
2 Without S-9 metabolic activation.  
3 With S-9 metabolic activation.  
4 Presence or absence of metabolic activation not specified.  
5 Anti-mutagenic effects study.  
6 Presence or absence of metabolic activation not specified.  
7 4,5-dimethyl-3-hydroxy-2,5-dihydrofuran-2-one did not form DNA adducts, but 2,5-DMHF does. Study addresses mechanism of chemical reaction of 2,5-dimethyl-4-hydroxy-3(2H)-furanone with DNA.  
8 The concentrations used were 10-fold higher than that of spontaneous revertants.  
9 The test substance had a severe toxic effect on phage yield.  
10 Weak positive results were detected.  
11 The test substance induced statistically significant levels of unscheduled DNA synthesis in two of the six dose levels tested. Therefore, the test substance is considered a weak mutagen.  
12This test compared the results at two different laboratories. Results were equivocal at Case Western Reserve University, while they were positive at Microbiological Associates.  
13Article presents the results from three different laboratories. Results were positive in both water and ethanol; however, it was concluded that TA102 is not sufficiently matured to be employed routinely.  
14Maximum non-toxic dose.  
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15Results were negative in BA9, not BA13.  
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In vivo mutagenicity/genotoxicity data are available for six candidate substances of the present Flavouring Group Evaluation from chemical groups 9, 13 and 
30 of the present Flavouring Group Evaluation and for eight supporting substances evaluated by JECFA at the 49th and 53rd meetings (JECFA, 1998a; JECFA, 
2000c). Supporting substances are listed in brackets. 

Table IV.5: Genotoxicity Studies (In Vivo) 

Chemical Name [FL-no:] Test system Test Object Route Dose Result Reference Comments 
(Butyro-1,4-lactone [10.006]) In vivo Bone- marrow 

micronucleus assay 
B6C3F1 mice  Single dose via 

intraperitoneal injection 
80 % of LD50  Negative  (Salamone et al., 1981) Limited relevance because 

PCE/NCE ratio was not 
reported, thus it is not clear if 
the test substance reached the 
bone marrow. 

In vivo Bone- marrow 
micronucleus assay 

CD-1 mice   0.11-0.44 ml/kg 
(110 – 440 mg/kg)   

Negative  (Tsuchimoto and Matter, 
1981) 

Limited relevance because 
PCE/NCE ratio was not 
reported, thus it is not clear if 
the test substance reached the 
bone marrow. 

In vivo micronucleus assay Mice (B6C3F1/BR hybrid)  80 % of LD50 Negative  (Katz et al., 1981) Limited relevance because 
PCE/NCE ratio was not 
reported, thus it is not clear if 
the test substance reached the 
bone marrow. 

In vivo sperm abnormality Mice (CBA X Balb/c)F1  
 

Daily exposure for five 
days via intraperitoneal 
injection 

 0.1-1.0 mg/kg bw/day  Negative  (Topham, 1980) Sperm head abnormality test 
does not make use of a genetic 
endpoint. 

In vivo sex-linked recessive 
test 

D. melanogaster  A: via diet 
B: injection 

A: 20000 or 28000 ppm  
B. 15.000 ppm 

Negative  (Foureman et al., 1994) Study in compliance with OECD 
477. 

(Hexano-1,5-lactone  [10.010]) Chromosomal aberration  
in vivo 

 Rat bone-marrow cell  NR  Negative1 (Kawachi et al., 1980b) Summary of results on 186 
compounds. No details on 
methods, concentrations and 
data given, results cannot be 
validated. 

(Undecano-1,4-lactone  [10.002]) In vivo mouse micronucleus 
test 

 2-6 ddY male mice Via intraperitoneal 
injection 

250-2000 mg/kg  Negative  (Hayashi et al., 1988) Single application, only one 
sampling time. Not in 
compliance with current OECD 
474. 

2-Butoxyethan-1-ol [02.242] In vivo mouse micronucleus 
test 

 Mouse bone marrow Single dose via 
intraperitoneal injection 

1000 mg/kg  Negative  (Elias et al., 1996) Reliable report, decreased 
PCE/NCE ratio demonstrates 
bioavailability of compound at 
target compartment. Conclusion 
comprehensible. 

In vivo mouse micronucleus 
test 

 Mouse bone marrow 3 doses via 
intraperitoneal injection 

450 mg/kg   Negative  (NTP, 2000b)  NTP-study within mutagenicity 
testing program. Reliable study, 
conclusion comprehensible. 

In vivo micronucleus test Rat bone marrow  3 doses via 
intraperitoneal injection 

550 mg/kg  Negative  (NTP, 2000b) NTP-study within mutagenicity 
testing program. Reliable study, 
conclusion comprehensible. 

In vivo DNA adducts Rat brain, kidney, liver, 
spleen and testes 

Single dose via oral 
route 

120 mg/kg  Negative (Keith et al., 1996a) The method (based on 32P-
postlabelling) is aimed at 
detecting hydrophobic DNA 
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Table IV.5: Genotoxicity Studies (In Vivo) 

Chemical Name [FL-no:] Test system Test Object Route Dose Result Reference Comments 
adducts resulting from CytP450 
induction, not from binding of 
2-butoxyethan-1-ol to DNA . 

In vivo DNA methylation Rat brain, kidney, liver, 
spleen and testes,  

Via oral route NR   Negative (Keith et al., 1996a) Supplementary information not 
directly relevant for genotoxicity 
assessment. 

In vivo DNA adducts Mouse Via oral route NR Negative (Keith et al., 1996a) Detection of hydrophobic DNA 
adducts such as modified 
nucleotides with aliphatic side 
chains. 

In vivo DNA methylation Mouse  Via oral route NR  Negative (Keith et al., 1996a) Supplementary information not 
directly relevant for genotoxicity 
assessment. 

In vivo tumour formation Mouse  Daily dose for two 
weeks via oral route 

120 mg/kg/day  Inconclusive (Keith et al., 1996a) No difference in tumor incident 
observed. However no 
conclusion on the oncogenic 
potential of 2-butoxyethan-1-ol 
can be drawn because of the 
limitations of the experimental 
protocol (treatment, sample size, 
duration of the study, reporting, 
etc.). 

Butane-1,3-diol [02.132]   In vivo cytogenetic assay Rat femur bone marrow Via diet2 5, 10, 24 %  Negative  (Hess et al., 1981) F1A, F2A, F3A generations in a 
multigeneration reproductive 
toxicity study. PCE/NCE ratio 
was not reported, thus it is not 
clear if the test substance 
reached the bone marrow. 

In vivo dominant lethal assay Rat  Animals exposed for 
eight weeks via diet 

5, 10, 24 % Negative  (Hess et al., 1981) F1B generation in a 
multigeneration reproductive 
toxicity study. 

(3,7-Dimethyloctane-1,7-diol 
[02.047]) 

In vivo micronucleus test Mouse   516, 860, 1204 mg/kg  Negative  (Wild et al., 1983) Limited quality since only a 
single sampling time (30 hours 
after treatment) was used and 
PCE/NCE ratio was not 
reported. Therefore it is not 
clear whether the substance had 
reached the bone marrow. 

In vivo Basc test D. melanogaster   10 mM  (1743 µg/ml) Negative  (Wild et al., 1983) A single dose was tested in one 
experiment. Method not 
described in detail. 

(3,7-Dimethyl-7-hydroxyoctanal 
[05.012]) 

In vivo Basc test D. melanogaster   37 mM (6374 µg/ml) Negative  (Wild et al., 1983) A single dose was tested in one 
experiment. Method not 
described in detail. 

In vivo micronucleus test Mouse   345, 603, 861 mg/kg  Negative  (Wild et al., 1983) Limited quality since only a 
single sampling time (30 hours 
after treatment) was used and 
PCE/NCE ratio was not 
reported. Therefore it is not 
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Table IV.5: Genotoxicity Studies (In Vivo) 

Chemical Name [FL-no:] Test system Test Object Route Dose Result Reference Comments 
clear whether the substance had 
reached the bone marrow. 

(1,1-Dimethoxy-3,7-
dimethyloctan-7-ol [06.011]) 

In vivo Basc test D. melanogaster   25 mM (5459 µg/ml) Negative  (Wild et al., 1983) A single dose was tested in one 
experiment. Method not 
described in detail. 

In vivo micronucleus test Mouse   327, 545, 763 mg/kg  Negative  (Wild et al., 1983) Limited quality since only a 
single sampling time (30 hours 
after treatment) was used and 
PCE/NCE ratio was not 
reported. Therefore it is not 
clear whether the substance had 
reached the bone marrow. 

Malonic acid [08.053]  In vivo mutagenicity assay Rat hepatocytes  400 mg/kg/day exposure 
for 6 weeks via diet 

4000 ppm  Negative  (Ito et al., 1988) GST-P foci assay following 
diethyl nitrosamine exposure. 
Reliable study, conclusion 
comprehensible. 

Glutaric acid [08.082] In vivo bone marrow 
chromosomal aberrations 

Rat bone marrow  Single dose via oral 
gavage 

Males:  2750 mg/kg 
Females:  1375 mg/kg  

Negative  (San Sebastian, 1989a) Reliable study, e.g. cells with 
gaps excluded. Selected copy of 
report without data tables. 

Glutaraldehyde [05.149] In vivo chromosomal 
aberration 

Rat bone marrow  Single dose via oral 
gavage 

Males: 120 mg/kg/bw  
Females:  80 mg/kg/bw 
 

Negative  (Vergnes and Morabit, 
1993a) 

Study in compliance  with 
international  (FDA, TSCA, 
OECD) GLP guidelines. 
Selected copy of report (12 of 
100 pages) available. 

In vivo chromosomal 
aberration 

Rat bone marrow  A single dose or daily 
for five days via oral 
gavage 

Single dose: 0.55 ml/kg (males), 
0,4 ml/kg (females) of a 6, 12 or 
36 % solution. Repeated dose: 
0,55 ml/kg (males) of a 5 % 
solution 

Negative  (Putman, 1987) Time points of investigation: 
single dose: 8, 12 hours. 
Repeated dose: 12hours. Well 
conducted study, conclusion 
comprehensible.  Selected copy 
of  report available. 

In vivo mouse blood 
micronucleus test 

 Mouse  Single dose via oral 
gavage 

250 mg/kg  Negative  (Vergnes and Morabit, 
1993b) 

Selected pages of report 
available (29 of 88 pages). 

In vivo mouse blood 
micronucleus test 

 Mouse  Single dose via 
intraperitoneal injection 

4, 8, 15 mg/kg/bw  Positive  (Noblitt et al., 1993) Abstract, study cannot be 
validated. 

In vivo unscheduled DNA 
synthesis 

Rat  Single dose via oral 
gavage 

30, 150, 600 mg/kg  Negative  (Mirsalis et al., 1989) Reliable part of  In vivo tumour 
formation study, conclusion 
comprehensible. 

In vivo SLRL test D. melanogaster  Three day exposure via 
diet 

3500 ppm  Negative  (Zimmering et al., 1989) Study in compliance with OECD 
477. 

In vivo SLRL test D. melanogaster  Single dose via 
intraperitoneal injection 
three day exposure via 
diet 

Injection:  4000 ppm  
Diet: 10,000 ppm  

Negative  (Yoon et al., 1985) Study in compliance with OECD 
477. 

(Adipic acid [08.026]) In vivo chromosomal 
nondisjunction 

D. melanogaster   4000 ppm  Negative  (Ramel and Magnusson, 
1979) 

 

Diethyl adipate [09.348]  In vivo dominant lethal assay Mouse  (Single1460 mg/kg dose 
via intraperitoneal 
injection) 

1.46 ml/kg  Negative  (Singh et al., 1975) Reliable study, conclusion 
comprehensible. 
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Table IV.5: Genotoxicity Studies (In Vivo) 

Chemical Name [FL-no:] Test system Test Object Route Dose Result Reference Comments 
(Dibutyl sebacate [09.474]) In vivo micronucleus test Mouse   943, 1886, 2829 mg/kg  Negative  (Wild et al., 1983) Limited quality since only a 

single sampling time (30 hours 
after treatment) was used and 
PCE/NCE ratio was not 
reported. Therefore it is not 
clear whether the substance had 
reached the bone marrow. 

In vivo Basc test D. melanogaster   19 mM (4642 µg/ml) Negative  (Wild et al., 1983) A single dose was tested in one 
experiment. Method not 
described in detail. 

NR: Not reported. 
1Presence or absence of metabolic activation not specified.  
2 Length of exposure not specified in report. Cytogenetic assay conducted on F1A, F2A and F3A generations of a multiple generation study.  



Flavouring Group Evaluation 10, Revision 3
 

 
126 EFSA Journal 2012; 10(3):2563 

ABBREVIATIONS 
ADH  Alcohol dehydrogenase 

ADI  Acceptable Daily Intake 

BW  Body weight 

CAS  Chemical Abstract Service 

CEF Panel on Food Contact Materials, Enzymes, Flavourings and Processing Aids 
Chemical Abstract Service 

CHO  Chinese hamster ovary (cells) 

CNS  Central Nervous System 

CoA  Coenzyme A 

CoE  Council of Europe 

DNA  Deoxyribonucleic acid 

DRF  Dose Range Finder 

EC  European Commission 

EFFA  European Flavour and Fragrance Association 

EFSA  The European Food Safety Authority 

EPA  Environmental Protection Agency  

ER  Endoplasmic Reticulum 

EU  European Union 

FAO  Food and Agriculture Organization of the United Nations  

FDA  Food and Drug Administration 

FEMA  Flavor and Extract Manufacturers Association 

FGE  Flavouring Group Evaluation  

FLAVIS (FL) Flavour Information System (database) 

GLP  Good Laboratory Practice 

GSH  Glutathione 

ID   Identity 

IOFI  International Organization of the Flavour Industry 

IP   Intraperitoneal 

IR   Infrared spectroscopy 

I.V.  Intravenous 

JECFA  The Joint FAO/WHO Expert Committee on Food Additives 

LD50  Lethal Dose, 50 %; Median lethal dose 

LOAEL Lowest Observed Adverse Effect Level 

MFD  Median Fatal Dose 

MS  Mass spectrometry 

MSDI  Maximised Survey-derived Daily Intake 
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mTAMDI Modified Theoretical Added Maximum Daily Intake 

NAD  Nicotinamide Adenine Dinucleotide  

NADP  Nicotinamide Adenine Dinucleotide Phosphate 

No   Number 

NOAEL No Observed Adverse Effect Level 

NOEL  No Observed Effect Level 

NTP  National Toxicology Program 

OECD  Organisation for Economic Co-operation and Development 

RfD  Reference dose  

SCE  Sister Chromatid Exchange 

SCF  Scientific Committee on Food 

SMART  Somatic Mutation and Recombination Test  

TAMDI Theoretical Added Maximum Daily Intake 

UDS  Unscheduled DNA Synthesis  

WHO  World Health Organisation  
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Abstract

The EFSA Panel on Food Contact Materials, Enzymes, Flavourings and Processing Aids (CEF Panel) was
requested to deliver a scientific opinion on the implication for human health of the product Grillin’ 5078
[FL-no: 21.003] in the Flavouring Group Evaluation 502, according to Regulation (EC) No 1331/2008
and Regulation (EC) No 1334/2008 of the European Parliament and of the Council. The product is
derived from heat-treated high oleic sunflower oil and intended to be used as a food flavouring with
charbroiled or grilled aroma in a wide variety of food categories either in liquid or powder form.
Information on manufacturing and compositional data was considered adequate to show the
reproducibility of the production process. However, the Panel noted that a considerable amount of
the non-volatile fraction of the product could not be identified. The chronic dietary exposure to the
substance estimated using the Added Portions Exposure Technique (APET) was calculated to be
60 mg/person per day for a 60-kg adult and 37.8 mg/person per day for a 15-kg child. The data
submitted for evaluating the genotoxic potential of the flavouring was considered insufficient. There
are still 12 substances in the flavouring for which the evaluation of genotoxic potential is pending. No
toxicity studies have been provided on the final product itself. Only information on a number of
constituents of the flavouring and data on toxicity of several thermally treated fats and oils were
provided by the applicant. However, the Panel considered the time–temperature conditions that were
applied in the preparation of the substances tested as not comparable to those applied in the course
of the production of the flavouring. The Panel concluded that on the basis of the data provided by the
applicant the safety of Grillin’ 5078 cannot be established.
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1. Introduction

1.1. Background and Terms of Reference as provided by the requestor

1.1.1. Background

The use of flavourings in food is regulated under Regulation (EC) No 1334/20081 of the European
Parliament and Council of 16 December 2008 on flavourings and certain food ingredients with
flavouring properties for use in and on foods. On the basis of article 9(e) of this Regulation, an
evaluation and approval are required for ‘other flavourings’.

Regulation (EC) No 1331/20082 applies for the evaluation and approval of new ‘other flavourings’.
An application for authorisation as a new ‘other flavouring’ of the product Grillin’ 5078, an oil-based

grill flavouring product derived from heat-treated sunflower oil has been submitted to the Commission.
In order for the Commission to be able to consider its inclusion in the Union list of flavourings and

source materials (Annex I of Regulation (EC) No 1334/2008), the European Food Safety Authority
(EFSA) should carry out a safety assessment of this product as a new ‘other flavouring’.

1.1.2. Terms of Reference

The European Commission requests EFSA to carry out a safety assessment on the product Grillin’
5078 as a new ‘other flavouring’ in accordance with Regulation (EC) No 1331/2008 establishing a
common authorisation procedure for food additives, food enzymes and food flavourings.

1.2. Information on existing authorisation and/or evaluations from
other authorities

The Panel is not aware of any official evaluations of Grillin’ 5078 performed by national or
international authorities. According to the applicant the substance is listed in the US Code of Federal
Regulations (CFR), Part 21 Sec 172.515.

2. Data and methodologies

2.1. Data

The applicant has submitted a dossier in support of its application for the authorisation of the
flavouring Grillin’ 5078 for use in a wide range of foods (Red Arrow Products Company LLC, 2015).

2.2. Methodologies

The assessment was conducted in line with the principles described in the EFSA Guidance on
transparency in the scientific aspects of risk assessment (EFSA Scientific Committee, 2009) and
following the relevant existing Guidance from the EFSA Scientific Committee.

The current ‘Guidance on the data required for the risk assessment of flavourings to be used in or
on foods’ (EFSA CEF Panel, 2010) has been followed by the CEF Panel for the evaluation of the
application for authorisation of ‘Flavourings other than Flavouring Substances – Information to be
supplied with an application for the authorisation of Other Flavourings’ (PART B. IV) (see Appendix E).

3. Assessment

3.1. Technical data

3.1.1. Identity

The applicant has provided the following information with respect to the identity of the flavouring
Grillin’ 5078.

1 Regulation (EC) No 1334/2008 of the European Parliament and of the Council of 16 December 2008 on flavourings and certain
food ingredients with flavouring properties for use in and on foods and amending Council Regulation (EEC) No 1601/91,
Regulations (EC) No 2232/96 and (EC) No 110/2008 and Directive 2000/13/EC. OJ L 354, 31.12.2008, p. 34–50.

2 Regulation (EC) No 1331/2008 of the European Parliament and of the Council of 16 December 2008 establishing a common
authorisation procedure for food additives, food enzymes and food flavourings. OJ L 354, 31.12.2008, p. 1–6.
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Chemical name: Not applicable (complex mixture)
FL-no: 21.003

CAS number: Not available
EINECS number: Not available

Synonyms: Not available
Trade name: Grillin’ 5078

Chemical formula: Not applicable (complex mixture)
Structural formula: See Appendix A for some of the volatile constituents of Grillin’ 5078

Molecular weight: Not applicable (complex mixture)

3.1.2. Specifications

The specifications for Grillin’ 5078 as proposed by the applicant are listed in Table 1.

The Panel does not agree with the specification proposed by the applicant for the ‘Content’.
According to information provided by the applicant, a considerable part of the sunflower oil (~ 10%)
used as the source material of the flavouring is converted into unidentified constituents in the course
of the production process (see Section 3.1.4).

3.1.3. Manufacturing process

Source material

The flavouring Grillin’ 5078 is produced starting from high oleic sunflower oil. According to the
certificate provided by the supplier, the oil is obtained by expeller pressing from a United States
Department of Agriculture (USDA)-approved variety. The edible oil has been refined, bleached,
winterised and deodorised. According to information provided in a technical data sheet by the supplier,
the oil is routinely monitored for organophosphate and organochlorine pesticide residues; no
detectable levels have been reported. Levels of lead, cadmium, chromium, mercury and arsenic are
also below the respective limits of detection (0.05 mg/kg). Compositional data regarding the
distribution of fatty acids are presented in Table 2.

Table 1: Specifications for Grillin’ 5078 as proposed by the applicant

Product name: Grillin’ 5078

Description: Amber oil with a grill aroma

Solubility: Soluble in oil; insoluble in water
Aroma: Strong charbroiled/chargrilled flavour

Source material: High oleic sunflower oil
Content: > 99% non-GMO sunflower oil and < 1% grill flavour

Specific gravity: 0.893–0.928 g/mL
Microbiological specification: The material does not support microorganism growth

Formulation: Grillin’ 5078 is used in the liquid or powder form

Table 2: Compositional data of high oleic sunflower oil used as the source for the production of the
flavouring Grillin’ 5078 (Columbus Vegetable Oils, 2014)

Components Amount %

Total fat (g)(b) 100

Saturated fat (g)(a) 9.0
Polyunsaturated fatty acids (g)(a) 9.5

Monounsaturated fatty acids (g)(a) 81.0
Trans-fatty acids (g)(a) 0.5

16:0 Palmitic(b) 5.0
18:0 Stearic(b) 4.0
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Genetically Modified Organism

The flavouring neither contains nor is produced from genetically modified organisms (GMOs). The
sunflower oil is obtained from non-genetically modified sunflower seeds.

Production Process

Sunflower oil is preheated to . The hot oil is then converted to the flavouring Grillin’
5078 at a temperature between involving
air injection. After a reaction time of , the product is cooled to and subjected to filtration
(Appendix F), to obtain the liquid form.

In addition to this liquid form, Grillin’ 5078 is also manufactured as powder. To this end, liquid
Grillin’ 5078 is microencapsulated with a carbohydrate-based polymer. Spray-drying results in a
powdered product containing of Grillin’ 5078.

3.1.4. Compositional data

Volatile constituents

In the original submission, the data provided by the applicant were focused on the volatile
constituents of the flavouring.

Three batches of Grillin’ 5078 were investigated by solid phase microextraction and gas
chromatography/mass spectrometry (GC/MS); a total of 115 volatile constituents were reported
(Table 3). The concentrations reported were estimated relative to an internal standard. No validation
data for the quantification step (e.g. differences between the constituents in the course of the
headspace extraction or differences in GC-responses compared to the internal standard) were
reported. Therefore, the Panel considered the provided data as semiquantitative.

The volatile constituents amounted to an average content of 0.75% of Grillin’ 5078. The main part
(62%) of the volatile fraction is accounted for by four aldehydes: 2-undecenal, 2-decenal, nonanal and
2,4-decadienal.

The applicant assigned the volatile constituents of Grillin’ 5078 to six congeneric groups:

1) aliphatic linear unsaturated alcohols and aldehydes (56.2% of the volatile fraction or 0.42%
of Grillin’ 5078);

2) aliphatic linear saturated alcohols, aldehydes, carboxylic acids, and related esters (28% of
the volatile fraction or 0.21% of Grillin’ 5078);

3) aliphatic hydrocarbons (8.3% of the volatile fraction or 0.062% of Grillin’ 5078);
4) aliphatic ketones (3.8% of the volatile fraction or 0.029% of Grillin’ 5078);
5) cyclic ethers (2.6% of the volatile fraction or 0.020% of Grillin’ 5078);
6) aromatic derivatives (0.3% of the volatile fraction or 0.002% of Grillin’ 5078).

Despite the described analytical shortcomings regarding the quantification, the Panel considered the
batch-to-batch variability of the volatile constituents reported in Table 3 as acceptable. The data
provided indicate that the production process is reproducible.

Components Amount %

18:1 Oleic(b) 81.0
18:2 Linoleic(b) 9.0

18:2 Linoleic (trans isomers)(b) 0.5

18:3 Linolenic(b) 0.5

(a): Calculated.
(b): Based on analytical results.
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Table 3: Volatile constituents identified and semi-quantified in Grillin’ 5078 via headspace (HS) solid
phase microextraction (SPME)–GC/MS

Constituent CG no.
Concentration (mg/kg)

Average
Lot no. 1 Lot no. 2 Lot no. 3

a,b-unsaturated aldehydes,
acids, alcohols

1 4,106

2-Propenal 1 5.7 8.8 6.2 6.9
2-Butenal 1 5.2 7.7 6.9 6.6

2-Propen-1-ol 1 2.6 2.9 2.3 2.6
2-Pentenal 1 3.5 4.6 3.7 3.9

2-Buten-1-ol 1 1.8 2.6 2 2.1
2-Hexenal 1 6.1 10 6 7.4

2-Heptenal 1 54 73 69 65.3
2,4-Hexadienal 1 4.6 5.6 4.5 4.9

2-Octenal 1 22 29 26 25.7
2-Nonenal 1 56 76 66 66

2-Propenoic acid 1 29 53 29 37
2-Decenal 1 1,500 1,800 2,100 1,800

2-Undecenal 1 1,600 1,800 2,400 1,933.3
2,4-Decadienal (isomer) 1 24 30 30 28

2,4-Decadienal (isomer) 1 91 100 120 103.7
Hexenoic acid 1 5.9 8.7 7 7.2

2,4-Undecadienal 1 22 27 23 24
Heptenoic acid 1 10 14 13 12.3

Octenoic acid 1 9 13 11 11
Heptadecenal 1 39 60 86 61.7

Primary alcohols, aldehydes,
acids, esters

2 2,139

Acetaldehyde 2 2.6 4.7 2.6 3.3

Propanal 2 3.2 3.9 3.7 3.6
Butanal 2 5 7.2 5.7 6

Pentanal 2 12 18 14 14.7
Hexanal 2 26 39 33 32.7

Heptanal 2 30 48 39 39
1-Pentanol 2 3.5 4.2 5 4.2

Octanal 2 72 97 88 85.7
1-Hydroxy-2-propanone 2 8.7 16 10 11.6

Nonanal 2 650 890 880 806.7
Acetic acid 2 62 140 71 91

1-Heptanol 2 34 41 44 39.7
Decanal 2 43 70 55 56

Formic acid 2 110 310 170 196.7
Propanoic acid 2 24 40 26 30

Octanol 2 25 29 38 30.7
Butanoic acid 2 17 30 20 22.3

Methylbutyrolactone 2 38 53 39 43.3
Butyrolactone 2 67 100 70 79

c-Hexalactone 2 29 41 31 33.7
Pentanoic acid 2 15 27 18 20

Hexanoic acid 2 27 42 33 34
c-Octalactone 2 55 75 61 63.7
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Constituent CG no.
Concentration (mg/kg)

Average
Lot no. 1 Lot no. 2 Lot no. 3

Heptanoic acid 2 23 40 31 31.3
Pentadecanal 2 12 16 15 14.3

Octanoic acid 2 44 64 50 52.7
c-Nonalactone 2 23 34 31 29.3

Nonanoic acid 2 96 170 140 135.3
Decanoic acid 2 59 73 83 71.7

4-Oxopentanoic acid 2 40 64 67 57

Aliphatic hydrocarbons 3 623

Heptane 3 5.2 5.2
Heptene 3 5.4 7.4 6.1 6.3

Octane 3 21 30 29 26.7
Octene 3 5.6 7.3 5.8 6.2

Nonane 3 3.2 4.5 3.9 3.9
Nonene 3 3.3 5.5 4 4.3

Decane 3 3.4 2.9 2.4 2.9
Decene 3 5.9 9 6.1 7

Butyl cyclopentene 3 14 20 16 16.7
Undecene isomers (3) 3 24 35 27 28.7

Undecadiene 3 19 24 18 20.3
Tridecane 3 6.6 7.6 7.1 7.1

Dodecadiene 3 22 25 20 22.3
Tetradecane 3 8.1 12 10 10

2-Nonanone 3 5.9 10 7.3 7.7
Pentadecane 3 15 19 16 16.7

Cyclotetradecane 3 10 13 12 11.7
Nonyl cyclohexane 3 15 17 16 16

Hexadecene 3 43 51 48 47.3
Heptadecane 3 18 23 19 20

Heptadecene 3 250 300 290 280
Decyl cyclohexene 3 15 18 17 16.7

Nonadecene 3 24 28 20 24
Octadecene 3 14 17 16 15.7

Ketones 4 290

Acetone 4 3.9 4.6 3.3 3.9

2-Butanone 4 2.5 3.6 3.1 3.1
3-Butene-2-one 4 4.3 5.6 3.5 4.5

2-Methyl-1-penten-3-ol 4 7.7 11 6.9 8.5
3-Methyl-2-butanone 4 2.2 2.5 2.4 2.4

2-Hexanone 4 3.4 4.4 3.9 3.9
2-Heptanone 4 5.9 8.4 7 7.1

4-Octanone 4 7.2 11 7.8 8.7
3-Octanone 4 3.4 5.5 4.5 4.5

2-Octanone 4 12 16 14 14
2-Cyclopenten-1-one 4 15 25 16 18.7

1-Octen-3-ol 4 2.8 3.8 3.8 3.5
2-Cyclohexen-1-one 4 6.9 10 7.3 8.1

2-Decanone 4 11 16 12 13
2,4-Hexanedione 4 21 29 23 24.3
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Other constituents

In addition, the applicant provided the following compositional information on the flavouring:

In six batches of Grillin’ 5078, the concentrations of cadmium, lead, mercury and arsenic were
shown to be below the limits of detection (0.010 mg/kg) of the applied analytical technique
(inductively coupled plasma mass spectrometry (ICP-MS)).

Data on the sum of dioxins and polychlorinated biphenyls (PCBs) were determined for six batches
of Grillin’ CB-200SF and were below the maximum levels for the sum of dioxins and PCBs, as laid down
by Regulation (EC) No 1881/2006.3 However, it is not clear to what extent this legislation is applicable
to the flavouring Grillin’ 5078.

The content of benzene in Grillin’ 5078 was below the limit of detection of the applied methodology
(0.01 mg/kg).

Data on 21 polycyclic aromatic hydrocarbons (PAHs) have been provided for three batches of
Grillin’ 5078. The Panel noted that the sum of the four PAHs benzo(a)pyrene, benzo(a)anthracene,
benzo(b)fluoranthene and chrysene was below the legislative limit of 10 lg/kg for oils and fats used as
ingredients in food, as set by Regulation (EC) No 1881/2006. However, it is not clear to what extent
this legislation is applicable to the flavouring Grillin’ 5078.

The applicant reported a content of 1.6 g trans-fatty acids/100 g fat in Grillin’ 5078, which is
approximately three times higher than in the high oleic sunflower oil used as the source. Considering

Constituent CG no.
Concentration (mg/kg)

Average
Lot no. 1 Lot no. 2 Lot no. 3

Heptanedione 4 25 38 26 29.7
2-Undecanone 4 11 14 10 11.7

2,5-Octanedione 4 48 61 47 52
Tridecanone 4 39 51 44 44.7

Nonen-3-ol 4 20 25 27 24

Cyclic ethers 5 197

Furan 5 2.6 3.6 3.4 3.2
2,3-Dihydrofuran 5 1.8 2.2 1.9 2

2-Methyltetrahydrofuran 5 2.4 3.6 3 3
3-Methylfuran 5 1.5 2 1.7 1.7

2,3-Dihydro-2,5-dimethylfuran 5 3.4 4.1 2.3 3.3
2,3-Dihydro-5-methylfuran 5 3.1 3.8 2.9 3.3

Butyl cyclopentane 5 3.6 4.7 3.3 3.9
2-Propyltetrahydropyran 5 7 10 8.3 8.4

2-Propyltetrahydrofuran 5 7.9 12 7.8 9.2
2-Butyltetrahydrofuran 5 36 51 37 41.3

2-Pentylfuran 5 4.7 6.4 6.1 5.7
2-Methyl-1,6-dioxaspiro[4,4]nonane 5 4.6 5.6 5.1 5.1

2-Heptylfuran 5 10 12 10 10.7
Furfural 5 3 4.1 3.5 3.5

2-Octylfuran 5 49 62 60 57
2H-Pyran-2-one 5 14 18 14 15.3

Tetrahydro-2H-pyran-2-one 5 20 20 21 20.3

Aromatic derivatives 6 24

Benzaldehyde 6 4.1 5.6 5 4.9
Phenol 6 17 24 17 19.3

Total volatile organic
compounds (VOC) mg/kg

7,380

3 Regulation (EC) No 1881/2006 of the European Parliament and of the Council of 19 December 2006 setting maximum levels
for certain contaminants in foodstuffs. OJ L 364, 20.12.2006, p. 5–24.
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the use levels proposed by the applicant (Appendix B), the lowest limit set in the European Union (EU)
countries with limiting legislation on trans-fatty acids (i.e. 2 g trans-fatty acids/100 g fat; ‘Report from
the Commission to the European Parliament and the Council regarding trans fats in foods and in the
overall diet of the Union population’ (SANTE/11129/2015-EN Rev. 4)) can be complied with.

Overall composition

The Panel asked for additional compositional data going beyond the elucidation of the quantitatively
minor volatile fraction and providing in particular information on the amount of unidentified non-
volatile constituents in the flavouring.

In response to this request, the applicant performed the following combination of analyses and
calculations in order to describe the overall composition of Grillin’ 5078:

i) Determination of the total fatty acids (TFA) via hydrolysis and esterification
TFA: 85.4%

ii) Determination of the free fatty acids (FFA) via titration
FFA: 1.72%

iii) Calculation of the glycerol-bound fatty acids (TFA – FFA) and extrapolation to triglycerides
based on a proportion of 95.6% oleic acid in triglycerides
TFA � FFA: 85.4 � 1.72% = 83.68%
Triglycerides: 87.55%

iv) Determination of the volatile constituents via HS-SPME
Volatile constituents: 0.75%

v) Determination of the water content via Karl Fischer
Water: 0.18%

vi) Calculation of the unidentified non-volatile mass:
100 (%) � triglycerides (%) � free fatty acids (%) � volatiles (%) � water (%) = 9.8%

The resulting overall composition of Grillin’ 5078 is shown in Figure 1.

The Panel considered that by this approach the proportion of unidentified constituents (9.8%) is
likely to be underestimated. In the absence of water, liberation of free fatty acids is likely to leave
behind unsaturated species that have molecular masses in the range of diglycerides. This type of
reaction was shown to occur above 300°C (Grob, 1981).

3.1.5. Stability, reaction and fate in food

No information was provided by the applicant.

87.6%

1.7%

0.80%
0.18% 9.80%

High oleic sunflower oil tryglicerides (87.6%)

Free Fatty Acids (1.7%)

Volatiles (0.8%)

Water (0.18%)

Unidentified non-volatile mass (9.8%)

Figure 1: Overall composition of Grillin’ 5078
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3.1.6. Particle size4

No information was provided by the applicant on the particle size in the powder formulation.

3.2. Structural/metabolic similarity to substances present in existing
FGEs

Of the 115 volatile compounds identified in the three batches of Grillin’ 5078, 54 are identical to
substances presently on the Union list of chemically defined flavouring substances,1 whereas 10
compounds are unidentified isomers of flavouring substances present in the Union list (Appendix A).
Forty-two of the 54 flavouring substances have been evaluated to be of no safety concern when the
intake is estimated based on the Maximised Survey-derived Daily Intake (MSDI) approach. For the
remaining 12 substances (FL-no: 05.060, 05.076, 05.081, 05.108, 05.102, 05.109, 05.070, 05.171,
05.189, 13.059, 13.069 and 13.162), additional genotoxicity data are pending to rule out concerns
regarding genotoxicity.

The volatile constituents identified in Grillin’ 5078, which are also listed as flavouring substances in
the Union list, are compiled in Appendix A. The FL-no, the name in the Union list and the current
status regarding the evaluation by EFSA are presented.

3.3. Information on existing evaluations from EFSA

Grillin’ 5078 has not been evaluated by EFSA before.

3.4. Exposure assessment

The data for estimating exposure (i.e. normal and maximum occurrence levels for refined
subcategories of foods and beverages) are reported in Appendix B.

3.4.1. Chronic dietary exposure

The exposure assessment to be used for the safety evaluation of the flavouring is the chronic
added portions exposure technique (APET) estimate (EFSA CEF Panel, 2010). The chronic APET for
[FL-no: 21.003] has been calculated for adults and children (see Table 4). Based on use levels provided
by the applicant (see Appendix B), the chronic APET calculation is based on the combined normal
occurrence level.

Although the flavouring is not intended to be used in food categories specifically intended for
infants and toddlers, these could still be exposed through the consumption of foods from the general
food categories, which may contain the flavouring. However, at present, there is no generally accepted
methodology to estimate chronic dietary exposure in these age groups resulting from consumption of
foods from the general categories. Exposure of infants and toddlers is currently under consideration by
EFSA.

Table 4: APET – Chronic dietary exposure to Grillin’ 5078

Chronic APET(a) Added(b) Other dietary sources(c) Combined(d)

Use level
lg/kg bw
per day

lg/person
per day

lg/kg bw
per day

lg/person
per day

lg/kg bw
per day

lg/person
per day

Adults(e) 1,000 60,000 0 0 1,000 60,000

Children(f) 2,520 37,800 0 0 2,520 37,800

(a): APET: added portions exposure technique; bw: body weight: the chronic APET calculation is based on the combined normal
occurrence level.

(b): APET Added is calculated on the basis of the normal amount of flavouring added to a specific food category.
(c): APET Other Dietary Sources is calculated based on the natural occurrence of the flavouring in a specified food category.
(d): APET Combined is calculated based on the combined amount of added flavouring and naturally occurring flavouring in a

specified food category.
(e): For the adult APET calculation, a 60-kg person is considered representative.
(f): For the child APET calculation, a 3-year-old child with a 15 kg bw is considered representative.

4 Commission Recommendation 2011/696/EU of 18 October 2011 on the definition of nano-materials. Official Journal of the
European Union L257/38-40 on 20.10.2010 http://ec.europa.eu/environment/chemicals/nanotech/pdf/commission_recomme
ndation.pdf
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3.4.2. Acute dietary exposure

The acute APET calculation for [FL-no: 21.003] is based on the combined maximum occurrence
level and large portion size, i.e. three times standard portion size (see Appendix B).

Although the flavouring is not intended to be used in food categories specifically intended for
infants and toddlers, these could still be exposed through consumption of foods from the general food
categories. At present, there is no generally accepted methodology to estimate acute dietary exposure
in these age groups. Exposure of infants and toddlers is currently under consideration by EFSA.

Data for the acute APET value for the flavouring are given in Table 5.

3.5. Biological and toxicological data

3.5.1. Genotoxicity

In vitro

Bacterial Reverse Mutation Assay

In order to investigate the potential of Grillin’ 5078 and/or its metabolites to induce gene mutations
in bacteria, an Ames test was performed according to OECD Test Guideline 471 (OECD, 1997) and
following Good Laboratory Practice (GLP) in Salmonella Typhimurium (TA98, TA100, TA1535 and
TA1537 strains) and Escherichia coli (WP2 uvrA strain) in the presence and absence of metabolic
activation. Two separate experiments were performed using the plate incorporation method.
Appropriate positive control chemicals and acetone (as a vehicle control) were evaluated concurrently.
All positive control chemicals induced significant increases in revertant colony numbers, confirming the
sensitivity of the tests and the efficacy of the S9-mix, while negative controls were within the historical
control ranges. The concentrations tested were 1.5, 5.0, 15, 50, 150, 500, 1,500 and 5,000 lg per
plate. The precipitate was observed at 500 lg per plate and above. No toxicity was observed. No
increase in revertant colony numbers was observed in S. Typhimurium and E. coli strains at any
concentration tested both in the presence and absence of metabolic activation. The Panel noted that
the potential mutagenic activity of some chemicals resulting from the heating of the sunflower oil
during the production of Grillin’ 5078 (e.g. aldehydes) could not be detected using the plate
incorporation assay and requested a repetition of the assay applying the pre-incubation method. The
applicant did not provide the additional information requested because ‘OECD 471 TG did not
specifically mention testing sunflower oil (or the components thereof)’ and the condition for testing in
the pre-incubation method was considered ‘not to mimic real life heating or use of sunflower oil for
human consumption’. The Panel considered these justifications as not valid because even though the
OECD TG 471 does not always require the application of the pre-incubation method, some compounds
were mentioned in the OECD test guideline 471, including aldehydes and allyl compounds, that may be
detected more efficiently using the pre-incubation method as well as ‘special cases’, such as volatile
chemicals, for which alternative procedures are strongly recommended.

Since the applicant declined to provide these data, no conclusions can be drawn regarding the
potential of Grillin’ 5078 to induce gene mutations in bacteria.

Table 5: APET – Acute Dietary Exposure to Grillin’ 5078

Acute APET(a) Added(b) Other dietary sources(c) Combined(d)

Use level
lg/kg bw
per day

lg/person
per day

lg/kg bw
per day

lg/person
per day

lg/kg bw
per day

lg/person
per day

Adults(e) 30,000 1,800,000 0 0 30,000 1,800,000

Children(f) 75,600 1,134,000 0 0 75,600 1,134,000

(a): APET: added portions exposure technique; bw: body weight: the acute APET calculation is based on the combined
maximum occurrence level.

(b): APET Added is calculated on the basis of the maximum amount of flavouring added to a specific food category.
(c): APET Other Dietary Sources is calculated based on the natural occurrence of the flavouring in a specified food category.
(d): APET Combined is calculated based on the combined amount of added flavouring and naturally occurring flavouring in a

specified food category.
(e): For the adult APET calculation, a 60-kg person is considered representative.
(f): For the child APET calculation, a 3-year-old child with a 15 kg bw is considered representative.
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In vitro micronucleus assay

The in vitro micronucleus assay was carried out according to OECD Test Guideline 487 (OECD,
2014) and following GLP. Whole blood cultures from healthy donors were treated with Grillin’ 5078
following two experimental conditions: a short treatment with and without S9-mix (4 + 20 h recovery)
and a continuous treatment without S9-mix (24 + 0 h recovery). Cytochalasin B (final concentration of
6 lg/mL) was added to each culture after short treatment periods, while in the continuous treatment,
cultures were treated with the test article in the presence of cytochalasin B. Appropriate vehicle
(acetone) and positive controls were used. All positive controls induced a statistically significant
increase of micronucleus frequency and the system was considered sensitive and valid. Two thousand
cells were scored per concentration. Based on the result of a dose-finding assay, the concentrations
tested in the micronucleus assay were 10, 25 and 50 lg/mL in all treatment conditions. Precipitate
was observed at the highest dose; cytotoxicity was observed up to 33% relative to the vehicle control
(at 50 lg/mL, 4 + 20 h, +S9-mix). No statistically significant increase in the frequency of
micronucleated binucleated cells (MNBN) was observed at any concentration and treatment condition.
The Panel concluded that Grillin’ 5078 did not induce significant increase in the frequency of MNBN
cells when tested up to 50 lg/mL both in the presence and absence of metabolic activation.

Further details on the two above listed studies are given in Appendix C.
In addition to the two studies described above, the applicant has submitted a series of studies

performed with some of the a,b-unsaturated aldehydes which have been identified within the volatile
fraction of Grillin’ 5078. These substances have been evaluated by EFSA in FGE.200 (EFSA CEF Panel,
2014b) and in FGE.203 (EFSA CEF Panel, 2014a), for which additional genotoxicity data have been
requested. Therefore, the Panel considered that these additional data do not change the conclusions
on the in vitro genotoxic potential of Grillin’ 5078.

In vivo

Grillin’ 5078 has not been tested under in vivo conditions. Instead the applicant has taken the
approach to provide data on a number of substances found in Grillin’ 5078. As is the case for the
in vitro studies, these substances have been evaluated by EFSA in FGE.200 (EFSA CEF Panel, 2014b)
and in FGE.203 (EFSA CEF Panel, 2014a), for which additional genotoxicity data have been requested
as a genotoxic potential cannot be excluded based on the existing data package.

The Panel noted that these in vivo studies do not allow to conclude on the genotoxicity of Grillin’
5078.

Furan

The Panel noted the presence of furan and furan derivatives (e.g. 3-methylfuran) in the volatile
fraction of Grillin’ 5078 (see Section 3.1.4).

For furan, a concern with respect to genotoxicity and carcinogenicity has been identified (EFSA
CONTAM Panel, 2004).

The data on genotoxicity of furan were discussed in the EFSA opinion on furan (EFSA CONTAM
Panel, 2004), where it was concluded that the weight of evidence indicates that furan-induced
carcinogenicity is probably attributable to a genotoxic mechanism. Up to now a point of departure
(PoD) for the risk assessment for furan has not been derived by EFSA. From the literature, suggestions
for a PoD can be extracted, e.g. a BMDL10 of 1,230 lg furan/kg body weight (bw) per day for
hepatocellular tumours (Carthew et al., 2010) or a BMDL10 of 140 lg furan/kg bw per day for
cholangiocarcinomas (VKM, 2012).

The Panel is aware that the amount of information on the toxicity of furan has increased
tremendously over the last decade including 90-day oral toxicity studies in rats and mice (Gill et al.,
2010, 2011) and a new chronic oral toxicity study in rats (Von Tungeln et al., 2017). This new
information is currently under evaluation by EFSA’s Panel on Contaminants in the Food Chain (CONTAM
Panel).

The Panel concluded that the assessment of the toxicological relevance of the levels of furan in
Grillin’ 5078 should take into account the results of the ongoing evaluation of furan and furan
derivatives by the CONTAM Panel.

3.5.2. Conclusion on genotoxicity

Overall, the Panel concluded that the in vitro and in vivo data set provided by the applicant for
Grillin’ 5078 is insufficient to evaluate the genotoxic potential of the flavouring.
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In addition, the Panel noted that for 12 flavouring substances identified as volatile constituents of
Grillin’ 5078 (FL-no: 05.060, 05.076, 05.081, 05.108, 05.102, 05.109, 05.070, 05.171, 05.189, 13.059,
13.069 and 13.162), additional genotoxicity data are required to rule out a concern for genotoxicity
(Appendix A).

3.5.3. Absorption, distribution, metabolism and excretion

The applicant provided descriptions of the metabolism of volatile substances belonging to
‘congeneric groups’ listed in Section 3.1.4. (Red Arrow Products Company LLC, 2015).

These data provided for selected volatile constituents only, were considered to be insufficient by
the Panel to support the evaluation of Grillin’ 5078.

3.5.4. Acute toxicity

No information was provided by the applicant on acute toxicity for Grillin’ 5078.

3.5.5. Short-term and subchronic toxicity

No short-term and subchronic toxicity studies have been performed with Grillin’ 5078.
The applicant only presented data on some volatile substances (2,4-decadienal (NTP, 2011; Damske

et al., 1980), 2-hexenal (Gaunt et al., 1971), 1-octene (Til et al., 1988, report not provided by the
applicant), two of which have been identified in the flavouring.

The Panel concluded that the data provided are not sufficient to support the evaluation of Grillin’
5078.

3.5.6. Chronic toxicity and carcinogenicity

No chronic toxicity or carcinogenicity studies have been performed with the flavouring Grillin’ 5078
itself.

The applicant only referred to data on 2,4-hexadienal (NTP, 2003), as a representative substance
for the volatile constituents identified in the flavouring.

In addition, the applicant referred to data from a 2-year feeding study with rats, administered diets
containing 15% of soybean oil (hydrogenated to an iodine value of 70 and 108, respectively) that had
been used under practical restaurant-type conditions for frying at 182°C, 8 h daily for a total of 84 and
60 h, respectively (Nolen et al., 1967). A similarly treated, hydrogenated soybean oil (iodine value 108)
containing 1.6 ppm methylsilicone, was heated for 216 h at 182°C. Also, cotton oil (heated 49 h) and
lard (heated 116 h) were used. The authors reported no changes in the toxicological parameters
checked, which included histopathology and clinical-chemical measurements in urine and blood. A
decreased growth in the heated oil-groups as compared to rats that received only the fresh
hydrogenated soybean oil (iodine value 108) was observed after 2 and 12 months, which, according to
the authors, may be related to decreased absorbability as a result of heating. Similar results were
obtained in a 50-week feeding study with four dogs administered a diet containing 15% partially
hydrogenated soybean oil (iodine value 107) used under practical restaurant-type conditions for frying
(182°C) for 56 h (Nolen, 1973) (Appendix D).

3.5.7. Reproductive and developmental toxicity

No reproductive or developmental toxicity studies have been performed with Grillin’ 5078 as such.
The applicant only provided data on developmental toxicity studies on two volatile substances

(1-hexene (Gingell et al., 1999) and 1-tetradecene (report not provided by the applicant).
In addition, the applicant presented data from a two-generation study with rats administered diets

containing 15% partially hydrogenated soybean oil (iodine value 107) that had been used under
practical restaurant-type conditions for frying at 182°C for 56 h (Nolen, 1972). According to the
authors, there was no evidence of deleterious effects on the reproductive parameters, nor were any
teratogenic effects observed (Appendix D).

3.5.8. Conclusion on toxicity

A considerable portion of the flavouring remains unidentified. No toxicity studies have been
performed with the flavouring itself. Considering that the volatile fraction of the flavouring amounts to
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0.75%, the Panel concluded that the data provided for some of the volatile constituents (see
Sections 3.5.5, 3.5.6 and 3.5.7) are not sufficient to demonstrate the safety of Grillin’ 5078.

The Panel also considered the referred data on feeding studies with partially hydrogenated soybean oil
that had been used under practical restaurant-type conditions for frying (at 182°C for 56 h) as not suitable
to demonstrate the safety of Grillin’ 5078,. The Panel considered, in particular, the time–temperature
conditions as not comparable. The soybean oil used for the feeding studies had been partially hydrogenated
before the heat-treatment which might result in a reduced susceptibility to oxidation reactions.

Several compound classes are known to be formed upon thermo-oxidation of fats and oils. In
addition to polymerisations resulting in dimeric and higher oligomeric triglycerides, the formation of
monomeric oxidised triglycerides has been reported. Glycerol-bound epoxy-, hydroxy- and keto-fatty
acids are the main types of oxidation products (e.g. Dobarganes and M�arquez-Ruiz, 2006). A few
quantitative data on the formation of these oxidation products are available; for example, a total of
1.23 g/100 g of epoxy-, keto- and hydroxy-acids have been reported in high oleic sunflower oil
subjected to thermo-oxidation for 10 h at 180°C (Marmesat et al., 2008). However, the kinetics of their
formation as a function of the applied temperature is not known.

The soybean oil used for the feeding studies had been partially hydrogenated before the heat
treatment which might result in a reduced susceptibility to oxidation reactions.

It is well known that reaction rates may increase exponentially as a function of temperature and it
is also very likely that, at these high temperatures at which Grillin’ 5078 is produced, different chemical
reaction pathways may occur than under conditions of restaurant-type food processing.

In addition, the heat-treatment of sunflower oil in the course of the production of Grillin’ 5078
involves the injection of air into the reactor, which might result in an increased oxidation rate.

Therefore, Grillin’ 5078 cannot be considered equivalent to the heated oils used in the feeding studies.

4. Conclusions

The Panel concluded that the in vitro and in vivo data provided by the applicant for Grillin’ 5078 are
insufficient to evaluate the genotoxic potential of the flavouring.

In addition, for 12 volatile compounds identified in Grillin’ CB-200SF (FL-no: 05.060, 05.076,
05.081, 05.108, 05.102, 05.109, 05.070, 05.171, 05.189, 13.059, 13.069 and 13.162), additional
genotoxicity data are required, according to their pending evaluations as flavouring substances.

A considerable portion of the flavouring remains unidentified.
The Panel considered the data on feeding studies with partially hydrogenated soybean oil that had

been treated under restaurant-type conditions for frying as not suitable to demonstrate the safety of
Grillin’ 5078. The Panel considered, in particular, the time–temperature conditions employed to produce
these oils as not comparable to those applied to produce Grillin’ 5078.

The Panel concluded that on the basis of the data provided by the applicant the safety of Grillin’
5078 cannot be established.

Documentation provided to EFSA

1) Red Arrow Products Company LLC, Oct 2015 The safety evaluation of flavourings ‘other than
flavouring substances’: Grillin’ 5078 (grill flavour 5078). Unpublished report submitted by Red
Arrow Products Company LLC.

2) Red Arrow Products Company LLC, Jan 2017. Responses to the request of additional
information on the product Grillin’ 5078 [FL-no: 21.003], (EFSA-Q-2016-00002). Including
Exhibit A1 to A8. Unpublished data submitted to Red Arrow Products Company LLC.
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CEF EFSA Panel on Food Contact Materials, Enzymes, Flavourings and Processing Aids
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DATA Evidence Management Unit, EFSA
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Appendix A – Volatile constituents of Grillin’ 5078

Table A.1: Summary of evaluation status for the volatile constituents of Grillin’ 5078, some of which are also used as flavouring substances and
evaluated by EFSA

Constituents of Grillin’ 5078 (no
of isomers)

Union List substance name (FL-no) CASrn Chemical structure
EFSA conclusion on the Union

list substance
Comments

2-Propenal – 107-02-8

2-Butenal – – Unspecified isomer
2-Propen-1-ol – 107-18-6

2-Pentenal Pent-2-enal [05.102] 764-39-6 (b)

2-Buten-1-ol – 6117-91-5

2-Hexenal 2-Hexenal [05.189] 505-57-7 (b)

2-Heptenal 2-Heptenal [05.070] 2463-63-0 (b)

2,4-Hexadienal Hexa-2(trans),4(trans)-dienal [05.057] 142-83-6 (c) (e)

2-Octenal Oct-2-enal [05.060] 2363-89-5 (b)

2-Nonenal Non-2-enal [05.171] 2463-53-8 (b)

2-Propenoic acid – 79-10-7

2-Decenal Dec-2-enal [05.076] 3913-71-1 (b)

2-Undecenal 2-Undecenal [05.109] 2463-77-6 (b)

2,4-Decadienal (2) 2,4-Decadienal [05.081] 2363-88-4 (c)

Hexenoic acid 2-Hexenoic acid [08.119] 1191-04-4 (a) (e)

Hex-3-enoic acid [08.050] 4219-24-3 (a)

2,4-Undecadienal Undeca-2,4-dienal [05.108] 13162-46-4 (c)

Heptenoic acid trans-2-Heptenoic acid [08.123] 10352-88-2 (a) (e)

Octenoic acid 2-Octenoic acid [08.114] 1871-67-6 (a) (e)

Heptadecenal – – Unspecified isomer
Acetaldehyde Acetaldehyde [05.001] 75-07-0 (a)

Propanal Propanal [05.002] 123-38-6 (a)

Butanal Butanal [05.003] 123-72-8 (a)

Pentanal Pentanal [05.005] 110-62-3 (a)
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Constituents of Grillin’ 5078 (no
of isomers)

Union List substance name (FL-no) CASrn Chemical structure
EFSA conclusion on the Union

list substance
Comments

Hexanal Hexanal [05.008] 66-25-1 (a)

Heptanal Heptanal [05.031] 111-71-7 (a)

1-Pentanol Pentan-1-ol [02.040] 71-41-0 (a)

Octanal Octanal [05.009] 124-13-0 (a)

1-Hydroxy-2-propanone 1-Hydroxypropan-2-one [07.169] 116-09-6 (a)

Nonanal Nonanal [05.025] 124-19-6 (a)

Acetic acid Acetic acid [08.002] 64-19-7 (a)

1-Heptanol Heptan-1-ol [02.021] 111-70-6 (a)

Decanal Decanal [05.010] 112-31-2 (a)

Formic acid Formic acid [08.001] 64-18-6 (a)

Propanoic acid Propionic acid [08.003] 79-09-4 (a)

Octanol Octan-1-ol [02.006] 111-87-5 (a) (e)

Butanoic acid Butyric acid [08.005] 107-92-6 (a)

Methylbutyrolactone Pentano-1,4-lactone [10.013] 108-29-2 (a) (e)

Butyrolactone Butyro-1,4-lactone [10.006] 96-48-0 (a)

c-Hexalactone Hexano-1,4-lactone [10.021] 695-06-7 (a)

Pentanoic acid Valeric acid [08.007] 109-52-4 (a)

Hexanoic acid Hexanoic acid [08.009] 142-62-1 (a)
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Constituents of Grillin’ 5078 (no
of isomers)

Union List substance name (FL-no) CASrn Chemical structure
EFSA conclusion on the Union

list substance
Comments

c-Octalactone Octano-1,4-lactone [10.022] 104-50-7 (a)

Heptanoic acid Heptanoic acid [08.028] 111-14-8 (a)

Pentadecanal – 2765-11-9

Octanoic acid Octanoic acid [08.010] 124-07-2 (a)

c-Nonalactone Nonano-1,4-lactone [10.001] 104-61-0 (a)

Nonanoic acid Nonanoic acid [08.029] 112-05-0 (a)

Decanoic acid Decanoic acid [08.011] 334-48-5 (a)

4-Oxopentanoic acid 4-Oxovaleric acid [08.023] 123-76-2 (a)

Heptane – 142-82-5

Heptene – – Unspecified isomer
Octane – 111-65-9

Octene 1-Octene [01.070] 111-66-0 (a) (e)

Nonane – 111-84-2

Nonene – – Unspecified isomer
Decane – 124-18-5

Decene – – Unspecified isomer
Butyl cyclopentene – – Unspecified isomer

Undecene isomers (3) – – Unspecified isomer
Undecadiene – – Unspecified isomer

Tridecane – 629-50-5 CH3–(CH2)11–CH3

Dodecadiene – – Unspecified isomer

Tetradecane Tetradecane [01.057] 629-59-4 (a)

2-Nonanone Nonan-2-one [07.020] 821-55-6 (a)

Flavouring Group Evaluation 502

www.efsa.europa.eu/efsajournal 20 EFSA Journal 2017;15(9):4973

d 
~~ 

~ -
~~ 

~ m 

½ m 

·•J eJ EFSA Journal 



Constituents of Grillin’ 5078 (no
of isomers)

Union List substance name (FL-no) CASrn Chemical structure
EFSA conclusion on the Union

list substance
Comments

Pentadecane Pentadecane [01.054] 629-62-9 (a)

Cyclotetradecane – 295-17-0

Nonyl cyclohexane – 2883-02-5

Hexadecene – – Unspecified isomer

Heptadecane – 629-78-7 CH3-(CH2)15-CH3

Heptadecene – – Unspecified isomer

Decyl cyclohexene – – Unspecified isomer
Nonadecene – – Unspecified isomer

Octadecene – – Unspecified isomer
Acetone Acetone [07.050] 67-64-1 (a)

2-Butanone Butan-2-one [07.053] 78-93-3 (a)

3-Butene-2-one – 78-94-4

2-Methyl-1-penten-3-ol – 2088-07-5

3-Methyl-2-butanone 3-Methylbutan-2-one [07.178] 563-80-4 (a)

2-Hexanone – 591-78-6

2-Heptanone Heptan-2-one [07.002] 110-43-0 (a)

4-Octanone – 589-63-9

3-Octanone Octan-3-one [07.062] 106-68-3 (a)

2-Octanone Octan-2-one [07.019] 111-13-7 (a)
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Constituents of Grillin’ 5078 (no
of isomers)

Union List substance name (FL-no) CASrn Chemical structure
EFSA conclusion on the Union

list substance
Comments

2-Cyclopenten-1-one – 930-30-3

1-Octen-3-ol Oct-1-en-3-ol [02.023] 3391-86-4 (a)

2-Cyclohexen-1-one – 930-68-7

2-Decanone Decan-2-one [07.150] 693-54-9 (a)

2,4-Hexanedione – 3002-24-2

Heptanedione Heptan-2,3-dione [07.064] 96-04-8 (a) (e)

2-Undecanone – 112-12-9

2,5-Octanedione – 3214-41-3

Tridecanone Tridecan-2-one [07.103] 593-08-8 (a) (e)

Nonen-3-ol Non-1-en-3-ol [02.187] 21964-44-3 (a) (e)

Furan – 110-00-9

2,3-Dihydrofuran – 1191-99-7

2-Methyltetrahydrofuran – 96-47-9

3-Methylfuran – 930-27-8

2,3-Dihydro-2,5- dimethylfuran – 17108-52-0

2,3-Dihydro-5-methylfuran – 1487-15-6
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Constituents of Grillin’ 5078 (no
of isomers)

Union List substance name (FL-no) CASrn Chemical structure
EFSA conclusion on the Union

list substance
Comments

Butyl cyclopentane – 2040-95-1

2-Propyltetrahydropyran – 3857-17-8

2-Propyltetrahydrofuran – 3208-22-8

2-Butyltetrahydrofuran – 1004-29-1

2-Pentylfuran 2-Pentylfuran [13.059] 3777-69-3 (d)

2-Methyl-1,6-dioxaspiro[4,4]nonane – 5451-15-0

2-Heptylfuran 2-Heptylfuran [13.069] 3777-71-7 (d)

Furfural Furfural [13.018] 98-01-1 (a)

2-Octylfuran 2-Octylfuran [13.162] 4179-38-8 (d)

2H-Pyran-2-one – 504-31-4

Tetrahydro-2H-pyran-2- one Pentano-1,5-lactone [10.055] 542-28-9 (a)

Benzaldehyde Benzaldehyde [05.013] 100-52-7 (a)

Phenol Phenol [04.041] 108-95-2 (a)

FL-no: FLAVIS number; CASrn: CAS Registry Number.
(a): No safety concern at the estimated level of intake based on the MSDI approach.
(b): Evaluation in FGE.200, additional genotoxicity data are required.
(c): Evaluated in FGE.203Rev1, additional genotoxicity data are required.
(d): Evaluated in FGE.13Rev2 or FGE.67Rev1, additional genotoxicity data are required.
(e): The constituent of Grillin’ 5078, as reported by the applicant, is the unspecified isomer which is not identical to the corresponding specific isomer included in the Union list for flavourings.

Therefore, footnotes (a) or (c), as appropriate, are only fully applicable to the substance present in the Union List.
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Appendix B – Use levels and exposure calculations

Table B.1: Normal and maximum occurrence levels for refined categories of foods and beverages for Grillin’ 5078

CODEX
code

Food categories(a)
Standard
portions(b)

(g)

Occurrence level as
added flavouring

substance (mg/kg)

Occurrence level
from other sources(c)

(mg/kg)

Combined occurrence
level from all

sources(e) (mg/kg)

Normal Maximum Average(d) Maximum Normal Maximum

01.2 Fermented and renneted milk products (plain),
excluding food category 01.1.2 (dairy-based drinks)

200 100 1,000 0 0 100 1,000

01.4 Cream (plain) and the like 15 100 800 0 0 100 800
01.5 Milk powder and cream powder and powder

analogues (plain)
30 100 800 0 0 100 800

01.6 Cheese and analogues 40 100 2,000 0 0 100 2,000
01.7 Dairy-based desserts (e.g. pudding, fruit or flavoured

yoghurt)
125 100 2,000 0 0 100 2,000

02.1 Fats and oils essentially free from water 15 100 2,000 0 0 100 2,000
02.2 Fat emulsions mainly of type water-in-oil 15 100 2,000 0 0 100 2,000

02.3 Fat emulsions mainly of type water-in-oil, including
mixed and/or flavoured products based on fat
emulsions

15 100 2,000 0 0 100 2,000

02.4 Fat-based desserts excluding dairy-based dessert
products of category 1.7

50 100 2,000 0 0 100 2,000

03.0 Edible ices, including sherbet and sorbet 50 100 2,000 0 0 100 2,000
04.2.2 Processed vegetables (including mushrooms and

fungi, roots and tubers, pulses and legumes, and
aloe vera), seaweed, and nut and seed purees and
spreads (e.g. peanut butter) and nuts and seeds

200 100 2,000 0 0 100 2,000

05.1 Cocoa products and chocolate products, including
imitations and chocolate substitutes

40 100 1,000 0 0 100 1,000

05.1.3 Cocoa-based spreads, including fillings 30

05.2 Confectionery, including hard and soft candy,
nougats, etc., other than 05.1, 05.3 and 05.4

30 100 1,000 0 0 100 1,000

05.3 Chewing gum 3 100 1,000 0 0 100 1,000

06.3 Breakfast cereals, including rolled oats 30 100 1,000 0 0 100 1,000
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CODEX
code

Food categories(a)
Standard
portions(b)

(g)

Occurrence level as
added flavouring

substance (mg/kg)

Occurrence level
from other sources(c)

(mg/kg)

Combined occurrence
level from all

sources(e) (mg/kg)

Normal Maximum Average(d) Maximum Normal Maximum

06.4 Pastas and noodles and like products (e.g. rice
paper, rice vermicelli, soya bean pastas and noodles)

200 100 2,000 0 0 100 2,000

06.5 Cereal and starch based desserts (e.g. rice pudding,
tapioca pudding)

200

06.6 Batters (e.g. for breading or batters for fish or
poultry)

30 100 2,000 0 0 100 2,000

06.7 Pre-cooked or processed rice products, including rice
cakes (Oriental type only)

200 100 2,000 0 0 100 2,000

07.2 Fine bakery wares (sweet, salty, savoury) and mixes 80 100 2,000 0 0 100 2,000

08.1 Fresh meat, poultry and game 200 100 2,000 0 0 100 2,000
08.2 Processed meat, poultry and game products in whole

pieces or cuts
100 100 2,000 0 0 100 2,000

08.3 Processed comminute meat, poultry and game
products

100 100 2,000 0 0 100 2,000

08.4 Edible casings (e.g. sausage casings) 1 100 2,000 0 0 100 2,000

09.1.1 Fresh fish 200 100 2,000 0 0 100 2,000
09.2 Processed fish and fish products, including molluscs,

crustaceans and echinoderms
100 100 2,000 0 0 100 2,000

09.3 Semi-preserved fish and fish products, including
molluscs, crustaceans and echinoderms

100 100 2,000 0 0 100 2,000

09.4 Fully preserved, including canned or fermented, fish
and fish products, including molluscs, crustaceans
and echinoderms

100 100 2,000 0 0 100 2,000

10.2 Egg products 100 100 2,000 0 0 100 2,000
10.3 Preserved eggs, including alkaline. salted and canned

eggs
100 100 2,000 0 0 100 2,000

10.4 Egg-based desserts (e.g. custard) 125 100 1,000 0 0 100 1,000
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CODEX
code

Food categories(a)
Standard
portions(b)

(g)

Occurrence level as
added flavouring

substance (mg/kg)

Occurrence level
from other sources(c)

(mg/kg)

Combined occurrence
level from all

sources(e) (mg/kg)

Normal Maximum Average(d) Maximum Normal Maximum

11.3 Sugar solutions and syrups, and (partially) inverted
sugars, including molasses and treacle, excluding
products of food category 11.1.3 (soft white sugar,
soft brown sugar, glucose syrup, dried glucose syrup,
raw cane sugar)

30 100 1,000 0 0 100 1,000

11.4 Other sugars and syrups (e.g. xylose, maple syrup,
sugar toppings)

30 100 1,000 0 0 100 1,000

12.2 Herbs, spices, seasonings and condiments (e.g.
seasoning for instant noodles)

1 100 2,000 0 0 100 2,000

12.3 Vinegars 15 100 1,000 0 0 100 1,000
12.4 Mustards 15 100 2,000 0 0 100 2,000

12.5 Soups and broths 200 100 2,000 0 0 100 2,000
12.6 Sauces and like products 30 100 2,000 0 0 100 2,000

12.7 Salads 120 g (e.g. macaroni salad, potato salad)
excluding cocoa- and nut-based spreads of food
categories 04.2.2.5 and 05.1.3

120 100 2,000 0 0 100 2,000

12.9 Soybean-based seasonings and condiments 15 100 2,000 0 0 100 2,000

12.9.1 Fermented soya bean products (e.g. miso) 40 100 2,000 0 0 100 2,000
12.10 Protein products other than from soybeans 15 100 2,000 0 0 100 2,000

13.3 Dietetic foods intended for special medical purposes
(excluding food products of category 13.1 ‘Infant
formulae, follow-up formulae and other formulae for
special medical purposes for infants’)

200 100 2,000 0 0 100 2,000

13.4 Dietetic formulae for slimming purposes and weight
reduction

200 100 2,000 0 0 100 2,000

13.5 Dietetic foods (e.g. supplementary foods for dietary
use), excluding products of food categories 13.1
(Infant formulae, follow-up formulae and other
formulae for special medical purposes for infants),
13.2–13.4 and 13.6

200 100 2,000 0 0 100 2,000

14.1 Other non-alcoholic (‘soft’) beverages 300 100 2,000 0 0 100 2,000

14.2.1 Beer and malt beverages 300 100 2,000 0 0 100 2,000
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CODEX
code

Food categories(a)
Standard
portions(b)

(g)

Occurrence level as
added flavouring

substance (mg/kg)

Occurrence level
from other sources(c)

(mg/kg)

Combined occurrence
level from all

sources(e) (mg/kg)

Normal Maximum Average(d) Maximum Normal Maximum

14.2.3 Grape wines 150 100 2,000 0 0 100 2,000

14.2.5 Mead 150 100 2,000 0 0 100 2,000
14.2.6 Distilled spirituous beverages containing more than

15% alcohol
30 100 2,000 0 0 100 2,000

15.1 Snacks, potato-, cereal-, flour- or starch-based (from
roots and tubers, pulses and legumes)

30 100 2,000 0 0 100 2,000

15.2 Processed nuts, including coated nuts and nut
mixtures (with e.g. dried fruit)

30 100 2,000 0 0 100 2,000

15.3 Snacks – fish based 30 100 2,000 0 0 100 2,000

16.0 Composite foods (e.g. casseroles, meat pies,
mincemeat) – foods that could not be placed in
categories 01–15

300 100 2,000 0 0 100 2,000

(a): Most of the categories reported are the subcategories of Codex GSFA (General Standard for Food Additives) used by the JECFA in the SPET technique (FAO/WHO, 2008). In the case of
category 13.2 (complementary foods for infants and young children), further refined categories have been created so that a specific assessment of dietary exposure can be performed in young
children.

(b): For Adults. In case of foods marketed as powder or as concentrates, occurrence levels must be reported for the reconstituted product, considering the instructions reported on the product
label or one of the standard dilution factors established by the JECFA (FAO/WHO 2008):

• 1/25 for powder used to prepare water-based drinks such as coffee, containing no additional ingredients,

• 1/10 for powder used to prepare water-based drinks containing additional ingredients such as sugars (ice tea, squashes, etc.),

• 1/7 for powder used to prepare milk, soups and puddings,

• 1/3 for condensed milk.

(c): As natural constituent and/or developed during the processing and/or as carry over resulting from their use in animal feed.
(d): In order to estimate normal values in each category, only foods and beverages in which the substance is present in significant amount will be considered (e.g. for the category ‘Fresh fruit’

04.1.1., the normal concentration will be the median concentration observed in all kinds of fruit where the flavouring substance is known to occur).
(e): As added flavouring or from other sources. The normal and maximum combined occurrence levels of the substance will be assessed by the applicant either by adding up occurrence levels

from added use to that from other sources or by expert judgment based on the likelihood of their concomitant presence. This will be done both for normal use levels and for maximum use
levels.
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Calculation of the dietary exposure - ‘Added Portions Exposure Technique’
(APET)5

Chronic dietary exposure

The chronic APET calculations are based on the combined normal occurrence level by adding the
highest contributing portion of food and highest contributing portion of beverages (either among soft
drinks or alcoholic beverages) (see Table 4). The APET calculation for children is performed by adding
the highest contributing portion of food and the highest contributing portion of beverages (among soft
drinks). Furthermore, in the APET calculation for children, the portion sizes listed in Table B.1 are
adjusted by a factor of 0.63 to take into account the smaller portion sizes consumed by children.

Adults

On the basis of normal occurrence level from added flavourings

Solid food: The maximum intake will be from category 16.0 (Composite foods (e.g. casseroles,
meat pies, mincemeat) – foods that could not be placed in categories 01–15) with the normal
combined occurrence level of 30 mg/adult per day.

Beverage: The maximum intake will be from categories 14.1 (Other non-alcoholic (‘soft’) beverages
(expressed as liquid)) and 14.2.1 (Beer and malt beverages) with the normal combined occurrence
level of 30 mg/adult per day.

The total APET will be 6 mg/adult per day corresponding to 1 mg/kg bw per day for a 60-kg
person.

Children (3-year-old child of 15 kg body weight)

Solid food: The maximum intake will be from category 16.0 (Composite foods (e.g. casseroles,
meat pies, mincemeat) – foods that could not be placed in categories 01–15) with the normal
combined occurrence level of 30 9 0.63 = 18.9 mg/child per day.

Beverage: The maximum intake will be from category 14.1 (Other non-alcoholic (‘soft’) beverages
(expressed as liquid)) with the normal combined occurrence level of 30 9 0.63 = 18.9 mg/child per day.

The total APET will be 37.8 mg/child per day corresponding to 2.5 mg/kg bw per day for a 15-kg
child.

Conclusion

The higher of the two values among adults and children, expressed per kg/bw per day, should be
used as the basis for the safety evaluation of the candidate substance, i.e. the value of 1.26 mg/kg bw
per day for a 15-kg child should be compared to the appropriate no observed adverse effect level
(NOAEL) for the candidate substance.

Infants and young children

The estimate to infant exposure is currently under consideration by EFSA.

Acute dietary exposure

The calculation is based on the maximum use levels and large portion size, i.e. three times
standard portion size (see Table 5). Although the substance is not intended to be used in food
categories specifically intended for infants and toddlers, these could still be exposed through
consumption of foods from the general food categories, which may contain the substance. However, at
present there is no generally accepted methodology to estimate exposure in these age groups
resulting from consumption of foods from the general categories. The APET calculation for children the
portion sizes listed in Table B.1 is adjusted by a factor of 0.63 to take into account the smaller portion
sizes consumed by children.

Adults

The highest contribution comes from three portions of one of the following categories for which a
highest exposure of (3 9 300 g) 9 2,000 mg/kg = 1,800 mg/adult day could be estimated: 16.0

5 The APET has been calculated based on the occurrence levels in the food subcategories reported in the above table, with the
exclusion of categories 13.2 (complementary foods for infants and young children).
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(Composite foods (e.g. casseroles, meat pies, mincemeat) – foods that could not be placed in
categories 01–15), 14.1 (Other non-alcoholic (‘soft’) beverages (expressed as liquid)) and 14.2.1 (Beer
and malt beverages).

Children (3-year-old child of 15 kg body weight)

The highest contribution comes from three portions of one of the following categories for which a
highest exposure of (3 9 300 g) 9 0.63 9 2,000 mg/kg = 1,134 mg/child day could be estimated:
16.0 (Composite foods (e.g. casseroles, meat pies, mincemeat) – foods that could not be placed in
categories 01–15) and 14.1 (Other non-alcoholic (‘soft’) beverages (expressed as liquid)).

Infants and young children

Acute dietary exposure is not calculated for infants and young children.
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Appendix C – Genotoxicity data

Table C.1: Summary of genotoxicity data (in vitro)

Chemical
name FL-no

Test system
in vitro

Test object
Concentrations of
substance and test
conditions

Result Reference Comments

Grillin’ 5078
[21.003]

Reverse
Mutation

Salmonella Typhimurium
TA98, TA100, TA1535,
TA1537 and Escherichia coli
WP2 uvrA

1.5–5,000 lg/plate Inconclusive(a) Red Arrow
Products
Company
LLC (2015)

The study was performed in accordance
with OECD TG 471, with two separate
experiments, � S9, using the plate
incorporation method. Precipitate was
observed at 500 lg/plate and above

Micronucleus
Induction

Human peripheral blood
lymphocytes

10, 25 and 50 lg/mL Negative Red Arrow
Products
Company
LLC (2015)

The study was performed in accordance
with OECD TG 487, � S9 in the 4 + 20 h
treatment – S9 in the 24 + 0 h treatment.
Concentrations of 10, 25 and 50 lg/mL
were used under all treatment conditions.
Cytotoxicity of 33% was seen at 50 lg/mL

(a): Due to the lack of requested data, a conclusion cannot be drawn on a possible genotoxic effect of Grillin’ 5078 (see Section 3.5.1 for details).
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Appendix D – Developmental toxicity and chronic toxicity data on
thermally oxidised oleic acid-based oils as provided by the applicant

Developmental toxicity study on thermally oxidised oleic acid-based oils

Two generations of male and female rats were maintained on diets containing 15% of either a
freshly hydrogenated soybean oil (iodine value 107) or hydrogenated soy bean oil heated to 182°C for
56 h under practical restaurant-type frying conditions. The oil was stored frozen after addition of
butylated hydroxytoluene (0.39 ppm) plus butylated hydroxyanisol (0.31 ppm). The first two litters of
each generation were permitted to be born naturally. During the third pregnancy of each generation,
one-half of the females were sacrificed on day 13 of gestation and inspected for early embryonic
death. The remaining females were sacrificed on day 21 of gestation, and the fetuses were examined
for either skeletal or soft tissue abnormalities. There was no evidence of any deleterious effects on the
reproductive parameters or any teratogenic effects due to either hydrogenated soybean oil (Nolen,
1972).

Chronic toxicity on thermally oxidised oleic-acid-based oils

Groups of male and female rats (50/sex per group) were maintained on diets containing 15% of
soybean oil (65–66% oleic acid) partially hydrogenated to iodine values of 70 and 108, respectively,
that been heated at 182°C, 8 h daily for a total of 84–60 h, respectively, under practical restaurant-
type frying conditions (Nolen et al., 1967); a similarly treated, hydrogenated soybean oil (iodine value
108) containing 1.6 ppm methylsilicone, was heated for 216 h at 182°C. Also, cotton oil (heated 49 h)
and lard (heated 116 h) were used. The oils were stored frozen after addition of butylated
hydroxytoluene (0.39 ppm) plus butylated hydroxyanisol (0.31 ppm).

Study diets were prepared fresh each week and kept refrigerated until dispensed into the feeding
cups. Feeding was carried out three times per week, and any feed remaining in the cups was
discarded, so that the longest period that any of the feed was unrefrigerated after mixing was 3 days.
Untreated hydrogenated soybean oil was used in the control diet. Weekly measurement of body
weight, food intake and food efficiency uptake and biweekly measurement of fat absorption showed
no significant difference between test and control groups after 2 years. Haematological examination,
clinical chemistry determinations, and urine and faeces analysis failed to reveal significant differences
between test and control groups. Histopathological examinations of thymus, heart, lung, liver,
stomach, pancreas, spleen, adrenal, kidney, mesenteric lymph nodes, ileum, gonads and any apparent
neoplasms exhibited no evidence of lesions that could be associated with administration of the test
diet (Nolen et al., 1967).

In a study in dogs, a similar partially hydrogenated soybean oil (iodine value 107) was used. It was
kept at 182°C under practical restaurant-type frying conditions until it reached the end of its useful
frying life (56 h). This used oil, or a fresh oil control, was fed to groups of two male and two female
dogs at levels of 15% in a semipurified diet. Their effects were compared to those of a commercial
dog feed from shortly after weaning until the dogs were 54 weeks old. There was no apparent
difference in the growth of female dogs fed the diets. The male dogs fed the diet with used fat grew
about the same as those fed the commercial dog feed, but both groups had reduced growth
compared to dogs fed the diet with fresh fat. As in the rat studies, this reduced rate of growth for
males was attributed to the lower absorbability of the used fat compared to the fresh. Otherwise,
clinical examinations showed no significant differences between test and control animals.
Histopathological examination revealed no lesions that could be attributed to administration of the test
material (Nolen, 1973).
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Appendix E – Methodology

The definition of ‘other flavouring’, referred to in Article 3(2)(h) of Regulation (EC) No 1334/20081

is ‘a flavouring added or intended to be added to food in order to impart odour and/or taste and which
does not fall under the definitions of Article 3(2)(b) – (g) of Regulation (EC) No 1334/2008’, and the
data requirements for its safety evaluation can be found in the EFSA scientific opinion: ‘Guidance on
the data required for the risk assessment of flavourings to be used in or on foods’ (EFSA CEF Panel,
2010), Part B. IV. ‘Information to be supplied with an application for the authorisation of Other
Flavourings’.

It is difficult to anticipate what kind of materials will undergo an evaluation as ‘Other Flavourings’,
which suggests that the standard evaluation template is flexible. As a general approach, the following
data should be provided:

• full description of the production process, with emphasis on the parameters that might
influence the composition of the flavouring;

• identification and quantification of the substances present in the flavouring;
• specifications of the flavouring;
• exposure and toxicological data required to perform a risk assessment of the flavouring.
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Appendix F – Flow diagram of the production process of Grillin’ 5078
(confidential)
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SAFETY DATA SHEET
Creation Date  09-Jun-2010 Revision Date  18-Jan-2018 Revision Number  3

1. Identification
Product Name gamma-Valerolactone

Cat No. : AC140790000; AC140790050; AC140791000; AC140795000

CAS-No 108-29-2
Synonyms 4,5-Dihydro-5-Methyl-2(3H)-furanone.

Recommended Use Laboratory chemicals.
Uses advised against Not for food, drug, pesticide or biocidal product use

Details of the supplier of the safety data sheet 

Emergency Telephone Number 
For information US call: 001-800-ACROS-01 / Europe call: +32 14 57 52 11
Emergency Number US:001-201-796-7100 / Europe: +32 14 57 52 99
CHEMTREC Tel. No.US:001-800-424-9300 / Europe:001-703-527-3887

2. Hazard(s) identification
Classification 
This chemical is considered hazardous by the 2012 OSHA Hazard Communication Standard (29 CFR 1910.1200)

Label Elements  

Signal Word
Warning

Hazard Statements
May cause respiratory irritation

Precautionary Statements

Company 
Fisher Scientific
One Reagent Lane
Fair Lawn, NJ 07410
Tel: (201) 796-7100

Acros Organics
One Reagent Lane
Fair Lawn, NJ 07410

Specific target organ toxicity (single exposure) Category 3
Target Organs -  Respiratory system.

______________________________________________________________________________________________
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Prevention
Avoid breathing dust/fume/gas/mist/vapors/spray
Use only outdoors or in a well-ventilated area
Inhalation
IF INHALED: Remove victim to fresh air and keep at rest in a position comfortable for breathing
Call a POISON CENTER or doctor/physician if you feel unwell
Storage
Store in a well-ventilated place. Keep container tightly closed
Store locked up
Disposal
Dispose of contents/container to an approved waste disposal plant
Hazards not otherwise classified (HNOC)  
None identified

3. Composition/Information on Ingredients

Component CAS-No Weight %
4-Valerolactone 108-29-2 >95

4. First-aid measures

Eye Contact Rinse immediately with plenty of water, also under the eyelids, for at least 15 minutes. Get
medical attention.

Skin Contact Wash off immediately with plenty of water for at least 15 minutes. Obtain medical attention.

Inhalation Move to fresh air. Obtain medical attention. If not breathing, give artificial respiration.

Ingestion Do not induce vomiting. Obtain medical attention.

Most important symptoms and
effects

No information available.

Notes to Physician Treat symptomatically

5. Fire-fighting measures
Suitable Extinguishing Media Use water spray, alcohol-resistant foam, dry chemical or carbon dioxide.

Unsuitable Extinguishing Media No information available

Flash Point  96  °C  /  204.8  °F

Method - No information available

Autoignition Temperature No information available
Explosion Limits

Upper No data available
Lower No data available
Sensitivity to Mechanical Impact No information available
Sensitivity to Static Discharge No information available

Specific Hazards Arising from the Chemical
Keep product and empty container away from heat and sources of ignition.

Hazardous Combustion Products
Carbon monoxide (CO) Carbon dioxide (CO2)

______________________________________________________________________________________________
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Protective Equipment and Precautions for Firefighters
As in any fire, wear self-contained breathing apparatus pressure-demand, MSHA/NIOSH (approved or equivalent) and full
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protective gear. Thermal decomposition can lead to release of irritating gases and vapors.

NFPA  

6. Accidental release measures
Personal Precautions Ensure adequate ventilation. Use personal protective equipment.
Environmental Precautions Should not be released into the environment. See Section 12 for additional ecological

information.

Methods for Containment and Clean
Up

Soak up with inert absorbent material. Keep in suitable, closed containers for disposal.

7. Handling and storage
Handling Wear personal protective equipment. Ensure adequate ventilation. Do not get in eyes, on

skin, or on clothing. Avoid ingestion and inhalation.

Storage Keep containers tightly closed in a dry, cool and well-ventilated place.

8. Exposure controls / personal protection
Exposure Guidelines This product does not contain any hazardous materials with occupational exposure

limitsestablished by the region specific regulatory bodies.

9. Physical and chemical properties
Physical State Liquid
Appearance Colorless
Odor sweet
Odor Threshold No information available
pH No information available
Melting Point/Range  -31  °C  /  -23.8  °F
Boiling Point/Range  207  -  208  °C  /  404.6  -  406.4  °F  @ 760 mmHg
Flash Point  96  °C  /  204.8  °F
Evaporation Rate No information available
Flammability (solid,gas) Not applicable
Flammability or explosive limits

Upper No data available
Lower No data available

Health
2

Flammability
1

Instability
0

Physical hazards
N/A

Engineering Measures Ensure that eyewash stations and safety showers are close to the workstation location.
Ensure adequate ventilation, especially in confined areas.

Personal Protective Equipment 

Eye/face Protection Wear appropriate protective eyeglasses or chemical safety goggles as described by
OSHA's eye and face protection regulations in 29 CFR 1910.133 or European Standard
EN166.

Skin and body protection Wear appropriate protective gloves and clothing to prevent skin exposure.

Respiratory Protection Follow the OSHA respirator regulations found in 29 CFR 1910.134 or European Standard
EN 149. Use a NIOSH/MSHA or European Standard EN 149 approved respirator if
exposure limits are exceeded or if irritation or other symptoms are experienced.

Hygiene Measures Handle in accordance with good industrial hygiene and safety practice.

______________________________________________________________________________________________
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Vapor Pressure No information available
Vapor Density 3.45
Specific Gravity 1.050
Solubility No information available
Partition coefficient; n-octanol/water No data available
Autoignition Temperature No information available
Decomposition Temperature No information available
Viscosity 2.18    cP at 25 °C
Molecular Formula C5 H8 O2
Molecular Weight 100.12

10. Stability and reactivity

Reactive Hazard None known, based on information available

Stability Stable under normal conditions.

Conditions to Avoid Incompatible products. Excess heat.

Incompatible Materials Strong oxidizing agents

Hazardous Decomposition Products Carbon monoxide (CO), Carbon dioxide (CO2)

Hazardous Polymerization Hazardous polymerization does not occur.

Hazardous Reactions None under normal processing.

11. Toxicological information
Acute Toxicity 

Product Information
Component Information

Component LD50 Oral LD50 Dermal LC50 Inhalation
4-Valerolactone LD50 = 8800 mg/kg  ( Rat ) LD50 > 5 g/kg  ( Rabbit ) Not listed

Toxicologically Synergistic
Products

No information available

Delayed and immediate effects as well as chronic effects from short and long-term exposure  

Irritation Irritating to eyes, respiratory system and skin

Sensitization No information available

Carcinogenicity The table below indicates whether each agency has listed any ingredient as a carcinogen.

Component CAS-No IARC NTP ACGIH OSHA Mexico
4-Valerolactone 108-29-2 Not listed Not listed Not listed Not listed Not listed

Mutagenic Effects No information available

Reproductive Effects No information available.

Developmental Effects No information available.

Teratogenicity No information available.

STOT - single exposure Respiratory system
STOT - repeated exposure None known

Aspiration hazard No information available

______________________________________________________________________________________________
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Symptoms  / effects,both acute and
delayed

No information available

Endocrine Disruptor Information No information available

Other Adverse Effects The toxicological properties have not been fully investigated.

12. Ecological information
Ecotoxicity 
Do not empty into drains. .

Persistence and Degradability Persistence is unlikely

Bioaccumulation/ Accumulation No information available.

Mobility . Will likely be mobile in the environment due to its water solubility.

Component log Pow
4-Valerolactone -0.133

13. Disposal considerations
Waste Disposal Methods Chemical waste generators must determine whether a discarded chemical is classified as a

hazardous waste.  Chemical waste generators must also consult local, regional, and
national hazardous waste regulations to ensure complete and accurate classification.

14. Transport information
DOT Not regulated
TDG Not regulated
IATA Not regulated
IMDG/IMO Not regulated

15. Regulatory information

International Inventories

Component TSCA DSL NDSL EINECS ELINCS NLP PICCS ENCS AICS IECSC KECL
4-Valerolactone X X - 203-569-5 - X X X X X

Legend:
X - Listed
E - Indicates a substance that is the subject of a Section 5(e) Consent order under TSCA.
F - Indicates a substance that is the subject of a Section 5(f) Rule under TSCA.
N - Indicates a polymeric substance containing no free-radical initiator in its inventory name but is considered to cover the designated
polymer made with any free-radical initiator regardless of the amount used.
P - Indicates a commenced PMN substance
R - Indicates a substance that is the subject of a Section 6 risk management rule under TSCA.
S - Indicates a substance that is identified in a proposed or final Significant New Use Rule
T - Indicates a substance that is the subject of a Section 4 test rule under TSCA.
XU - Indicates a substance exempt from reporting under the Inventory Update Rule, i.e. Partial Updating of the TSCA Inventory Data Base
Production and Site Reports (40 CFR 710(B).
Y1 - Indicates an exempt polymer that has a number-average molecular weight of 1,000 or greater.
Y2 - Indicates an exempt polymer that is a polyester and is made only from reactants included in a specified list of low concern reactants
that comprises one of the eligibility criteria for the exemption rule.

U.S. Federal Regulations  

TSCA 12(b) Not applicable

SARA 313 Not applicable

SARA 311/312 Hazard Categories See section 2 for more information

______________________________________________________________________________________________
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CWA (Clean Water Act) Not applicable

Clean Air Act Not applicable

OSHA Occupational Safety and Health Administration
Not applicable

CERCLA Not applicable

California Proposition 65 This product does not contain any Proposition 65 chemicals

U.S. State Right-to-Know
Regulations

Not applicable

U.S. Department of Transportation

Reportable Quantity (RQ): N
DOT Marine Pollutant N
DOT Severe Marine Pollutant N

U.S. Department of Homeland Security
This product does not contain any DHS chemicals.

Other International Regulations 

Mexico - Grade No information available

16. Other information
Prepared By Regulatory Affairs

Thermo Fisher Scientific
Email: EMSDS.RA@thermofisher.com

Creation Date 09-Jun-2010
Revision Date 18-Jan-2018
Print Date 18-Jan-2018
Revision Summary This document has been updated to comply with the US OSHA HazCom 2012 Standard

replacing the current legislation under 29 CFR 1910.1200 to align with the Globally
Harmonized System of Classification and Labeling of Chemicals (GHS).

Disclaimer
The information provided in this Safety Data Sheet is correct to the best of our knowledge, information and belief at the
date of its publication. The information given is designed only as a guidance for safe handling, use, processing, storage,
transportation, disposal and release and is not to be considered a warranty or quality specification. The information
relates only to the specific material designated and may not be valid for such material used in combination with any other
materials or in any process, unless specified in the text

End of SDS
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