aH

OECD: Screening Information Data Set (SIDS)
(RERARDHIEE  BEEFERT 2y . T FLY
1998 &£ 10 A

ETHYLENE
CAS N°: 74-85-1

(& T FRFR &2 3)


Mizushima
テキスト ボックス
　９


OECD SIDS ETHYLENE

FOREWORD INTRODUCTION

ETHYLENE
CASN°: 74-85-1

UNEP PUBLICATIONS



OECD SIDS

EITHYLENE

SIDSDOSSIER ON ETHYLENE

15



OECD SIDS EITHYLENE

Summary of Responsesto the OECD Request for
Available Data on HPV Chemicals

SIDSPROFILE
101A CASNO. 74-85-1
101C CHEMICAL NAME Ethylene
101G STRUCTURAL FORMULA
H. _H
Cc=cC,_
H H
OTHER CHEMICAL
IDENTITY INFORMATION
15 QUANTITY Millions metric tonnes per year:
(capacity for 1996)
Norway: 0.4
World:  83.0
1.7 USE PATTERN Chemical industry; as raw material for
synthesis of chemicals, petrochemicals
and resins.

Minor quantities used for fruit ripening
and as anaesthetic gas.

19 SOURCES OF EXPOSURE Fuel, coal and gas combustion.
Leakage from chemical industry.
Rural areas: <1-5ng/m®

(0.9 - 4.3 ppb)
Heavy traffic areas:
up to 1.0 mg/m? (0.9 ppm)
Petrochemical plants:
up to 5 mg/m° (4.3 ppm)
ISSUES FOR No further testing required
DISCUSSION

(IDENTITY, IF ANY)
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1. GENERAL INFORMATION

A. CAS number: 74-85-1

B. Name (IUPAC): Ethylene
C. Name (OECD): Ethylene
F. Molecular formula: CH,CH,

G. Structural formula:

H. _H
c=cC_
H H
H. Substance group: Industrial chemical; as raw material for synthesis of chemicals,

petrochemicals and resins.
J. Molecular Weight: 28.05
1.02 OECD INFORMATION
A. Sponsor Country: Norway

B. Lead Organisation:
Norwegian Pollution Control Authority (SFT),
P.O. Box 8100 Dep.,
N-0032 Oslo
NORWAY

Contact person:
Marit Kopangen

Tel.: +47 22 573400
Fax.. +47 22 676706

C. Name of responder:
Noretyl ANS,
Petrochemical division,
Norsk Hydro ANS,
N-0240 Oslo
NORWAY

11 GENERAL SUBSTANCE INFORMATION

A. Type of Substance: Organic, hydrocarbon
B. Physical state ( at 20 °C and 1.013 hPa): Gaseous
C. Purity:

17
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12

13

14

15

16

1.7

18

1) High purity : >99.9 %
2) Commercia purity :  about 99.9 %

SYNONYMS
Ethene, acetene, bicarburetted hydrogen, olefiant gas, elayl.
IMPURITIES

Western Europe product, (ppm range):
Methane + ethane (50-200), propylene and heavier (7-200), CO, (2.2-50), H»(0.1-10), O, (0.6-
10), acetylene (1.4-10), total sulphur (1-10), water (0.6-20) and CO (0.15-10) [3].

ADDITIVES
None known.
QUANTITY

More than 1,000,000 tonnes per annum.
Capacity for 1996 [2]:

Norway: 405,000 tonnes

World: 83,000,000 tonnes

LABELLING AND CLASSIFICATION

EEC: Fx, R12 (Extremely flammable).

S2 (Keep out of reach of children.

S9 (Keep container in well-ventilated place)

S16 (Keep away from sources of ignition - No smoking)
S33  (Take precautionary measures against static discharges)

Norway: F, R13 (Extremely flammable liquid gas)
S9-16-33

According to IARC Monograph Volume 60, (1994):
Ethylene: The agent is not classifiable as to its carcinogenicity to humans [3].

USE PATTERN

Ethylene is the petrochemical product produced in largest quantities world-wide. More than 95%
of the annual commercia production of ethylene is currently based on steam cracking of
petroleum hydrocarbons [4].

About 80 % of the ethylene consumed in US, Western Europe and Japan is used for production
of ethylene oxide, ethylene dichloride and low dendty, linear low density and high density
polyethylene. Significant amounts are also used to make ethylbenzene, acohols, olefins,
acetaldehyde and vinylacetate. Most of these products are further prosessed into products such as
film, blow and injection moulding, extrusion coating, cable insulation and PV C. Minor quantities
have been used as anaesthetic gas, for fruit ripening and for welding and cutting metals.

General
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1.10

21

22

2.3

Type of use: Category:
a) Main Usein closed systems
industrial Chemical Industry: used in synthesis
use Raw material
b) Main Non dispersive use
industrial Agricultural Industry
use Asfruit ripener

Usesin Consumer Products
Not known

OCCUPATIONAL EXPOSURE LIMIT VALUE

No exposure limits have been recommended in most countries, but Switzerland established a
time-weighted average occupationa exposure limit of 11 500 mg/m3 [3].

SOURCES OF EXPOSURE

Ethylene is ubiquitous in the environment, arising from both natura and man made sources.
Major sources are as a natural product from vegetation of all types [5].

The main anthropogenic sources are from combustion of gas, fuel, coa and biomass. Maximal
exposure of ethylene to humans is considered to be through fossil combustion by vehicles. The
total ethylene emission from the global surface has been estimated to be 18-45 10° t/y, of which
approximately 74% is released from natural sources and 26 % from anthropogenic sources.
Emission from oil combustion is estimated to 1.54 '10° t/ly [5]. Ethylene produced and consumed
in chemical industry is kept in closed systems and the production facility is normally next door to
the factory using ethylene as a raw material. Exposure to ethylene from industrial sources are
thus mainly due to uncontrolled leakage or blow outs. Such events occur at a rate of once every
2.010° t/y of produced ethylene and may result in an immediate release of about 1 ton.

ADDITIONAL REMARKS

Option for disposal
Incineration.

Other remarks
No data

PHYSICAL-CHEMICAL DATA

MELTING POINT
-169.15 °C [4]
BOILING POINT
-103.71°C [4]

DENSITY

19
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d = 0.57 g/em® at boiling point [4].
Gas density at STP 1.2603 ¢/l [4].
Density relative to air 0.9686 [4].
24 VAPOUR PRESSURE
4.27 MPaat 0°C [4].
25 PARTITION COEFFICIENT logioPow
LogwPow = 1.13 (calculated) [6].
2.6 WATER SOLUBILITY
A. Solubility
According to Merck Index, "One volume of ethylene gas dissolvesin 4 vol of water at 0°C" [7].
One volume of ethylene gas dissolvesin 9 volumes of water at 25 °C [8].
Solubility: 131 mg/l at 20°C [9].
At 15 °C the solubility in water is 200 mg/l [10].
B. pH Value, pKa Value
No data available. There is no chemical evidence to suggest a reaction between dissolved
ethylene and water and pH remains unchanged.
2.7 FLASH POINT
- 136.11°C [11].
2.8 AUTO FLAMMABILITY

Autoignition temp: 543°C [7].
Ignition temp: 425-527°C [4].

29 FLAMMABILITY
Extremely flammable - liquefied gas.
210 EXPLOSIVE PROPERTIES
Explosive limitsin air (0.1 MPaand 20°C) [4] :
Lower explosvelimit (LEL): 2.75vol %
Upper explosive limit (UEL):  28.6 vol %
211 OXIDIZING PROPERTIES
No information

212 OXIDATION:REDUCTION POTENTIAL

No information.
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213

31

311

312

ADDITIONAL DATA

Partition co-efficient between soil/sediment and water (Kd).
No information

Other data

Converson factor for ethylenein air:
1ppminair = 1.15mg/m°>= 912 nl/l [1,4]

Odour threshold:

Odour low: 299 mg/m®
Odour high: 4600 mg/m® [12]

ENVIRONMENTAL FATE AND PATHWAYS

STABILITY
STABILITY IN AIR

The fate of atmospheric ethylene emitted from natural and anthropogenic sources has been
estimated by Sawada and Totsuka, 1986 [5]. They concluded that 89 % was destroyed in the
troposphere by reaction with OH radical, and 8 % in the reaction with Os. The remaining 3 %
was transported into the stratosphere. The atmospheric lifetime of ethylene was estimated to be
between 2 and 4 days.

Indirect calculation of photodegradation with O3 as a sensibilizer gave a lifetime of 9.4 days
[13]. Using OH asthe sensibilizer alifetime of 2.7 days was calculated [14].

The following lifetimes are according to Howard, P.H. et a (1991) [15]: Handbook of
environmental degradation rates:

Lifetimes:
Air: High: 3.36 days
Low: 0.37 days

Thisis based upon combined, measured photoxidation rate constants for ‘OH and Os.
If the calculation procedures for organic compounds in atmosphere of Atkinson, R. (1996) [75]
are used the following depletion rates are found:

Lifetimes
Air Due to ‘OH reaction 1.7 days
Dueto O; reaction 10 days
Due to stratospheric removal 1900 days

Stratospheric remova can be calculated according to IPPC (1995) [76], assuming a sSmilar
removal of ethylene as CO.

STABILITY IN WATER

No data available
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3.1.3 STABILITY IN SOIL

3.2

3.3

22

No data available
MONITORING DATA (ENVIRONMENT)

Rudolph and Johnen, [16] did more than 200 in situ measurements of ethylene and other selected
Light Atmospheric Hydrocarbons during, a cruise from Puerto Madryn (Argentind) to
Bremerhaven (Germany) in 1987. The measuring locations were remote with low biological
activity in the surrounding ocean areas. The ethylene level, expressed as mixing ratio was in the
range 10-30 ppt (12-35 ng/m3) in the southern hemisphere and in the northern hemisphere a
factor of 2 higher. The observed ethylene levels were primarily a result of oceanic emissions and
the differences were indicated to be caused by changes in oceanic phytoplankton concentration.

The oceanic distribution of ethylene and other low molecular weight (LMW) hydrocarbons has
been studied by Swinnerton and Lamontagne, 1974 [17]. They analyzed 452 water samples from
the open ocean and near shore for LMW hydrocarbons and found a baseline (average) ethylene
of: 4.8 nanoliterg/litre (6.0 ny/l) . Upper values were: Mississippi R. Delta; 35.0 nl/l (44 ng/l)
and Miami dockside; 30.0 nl/l (38 ng/l).

Fuel, coal and gas combustion. Leakage from chemical industry. Rural areas. <1 -5 rrg/m3,
heavy traffic areas: up to 1.0 mg/m®[1, 3].

During burning of wood (white pine) an ethylene concentration of about 50 mi/m? (63 mg/m3
was measured in the smoke [18].

TRANSPORT AND DISTRIBUTION BETWEEN ENVIRONMENTAL
COMPARTMENTS INCLUDING ESTIMATED ENVIRONMENTAL
CONCENTRATIONSAND DISTRIBUTION PATHWAY S

In their study of the dynamics of atmospheric ethylene, Sawada and Totsuka, [5] estimated the
following emissons of ethylene (in 10° t/y):

Natural:

Terrestria 233 (65.8 %)

Aquatic 29 ( 8.2%)
Sum  26.2 (74.0 %)

Anthropogenic:

Fuel oil combustion 15 (4.28 %)

Coal cumbustion 0.42 (1.20 %)

Leakage from Industri 0.03 (0.09 %)

Sppel forbrenning 0.10 (0.29 %)

Biomass burning 7.10 (20.1 %)
Sum  9.19 (26.0 %)

Total Natural + Anthropogenic = 35.4 '10° t/y

Atmospheric depletion of ethylene:

Ethylene reacts with OH radical to form an adduct which in the presence of O, and NO, forms
formaldehyde. The products of reaction of ethylene with O; are mostly CO, CO,, H,O and
CH,0. Some ethylene is also transported into the stratosphere [76]. Using the most recent
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3.3.2

34

35

estimates [75] of the depletion rates (lifetime) of ethylene in the atmosphere due to these
prosesses give:

lifetime (days)
Reaction with OH radical 1.7
Reaction with O4 10
into the stratosphere 1900
tota lifetime in atmosphere 145
Ethylene sinks (removal capacity, 10° tons/y):
Reaction with ‘OH radical 444 (85.4%)
Reaction with O3 7.5 (14.5 %)
Into stratosphere 0.036 (0.07 %)
Sum  52.0

The ethylene transported into the stratosphere will eventualy react with Oz with the production
of a krger molecule, which again may react with NO regenerating Os. ethylene is therefore not
suspected of being a potential ozone depletor.

TRANSPORT

Physical properties of ethylene indicate that it will rapidly move into the atmosphere from any
type of release.

THEORETICAL DISTRIBUTION (FUGACITY CALCULATION)

A fugacity level | calculation, using a six compartment mode! (air, water, soil solids, sedimented
solids, suspended sediments and fish) was conducted using the global reference model of OECD
[19]. Default vaues for the environmental parameters were not changed. Entered generic
parameters were: melting point - 169.15 °C, vapour pressure 4.27 MPa, water solubility 200
g/m3, logioPow 1.13, haf-life in air 56 hours, half-life in water, soil and sediment 672 hours.
This gave the following distribution:

inair 99.99915 %,
in water 8.27:10" %,
in soil solids 9.8810° %
in sedimented solids 2.20 107 %.
in suspended sediments 6.87'10° %
infish 55810 %

This means that for all practical purposes, emitted ethylene is distributed to air only.
IDENTIFICATION OF MAIN MODE OF DEGRADABILITY IN ACTUAL USE

See 3.3

BIODEGRADATION

Also a number of research orientated <udies were designed to examine the
oxidation/hydroxylation and epoxidation of various hydrocarbons by microorganisms isolated
from soil, fresh water systems or other natural systems and pure cultures. Generally, results of

these studies show that ethylene is subject to biodegradation by various microorganisms and that
ethylene oxide and ethylene glycol are most likely initial degradation products [21].

23
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3.7

3.8

41

4.2

A.

24

Aqueous biodegradation rates have been estimated both for aerobic and anaerobic conditions
[15]:

Aerobic half-life: High: 672 hours
Low: 24 hours

Anaerobic haf life: High: 2688 hours
Low: 96 hours

BODs, COD OR RATIO BODs/COD

No data available

BIOACCUMULATION

Ethylene is not expected to bioaccumulate because of Logg Poy = 1.13.

BCF (Bioconcentration factor) is calculated (QSAR) to be 4 on the basis of the toxic action of
nonpolar molecules in the freshwater fish Fathead minnow (pimephaes promelas), exposure
duration 2.00 - 304 days [22].

ADDITIONAL REMARKS

No data

ECOTOXICOLOGICAL DATA

ACUTE TOXICITY TO FISH

Little is known about the acute toxicity of ethylene to fish, but the "Water Quality Criteria,
California State Water Resources Control Board, 1963" [23] refers to two reports of toxicity of
ethylene to Orange-spotted sunfish from 1917 [24] and 1921 [25]. The findings were the
following:

Lethal conc after 1 hour : 22-25mg/l [24]
Lethal conc after > 1 hour : 22-65mg/l [25]

Calculated (QSAR) values reported in the database Ecotoxicity Profile database [26]:
Fathead minnow (Pimephal es promelas) 4 days LCs, 116 mg/l
Bluegill, (Lepomis macrochirus) 4 daysLCs; 85 mg/l
Channel catfish, (Ictalurus punctatus) 4 daysLCs; 50 mg/l
Rainbow trout, Donal dson trout,

(Onchorhynchus mykiss) 4daysLCs, 55 mg/l

Calculated (QSAR) values reported by Leeuwen et. d. [27]:
Fathead minnow (Pimephales promelas) 4 days LCs, 120 mg/l

ACUTE TOXICITY TO AQUATIC INVERTEBRATES

Daphnia
Calculated (QSAR) value reported in the database Ecotoxicity Profile [26]:
Water flea, (Daphniamagna) 48 hours LCsw 53 mgl/l
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Calculated (QSAR) value according to Leeuwen et. al. [27]:
Daphnid 48 hours LCsx 153 mg/l

Other aquatic organisms
No data available.

TOXICITY TO ALGAE

A growth inhibition test with Selenastrum capricornutum was performed according to OECD
201 and conducted according to GLP guidelinesin 1996 [74]. The 5 nominal test concentrations
in the growth medium ranged from 8.2 to 131 mg/l. During the 72 hr exposure period there was a
loss of ethylene, however the mean measured ethylene concentrations (mean of zero time and 72
h measurement) were used for calculation of growth inhibition. Actual test concentrations (mean)
were therfore: 3.3, 7.8, 13.9, 32 and 58mg/I. Loss of ethylene during the 72 hr incubation period
ranged from 64 to 91 %. EC, for the growth inhibition based on reduction in biomass compared
to control, was calculated to be 40 mg/l (95 % conf. 1im.36-46 mg/l). Based on the specific
growth rate (4 the 0 - 72 hr EC,, was caculated to be 72 mg/l (95 % conf. lim. could not be
calculated due to that the EC,, value was outside the range of the test). The highest NOEC was
13.9 mg/l. The results agree fairly well with QSAR calculation for Selenastrum capricornutum
which gave an EC,, after 48 hour value of 122.5 mg/l [27].

TOXICITY TO BACTERIA

E.coli bacteria were treated with ethylene by passing the gas through a bacterial suspension at
constant rate for 10 minutes. After 24 hours exposure, the suspensions were plated on agar
medium and incubated for 24 hours at 37 €. Survival of colonies from gas treated cells was 79 £
1.3 % of controls. The survival of the E. coli Sd-4 strain after the same treatment was 84.2 1.6
% compared to controls. It was concluded that treatment seemed to have little if any effect on the
survival of both bacteria strains [28].

CHRONIC TOXICITY TO AQUATIC ORGANISMS

CHRONIC TOXICITY TO FISH

Calculated (QSAR) value reported in the database Ecotoxicity Profile [26]:
Fathead minnow, (Pimephal es promelas) 32 days MATC 15.3 mg/|

Calculated (QSAR) value according to Leeuwen et. al. [27]:
Fathead minnow, (Pimephales promelas) 28 days NOEC 13 mg/l

CHRONIC TOXICITY TO AQUATIC INVERTEBRATES
Calculated (QSAR) value according to Leeuwen et. al. [27]:
Daphnia 16 days NOEC 37.4 mg/l
TOXICITY TO TERRESTRIAL ORGANISM S
TOXICITY TO SOIL DWELLING ORGANISMS

No data available
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46.2 TOXICITY TO TERRESTRIAL PLANTS

4.6.3

4.7

4.8

A large and diverse literature exists on the effects of ethylene on vascular plants, including
severa hundred observations of ethylene exposure and effects. Thisis mainly due to the fact that
ethylene acts as a plant hormone, regulating a whole range of different reactions. Most of these
reactions can be categorised as growth regulation and include such effects as defloration,
ripening, inhibition of elongation, leaf loss and senescence [9,11, 29, 30, 31, 32]. While most of
these effects are non reversible, they do not all congtitute effects that reduce a plants fitness nor
growth and reproduction. One may categorise the effects into 3 groups based on assumed long
term effects, where long term effects are associated with reduced fitness, growth or reproduction.
In the table below exotic and tropical plants have been excluded in order to present data that give
amore realistic view of risks associated with exposure in industrial aress.

Summary table of effects of ethylene exposure to vascular plants. Exotic and tropical plants
are not included. Epinasty=leaf curling, Abcission=loss

Effects exposure concentration Ref
time pg m*
1) None or small long term effects:
Epinasty, Lemon 25-50 [77]
Epinasty, tomato 3-4h 46 [9]
Epinasty, Chenopodium 60 [9]
Epinasty, Potato 16 h 60 [9]
2) Effects that may cause long term effects
Inhib growth, sweet pea, (NOEC) 2d 12 [77]
Abscission flower, Carnation 2d 58 [77]
Inhibition of photosynth. Pea (NOEL) 2h 115 [77]
Abscission flower, Snapdragon 1h 575 [33]
3) Long term effects:
Decreased amount flowers, Oats 100d 8 [77]
Growth inhibition, Potato 28d 27 [77]
Yield reduction, Tomato 28d 50 [77]
Growth retardation, Pea 116 [9]
Yield reduction, Garden cress (30 %) 14d 115 [77]
Yield reduction, Cotton 30d 700 [9]

Among the more sensitive agricultural or horticultural crops are peas, potatoes, tomatoes and
oats where retardation effects were observed at concentrations in the range 8-50 rrg/m3 (7-40
ppb) . The most susceptible non-woody plant reported, African marigold reacts with leaf
epinasty (downward curling of leaves at 1.16 rrg/m3 (1.0 ppb) ethylene [9], the Cattleya orchid,
reacts with sepal tissue collapse (loss of flower) at 2.3 gm?' (2.0 ppb) after ethylene exposure for
24 hours [33].

TOXICITY TO OTHER NON MAMMALIAN TERRESTRIAL SPECIES
(INCLUDING AVIAN)

No data

BIOLOGICAL EFFECTSMONITORING (INCLUDING BIOMAGNIFICATION)

No data

BIOTRANSFORMATION AND KINETICSIN ENVIRONMENTAL SPECIES
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4.9

51.

511

51.2

513

514

52

521

522

5.3

54

No data
ADDITIONAL REMARKS

No data

TOXICITY

ACUTE TOXICITY

ACUTE ORAL TOXICITY:

Not relevant. Ethylene is a gas with alow boiling point (-103.71 °C).

ACUTE INHALATION TOXICITY

The acute toxicity of ethylene is low, but very high concentrations may cause asphyxia due to
oxygen displacement. The letha ethylene concentration in air to mice is thus estimated to be

950,000 ppm. [34].

When male rats were exposed to 10, 25 or 57-10° ppm for 4 hours, al groups showed increased
serum pyruvate and liver weight [35]. Non of the studies were GLP.

ACUTE DERMAL TOXICITY

Not relevant. Very little ethylene is likely to be absorbed through the skin because of ethylene's
low solubility in fat and low boiling point.

ACUTE TOXICITY, OTHER ROUTES OF ADMINISTRATION
No information

CORROSIVENESYIRRITATION

SKIN IRRITATION/CORROSION

There is no evidence to suggest that the liquid ethylene gas is irritant, but it might cause frost
injuries.

EYE IRRITATION

There is no evidence to suggest that the liquid ethylene gas is irritant, but it might cause frost
injuries.

SKIN SENSITISATION
No data
REPEATED DOSE TOXICITY

The toxicity of ethylene has been tested in a 90 days inhaation study on 4 exposed and one
control groups of 30 rats (15 males, 15 females) [36]. The animals were exposed 6 hours/day 5
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days/week for 13 weeks. The exposure groups were T-1: 300 ppm, T-11: 1,000 ppm, T-I11: 3,000
ppm and T-1V: 10,000 ppm. The study was not conducted according GLP, but the study held
high scientific standard and a quality assurance statement was issued. There were no differences
between controls and treated rats with respect to total weights, weight change, food consumption,
haematology, clinical chemistry, gross pathology or histopathology. Male rats in the control, T-I
and T-1V groups showed red deposits or red discharge around the nose, whereas the male T-11
had red deposits around the eyes. Amongst the female rats, a red deposit was observed around
left eye of one T-I rat and alopecia around both ears of one T-11 rat. Compared with the controls,
the liver weights in severa groups of exposed rats were significantly lower. There was, however,
no dose response relationship for this weight reduction and the cause was unknown. Ethylene
was not toxic to rats when administered under a stratified regimen of exposure up to 10,000

ppm.

In an explorative non-GLP study, where a group of six male Sprague-Dawley abino rats (50-60
g) were exposed to a continuous flow of 60% ethylene in oxygen as inhalation for 6 days, effects
could be seen on several haematology parameters [37]. There were significant reductions in
thrombocyte count (-19.3%) and leukocyte count (-48.2%). A reduction was also seen in the
bone marrow cellularity (-30%).

During chronic tests on rats (newborn) exposed to a concentration of 2.62 ppm (continuous as
inhalation) for 90 days, a delay in coat appearance, dentition, eye opening and circulation
hypotension, cholinesterase activity inhibition, subordination disruption were reported [38].
There were no information on the quality of the study.

In rats treated by inhalation with a concentration of 100 ppm for 70 days, a change in the reflex
nerve impulses, a decrease of cholinesterase activity and a reduction of the blood pressure were
observed [39]. There were no information on the quality of the study.

GENETIC TOXICITY IN VITRO

Bacterial test

Ethylene at atmospheric concentrations up to 20 % gave no indication of mutagenic potential in
Salmonella typhimurium in the presence or absence of a metabolic activation system (Ames test)
[40]. The study was not conducted according to GLP, and only one (TA 100) of the four
bacterial test strains recommended in the guidelines was tested. Previous testing with the full
range of Salmonella strains in the presence and absence of a metabolic activation system have
also given negative results [41, 42]. Ethylene showed no gentoxic activity in Escherichia coli.
[28].

Non-bacterial in vitro test

The effect of ethylene on chromosomes was tested in an in vitro cytogenetics assay using
duplicate cultures of CHO cells [71]. The methodology in this study complies with GLP and the
OECD Test Guiddine 473, "Genetic Toxicology: In vitro Mammalian Cytogenetic Test".
Treatments covering a broad range of doses, separated by narrow intervals, were performed both
in the absence and presence of metabolic activation (S9) from Aroclor 1254 induced rats. The
highest dose level used, approximately 280.5 mg/ml, was equivalent to a concentration of 10
mM, corresponding to about 25 % of ethylene.

Due to the explosive properties of the test article when mixed with air, it was not possible to
achieve the maximum concentration required by the Regulatory Guidelines using air as carrier
gas. Nitrogen was therefore used as carrier gas, which alowed higher doses to be achieved.
There are, however, technical problems associated with continuous treatment in a nitrogen
atmosphere, and short (3 hour) pulse treatments were the only practical option.
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A preliminary range-finding study was performed to investigate the toxic effects of ethylene on
CHO célls. In this tria, treatment in the absence and presence of S9 lasted for 3 hours only
followed by a 17 hours recovery period prior to harvest (3+17). The dose levels for the main
study were selected by evaluating the effect of ethylene on mitotic index.

The treatment regimes used in the range-finder were repeated in the main study. Chromosomal
aberrations were analyzed at three consecutive dose levels. No mitotic inhibition (reduction in
mitotic index) was observed at the highest concentration chosen for analysis (280.5 ng/ml) in
either the absence or presence of 9.

Appropriate negative (carrier gas) controls were included in the test system in both experiments
under each treatment condition. Untreated controls were aso included in the main study. The
proportion of cells with structural aberrations in the negative and untreated cultures fell within
historical solvent control ranges. 4-Nitroquinoline 1-oxide and cyclophosphamide were employed
as positive controls in the absence and presence of liver SO respectively. Cells receiving these
were sampled in the main study, 20 hours after the start of treatment; both compounds induced
dtatistically significant increases in the proportion of cells with structural aberrations.

Treatment of cultures with ethylene in the absence and presence of S9 resulted in frequencies of
cells with structural aberrations that were similar to, and not significantly different from, those
seen in concurrent negative controls. Frequencies seen in treated cultures fell within the normal
range.

It is concluded that ethylene did not induce chromosome aberrations in cultured Chinese hamster
ovary cells exposed to a concentration of 10 mM (25 %) in the absence and presence of SO.

GENETIC TOXICITY IN VIVO

The effects on micronucleus formation in bone marrow cells of rats and mice have been studied
following ethylene inhalation [43]. Each group consisted of 10 animals of each of the two species
and they were dosed with concentrations of O; 40; 1,000 and 3,000 ppm for 6 hours/ day, 5 days
a week for 4 weeks. An ethylene oxide control group with both species was exposed using the
same conditions at a concentration of 200 ppm. Bone marrow was collected approximately 24
hours after the final exposure. Ethylene did not produce, statistically significant, exposure related
increases in the frequencies of micronucleated polychromatic erythrocytes in the bone marrow of
either rats or mice, while ethylene oxide exposure resulted in signifcant increases in the
frequencies in both species. It is not stated if the study was conducted according to GLP.

Absorption, distribution, elimination of ethylene and formation of haemoglobin and DNA
adducts were studied in rats after inhalation of 300 ppm ethylene for 12 hours/day for 3
consecutive days [44]. DNA adduct formation was measured in liver and lymphocytes and
haemoglobin adducts determined in erythrocytes. The adduct formation with ethylene was
compared to other alkenes and adduct formation decreased with increasing number of carbon
atoms in the molecule. This was an explorative study not conducted according to GLP.

Alkylation of 7-guanine was measured in DNA from liver spleen and testis of mice 14 hours
after exposure by inhalation of **C-ethylene at an initiadd concentration of 11 ppm for 8 hours
[45]. The degree of akylation was much higher in the liver than in the other tissues. This study
was an explorative non-GLP study.

CARCINOGENICITY
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The potential carcinogenicity of ethylene has been tested in a two years study with rats (Fischer -
344 inbred) [46]. The study was conducted prior to OECD Guiddine 451 for carcinogenicity
testing (1981), but still the study comply with this guideline except for some minor points. In the
study, 960 rats were randomly divided into 4 groups of 120 animals of each sex and exposed 6
hr/day, 5 days/week to O(control); 300; 1,000 and 3,000 ppm for up to 24 months.

During the course of the study there were observations of hair loss, deposits on and around the
nose and eyes and gross eye abnormalities, but there were no obvious differences among the
different treatment groups.

There was an overall increase in the number of animals exhibiting gross tissue masses for the test
groups as compared with the control group, although this trend was not statistically significant.
The spontaneous mortality (15.7 %) was roughly equal in all treated groups. The final body
weights and total weight changes for treated males were higher than those in the control groups,
but no dose-related pattern was seen.

There were no statistically significant differences among any of the treatment groups on any of
the haematology, blood chemistry or other parameters investigated.

No gross or histopathologic tissue changes attributable to the effects of the test materia were
observed in any of the treated rats. The summary reports only few findings which could indicate
any carcinogenic effect of the treatment, but lacks a conclusion at this point.

In a publication from the carcinogenicity study [41], it was concluded that the results provided
"no evidence that ethylene at these concentrations causes chronic toxicity or is oncogenic in
Fischer - 344 rats'. However, this publication and the summary have later been criticised [47]
since they do not discuss the mononuclear cell leukaemia described in the full report. It was
clamed that the number of animals affected (out of 90) rose from 12 and 8 in the male and
female control groupsto 21 and 11, respectively in the groups receiving 3,000 ppm. On the other
hand, it has been stated that mononuclear cell leukemia may occur in F344 rats at a background
incidence > 75 %, and that a further increase in exposed animals is difficult to interpret with
respect to human cancer development.

When the carcinogenic risk of ethylene was evauated by the International Agency for Research
on Cancer (IARC) in 1979 [1], no data were available to the working group on the
carcinogenicity or mutagenicity of the substance in animals and humans. In supplement 7
published in 1987 [48] it is still summarised that no adequate data were available and ethylene is
stated to be not classifiable asto its carcinogenicity to humans. The latest evaluation of ethylene
by the IARC working group (1994) concludes that there is inadequate evidence in humans and in
experimental animals for the carcinogenicity of ethylene [3]. Overall, ethylene was evaluated as
not being classifiable as to its carcinogenicity to humans.

In the Ecotoxicity Profile database it is stated to be no information in the QSAR system which
would suggest that this chemical is a potentia carcinogen or mutagen [26].

In another recent evaluation of ethylene as a cancer risk factor it was concluded that it was a risk
factor of concern [49]. This conclusion was based on the observed metabolism of ethylene to
ethylene oxide, a compound which has been shown to be both mutagenic and carcinogenic. The
linearity hypothesis for dose response relationship can not be applied in this case, since thereisa
saturation of the metabolism of ethylene. The findings from administration of high doses to
animals can thus not be extrapolated to the human exposure level.

The carcinogenic potential of ethylene has aso been reviewed in the BIBRA Bulletin [50]. This
review concludes also on the basis of metabolic production of ethylene oxide that it is timely with
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a detailed reconsideration of the possible carcinogenic risks of inhaling ethylene. The evaluation
also callsfor re-evaluation of the need for a specific industrial limit of ethylene.

TOXICITY TO REPRODUCTION

The potentia effects of ethylene inhalation on male and female rat reproduction and on growth
and development of the offspring has been studied [70]. The experimental study was carried out
according to GLP (OECD Guideline 421; Reproduction/Development Toxicity Screening Test).

Four groups of rats (10 females and 10 males per group) were dosed by head only inhalation for
6 hours daily; air only (control); 200; 1,000 or 5,000 ppm of ethylene (corresponding to 0; 230;
1,150 or 5,750 mg/m3). This dosing regime was calculated to give about 80; 400 and 2,000
mg/kg/day of ethylene for the three dosed groups respectively. Since the uptake from the lungs
most likely isin the range of 5-10 % , the absorbed dose probably was substantially less than the
figures given above.

The test materia was administered to parent animals for two weeks prior to mating, during the
mating period and until the day prior to necropsy for the males (minimum 28 days) and until day
20 of gestation for the females. The females were alowed to litter and rear their offspring to day
4 post-partum, when they and their offspring were killed.

Morbidity, mortdity, clinical condition, weight and food intake were observed throughout the
study, and mating was carefully observed. For each female, litter data and also observations for
each offspring were recorded. At termination of the study, al animas were subject to
macroscopic examination for structural or pathological changes. Ovaries, testes and
epididymides of the control and high dose animals were subject to a histopathologica
examination.

There were no deaths attributable to the test article, and body weight gain was not adversely
affected during the pre-pairing, gestation or lactation periods. The treatment had no effect on
fertility or fecundity and all females became pregnant. Litter size, sex ratio, mean pup weight and
pup growth and clinical condition were not adversely affected by treatment.

Necropsy revedled no macroscopic finding suggestive of toxicity due to test article
administration. There was no evidence of any toxic effect on the testis due to test substance
administration and there were no other microscopic findings suggestive of toxicity due to test
article administration.

In conclusion, head-only administration of ethylene at nominal concentrations of 200; 1,000 or
5,000 ppm was without evidence of toxicity or adverse effects on male and female reproductive
performance, fertility, pregnancy, maternal and suckling behaviour and growth and devel opment
of the offspring from conception to Day 4 post-partum.

DEVELOPMENTAL TOXICITY/TERATOGENICITY

It is referred to the experimental study [70] carried out according to the OECD Guideline 421;
Reproduction/Development Toxicity Screening Test. The study is summarised under point 5.8
above.

OTHER RELEVANT INFORMATION

Specific toxicities (neurotoxicity, immunotoxicity etc.)
No data
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T oxicodynamics, toxico-kinetics

Cowles, A.L. et d [51], studied the uptake and distribution of four inhalation anaesthetics in
dogs. In a series of 21 experiments, 13 large mongrel dogs were ventilated with a constant
concentration of ethylene (14 % = 12 g/m3) and three other inhalation anaesthetics.
Concentrations of the anaesthetic were measured by gas chromatography in alveolar gas, arterial
blood, brain, muscle and central venous blood. The average times necessary for the partia
pressure of ethylene to reach 50 % of the inspired partial pressure (1.4 %) were: alveolar gas,
<2.0 min; arterial blood, <2.0 min; brain, 3.7 min; muscle, 8.2 min and central venous, 5.2 min.

Biotransformation of ethylene to ethylene oxide

Ehrenberg et. al, 1977 [52] showed that “*C-labelled ethylene was metabolized to ethylene oxide
when administered to male CBA mice by inhalation. This metabolism is of significant concern
since ethylene oxide is a potent alkylating agent, a carcinogen and a gentoxicant, and hence more
toxic than ethylene. The amount of epoxide formed was quantitatively determined from the
degree of akylation of cysteine and histidine residues in haemoglobin.

In a later study from the same laboratory [45], it was shown that ethylene oxide alkylated
nucleophilic sites of mouse DNA. Since the ratio between the degree of akylation of DNA and
that of haemoglobin was the same when exposed to ethylene and ethylene oxide, it was concluded
that the latter was the reactive intermediate formed from ethylene in vivo. A comparison of the
degrees of akylation obtained per unit exposure of ethylene oxide and ethylene, showed that at
low levels of ethylene, about 8% of the inhaled amount was metabolized to ethylene oxide. The
rate of ethylene oxidation followed saturation kinetics with increasing ethylene concentration. At
218 ppm ethylene, the oxidation rate was haf of the maximal rate (K, value). It was estimated
that the maximal rate of metabolism (V) Of ethylene corresponds to exposure to an air level of
4 ppm of ethylene oxide.

After exposing rats to automotive engine exhaust, Tihqvist et. a., 1988 [53] identified akylated
amino acids in haemoglobin. These resulted from conversion of about 5-10 % of inhaled ethylene
and propylene to their respective epoxides which again alkylated the nucleophilic sites in
haemoglobin. This quantification of the fraction of ethylene to be oxidised form agreed very well
with the conversion factor of around 8 % found for the mouse in the above mentioned study [45].

Results from Tihgvist and Ehrenberg in 1990, estimate that in humans, some 6 % of inhaled
ethylene in mainstream smoke is converted to ethylene oxide in smokers [54] and some 3 % in
non-smokers [55].

Metabolic conversion of ethylene to ethylene oxide results in the formation of adducts to DNA
and proteins, and this offers a means for identifying ethylene exposure in vivo. Determination of
haemoglobin adducts using the N-alkyl Edman method has proven valuable [53]. This method
has been used for monitoring adduct formation after ethylene exposure from different sources
[49].

Toxicity of ethylene oxide

Ethylene oxide causes doserelated increases in the incidence of gliomas, peritoned
mesotheliomas and mononuclear cell leukemias in F 344 rats and lymphomas and
adenomas/adenocarcinomas of the lung, uterus, harderian gland and mammary gland in B6C3F1
mice (for areview see Walker et. al., 1990 [56]).

Epidemiologic data on ethylene oxide support the anticipation that ethylene oxide is a
carcinogenic agent. When mortality and incidence of cancer in totally 733 workers exposed to
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ethylene oxide were assessed, 8 cases of leukaemia and 6 cases of stomach cancer occurred,
while the expected numbers were 0.8 and 0.65 respectively [57].

In vivo as well as in vitro, ethylene oxide is seen to react both with amino acid residues in
proteins and with the purine bases in DNA. When mouse, human or rat erythrocytes were
exposed to ethylene oxide, the man reaction products with haemoglobin were 2-
hydroxyethylations of cysteines, N-terminal valine, imidazole nitrogens of histidines and
carboxylic groups [58]. The main reaction product after reaction with calf thymus DNA was N-
7-(2-hydroxyethyl) guanine, whereas O-6-(2-hydroxyethyl)guanine was only about 0.5 % of this.
Species differences were also observed, as rat and mouse erythrocytes were more susceptible to
alkylation than the human erythrocytes.

The alkylation of DNA-bases with ethylene oxide has been studied further after exposure of rats
to ethylene oxide by inhaation [59, 56, 60]. The main akylation site both in vivo and in vitro is
the N-7 position in guanine, resulting in 7-(2-hydroxyethyl) guanine, and this modification is
probably the reason for its carcinogenic and mutagenic effects.

The IARC working group evaluated ethylene oxide in 1994 and came to the overal conclusion
that it was carcinogenic to humans [61]. This was mainly based on the evidence for
carcinogenicity from experimental studiesin animals.

Effects of PCB-pre-treatment on ethylene toxicity and biotransfor mation

It has been demonstrated that ethylene, as well as halogenated ethylenes are acute hepatotoxic in
rats pretreated with polychlorinated biphenyl (PCB) [62]. The hepatotoxicity was evident as
increased serum alanine-a-ketoglutarate transaminase (SAKT) and sorbitol dehydrogenase
(SDH) in rats pretreated with PCB and exposed to 20,000 ppm ethylene for 4 hours. Without
pretreatment with PCB, ethylene and halogenated ethylenes are not acute toxic. From these
findings it was suggested that the acute toxicity was mediated through epoxide intermediates
formed by hepatic mixed function oxidases induced by the PCB pre-treatment.

When rats were exposed to ethylene in a closed desiccator jar chamber, the rate of metabolic
elimination of the compound is influenced by pretreatment with PCB (single dose of Aroclor
1254, 500 mg/kg in oil 6 days prior to the experiment) [63]. Biotransformation of ethylene lead
to ethylene oxide which was exhaled.

The effects of PCB pre-treatment and high exposure levels of ethylene, due to induction of
mono-oxygenases and increased formation of ethylene oxide, demonstrates that the toxicity of
ethylene is of concern for organisms also exposed to mono-oxygenase inducers. However, it
should be kept in mind that the concentrations used are far above actual exposure levels.

EXPERIENCE WITH HUMAN EXPOSURE

Ethylene was in general use as an anaesthetic for many years. It has been replaced by more
modern anaesthetics, mostly due to the high explosion risk. Chronic injury in humans resulting
from prolonged and repeated exposure to low concentrations of ethylene (less than 2.5 %) was
not reported in "Patty's Industrial Hygiene and Toxicology (1981)" [11].

Inhalation pharmacokinetics

The inhalation of ethylene was investigated in human volunteers at atmospheric concentrations of
up to 50 ppm. The uptake, exhalation and metabolism could be described by first-order kinetics
[64]. The clearance due to uptake was low, only 5.6 %, while the rest was exhaled without
entering the blood stream. Clearance due to metabolism was 36 % of systemic available ethylene.
The biological half-life of ethylene was 0.65 hours. The alveolar retention of ethylene at steady
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state was calculated to be 2 %. The low uptake rate of ethylene was considered due to its low
solubility in blood.

Reproduction effects

In apreliminary study, the miscarriage rate (six out of 15 pregnancies) amongst Swedish women
who had worked in the local petrochemical industry was higher than that seen in 1549 women
outside the industry. Ethylene was the main product in four of the five local petrochemical plants.
No data were provided on occupational levels but measurements made in areas surrounding the
plants indicated that ethylene was present in concentrations up to tenfold higher than the other
pollutants (propylene, ethane, propane and phenol) [65].

A brief abstract notes that there was a higher than expected rate of miscarriage and
gyneecological disease among femae operatives of a polyethylene plant who were exposed to
ethylene concentrations in the range of about 40-60 ppm and high levels of noise [66].

Carcinogenicity
A preliminary study found no increase in lung cancer incidence in 31 workers exposed to
ethylene (at unspecified levels) at a US petrochemical factory [67].

A study of workers at an US petrochemical plant found that an increased risk of developing brain
cancer was associated with exposure to (unspecified levels of) a number of chemicals including
ethylene. However, the investigators were unconvinced that the association reflected a casua
relationship [68].

Work Place Exposure

Personal and stationary monitoring of ethylene in a company where this gas was used for
controlling the ripening of bananas showed air concentrations to be in the range of 0.02-3.35
ppm (0.02 - 3.85 mg/m3), with an estimated average concentration of 0.3 ppm (0.35 mg/m3). Ina
study on exposure of fire-fighters, samples taken during the "knockdown" phase of afire showed
a concentration of 46 ppm (53 mg/m3) ethylene, while none was detected during the "overhaul”
phase [3]

A study was carried out among workers at a Swedish petrochemical plant using measurements of
haemoglobin adducts formed from ethylene oxide for monitoring of ethylene exposure [69]. The
study was carried out in two parts, part one in 1989 and part two in 1993. Eight workers
exposed to high levels of ethylene ( 4 mg/m3) and 3 workers exposed to low levels (0.1 -0.3
mg/m3) were compared to nine controls exposed to 0.01 mg/m3. All exposed workers showed
elevated levels of haemoglobin adducts and adduct formation was dose-related. The results
indicated that about 1 % of the inhaled ethylene was metabolized to ethylene oxide.

The second part of the study, which included four workers, was designed to more accurately
determine the exposure levels, which turned out to have a mean of 4.5 mg/m3. The results
confirmed part one, showing that about 1 % of inhaled ethylene was metabolized to ethylene
oxide and the maximum fraction to be converted was estimated to be 4 %.

The pesk level of ethylene reported for human exposure is about 50 ppm ( 57.5 mg/m3 ), while
35ppm (4.0 mg/m3 ) has been characterized as a high average level for longer term exposure.
The conversion will then correspond to maximum 2 ppm (3.6 mg/m3) of ethylene oxide for the
peak level and to maximum 0.14 ppm (0.25 mg/m3) for the high averaged level. Given
occupational exposure limit levels for ethylene oxide (time-weighted averages) are 1.8 mg/m3
(Denmark, Japan, USA, Norway) and 2.0 mg/m3 (France, Canada, Sweden) [3].
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C. HhipE:
1) EHEE: > 99.9 %
2) PAERTRLEE @ 49 99.9 %

1.2 AEHE

Ethene, acetene, bicarburetted hydrogen, olefiant gas, elayl.

1. 37
Pag—ur N8 (ppm range) |
Methane + ethane (50-200), propylene and heavier (7-200), C02 (2.2-50),
H2 (0. 1-10), 02 (0.6-10), acetylene (1.4-10), total sulphur (1-10), water (0. 6-20)
and CO (0.15-10) [3].

1.4 FHm#A
HMONTWRWD

1.5 $E=E
£ER1, 000,000 kLl b
19964E DA [2]:
J V7 = —: 405,000 k>
5% 83,000,000 k>

1.6 ‘R&EHE
EEC: Fx, R12 (FEWIZRIAME).
S 2 (F-EHDFDJ@MIRWGHT.
S 9 (L <R SNT-HATICA S TR
S 16 (FEAIEHHEEL Tl < —2EJE)
S 33 (MESMBICALTTHRE L D)

Norway: F, R13 GEHIZA[BAIEDWRIEA AT R)

S 9-16-33

IARC & / 77 7 Volume 60, (1994)I2X%:

Ethylene: N3 2 FHEIEME I IT AT I TR, [3].

1.7 F&
TF L oAL, RPOREE THMBLEE L TAESNTWD, BIfE, =F LD



D RGZEEFEDIS% UL EIX MDD IRILKFZED AT — LT T v 3% o 7 (KR
KWE) 12Xk -oTW5[4],

KE, WK, BLOHATHEE ST L OR80%IXE(L=F L — k=
FLro REE, BEERIREE, BLXOEEERY =F LIRS AT
5o Fim, DROVOEIX, = FAXRLEL Tra—, AL T4, TERT
NTE R BIXOE=ATET— MAELDIERH SN TS, Zhb608EDOKR
EEEBITT 4R, REH L, FHBOEC, fitia—T 4 70, r—7 1
Mafx-CPVC72 EORITIN TSN 5, D EPHPESED T A RIZOR & &R D
BELOWICER ST 5,

A —%

FIRRRE : HTIY—

a) = PSR ISR T B FIH
PEZE T3 ARICHIA
A H JEAA

b) E FE5 B
PEZE JRPEZE
FIH RERAIE LT

B. WHEHEMITELA
FHAVTUV R

1.8 B FoRERA
PIRIBFUTIZ & A EOETHE SN TWARW, A A A TIREMINEYESIC L D
ek S B B FR L 22 11 500mg/m’ & il E L 7=,

1.9 BRFEWR

TFLUUVIFHRBLOATEZRERLE LTREFOLEZICTHLH D, EDRE
BT ETOH A T ORMD S D HIROFEMTH H[5],

T NBPRAETUI T A, A, AR, BEONAS A~ 2AOBREEIC X D, ANlTxt
THTF L ORKOBEITASHEICL 2EABREOBREZEBLTCEEZLNT
W5, HER o =T L o PEHEIT18-45.10° t)y TH V. D BFITA%IE FIRTE. 26%
X ANBHPEETRD DB EN TS ERED DT 5, ATHOBREED D OHEH
BIX1L54 10°vy [S)EHEE SN D, L FEETEEINTHESINLI=T L U,



PASH S A7 AR TR Y . s, AEMRIT=F Lo 2 e e LT
LTV THICEEL TWD, ZORR, EENDDTF L OB IL I HIE
TERWREMMERIZE DD TH D, DX ) R RFIIFEM2EL Frox
FLUBEEICOE —FEOEETEE, 1 b OE#EKRHOER L 250
7200,

1.10 BINOYFEEEE

A GITRTEE S a v
BEH

B. Z0HOBEE
T—H L

2. YELZET—X
21 BhR
-169.15 °C [4]

2.2 WA
-103.71 °C [4]

2.3 BE
d=0.57 gems  FBIEAT [4].
I ABEEE  STP 1.2603 g/ [4].
KUELEEEE 0.9686 [4].

He

24 ZKRE
427MPa at  0°C [4].

2.5 ﬁﬁﬂ{%ﬁloglopow
Logio Pow=1.13 (calculated) [6].

2.6 KM
A BFRE

ANT AT 7 AZEDE,"OCIZBNTZT L U T AT A EEOKITIET D"
[7], 25CTIX 9 EDKIZEET D, [8].
WRFEFE © 131 mg/l 20°C  [9]

200mg/l 15°C [10].



B. K&EA A ¥ pH 1, Fefipit© % pKa 1l
BT —2M L, WHELT-=F L EKEDRORIGE X UpHN K> TEL L
RN & BRI A ALFRIREIL X 72,

2.7 BlkR
-136.11 °C [11].

2.8 HARFKME
HSRTEKIREE @ 543°C [7].
FUKIREE © 425-527°C [4].

29 FlktE
SR — AL A

2.10 1BFEHE
ZBRHICET B BB 0 (0.1 MPa and 20.C) [4] :
TEREEFEFR S (LEL): 2.75 vol %

b BRAEFE BRI (UEL): 28.6 vol %

2.11 B bEFE
I L

2.12 1L : BTEM

E L

213 BmT—#

A B LK E DR OSESRE  (Kd)
1 A L

B. Z20DfinT—%
ZIHRDOTF LT DHMAESR
1 ppm in air = 1.15 mg/m3 =912 nl/l [1,4]

RUOERfE:
FEUOO TR : 299 mg/ms3



Bo EfR 0 4600 mg/ms [12]

BREHEA R KL UL

3.1 ZEME
3.11 EZRHPEEN

HRB L OALREOKRLRT =T Lo OEMITIRA & FEIC X > TI9864FEICHEE
ENT2[5], 89%IFREICB W TOHT P AL E RIS LT, 8 %ldA Y v & DG
IZ X o THEE SN IR LT, 750 O 3 %IFEEICE TN, =F L
CYORKFOFMT2~4 B EHEE ST,

HREH & U CA Y v & Wit X 2 MR 22 3B CiE. 94 B B FHA T
HoT=, OHT Y N%E AW 85A132.70 LB H & iz, LA T O FFfviZHoward, P.H.
5D (1991) [15] BREEMDERANY KT v 71285 DTH D,

Ffn
72 = 3.36 H
15 0.37H

ZHUTOH E A Tkt UL CHIE SRz ST b,
#, L Atkinson, R. (1996) [75]iC & % K& H O HLEWI w3 2 3HE FIEIMEH &
5725, LFORDERNBD 5D,

FAm

ZEE HIZJFd 2 SO 1.7H
AT D BUG 10H

hi i BB~ D B & 1900 H

BB ~DTF L ~DBENNCO L R U ERET U, IPPC (1995) [76]D J71EIZ
KXoTHETE S,

3.1.2 KHFIZBIT B EENE

HEh7e T — 213720,

3.1.3 TEhIZRITIRENE

HEh7e T — 213720,

32 EB#HT—F (BEH)

Rudolph and Johnen, [16] 1%, 1987427 )Lk « = KU AT LB F ML T L



=== (KA E TOHIEFIZ, 200 EOSGFTTTF Lo L Zofhois
RENTZ KK RAEAKFER Y ZHE LT, WESFTIREZI IS D 70 i
WK CH o7, IRAFETERINTZZT LoD LU ¥-EK TiE10-30 ppt
(12-35 ngm3) D#EPH TH Y | JLPERTIT 25 Th o 70, Bl SNz =F L UfHIZE
ELTERMORERTH Y . RENTEITFEMERY 77 7 N OEE D
DEIT L > THIERZ STV,

TF L& Z DD FRIEKFE (LMW) OYFFEIC % 437 X Swinnerton
and Lamontagne, 1974 [17] {2 X > Tl b vz, 5% iLﬁéijlU\/ WD 54520
WoKY o TN ARG FIRALKFEZ T L. =F L o OSFERRY 7 FE (A1 34.8
nanoliters/litre (6.0 ng/) TH 2 Z L ZFHA L7z, mWHDOEIZ, I ¥y EDR.
Delta?35.0 nl/l (44 ng/H)B LN~ A 7 2D K v 70 HI030.0 nl/l (38 pg/l) TH

277,

WREE, AR, T AOBEE, \LFREEN DO, BA <1-5pgms, RiEEOL
VIV 1.0 mg/ms & T, 3]

B (E) KKEORFITEED 2> 55150 ml/ms (63 mg/ms) DIREDO T L 223G
RS g Wy el

33 HERREEREZFOCREXHEREOBE L HME L OOmRE
REEFESNC LD REAFPO=T Lo OBREICET 228 TiE, ST LS 7=
F L (in106tly) OPEHBHETE S 7=,

EEZNE

= 23.3 (65.8%)

K 2.9 (8.2%)
At 26.2 (74.0%)

N2y -

RN 1.5 (4.28%)

R IRIGE 0.42 (1.20%)

TS DR 0.03 (0.09%)

BEAH) 0.10 (0.29%)

[k 7.10 (20.1%)

#t 9.19 (26.0%)



DR EH BR+A%H=354%106tly

TTF L ORI DR

TF LV AIOHT PN E RS L TR & ERBIEMDR HIUL 7 + VAT VT
RZERT DI ENED, =T L e CORISIC K DEMTIEE A E—FE
biRFE., “BAbRE,. KBXOT7 4V AT LT E RTHDH[76], W HNOEDT
FLEREE~bBEI L T2, BlioHEEIC K 2 R O=F Lo Dl
(FHM) U TFormatxnk s Ths,

Fan (H)

OHZ Y H V& DI 1.7
T ORG 10
P JeE 1900
REFITEIT D EFFHfm 1.45
TF L (BEIAE, 106 tonsly)
OHZ Vv & D& 44.4 (85.4%)
A DR 7.5 (14.5%)
P JeE 0.036 (0.07)

At 52.0

BB A~BET 5 F L IR RIT A Y v & O L Ckriigersy F & BEA L, Ui
SOV ER LIS L TAHY v 2HATH0L LR VWDO T, =F L ix
BTEM 2 A v OdESE & L CTidEEb i,

3.3.1 BH
TF U OYERMEEIL. TN EARE A T ORI THRKFITAEIC
BEIT L2 ThAH) ZEETRBRLTND,

3.3.2 HFRMLES GKERESE)
6 XEET (2R, K, BEREEE, o, il brbi X o) 26 L 7= ki
BEL~UL T OFHED, OECDDO MR RBEET V& HW T TbiLiz[19], BRIEL
BELTOT 74V MEZEZ BN hotz, ATENTZ KRR EBITLL T D
WY THD: @ —169.15C, ZRKJTE1T4.27 A H /XA TV IK~DIEFRMEIF200g/m3 .,
BRI DloglOPOWIT1.13, ZET DFJiIS6R T, Ak, [EA 138, ThB T
OO TH -T2y DO LI TFONEE 5 2 7= -



225t 99.99915 %,

K 8.27.10-4%,
[ {4 i 9.88.10-6 %
P i 2.20.107%.
) 6.87.109%
el 5.58.10-10%

ZoOZEF, TRTOEANZEMICBWT, B En-oF L izegg b 720
WAL ENAHZ LA ER L TWA,

3.4 EEOFEHTOLRIEDE22E— FOFRA

3325/

35 A53iE

3.6

3.7

2 < OBE U= fHAMS0IE, THOWIKR 7137 O B RR ORI D
OABESNIZMAEMC LD | Bkx e RILKFEDRE L, & R r ¥ o AbKG & =R
FUALERARD LD ITRFF SN TV, —REVIZ, 26 DIFFRORERIL, =F
L TR & I A CHAEM R 2 T D E RO ERLTEY, BT L
vl F Ly T a— I SR O S IREY T H H[21],

KOBAEW I IRERE T, AR EBEIEOE FORETRED STV 5[15] -
AW 0 = 672 B[]

X 24 MR
MERRSE Y . & 2688 [
X 96 FH#fH

BODs, COD % 721X BODs/CODL:
BEDT — Z L7200,

AW ERENE

TF L 2 FLogio Pow= 1.13Td 5 7= OICAEME RIS T,

BCF (ZEWIRMatRE0 13 KME~7 7 > h~> K+ I/ 7 (pimephales promelas)iZ 35
W TR Sy - O B E NS D & 41070 2 X9 IZFHAE SV (QSAR - /& Bk i
TEPEFERE), B2 HFrERFRET2.00—304 HH T - 72[22],

_10_



3.8 BNkt EE
L

. EREET—F
41 FE~ORMEENE
BT 22T Lo ORMERMEICOWTIEH E STy, L, 1963
O H Y 7 N=TINKEIREEOKE N3] 1L, AL VAR YT 4 R -
Yo7 4y v 2 ZRT BT L DI OV T D191 T4E[24] & 19214E[25]D 5
DHEZZR LTS, MFEHERITIROL S TH D
1 Rl O BHEIREE - 22 - 25 mg/l [24]
1 BERICL EOBERREE © 22 - 65 mg/l [25]

Ecotoxicity Profile database [26] CElE{H (QSAR : & EAVEETEMEFERE) 2HE =
iz,

Fathead minnow (Pimephales promelas) 4 days LCs 116 mg/1

Bluegill, (Lepomis macrochirus) 4 days LCs 85 mg/l

Channel catfish, (Ictalurus punctatus) 4 days LCs 50 mg/1

Rainbow trout, Donaldson trout,

(Onchorhynchus mykiss) 4 days LCs 55 mg/1

Leeuwen [27] 512 L - CTEHEAE (QSAR : EEMEEIEIEFED) NElE S
Fathead minnow (Pimephales promelas) 4 days LCs 120 mg/1

42  KEBFHBWIIHNT I aMENT
A IPra=
Ecotoxicity Profile [26]D T — & ~— A CTHEE(QSAR) Y E 7,
Water flea, (Daphnia magna) 48 hours LCs53 mg/1
Leeuwen ©[27)1Z & 2 FHHEMEIT :
Daphnid 48 hours LCs 153 mg/1

B. ZofhokAEAY
BT — & 130,

43 BRITHY OEM

Selenastrum capricornutum (Z %3 % A= & fHEFAER 23 19964FIZOECD2011Z K %
GLP(fE RiBRITEEE)YD A KT A ZhE» THEME S 172[74], 8.2 225131 mg/l.

_11_



DORID 5 SO ERENERILIZBNTT A N &N, REMOYFHIc=T L
YOERIIH ST 0D, JIE SN F U UARE (0 & 7215H O RIEfE D
) . AREORRICHWO N, £ EEORBRIREIL3.3,7.8, 13.9,
32 and 58mg/l. Th o7z, FEEMIMO2ERFF DM DO F L o DEK1T64~91% D
FHCTH o7z, xHIRE L2 AR EORII S < EREICRT 5 PR 2
(ECso) 1340 mg/1 (95 % conf. lim.36-46 mg/l) T 5 H L FH S iz, FkA DOkE
FIZEESNT, 0-720FF DECso1 %72 mg/l & 5 S 4172 (95 % conf. lim.(XECsp 237k
B L7- PR ChH o T OICHETE e o 72) o bR VWNOEC (MERS AR )
1X13.9 mg/I TH > 7=, ZDFERIL, QSARIZ X 5 Selenastrum capricornutumi{Zxf L C
15 5N 748K DECs, @ 122.5 mg/1 [27]1 & 720 B —F L7,

4.4 HEICxT5EHEME
7TV T RREIR O & 1053 ] — 8 OME TH A ZliE S H 500 5T, Ecoli
MBS 2 JLER U 7o, 24WF[ OIREEL T, TREIRI T KBS N B AT S C24R5[#]37°C
THRE SN, VARSI NMEN DO aa =—0AEFIITBDT9 1.3 % T
BT, [FEROIER % 52 1T 72E. colidd Sd-4k D ALFHUT TR & ik L T84.2 + 1.6%
Tholz, ORI T OMBEEKDEFITM O NOFEND 72 & LT HERMK
Th oD EHITEDID &iffam S 7z [28],

45 IKAEAYICXH HIBMENE
4.5.1 RBUTHT H@tEl
Ecotoxicity Profile [26]D 7 — & ~X— A |[ZHEE (QSAR) 2#fE SN TW15,
77w b~y K+ X /7 (Pimephales promelas) (Z331F %32 H B D KA
BHIRE (MATC) 13153 mg/1Th D,
Leeuwen et. al. [27]\Z L 2 H EfE (QSAR) X
77 v ho~w K+ 2 77 (Pimephales promelas) (Z351F 528 H [t] oD Mk AT
(NOEC) %13 mg/l,

4.5.2 KAEBEFHBIW I D BEENE
Leeuwen et. al. [27]1Z & D HEEME(QSAR)
IV aAIBITH16 HHOMFEERE (NOEC) % 37.4 mg/l

4.6 PEAAYIZHR HEEEM

46.1 HBAYIZXT D BMEFNE
F— AL

_12_



4.6.2 BRAEMZXT D8R
TF L DR L R OWTHEOBIEMERZ T, MR ~D=F L
DB ONWTEH D2 DR oD, ZiUuIEELE L T=FLUn, BRDK
JEOEPFHO R EHET DM AELEL E LTERAL TS LWV ) HEIZLS
I DRUSDRERS X, b, R, haRoimfl, oK & Eimfbo L 5 72
R Z G ERE E LT THZ ENTX B[9,11, 29, 30,31,32], L6 D%)
ROFEANETHEAHTHL ., HYWOER L BIHOBEEMEEZWT 5 L 5 7
WELZ A BIL IR, ZORBITEEGM, AR EITEFE ORI EEE LT
WHEHIMOMBLEESND Z LICES 37— EN5 b Ll
VY, PEEHITTIZRT D IREEIC R L 72 fERMEIZ OV T o X 0 BUSERN e Bl 2 5 2
TWBLBIEDT —ZIZHE- T, L FORTIHEBEEHY XTIV D,

HMEE R ~D = F L BRI ONFOMELR, BT S EhTunauny,
FRAER (Epinasty) =Ha%E, #FEHIHE (Abcission) =FE5k

A R 5 IR ] REug m’ Z
1) RHIF OB L £ 7213

HRERE, VE Y 25-50 [77]
HRAERE, < b 3-4h 46 [9]
HREE, 7008 60 [9]
HRAEE, Ty 16 h 60 [9]

2) REIBMOREBIZLD0b LR WEIR

A B, AA— hE—,(NOEC) 2d 12 [77]
LRI, —F— a2 58 [77]
WARRDOHE. = K7 (NOEL) 2h 115 [77]
LD RN, ¥ a/y 1h 575 [33]

3) K o

HEDBEDWD, =T 100d 8 [77]
ARE, Yy AE 28d 27 [77]
&, b=k 28 d 50 [77]
REBIE, = R 116 [9]
WNEHD, 2vav Yy 30%) 14d 115 [77]
&L, UH 30d 700 [9]

BEFFIIREEYOTRTCIE U Ry, Py IA4F, b~ BTN K

_13_



DIRZMETH Y . 8-50 ng/ms (7-40ppb) DEIFH DILFE IZ B W TR ENBIE SN
2o MOEBINSCTWIERARNHNT 7V Y -« =V —2—)L KOED LFA
FEROR (116 pg/ms (1.0 ppb) DT F- L o T R A X OFEHE9]. H kL ickt L C24
R D= F L U BRFE#£122.3 pg/ms (2.0 ppb)IZB W TH 7 F OMfkEREE (TEDHER)
DS HE iz,

4.6.3 "HILEMA LIS D Z DDA ICKT D EME (BEE2ET)
F—

47 EYFHERBOE=F Y S (EWEEEET)
T—X L

48 BRERICBITAIHRANELLE N
T AL

49 BINOKLEIE

T—AEL
5. =it
51. =fEmEtE

51.1 2R O =
BN 2V, = F L AT oW A TH D (-103.71 1)

5.1.2 2ERAEHE
TF L OAMEFRMEITR S, FEFICE WV IEREIIBREERIC L EE A S
Tb L, FAICKTLHERFTOHEMP =T L REIXIS Tppm TH
% EHEE STV D [34],
WD T b & AFER10, 25 or 57°10° ppmIZHRFE L7-FE, £ T 7L —F R i h o
ENE VA A ERFIRO EEIEINA R UT-, GLP (8 R BRATAEYE) (CHERLL
ToWFZEI X 72 o T2,

5.1.3 AR EMNE

BRI, = F L U DRI 6T D ARWARRYE LR Wb 72012, =F L
TEEAZBL TRIRENA Z ERIFEAFENE Bbils,

_14_



514

5.2

521

522

53

54

BEOMDONL— MBI 3 aMtEE
VAR

J& Bt/ W

RIERE/ &
IR F LB TH D 2 & 2R 23U R VWA, FBHELSIESEZ T
H LR uy,

ARSI
BIE=TF L U BREMETH S 2 & ZRmB T DRkl nn, BmELZSIEEZ T
H LAV,

B E A
—Z L

REHRE=HE
TF L DM 4 [KOBRFEALEL L SEAFEZ X5y L= 223088 (15, ME15)
@?yFﬁ’owf%aﬁ®%kﬁﬁf7xFéhtwmzx:k%m—a6ﬁ
M, BWIZ 5 A TI3EDMREE Sz, 18R 27 /1 — 7 13T-1: 300 ppm, T-11: 1,000
pmymmamWWnk;UTﬂhmmmeT%okoﬁ%ﬁGLPK$%LT
XV 2o T2 B OB RRIBE 2 5 L, B A IRAET D R ENBIT I,
B LB SN X X ORI, RERE, ARELL, SREEEE, LK.
ERAR LT AT OB F 7o IR BRI B L CEW AR L o 1o, HEALER
T-1 BLO T-IVRLELZ L —TF Ol X NI EDE VISR EY £ 72138
R, — . T-II ZA—7OER X ZIROE 0 IR BN b - 1=,
DOHFRT—EADT-1 DR OEFITARWIE YA, —BHAOT-1 O H o & I i E A3
M@6htoﬁ%&mabfﬁ%m@®&ow®7w% IZHRWTHTIRE & A
W&o 7o, Lon LA s, ZOEERADITERE & ORBRMAES | ZOJRA
iT%T%ot@I%V/i&W% R XU REE CI1E10,000ppm E TIE AR A
MR o T,

PRATHI72FEGLPHFSE Cld, 6JED D Sprague - Dawley2 7 /L E / + 7 v [ (50-60g)
256 B, WAAIE L TEETIZ60%D=F L o0l 7 o —|ZIRgE Shi- 7L

TIZBNT, WL ODDIMHRF/NT A X THBERDHZ LN TE [37]. R&EKD
#(-19.3%) & F M ERE(-48.2%) DA E /2B o - 7=, BRI VT H R U
D (-30%) 23 i b Tz,

_15_



T v MTOWTI0 H [#12.62ppm D 2 T O URFEE GEA M N) L 7= 18 MEER i,
FKEOFRIE, wHLRE, BRIRE KMt =2V =27 7 —8iEMHEE. 1t
DR ST2[38], Z OMFEDEICET D IFHRIT e,

IREE100ppm T70 H ] O NALERE S 7 ¢ XX Tl KSR AITIC B 1T 5 &4k,
:)/Ix%i—kﬁﬁmﬁ& B LM EOWD P BLEE I 72[39], Z OWFZED
BEIZBE T D EHIT R0,

INVITRO Ef=zEME

A B R

20% F TOEKTREDTF L A, FAXIF 7 A (Salmonella typhimurium)
W2k LT AREHE ML ORI X OMERINGD o A7 A(— 5 AFRER)IZ I TR
IEMEDIRE R TR S 723 72[40], AFFEIZG L P> Tt TR 63, A4 ¥
A THER STV D U5 O — ORI BEEAER(TA 100) L2>T X R ZALTNRLY,
PILER T H ORI DOV TRENEMEL > 2T A 2 RIS X OEIRINO ARG
FARNTHORIT 4 TOFRERENELNTNDH[41,42], =F Loy 2V XT )R
KIGE BB EOIEM 2 2 R E ek - 72[28],

lin vitro TOIEHIERER

Pk ~DTF L QBN CHOMIEOERE R 2 AW TA v~ OfifaE
BRI TR SN, ZOMEICEBIT 5 HIEMmITGL P £ OE CDOMERY
A KT A 473 “BiaElE : 4 B b o OAIEBRGFHORER” 26> TW5D, A
PR G BEE2 D AS—T DRV HERETH T ONLEN Ty MIEAINT
Aroclor12541Z & 2 REHEMAL(SO) D Hs TS L OMEIRIN O i 512380 CTHhE S vz,
R LT EWD L OB 5 B (5280.5mg/ml) X, 10mMOEEIZFRZ% ThH
D, =F LU OKI25%IC—EH LT\ 5D

ZERNIR T TR OB DIEFMEDO T DI, EHT R & L TEREEMNT 2 8E
ﬁ4k74/kiof\M%ﬁﬁm%&%%ﬁfé_kim%@ﬂotoLkh
ST, BEGEOERETRTHERPMET AL LTER I, L LR
5. FHRRNRUTITEGHLE 2 BEE L T 2 HFORER B 0 . B EHIGEER) O
RLERIME— D FEF 728 IR Th o 72,

CHOMNE~D = F L > D3gEsh R A fi~ % 72 O O#iPH & 721 2 PR T

Nz, ZOFITICBWT, #ERAZID HENC TR O EEB M E > TDO I, S9D
TNk X OMERILER )N 3 BEfke T bz, BRI ARG 8L~

_16_



5.6

DEEHIZE DT LU OB X - T, BIRSh,

FEBEGT (range-finder) %A L7-ALBE TN E/- DM RICE N T RS T,
PR OB 133005 Lo 5BV Tt SvE Lz, it cidn - &
RO (280.5 pg/m)IZBW T SOZRIM L TH L7 < TH  Mifa R ofiE (4
B OWA) FBEShiehotz, o, BB OMREHIERFRICE Eh
TWE L7,

W22 2T ¢ T WREH A3 > b — LR 2N OALFELREE Tl 7 0 FEERIC
BIFDHTAN - AT ATEENTWe, XAT 7 LR OEEHINZ 51T D%
SRR B A O MROEIA X, RN REEIC L2y br— L O#FFHOHIC
& > 72, 4-Nitroquinoline 1-oxide & 7 1 7 4 A7 7 I RNZEAFIRSO AU AN
BIOERMOBYESIRYE L LCflibiviz, 2 b 2500 2/iens, E72RmrsE
THLERBR AR D20MF % ITHhH S, W5 OB & LRSI BT O 5 2 Hifa D E
BRI H BRI ZL S Lz,

SODFMEB L OEIRIMTOF L &9 BEERAE T, #EICREOH 5 Mlao
BEIZRIC L 9 ThHo7=n, BEMIRICHE > TR ONZZN &3 BEREWIER
Mo T, ALEREZHC R O - B X IEH O#FENICH - 72,

S 9 DOFEMB LEFRIMO VT T H 10 mM (25 %) DIEFE IR Shi=F v 1 =
— R e NLAAF—DOIIBEMIEOREIZB N T, =T LU TRaRREE 25 &2
7 R STz,

INVIVO BiREME

T v b v U ZAOFHMAIIC I T /NI A~DRED ROZF L A THF
FEIHT2[43]), D2FEENENIEDEW B D K 7 — 71X, —H 6 FEfd, @
(25 H T4 @M OHRIZ0; 40; 1,000 and 3,000 ppmDIEE 2R3 H- S ui-, mREORE
fb=F L U BREEDY . [A] U4 T200ppm D 2 S CHREEE S 7=, Bl DR
DOFRAFFBBICED N, =F L ATELLDOR R I OFHICB WO CIREICE
% UTe/IME 2T 5 2 YR MER DB ORI A BRI & FEA M & 72 o
oo —H. BIE=TF LU OBRERITWHE L QICHRREINThH -T2, EOMENG
L PIZHE» THEE Sz E 9 Ttk ST,

TFLUOWI. S, BEL . ~ /o LB L ODNAOMNIKADOTEREN . —

H 1285 0 3 Hi#E L72300ppm D =F L > DWW A DL D T v b THFZE S 7= [44],
DNAFTIMARDTE I & U > ERTRI B AL, ~E 7\ B APIMRIZIR fLER D
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5.7

THIE S NTZ, =F L AT K DRIEE IO 7 v 7 AFE(CES S %2 —off
REAFNE NG RALAKSR)) & el S 3L, FIIMATE R DA 1357 1 D R R D E )
W+ 5 2L Thnsd, ZOMRIZG L POEEHI L &2 WRITH A% Th -
7=,

T—7T7 =07 R0, SR OYIIRE NS 1 lppmTH 5 & & D14C-=F L
(Z14FFIR AR EE S 72~ T A DO, Mg L ZAL0 5 ODNA THIE S 7z,
7»#»%@Eéwim@mﬁ;@iéﬁ_HMTﬁwoto_@ﬁ% IHITH

72 FEGLPHFZE CTh » 7=,

DB AAE

TF L OEEN 723 MEIT T »~ b (Fischer -34457) % HWT 2R OWFFETT A
kENTz, BFFRIZFERBR D 72D DOECD HA KT A 451(1981) 2572 - TiTh
NN, ZNTH, FRIEWV L ODDO/NERBEBRWT IO A T4 -
TWéoﬁ%Tﬁ\%ME@?yFW%%W%’AT%MKM%%M%MHMW)
4 T —7"H3 0CkHR); 300; 1,000 ,3,000 ppm (2 1 H 6 Kffif], 5 ARM. 24+ A
L EIChiz» TIRg Sz,

FWRIT IRITELE L BHDOEY O TEY, IR 72RO R 5 N BER =03,
B BT N—T ORI =1L 2o T2,

KT N—T L HARTT A N T N—TFITHBIERZ R LTV DR X OBDBRE
2B B o T2 T E ., T OMAIIFEIC A B TR o7z, BIRETHE
(15.7%) X TR TOUEE T V— T TIRIFZE Lo T, WE SN2 O RAEH 22K E
EREEOEBITHB I V=TI b REDSTD, BEEICEE L\ F—
TR BN -T2,

MR, ML L OMMOFHE L7237 A X OV B W T HALE 7 L
— NSRRI B BT otz T A MEIORITER T2 KEN7R, F
IR B RO Z L b IR E N2 7 v FoWnWThIC b b iehoTz,
BB X B RN AR R T N TELHANIEADODTNTHD &
WEL., ZOBIZONTORERITR U,

FEDSAAEDIFZEDN D DFER[4]TIE, FERN T2 DREICBIT 22T L 23 g
MOFMEA G| & 29, F7/-1LFischer-344 7 v MIX L TEBPARFTHD &
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5.8

WO REUT ARV EDORER A L TRERD T2, L LR s, | HOAHESR
IR UAR— FOPTHHA SN TO DM A MOV Tigim L TRV O T, #
TZORFREBEITHE SNT[47], EBEZZ TR X IO (90ED 5 B) Xt
TR 7 N —7" T3 1208, MEDS 8 PL72 DIZHET3,000 ppm% 2} 7= 7/ V—7"T%
AEN2LE I ER-> TS E RSN TV, i Tik, e LCF3447
v N CIEHEEMIE A MIEAT5% L EORERNH L0 LLT, BEINR X
SICBITLERDHEIMMI AR ONAFEICE L THIRT 20088 L iR 5
W5,

TF L DFEPANEY A7 DIITIEITEERD AWFFEEBI(TARC)IZ L - TRl =
ZHE[1]. B & ARNCEB T 2WEDORNAMEETITEREFZ RO T —F L 77
— VNI DT — A BNEL 2o T, 198THIT/ATE ST Al /7 [48] TIE& LD
F R T =2 IFRNEERNINATEBY, T F LN AMICE > TEPAMETH D
EVHETERVWERARSEN TV, IARCY —F 7 JL—T7 (199 L b =F L
VDEHOFIIL. =F Lo DFNB AT HOWT AR & EEREN) TIE 14 722 FEHL
IR EfERR L2 [3], MEMICA T, =F L UATIAMICE > TRBAME AT
X7V ERHMl SN AR T 2 7 7 A VT — 2 _X— A TIIQSARY AT AZE
W, AL E DNIEIER N A T I3 R ERFRERNTH D Z & &R
g B ERITI VN E 5 TN D,

NADEREF & L TCF L DRI DOEGEDOFHIE Tl Zh AN EE R fERE T
b5 LRGN BAVIE[49], T ORERmIXZEIREE TN LD ANMEDO BT AR ST
LT Lo ~OZTF L ORBOBEIIESN TN, =F L oo
23d 20T, HERISERIZ L D ERRGELE Z O5GEIZIT#EH TE 220,
ZORER, B ~ZBEICEE L-ERICB T 2R 51T, AMOBRE L~
XL THEE TE 220,

TF L OFTERIFE D AL, BIBRA (British Industrial Biological Research
Association) DOEHTHRIEINTZ, ZDOLEa2—, BIb=TF L v OREHEY
IZEEDSWT, =F L U ADIEBTERIRE DB AMEY A7 OFEMR B ICRE 25T
HERERL WD, Fio, BT T Lo 0 B 72 FEZENIHI R 0O 2 B O TR
RO TND,

B~ DR

HeEEHED T v MIBITHEIEB LT OAERE ERF~DTT L W ANDEIERIE
BNEFTE S T2[70], & D EBRAIIIZEIZGLP(OECD Guidelined21; ZJ5l/3EE ~D 7
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59

5.10

PBET 2 MIHE> TITbNTZ, 47 V—T7DF v M1 T NA—FH1= 0 LD &
10VEORE) 23 A 6 IR TR 7213 T WA T200; 1,000 or 5,000 ppmD LF L >
&L BRIZToRE (0,230 1,150 or 5,750 mg/ms(ZAHY) ATz, ZoO#E
HlX, 50 3 7 /v—F1Tk L TEILZ4180; 400 and 2,000mg/kg/day % 5- 2. % 72 D
CRHR ST, Bl S OB 72 5 AS5-10%DFEIHIC & o 7o 726, WU 7Z 5 A
FROEF L0 EENAD R oTTHA D,

BTSN 2 8], ZZBCHIM F . d6 KL OETITMIEDRT A £ TOR/N28 F M), M
TIEERD200 B £ T, 5l x I bichi Sz, METHEL . B
BREINDETORHE 4 RRIIHEELZ T 5 2 Lafrs i,

JRARRE, JECR, FRRORIE, KER L O RWERESIIEHIF P B S,
EEREPERERS HNLN, TNTNOMEIC SN T, EFEBLUFFR A
DREPFEIR STz, WFFEOR THE, T TOEWNTZRER E oI W E A 20 %L
fbEzRIRTHRAE SN, B LOEERGEIBYOIIE, =, B I ORIEL
MR B R A 2 52 U T,

T A MNMZERT DT RBCHT. R KO IZ I 1 R EEE N
T L Z T o T, BHE IR FEMEIC R U CTALER O T /2 <, 3T D
WEDMIENR U7z, PET4%. MEEE. TR X I DOEHIRE, RERS X OWRIREI T

IC X DB T R T,

MEX., WIRIC K D2ENT A MO EIZ LD EM 2 Red 2 AR B3
WZ EERLTE, BREBMORGIZ KD EA~OFEREICET 25T <, &
OIZEEMEZ R 2 BMEBIIAT L b Ze oo T2,

fEam & LT 4 B LR AY200; 1,000 or 5,000 ppm®D T F L > DFEE 21T O G-
(X, BEOFEILE 72X, K& MEIC IS 1T 2 BAEATEY, BAH ). AER. RE& FO1TED,
BLOZBOGHESR 4 BBOFOAER ERE~OBEEEIT /) o7,

FAETM R
% UIZOECD Guideline42112 % - TIT OV T-BHH /58 B Bk O RN GRER Y EER A
RIS EINTWD, T OWFEIE EFEDSSIZE I LTV A,

10> BE L
RrRENE (WEE, aRFEER L)
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T—HL

BY, BYERYE

a—/L A, ALB[SIERTO 4 FEEEOAW A RELEEOBHL & 546 2058 LTz, 21
D—HOFEERTIL, 13FHO KEMEFER I —EREDTF L 2 (1.4%=12g/m’) & thiz
3O ARERIE 2 A SH7-, Mifas, #hRf, 4, fHi. B L O RO
ARIL O DOFREEDIREN T A7 a~ N7 T 74—l k> THES Nz, =F L
¥ DI EDRR ST HE(1.4%) D50%IZET D DI B R FERFRIZLL T 0@ b Th
%o s, 24P F, Bkl 245B0F. WL 3740, A 8.243. HRRo
Wk, 5.257

TF LU DL F Lo ~DAEKRNEH#L

T— L R —7 5(%1977 [52]). HEDCBA~ 7 AT A ZHE214CTT NV LT =T
VU= T L AR SN2 L 2R LT, BIb=TF L U 3REWE TH Y
\n -7 CTh D017 T /L% ALAI(DNA % A e i3 2 FrBrE RS o — )
LLTZF LU I BEERRNOT, ZORFEHITE THEHRETH D, BRI
ITRF Y ROBIIANEZ o Pl TWAEY AT A U EEAF DT ILF
JALDEG N B BEIICHRE ST,

Al UEBREIZ B 5% 098 TiI[45]. Bfb—F L 3~ 7 ADODNADREZS %
TNAXME LT Z EDRSNT, =2 F Lo L b=TF L U ICHEEE S 7U7ZREIZ . DNA
LANET B E VDT VX IMMEDESNDIERNFE L Tho7-D T, BENERN
TZF LU DO SN ST Th 5 LimoT oz, BboF1r &
TFLUOHEMNHTZY ORETHEONTZT VX LD EESV O T, K1r~r
DTF LTI, WMASNTEORW I fb=TF L AR s Z & &R LT,
TF L UREOENIME S =F L U EOFI A IR E £ Thil o, 218ppm®D
TF L UTIE, BIERIIREH SO En E)TH o7z, =F L OERKIBED
ARFHHE (Vmax) 23 ZE KPR EE 4ppm DL = F L U ~DIgEE I3 ST 5 & HEE

iz,

Tomqvist 5., 1988 [53]i%, HEIHET L VU DPKITIRE LI-% DT v F T, ~F
7aberbe )T FIMEINTT IV BEHR LT, ZUbiERASIAIET
FL 7Ly OMS-10%BENENDOTRF Y RICIf L, S HIC~E/ R
EVOREYA T AL LIERERTH D, KI8%DIHERIZE TH L~
LTWexF Lok s b 0EEIEL, EROWEDOH TO~ 7 A TH
R &7, Temqist & T— 1 2 /3—271990I12 L DFERTiE, AM Tk, BEZIC
BWTHA SN EFER O T L > DORI6%[54], FERUEE CTHIZ%[55]h L=
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FL AT S D LHEE ST,

TF L OBRL=TF L o ~ORBIEBLIIDNA & & VT BEMIEOF K Z b 72
5L, ZNIEKRNTZF L UVIRBREZRET D10 DOFEE RIS 5, N-T7 ¥
Ve R AEEHH Lc~E 7 v B AR ORIE IR SL D L FE L72[53], =
DHETERIR D Y — AP DOTF L VREE OMINE R TR D72 HOICHN D
721491,

BiboF Lo DEME

AL T L I 5RO EBHE L T, F3447 v b T/ U A —~ [EHEMEH
R, BURZAINA ML % . BOC3F1~ ™7 ATV w30l KO, 75, ~— & —i.
FLIR O MR E S | EE 23 (T 4+ — T — 5, 199012 K 5 L B = —1990 [56]) .

b= TF L BT 2T — X3 F LU BB AMIERAM TH DL L0 )
FTREZZFFL TS, b= TF L U TRER SNT2T33 N DG83 OIRTHE &N o
KNTARS N0, TN TN OIFRET0.8 £ 0.65TH > 7223[57]. 8 Fld [ &
6 FIDENANRDT BT,

RN EREC S ERAN T, BIb=T L AZZ LRI DT 2 ) R EDNAD Y
VUBHEORFIIIELTWADORR GG, v U A, ABEZITT v ORI
KN b=T L Ac S b &N L&, ERMGOERDII~NE/ v TU AT
A D28 RuexvoTF LA ay NoRKignNU o BEAF TV VRTINS
N—T DA IF ) —NVERTh-T2[58], 1+7 T HBRDDNA & DG DH% D F 72
O B 1 ENT7(2-hydroxyethyl) 77 = T > 7253, 0-6(2-hydroxyethyl)?D 77 =
NE T DFI0S%IC T E o T,

Fo. Ty b U AORMENE FOFRMERE W 7T FAITEZMETH -7
L olz, MEZENA LT,

gl = F L N K DDNA HEED 7L AL I AIC L - Tk F L iR
SHT v TS BITHEEIT2[59, 56, 60].

RN L OVEMRSS & b IR 5 2T VX ALEALIX7(2-hydroxyethyl) 7 7 =
VNCHRT D 7T = ONINLETH D . Z DEEI TS AFED ANE & 29878 B
R OBEBTH D,

IARC (EBENAMTERERE) OU—% 0 7 7 —71%, 1994412k =F L > %3E
i, ARIxF L TEPAENRD D LW I BIRIERICE -7, ZhidELE LTH

_22-



W2kt F 2 FE 3 AMEIC BT D EBRIIAFZE D> & OFEUZ S-SV Tz,

TF U FEME L ERRERICBIT B PCBDRTLE DR R

Na A EF L ERRICE T L U NAR Y L E 7 = =/L(PCB) CHIALEE X 11
727w MR L CRIMEDOIMaE CTH D 2 L AUREINTZ[62], PCBORTALEE L2775
ppmD T F L N A KFHIRE SN2 T v MW T, D7 7= a + 7 b
TIVHENVEEEE ST AT 7 —E8(SAKT) & VL B b — LK FE SR (SDH) D HE N
THEMEIIH B CTh -7z, PCBORILEN 2T, =F L &na s ivfbmF
L ATAEMER TR, IO AN, AEEIEAPCBORTLEE Tl & =
SN IR OIR B HEREIR (LR IS K o TR S N2 AR ¥ RO 48 LTk
SNELTWD I E IR E LT,

7 v LTV D REFE DR T T L AgE S iz & & LA ERE
T HARHIEE IXPCBATLEL(EER D6 H AITIZ 7 1 7 7 — /L 125% 500mg/kgiif 2 AL
THEHRG)NZ L > TEELZZ T 5[63], =F L OENZEITRb=F L &
> THt S vz,

PCBY VALER L @ MEIELS LUV D =T L U OB, £/ AV 7 —E DR
WL LT L UBROINO DI, £ FFX 7T —EHEREIRE I
THEMZE ST ZF L OBEENHEETHLZ LEZRLTVND, LILAENG,
EH S IVTZIREED . EBEOHII LA E TN R TS Z L2 NI D T
BLRETH 5,

511 ADiE< Bk
—RENZ =T LIRS L L CREICDT s THEH Sz, 720 TWVIEZE D&
WEFEDfERMED T DIZ, X 0TI BRERIEICI B x btz RREO=F
Ly 25%LLF) ORMTRE LBEORR L LTOANTEIT D& MER 722 [EE
I3 TPatty DFEZER/E L B F(1981)] O ClIHE SN2 72[11],

WA B RTF:

TF L DWRABNEDORT T 4 7 The R50ppmD KR E THRA S iz,

PR, R K ORBHE RSB T & > TR T & 7-[64], fEHUC X 5 bk
EDT5.6% LR . BV IZMAICAD 2 LR < i &z, RENC L B kE
(L AT L THEDNIZTF L D36% T -7z, =F L DAY 7RI E31130.65
WS o7, MRS EFMICRE - T F LT 2% LB, =F LU0
REBR I M~ DIREREE D T2 & & 2 b,
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K~ DE

TAREI BTS2 Tl #O5 OF ML FREE TH N TWZ R Y = —F o NIz
HIERASEIOMIRD 5 H o6 L, FEEDIMNBITUNNTZ1549 ND I B b7
TNXVEroTz, = F LSy BroMi A T350 9 bo4r il kT 5
FREFEMTH T, BELSVTRIEESN T — 2132 RV, fHikE -
TWDIEY CTORETIL, =F Lo RNZDOMOIBERWET v Ly, 2X v 7
EANVBRIOT 2 =) 80 H10fEEWIRE THEL TV D D% 7R LT2[65],

FER 7R BEHIIT. F940-60ppmDFEEFHD = F L L L S L-UL DM ITIRE S h
TR ZF LTI N+ TEICEIT DIEE s ARHRIZEIHFE L L L
HETH o7 Z L NERRERNTE L Ih7z[66],

FE0 AAE
TFARZ2SE CTlE K E O AL TS T F L U (REFED L-ULIZ BT 5)ITHE
BB XN ADTHBE BTN ATEDRINZ 2 < BT 72> 72[67],

T AU BDOFWFET T o N IHEEIZOWNT O T, MRS 2 F5E T 4 falr

DEEMBTF Lo ZEie% < OILFWEOEE(ARFFED LW EBHE L TV D
ZEWGI o, L LR 6 AFFEE1EE OBIEMAMBIEA 72 Bk 2 SOk L T
W2 B LTIV 22 v o 72[68],

B35 DR

NP FOFRAE R 2 DI A I T DR8I 5, A TER =
F L OBINE, K& 230.02-3.35ppm(0.02--3.85mg/m3)D#EFHIZH U | P
FEE130.3ppm(0.35mg/m3) TH 7= = & ER LT,

TEBG L ORI 9 258 Tk, %80 TJEFEI7e (knockdown) | BRFHDRIZHEL S
N 7 i, 46ppm(S3mg/m3)DIEEDF L o AR Liz—J7, BERE
(overhaul) DOIZITMH S 720> 72[3],

AT = —T L OAMET T T o N DOE RIS, = F LV UREDE=S—D

WAL= T L U N BIBAL S LI~ 27 1 B AT IHEDIIE &3 % BRS80S 3
ENT[69], AFFEIL19894E D /S — R 1 L TN9934ED /S — h 20020 D/ 3— h THfii
Sz, WL DZF L IR S8 AD F B (4mg/m3) & | IR L~
WREE S 723 N DG83 (0.1 -0.3mg/m3) A3, FFHRE L720.01lmg/m3IZHEER S 729 A
L SN, ATOWIEL FEEN~E T v EUATIED L~V Z B, N
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KIS G- EICBEE L Tz, BRI, WA= TF L o OKIN1% N B =F
NIRRT ENTZZ L ER LT,

4N DIHBF %8 A TOTZRFZED S —HRIE, ;wmﬁ*%m<v&w\$w
4.5mg/m3 & 72 DTG ST, FERITS— M ZBER L, BRASNTZTF L DK
1% 03 @ {b=F L | ﬁﬁé%ﬂ?ﬁ@éhém%mktiﬁwnt%@&%mén
77

b FOBREREE L CHRE SN F Lo e — 7 KHETRIS0ppm(57.5mg/m3) TH 1 |
—J73.5ppm(4.0mg/m3)ix. KV BWHIFDOIRED @A EEME & ip Sl £ L
T, E—Z7 KHETHR LTI Rk O2ppm(3.6mg/m3), S EEIME ISR L CTlidmk
0.14ppm (0.25mg/m3) DRt =F L o ~DEWITH ST HTh A D, BfbmF L
(RFEINESEENC OV TE O O AL IR ERR IR AKX, 1.8mg/m3(T > ~—7 |
AA, KE, / VT 2—)E2.0mg/m3(7 T VA AT AT =2—T ) THDH[3],

S5 3T

IARC Monographs on the Evaluation of Carcinogenic Risks to Humans. Some monomers,
plastics and synthetic elastomers, and acrolein. 1979, Vol. 19:157-86.
(NFEA~DFER AN Y 27 OFHMICEE T DIARCHIFE G L, W< DO HL B,
TIAF v BRTT ALY —, BLOT 7L AY)
CMALI, World Light Olefin Analysis, 1996.
(AR OEE A L7 4 > 55HT)
IARC Monographs on the Evaluation of Carcinogenic Risks to Humans. Some Industrial
Chemicals. 1994, Vol. 60:45-71.
(NEI~DIEDAAMEY X7 OFATIZ A3 D IARCHFZEFR 3L, W< 2o TEMET
S )
Granton RL, Roger DJ. Ullmann's encyclopedia of industrial chemistry.1987;10:45-93.
(Ullmann's  LE{bFOEF M)
Sawada S, Totsuka T. Natural and anthropogenic sources and fate of atmospheric
ethylene. Atmospheric Environment. 1986;20:821-32
(RRFDOZF LD BERB X OAZDRAN & Em)
Hanch C, Leo A. Substituent Constants for Correlation Analysis in Chemistry and Biology,
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B.6

TOXICOLOGY AND METABOLISM
Introduction

Ethylene (or ethene) is the simplest alkene (i.e. an unsaturated hydrocarbon or olefin);
it is a very flammable gas and forms explosive mixtures with air. It is an endogenous
growth regulator in plants which is used to ripen bananas. The biosynthesis of
ethylene in plants is well documented in the literature (Wang et al, 2002).

Figure B.6.1 Structure of ethylene

Chemical name: ethylene.

Other names: ethene, acetone, bicarburetted hydrogen and olefiant gas.
CAS Number: 74-85-1.

Molecular weight: 28.05 g/mol.

Molecular shape: planar.

Molecular formula: C;H,

Octanol/water partition coefficient: Log Kow = 1.13.

Solubility in water: 131 mg/I at 20°C.

Vapour pressure: 4.2 X 10° Pa.

Physical state: Colourless gas with a slight, sweet and musty odour.
Conversion factors (NTP): i) 1 ppm = 1.15 mg/m?; ii) 0.86 ppm = 1.0 mg/m?®.

Ethylene is a gas at normal temperature and pressure. It is an asphyxiant and induces
hypoxia by reducing the oxygen content of air by dilution.

Ethylene is an important industrial chemical; its uses include the manufacture of
polyethylene, ethylene oxide (a fumigant and sterilizing agent), ethylene dichloride,
ethylene glycol, linear alcohols, olefins, ethylbenzene, acetaldehyde and vinylacetate.
In addition, it is used as a fuel in metal cutting and welding and as an anaesthetic.

Ethylene is ubiquitous in the environment being released into the atmosphere from
natural and man made sources. Approximately 75% of the atmospheric ethylene
originates from organic sources (e.g. an endogenous growth regulator in plants that is
emitted by vegetation and it is produced by micro-organisms as part of their normal
metabolism) and 25% from anthropogenic sources (e.g. combustion of gas, fuel, coal
and biomass). Atmospheric ethylene can be degraded by ozone (half-life 6.5
days/estimated to destroy 8%), nitrate radicals (half-life 190 days) or by
photochemically-produced hydroxyl radicals (half-life 1.9 days/estimated to destroy
89%). The atmospheric lifetime of ethylene has been estimated to be 2-4 days.

Environmental human exposure mainly occurs from the combustion of fossil fuels
(e.g. motor vehicle emissions) and the burning of organic matter (e.g. smoking).
Ethylene concentrations in ambient air at rural and remote sites are generally in the
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range of <0.001-0.005 mg/l and up to 0.05 mg/l in urban and indoor areas (values of
up to 1 mg/l have been recorded in heavy traffic). Ethylene is produced endogenously
by humans and other mammals and several mechanisms have been proposed for its
endogenous production: lipid peroxidation, enzymatic reactions or oxidative
destruction of methionione and haemoglobin and by intestinal bacteria.

No metabolism or toxicity studies have been submitted or evaluated for ethylene or its
metabolite ethylene oxide (a potent alkylating agent and genotoxic carcinogen). The
information and toxicological data cited in this document is entirely dependant on the
data cited in the published literature (mainly summarised in the publications listed
below). It should be noted that details of the protocols, the dosing patterns and the
GLP status of cited studies were minimal and the source, age and quality of the
data/information were often unclear and difficult to assess. In addition, no reliable
quantitative toxicity data have been submitted for ethylene exposure to experimental
animals via the oral route (normally required for determining NOAELSs and the setting
of reference doses for the consumer risk assessment).

The main publications/sources of information cited in the following ethylene
evaluation are as follows:

i) OECD Screening Information Data Set (SIDS): Ethylene. Date not specified.
Organisation for Economic Co-operation and Development (OECD: SIDS).

i) IUCLID Dataset, Ethylene, European Chemicals Bureau, 2000 CD-ROM Edition.

iii) Hazardous Substances Data Bank, No 168, 2003 (HSDB 2003,
toxnet.nlm.nih.gov).

iv) IARC Monograph on the Evaluation of Carcinogenic Risks to Humans (1994).
Some Industrial chemicals, Vol 60 (Ethylene pages 45-70) (IARC 1994).

v) Proposed Regulatory Decision Document. Ethylene Eco Sprout Guard. Health
Canada October 2001 (HC 2001).

Inevitably, the publications listed above are mainly summarising and citing the same
studies and data. Since there are minor differences in the reporting of the details by
the different sources, individual studies may be cited more than once especially where
additional information has been reported. To assist in identifying the studies cited by
these publications, the original references (where available) have been cited together
with the relevant publication in this evaluation (these references have not been
individually evaluated by the RMS). The quality of the studies cited and the extent
and depth of the investigations carried out are impossible to ascertain without an
extensive evaluation of the individual published studies.
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B.6.1

B.6.1.1

b)

Absorption, distribution, metabolism and excretion (toxicokinetics) (11A 5.1)
Absorption, distribution and excretion

Male Fischer 344 rats (170-220g) were exposed to 14C-ethylene (free of **C-acetylene
or greater than or equal to 97% pure) for 5 hours in a closed chamber (35 litres) to
10000 ppm (11.5 mg/l). In each experiment, up to four rats were exposed together in a
single chamber. Within one minute after the end of exposure, animals were
transferred to individual all glass metabolism cages and the elimination of
radioactivity monitored for up to 36 hours. Most of the eliminated 14C was exhaled as
ethylene [(18 pumol (504 ug) per rat exposed to acetylene-containing ethylene; this
statement is not consistent with the material tested/no explanation)]; smaller amounts
were excreted in urine (2.7 umol ethylene equivalents/rat) and faeces (0.4 umol) and
exhaled as carbon dioxide. Radioactivity was found in blood (0.022 pmol ethylene
equivalents/ml), liver (0.047 umol ethylene equivalents/liver), gut (0.034 pmol
ethylene equivalents/gut) and kidney (0.006 pumol ethylene equivalent/kidney). Pre-
treatment of animals with a mixture of polychlorinated biphenyls (Aroclor 1254: 500
mg/kg bw; single intraperitoneal injection 5 days before exposure) had no measurable
influence on ethylene exhalation but resulted in a significant (p< 0.05) increase in
exhaled 14CO, (2.04 umol ethylene equivalents/rat) and of 14C in urine (11.1 pmol
ethylene equivalents/ml). The organ burden of 14C was one to two orders of
magnitude greater in Aroclor 1254-treated than in untreated animals. Radioactivity
was also detectable in lungs, brain, fat, spleen, heart and skeletal muscle. The data
were interpreted as indicating that an inducer of the mixed-function oxidase system
can stimulate the metabolism of ethylene.

(Guest et al, 1981/1ARC 1994)

Male Fischer 344 rats (with and without pre-treatment with Aroclor 1254) were
exposed to 14C-ethylene (12.56 mg/l= 10000 ppm) for 5 hours. Samples were
collected for 36 hr following exposure. Aroclor pre-treatment did not affect the
amount of ethylene expired but did cause a 4-fold increase in expired 14CO, and a 2-
fold urinary excretion of radioactivity. Aroclor pre-treatment increased the
concentrations in blood, gut, kidney, liver and lung by factors of 1.5-, 6-, 8-, 16-, 17-
fold; detectable concentrations of radioactivity were also found in brain, heart, fat and
muscle. The rats pre-treated with Aroclor showed centrilobular hepatic necrosis (light
microscope) which was not seen in the rats exposed to ethylene alone. The author
suggested that ethylene metabolism is stimulated by Aroclor treatment.

(Guest et al, 1981, IUCLID 2000)

Several studies have investigated the pharmacokinetics of inhaled ethylene in male
Sprague Dawley rats using closed exposure chambers in which the atmospheric
concentration-time course was measured after injection of a single dose into the
chamber atmosphere (Bolt et al, 1984; Bolt & Filser, 1987; Shen et al, 1989; Filser,
1992). Uptake of ethylene into the body was low. Clearance due to uptake (as
described above) was 20ml/min for one rat of 250 g which represents only 17% of the
alveolar ventilation (117 ml mins; Arms & Travis, 1980). Most (83%) inhaled
ethylene that reaches the lungs is exhaled again without becoming systemically
available via the blood stream. Maximum accumulation of ethylene in the organism,
determined as the thermodynamic partition coefficient, whole body:air (Keq =
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d)

B.6.1.2

Concanima/Conc,ir), was 0.7. The concentration ratio at steady-state whole body:air
was somewhat lower owing to metabolic elimination ad it decreased from 0.7 to 0.54
at exposure concentrations below 92 mg/m* (80 ppm). However, at very low
atmospheric concentrations, the concentration ratio at steady-state whole body:air
increased, owing to endogenous production of ethylene. For instance, it was almost
twice the value of the thermodynamic partition coefficient whole body:air at an
exposure concentration of 0.06 mg/m?® (0.05 ppm); calculated using pharmacokinetic
parameters and equation 18 of Filser,1992. At concentrations between 92 and 0.12
mg/m® (80and 0.1 ppm), clearance was seen, due to metabolism related to the
concentration in the atmosphere of about 4.7 ml/min for the 2509 rat. In that
concentration range at steady state, therefore, about 24% of systemically available
ethylene is eliminated by metabolism and 76% by exhalation of the unchanged
substance (taking into account values of clearance of uptake and clearance of
metabolism). The alveolar retention of ethylene at steady state value was 3.5% and
the biological half-life was 4.7 minutes (Filser et al, 1992). At atmospheric
concentrations greater than 92 mg/m® (80 ppm), metabolism of ethylene became
increasingly saturated, reaching a maximum rate of metabolism (Vpax) of 0.035
pmol/(min x 250 g bw) [0.24 mg/(h x kg bw)] at about 1150 mg/m? (1000 ppm). The
apparent Michaelis constant (kn,) related to the average concentration of ethylene gas
within the organism was 130 nl/ml tissue, which corresponds to an atmospheric
concentration of 239 mg/m® (208 ppm) at Vimax2, calculated by means of the kinetic
parameters given by Filser (1992).

(IARC 1994)

In a series of 21 experiments, 13 large mongrel dogs were ventilated with a constant
concentration of ethylene (1.4% = 12g/m®). Concentrations were measured by gas
chromatography in alveolar gas, arterial blood, brain, muscle and central venous
blood. The average times necessary for the partial pressure of ethylene to reach 50%
of the inspired partial pressure (1.4%) were: alveolar gas, <2.0 minutes; arterial blood,
<2.0 minutes; brain, 3.7 minutes; muscle, 8.2 minutes and central venous blood, 5.2
minutes.

(Cowles, 1972/OECD: SIDS)
Metabolism

A metabolic pathway for the biotransformation of ethylene in mammals was not
proposed.

Four male CBA mice (average body weight, 31 g) were exposed together for one hour
in a closed glass chamber (5.6 litre) to 14C-ethylene (22 mCi/mmol) in air at 17 ppm
(0.0223 mg/l) which is equivalent to about 1 mg/kg bw. Blood and organs from two
mice were pooled 4 hours after the end of exposure. Radioactivity was about the same
in kidney (0.16 pCi/ g) and liver (0.14 uCi/ g) but lower in testis (0.035 uCi/ g), brain
(0.02 uCi/ g) and haemoglobin (0.0094 uCi/G Hb). Urine was collected from the two
other mice during the 48 hour period and blood was collected after 21 days. A urinary
metabolite, 5-(2-hydroxyethyl)cysteine was identified by thin-layer chromatography
(3% of 14C in urine). The radioactivity in haemoglobin was 0.011 uCi/g Hb. This
data, together with those on specific hydroxyethyl derivatives at amino acid residues
of haemoglobin indicates that ethylene was metabolised to ethylene oxide.

(Ehrenberg et al, 1977/IARC 1994)



Ethanol addendum - VVolume 3, Annex B.7 : Toxicology of reaction & degradation products September 2008

b)

d)

In liver microsomes prepared for male Sprague-Dawley rats, ethylene at
concentrations of up to 115 g/m® (10%) in the gas phase was metabolized to ethylene
oxide in the presence of an NADPH regenerating system (1 hour, pH 7.5, 37°C). The
rate of formation of ethylene oxide was saturable (Vmax 0.67 nmol/h per mg protein)
and could be reduced by the addition of diethyldithiocarbonate or B-naphthoflavone to
the microsomal suspension. Treatment of rats with phenobarbital (single
intraperitoneal injection of 80 mg/kg bw followed by three days of 0.1% in drinking
water) before preparation of liver microsomes did not change the Vax.

(Schmiedel et al, 1983/IARC 1994)

In mice, it was shown that ethylene oxide alkylated nucleophilic sites of DNA in liver,
spleen and testes. Since the ratio between the degree of alkylation of DNA and that of
haemoglobin was the same when exposed to ethylene and ethylene oxide, it was
concluded that ethylene oxide was an in vivo reactive intermediate formed from
ethylene. A comparison of the degrees of alkylation obtained per unit exposure of
ethylene oxide and ethylene showed that at low levels of ethylene, about 8% of the
inhaled amount was metabolised to ethylene oxide. The rate of ethylene oxidation
followed saturation kinetics with increasing concentration. At 218 ppm ethylene, the
oxidation rate was half of the maximal rate (kn, value). It was estimated that the
maximal rate of metabolism (Vmax) of ethylene corresponds to exposure to an air level
of 4 ppm of ethylene oxide.

(Segerback, 1983/OECD:SIDS)

Involvement of cytochrome P450-dependent monooxygenases in the metabolism of
ethylene in male Sprague-Dawley rats was suggested by the complete inhibition of
metabolic elimination after intraperitoneal treatment with 200 mg/kg
diethyldithiocarbonate 15 min before exposure and by an increase in the rate of its
metabolism with a Vmax of about 14 pumol/(h x kg bw) [0.33 mg/(h x kg bw)] after
treatment with a single dose of Aroclor 1254 (500 mg/kg bw) six days before the
experiment.

(Bolt et al, 1984/IARC 1994)

Male Sprague-Dawley rats exposed to ethylene exhaled ethylene oxide. In these
experiments, two animals were kept together up to 21 hours in a closed chamber (6.4
litres). The concentration of ethylene in the atmosphere of the chamber was
maintained at greater than 1115 mg/m? (1000 ppm) by repeated additions, in order to
maintain V. conditions for ethylene. One hour after the beginning of exposure, the
atmosgheric concentration of exhaled ethylene oxide reached a peak value of 0.69
mg/m° (0.6 ppm). After about 2.5 hours, the concentration had decreased to about of
0.345 mg/m?® (0.3 ppm) and then remained constant. On the basis of the
concentration- courses of atmospheric ethylene, it was speculated that this decease was
due to rapid induction of ethylene oxide metabolizing enzymes, whereas the rate of
ethylene metabolism remained unaffected (Filser and Bolt, 1984). In male Sprague-
Dawley rats exposed to ethylene at concentrations greater than 1115 mg/m® (1000
ppm), the amount of ethylene taken up per unit time from the atmosphere of a closed
chamber remained constant over exposure times of up to 30 hours (Bolt et al, 1984).
Pharmacokinetic data for ethylene and ethylene oxide indicate that in steady state
conditions only 29% of metabolised ethylene is available systemically as ethylene
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9)

h)

oxide. Therefore, assuming that the liver is the principle organ in which ethylene is
metabolised, an intrahepatic first-pass effect for the intermediate ethylene oxide was
suggested (Filser and Bolt, 1984). In view of the saturability of ethylene metabolism,
the maximal possible average body concentration of its metabolite, ethylene oxide,
was calculated to be 0.34 nmol/ml tissue [15 pg/kg bw] in an open exposure system
(infinitely large atmospheric volume). The same value was computed to result from
exposure to ethylene oxide at an atmospheric concentration of 10.2 mg/m* (5.6 ppm)
at steady state (Bolt and Filser, 1987).

(IARC 1994)

Metabolic conversion of ethylene oxide results in the formation of DNA and
haemoglobin adducts that can be used to identify ethylene exposure. Alkylated amino
acids in haemoglobin have been shown in rats exposed to automotive engine exhaust.
These adducts resulted from the conversion of 5-10% of inhaled ethylene.

(Tornqvist et al, 1988/OECD:SIDS)

Ethylene oxide was found in the blood of male Fisher 344 rats during exposure to an
atmospheric ethylene concentration of 690 mg/m?® (600 ppm). A maximal value of
about 3ug/g blood of ethylene oxide was seen 8 minutes after the start of exposure to
ethylene; this value was followed 4 minutes later by an immediate decrease to about
0.6 pg/g blood and this level remained constant for the following 46 minutes. During
exposure, “the cytochrome P450 content in the liver was reduced to 94% after 20
minutes and 68% after 360 minutes” (no further details). It was speculated that an
ethylene-specific cytochrome P450 isozyme was rapidly deactivated during exposure
to ethylene, resulting in reduced formation of ethylene oxide (Maples & Dahl, 1993).
This speculation is based on results obtained by an unspecific method for the
determination of cytochrome P450 isozyme which is not suitable for the determination
of cytochrome P450 isozymes.

(IARC 1994)

In male Sprague Dawley rats treated with phenobarbital (intraperitoneal injection of 80
mg/kg bw/day for 4 days and exposure to ethylene on day 5) and then exposed for 3
hours to a mixture of commercial ethylene (contaminated with about 10 ppm
acetylene) and air (1:1 v/v), a green pigment was formed in the liver 4 hours after
exposure. The same pigment was formed in vitro during incubation of acetylene-free
ethylene with 9000 x g supernatant of a rat liver homogenate (from phenobarbital-pre-
treated animals) in the presence of NADPH. No controls were used (Ortz de
Montellano & Mico, 1980). The pigment was identified as a N-(2-
hydroxyethyl)protoporphyrin IX, an alkylation product of the prosthetic haem of
cytochrome P450-dependent monooxygenases. It was conclude that the
phenobarbital-inducible form of cytochrome P450 was destroyed during oxidative
metabolism of ethylene (Ortz de Montellano et al, 1980 & 1981).

(IARC 1994)

Ethylene oxide is exhaled by untreated rats (Shen et al, 1989). The endogenous
production rate in a Sprague-Dawley rat (250g bw) was determined to be 2.8 nmol/h
[0.31 pg/(h x kg bw)] resulting in a body burden of ethylene gas of 0.32 nl/ml tissue
[0.036 pg/kg bw] (Filser, 1992). The corresponding exhalation rate may be calculated
from the pharmacokinetic parameters of Filser (1992) as 0.24ug/(h x kg bw). Four



Ethanol addendum - VVolume 3, Annex B.7 : Toxicology of reaction & degradation products September 2008

B.6.1.3

possible sources of endogenous ethylene have been suggested in the literature: lipid
peroxidation (Kautiainen et al, 1991), enzyme- copper- or iron-mediated catalysed
oxidation destruction of methionine (Fu et al, 1979; Lieberman et al, 1965; Kessler &
Remmer, 1990; respectively), oxidation of haemoglobin (Clemens et al, 1983) and the
metabolism of intestinal bacteria (Torngvist et al, 1989b).

(IARC 1994)

It has been demonstrated that ethylene and halogenated ethylenes are acute liver toxins
in rats pre-treated with polychlorinated biphenyl (PCB). Without pre-treatment with
PCB and exposed to 20000 ppm ethylene for 4 hours, ethylene and halogenated
ethylenes did not induce liver toxicity. The rate of metabolic elimination of ethylene is
influenced by pre-treatment with PCB and leads to an increase in exhaled ethylene
oxide.

(Conelly and Jaeger, 1977; Filser and Bolt, 1983/OECD: SIDS)

Summary of toxicokinetics studies

No ADME studies have been submitted (no oral ADME studies have been cited). The
majority of the available data has been generated using inhalation exposure. A
metabolic pathway has not been proposed for ethylene in mammals. Apart from
ethylene oxide and its metabolites and the urinary metabolite hydroxyethyl cysteine in
mice, there appears to be little or no information or investigations into other potential
metabolites of ethylene (see B.6.8.1).

Following inhalation of radiolabelled ethylene, absorption appeared to be rapid (within
minutes) but the systemic uptake from the lungs was low (low solubility in blood).
The uptake, exhalation and metabolism can be described by first-order Kinetics. It has
been estimated that approximately 83% of the ethylene that reaches the lungs is
exhaled unchanged while 17% is absorbed. Distribution is widespread throughout the
body (i.e. nervous system, lungs, liver, kidneys, spleen, heart, blood, fat, skeletal
muscle and testes). In rats, about 24-29% of systemically available ethylene is
eliminated by metabolism and the remainder by exhalation of the unchanged
substance. Elimination appears to be rapid. Most of the inhaled ethylene was exhaled
unchanged with smaller amounts excreted in urine and faeces and as exhaled carbon
dioxide. Pre-treatment with cytochrome P450 inducers increased the amount of
14CO; exhaled and the levels of 14C in urine and tissues.

Ethylene oxide has been identified as a metabolite of ethylene in rodents based on its
ability to form DNA and protein adducts (e.g. haemoglobin). The degree of alkylation
obtained per unit exposure of ethylene oxide and ethylene shows that at low levels of
ethylene, about 5-10% of the inhaled ethylene was metabolised to ethylene oxide in
experimental animals. The rate of ethylene oxidation followed saturation kinetics with
increasing concentration. In vitro studies using rodent liver also demonstrate that
ethylene can be metabolised to ethylene oxide. Inducers (PCBs) of the mixed-function
oxidase system can stimulate the metabolism of ethylene and increase the levels of
exhaled ethylene oxide. A urinary metabolite 5-(2-hydroxyethyl)cysteine, possibly
formed from ethylene oxide, was identified in mice.

10
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B.6.2

B.6.2.1

B.6.2.2

B.6.2.3

B.6.2.4

B.6.2.5

B.6.2.6

B.6.2.7

Acute toxicity, irritancy and skin sensitisation studies (1A 5.2)
Acute oral toxicity (11A 5.2.1)

No studies submitted (or data cited from the published literature).
Acute dermal toxicity (11A 5.2.2)

No studies submitted (or data cited from the published literature).
Acute inhalation toxicity (11A 5.2.3)

Male rats exposed to ethylene at concentrations of 11.5, 28.8 or 65.6 mg/l of air for 4
hours showed increased serum pyruvate and liver weight at all dose levels (no deaths
reported). The LC50 in male F344 rats was greater than 12.518 mg/I for a five hour
exposure. The lethal concentration of ethylene in air to mice was stated to be 950000
ppm (estimated to be approximately 1093 mg/l of air). No respiratory irritation has
been reported in patients. Therefore, ethylene would not be classifiable via the
inhalational route according to EC criteria.

(Flury, 1928; Gaeb et al, 1975/0OECD: SIDS)
Skin irritancy (11A 5.2.4)

No studies submitted (or data cited from the published literature) but according to the
reference there is no evidence that ethylene gas is a skin irritant.

(OECD: SIDS)
Eye irritancy (11A 5.2.5)

No studies submitted (or data cited from the published literature) but according to the
reference there is no evidence that ethylene gas is an eye irritant.

(OECD: SIDS)
Skin sensitisation (1A 5.2.6)

No studies submitted (or data cited from the published literature).
Summary of acute toxicity, irritancy and sensitisation studies

Based on the cited data, ethylene is not classifiable via the acute inhalation route
according to EC criteria. There is insufficient data to classify ethylene via the acute
oral and dermal routes, for skin and eye irritancy or for skin sensitisation using the
normal EC criteria. However, based on industrial use and practice and its use as an
anaesthetic, ethylene gas dose not appear to be classifiable as a skin or eye irritant or a
skin sensitiser. It should be noted that liquefied or pressurized ethylene gas can cause
frostbite damage (this may trigger part of Directive 2003/82/EC).

11
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B.6.3

B.6.3.1

B.6.3.2

B.6.3.3

B.6.3.4

B.6.3.4.1

b)

d)

Short-term toxicity studies (I11A 5.3)
Oral administration to rats
No studies submitted (or data cited from the published literature).
Oral administration to mice
No studies submitted (or data cited from the published literature).
Oral administration to dogs
No studies submitted (or data cited from the published literature).
Administration by other routes
Inhalation exposure
6-day exploratory study
A group of six male Sprague-Dawley albino rats were exposed to a continuous flow of
60% ethylene in oxygen for 6 days, i.e. 600,000 ppm equivalent to 690 mg/I (1968
publication). Effects were reported on several haematology parameters. There was a
significant reduction in thrombocyte count (-19.3%) and leukocyte count (-48.2%) and
a reduction was also seen in the bone marrow cellularity (-30%).
(Fink, 1968/OECD: SIDS)
Liver damage occurred in mice repeatedly exposed (up to 20 times over 58 days) to
atmospheric concentrations of 90% ethylene for periods of 60-90 minutes. There was
no cellular injury in the kidney, adrenal, heart or lungs.
(Reynolds, 1926/BIBRA Toxicity Profile 1993)
70-day study
Rats were exposed to ethylene at a concentration of 100 ppm (0.15 mg/l) for 70 days
(non-GLP study reported in 1966 of unknown quality and no further exposure details).
Changes in the reflex nerve impulses, a decrease in cholinesterase activity and reduced
blood pressure were reported (no actual data or indications of the magnitude of these
changes were reported).
(Krasovitskaya et al, 1966/ OECD: SIDS)
90-day study
Groups of rats (15/sex/concentration) were exposed to ethylene at concentrations of 0,

300, 1000, 3000 or 10000 ppm (0, 345, 1150, 3450, or 11500 mg/m* respectively) for
6 hours/day, 5 days/week for 13 weeks (a non-GLP study).

12
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B.6.3.4.2

B.6.3.5

There were no differences between controls and treated rats with respect to total body
weights, weight change, food consumption, haematology, clinical chemistry, gross
pathology or histopathology. Male rats in the 0 (control), 300 and 10000 ppm groups
showed red deposits or red discharge around the nose whereas the males in the 1000
ppm group had red deposits around the eyes. Amongst the female rats, a red deposit
was discovered around the left eye of one 300 ppm female and alopecia around both
ears of one 1000 ppm female. Compared with the controls, the liver weights in several
groups of exposed rats were significantly lower (no indication of magnitude in the
publication). There was no dose response relationship for this weight reduction and
the cause was unknown. Ethylene appeared to have a low toxicity in rats when
administered up to 10000 ppm (11.5 mg/I of air). This was considered to be the
NOAEL for the 90-day study by the authors.

(Chemical Industry Institute of Toxicology, 1977/OECD: SIDS)
Dermal exposure

No studies submitted (or data cited from the published literature).
Summary of short term toxicity

No data were submitted for the oral or dermal routes of exposure (or cited from the
published literature). A summary of the short-term inhalation data is presented in
Table B.6.1.

The 6-day exploratory inhalation study in rats showed that at high exposure levels
there were marked effects on the thrombocyte and leukocyte counts and on bone
marrow cellularity. There are some limited citations that indicated the liver may be a
target for ethylene induced toxicity. In the 70-day rat study, changes in the reflex
nerve impulses, a decrease in cholinesterase activity and reduced blood pressure were
reported. The 90-day inhalation study concluded that the NOAEL was greater than
11.5 mg/l of air for inhalation exposure, the highest dose tested. It should be noted that
this study may have been conducted by Industrial Bio-Test Laboratories Inc under
contract to the CIIT (see B.6.5). The background to IBT can be found at section 3.1.8
of http://www.oecd.org/dataoecd/13/15/36045203.pdf ]

13
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Table B.6.1 Summary of the short-term inhalation toxicity of ethylene

B.6.4

B.6.4.1

b)

B.6.4.2

Type of study NOAELs LOEL /effects Reference
6 day exploratory Not set 600000 ppm (690 mg/l, the only Fink,
study in rats dose tested): Marked effects on 1968/SIDS

haematological parameters and
bone marrow.

70-day study in rats Not set 100 ppm (0.15 mg/l): Changes in | Krasovitskaya
the reflex nerve impulses, a etal,

decrease in cholinesterase activity | 1966/SIDS
and reduced blood pressure.

90-day study in rats 11.5 mg/l No effects reported at highest CIT,
dose tested. 1977/SIDS

Genotoxicity studies (11A 5.4)
In vitro testing (All 5.4.1)
Bacterial mutations

Ethylene has been tested in an Ames test at atmospheric concentrations up to 20% in
one strain (TA 100) of Salmonella typhimurium in the presence and absence of
metabolic activation (non-GLP study/Victorin and Stalberg, 1988). It was also
reported that previous testing in four strains of Salmonella typhimurium (non-GLP
studies/Hamm et al, 1984; Hughes et al, 1984) and in Escherichia coli (non-GLP
study/Landry and Fuerst, 1968) were also negative.

(OECD: SIDS)
Mutations in mammalian cells

No studies submitted (or data cited from the published literature).
Chromosome aberrations in mammalian cells

Duplicate cultures of Chinese hamster ovarian (CHO) cells were tested in the absence
and presence metabolic activation (S9-mix) from Aroclor 1254-induced rats (GLP
compliant study conducted to OECD guideline 473). The cells were tested at
concentrations up to 280.5 mg/l (approximately 25% ethylene). Due to the explosive
properties of ethylene when mixed with air, nitrogen was used as a carrier gas. The
cells were exposed to a short 3 hour pulse treatment followed by a 17 hour expression
period prior to harvest. Negative (carrier gas, untreated and positive control groups
were tested. The positive control groups produced appropriate results. It was
concluded that there was no effects on the mitotic index and no increase in the
frequency of cells with structural chromosome aberrations.

(Riley, 1996/ OECD: SIDS)
In vivo genotoxicity in somatic cells (All 5.4.2)

Micronucleus tests
Rats (10/dose) and mice (10/dose) were exposed to concentrations of 0, 40, 1000 or
3000 ppm for 6 hour/day, 5 days a week for 4 weeks (reported in 1994 but not stated

whether or not GLP status). Bone marrow samples were collected approximately 24
hours after the final exposure. No significant differences in the PCE to NCE ratios

14
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b)

B.6.4.3

B.6.4.4

were observed in any exposure group. It was concluded that ethylene did not induce
statistically significant concentration-related increases in the frequencies of
micronucleated polychromatic erythrocytes in the bone marrow of rats or mice.

(Vergenes and Pritts, 1994/ OECD: SIDS)
Formation of DNA and haemoglobin adducts

Absorption, distribution, elimination of ethylene and formation of haemoglobin and
DNA adducts were studied in rats after inhalation of 300 ppm ethylene for 12 hours
per day for 3 consecutive days (a non-GLP study reported in 1995). DNA adduct
formation was measured in liver and lymphocytes and haemoglobin adducts
determined in erythrocytes. The adduct formation with ethylene was compared to
other alkenes and adduct formation decreased with increasing number of carbon atoms
in the molecule. No actual results or conclusions were provided in the publication (the
study was stated to be an explorative study).

(Eide et al, 1995/0OECD: SIDS)
Alkylation of DNA

Alkylation of 7-guanine was measured in DNA from liver spleen and testis of mice 14
hours after exposure by inhalation of 14C-ethylene at an initial concentration of 11
ppm for 8 hours (a non-GLP study reported in 1983). The degree of alkylation was
much higher in the liver than in the other tissues. No actual results or conclusions
were provided in the publication (the study was stated to be an explorative study).

(Segerback, 1983/OECD: SIDS)
In vivo studies in germ cells (All 5.4.3)

No study submitted (or data cited from the published literature) but there are no
indications in the available data/information that such a study is necessary.

Summary of genotoxicity studies
A summary of the submitted genotoxicity data is provided in Table B.6.2.

The bacterial mutation and chromosome aberration assays conducted with ethylene gas
were stated to be negative for genotoxic activity (these conclusions may be equivocal
taking into consideration the low solubility of ethylene in aqueous media). However,
following in vivo inhalation exposure to rats and mice, the bone marrow micronucleus
investigations were also reported to be negative (no significant differences in the PCE
to NCE ratios). There was insufficient information provided for the DNA and
haemoglobin adduct assays to draw any clear conclusions about the potential
genotoxicity of ethylene.

The overall genotoxicity database on ethylene is limited, but on the data available there
IS no evidence for significant genotoxic potential.

15
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Table B.6.2 Summary of the genotoxicity data

B.6.5

B.6.5.1

B.6.5.2

B.6.5.3

Study | Concentrations | Result | Reference
In vitro assays
Ames test Atmospheric concentrations Negative OECD: SIDS
up to 20%
Chromosome aberrations 280.5 mg/I Negative Riley, 1996/
in CHO cells (approximately 25% ethylene) OECD: SIDS
In vivo assays (inhalation exposure)
Bone marrow 3000 ppm Negative Vergenes &
micronucleus tests in rats (approximately 3.45 mg/l) Pritts, 1994
and mice. OECD: SIDS
Formation of DNA and 300 ppm Adduct formation Eide et al,
haemoglobin adducts (approximately 0.345 mg/l) reported but no 1995
quantitative results | OECD: SIDS
reported
Alkylation of DNA 11 ppm Alkylation reported Segerback,
(approximately 0.0126 mg/l) but no quantitative 1983
results reported OECD: SIDS

Chronic toxicity and carcinogenicity studies (I11A 5.5)

A single long-term inhalation study has been summarised by the OECD: SIDS
publication (CIIT, 1979/SIDS & by Hamm et al, 1984). However, this study was
conducted 1977-1979 at the Industrial Bio-Test Laboratories Inc (IBT) under contract
to the Chemical Industry Institute of Toxicology (CIIT). It should be noted that IBT
was responsible for falsifying data which lead to the implementation of GLP principles
and practice in the USA. The background to IBT can be found at section 3.1.8 of
http://www.oecd.org/dataoecd/13/15/36045203.pdf ]

Chronic dietary studies in rats

No studies submitted (or data cited from the published literature).

Chronic dietary study in mice

No studies submitted (or data cited from the published literature).

Carcinogenicity studies in rats

Fischer-344 inbred rats (120/sex/group) were exposed to ethylene at concentrations of
0, 300, 1000 and 3000 ppm for 6 hours per day, 5 day/week for up to 24months (non-
GLP study).

The spontaneous mortality (15.7%) was stated to be roughly equal in all treated
groups. Hair loss, deposits on and around the nose and eyes and gross eye
abnormalities were noted but there were no obvious differences among the treatment
groups. There was an overall increase in the number of animals exhibiting gross tissue

masses for the test groups as compared with the control group but this trend was not
statistically significant.
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b)

The final body weights and total weight changes for treated males were higher than
those in the control groups but no dose related pattern was seen. There were no
significant differences among any of the treatment groups on any of the haematology,
blood chemistry or other parameters tested. No gross or histopathological tissue
changes attributable to the effects of the test material were observed in any of the
treated rats. The summary states that only a few findings were reported that could
indicate any carcinogenic effect of the treatment.

In a publication from the above 1979 carcinogenicity study (Hamm et al, 1984), it was
concluded that the results provided "no evidence that ethylene at these concentrations
causes chronic toxicity or is oncogenic in Fischer 344 rats". However, this publication
and the summary have been criticised since they do not discuss the mononuclear cell
leukaemia described in the full report. It was stated that the number of animals
affected (out of 90) rose from 12 and 8 in the male and female control groups to 21 and
11, respectively, in the groups receiving 3000 ppm. On the other hand, it has been
stated that mononuclear cell leukaemia may occur in F344 rats at a background
incidence > 75% and that a further increase in exposed animals is difficult to interpret
with respect to human cancer development.

(Chemical Industry Institute of Toxicology/conducted by IBT, 1979/0ECD: SIDS)

A summary of a 2-year rat inhalation study was submitted which was down loaded
from the Hazardous Substances Data Bank (HSDB) on 5™ May (toxnet.nlm.nih.gov).
This summary appears to be another summary of the above 1979 inhalation study but
provides some further limited information on the methodology. The maximum
tolerated dose was not used as concentrations above 3000 ppm were considered
hazardous because of the risks associated with the explosive properties of the test
mixture. The calculated time weighted average concentrations for the 24 months of
exposure were 0, 301, 1003 and 3003 ppm, respectively. Randomly selected animals
were necropsied and examined after 6, 12 and 18 months and selected organs and
tissues from all animals in the control and 3000 ppm groups were examined
microscopically at termination. Histologically, a variety of proliferative, degenerative
and inflammatory lesions were observed in both control and 3000 ppm groups. It was
stated that these lesions were typical of those seen in this strain of animal and were
unrelated to ethylene exposure.

(Hamm et al, 1984/HSDB)

Criticism of the above 2 year rat inhalation study and the Hamm summary has been
published by BIBRA scientists.

“CIIT scientists concluded that there was ‘no evidence that ethylene at these
concentrations causes chronic toxicity or is oncogenic in Fischer 344 rats. According
to the ‘executive summary’ of the full report (published separately), unusual malignant
lung tumours were found in two rats exposed to 1000 ppm and one exposed to 3000
ppm, but the low incidence and lack of other related changes in bronchial epithelium
suggested they may have occurred spontaneously. The incidence of mononuclear cell
leukaemia is not discussed in the summary, but the full report (available only on
microfiche) indicates that it was somewhat increased in both sexes at the top dose
level. The number of animals affected (out of 90) rose from 12 and 8 in male and
female controls to 21 and 11, respectively, at 3000 ppm. The total number of organs or
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d)

B.6.5.4

tissues affected rose to 106 in males and 83 in females from only 62 and 26,
respectively, in controls. Whether it increased at lower doses too is uncertain, since
only limited histological examination of the lower dose groups was conducted. In the
view of EO to induce this form of cancer (NIOSH Current Intelligence Bulletin 1981,
No05, 22 May) it is strange that the incidence of leukaemias is not discussed in the
report’s executive or by Hamm et al, 1984”.

“Although one of the CIIT scientists was unable to detect any conversion of ethylene
to EO in an in vitro preparation of rat-liver microsomes (Hamm et al. loc. cit.), two
other metabolic studies indicate that rats and mice can indeed metabolize ethylene to
EO and that both chemicals can lead to the alkylation of proteins and DNA.”

(Rostron, 1986, Fd Chem Toxic, Vol 24 No 1)

Based on the pharmacokinetics of ethylene and its oxide in the rat, Bolt and Filser,
1987 estimated that exposure at an atmospheric concentration of 1000 ppm ethylene
would correspond to a theoretical atmospheric concentration of 5.6 ppm ethylene
oxide. Because of saturation kinetics, exposure concentrations of ethylene above 1000
ppm would not result in further increases in systemic ethylene oxide concentration.
Thus, the above ethylene bioassay could not expose rats to more than 5.6 ppm ethylene
oxide. By extrapolating the tumour/exposure data in the ethylene oxide studies to 5.6
ppm, the investigators concluded that the high ethylene exposures would not result in a
tumour incidence of more than 2% above the background incidence. This lead to the
conclusion that should ethylene pose a carcinogenic threat to the rat by virtue of its
conversion to the oxide, the group sizes normally used in cancer study would be
insufficient to produce statistically significant increases tumour yield at attainable
ethylene concentrations.

(Hopkins, 1993, Fd Chem Toxic, Vol 32 No 2)

Groups of male and female Sprague-Dawley rats, there to five days of age, were
exposed by inhalation to 0 (5 males and 9 females) or 11500 mg/m? or 10000 ppm (2
males and 10 females) ethylene (purity unspecified) for 8 hours per day on five days
per week for three weeks. One week later, the rats received oral administration of 10
mg/bw Clophen A50 (a mixture of PCBs not otherwise specified) by gavage twice a
week for up to eight additional weeks (promotion) at which time the experiment was
terminated and the livers examined for ATPase-deficient foci. The number of ATPase-
deficient foci in the rats exposed to ethylene did not exceed the control values. In the
same experiment, ethylene oxide, administered as a positive control, produced a
significant increase in the incidence of ATPase- deficient foci in females.

(Denk et al, 1988/IARC 1994)
Summary of chronic toxicity/carcinogenicity

No long-term studies were submitted for the oral route of exposure (or data cited from
the published literature).

There are several summaries in the published literature of a single long-term inhalation
study in the rat. Generally, the authors of these summaries have concluded that there
no evidence of chronic toxicity in this study and no evidence of compound-induced
carcinogenicity. However, some authors have expressed doubts over the interpretation
of the findings in this study (i.e. the mononuclear cell leukaemia). Although IARC
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B.6.6

B.6.6.1

(1994) concluded that the evidence of carcinogenicity in experimental animals and
humans was inadequate, Tornqvist (1994) and Hopkins (1993/OECD: SIDS) stated
that the possible carcinogenic risk from inhaling ethylene should be reconsidered/re-
evaluated based on the potential exposure to ethylene (very high tonnage), the limited
database and the metabolism of ethylene to ethylene oxide.

Reproductive and developmental toxicity studies (11A 5.6)

A multigeneration study has not been submitted instead a summary of a single
generation screening test has been submitted to support the application. The
limitations of such a protocol for the detection of compound-induced post-natal effects
and the small number of animals tested should be noted.

Fertility and post-natal developmental toxicity
Reproduction/Development Toxicity Screening Test (11A 5.6.1)

Rats (10/sex/concentration) were exposed to ethylene (head only) at concentrations of
0, 200 (230 mg/m?®), 1000 (1150 mg/m®) or 5000 ppm (5750 mg/m®) for 6 hours daily
(the number of days/week was no stated). The calculated body burden was
approximately 0, 80, 400 and 2000 mg/kg bw/day for the dosing regime. Since the
uptake from the lungs is likely to be in the range of 5-10%, the actual absorbed dose
would be substantially less than the values given above. This study was GLP
compliant and carried out in accordance with OECD Guideline 421
(Reproduction/Development Toxicity Screening Test).

The test material was administered to parent animals for two weeks prior to mating,
during the mating period and until the day prior to necropsy for the males (minimum
28 days) and until day 20 of gestation for the females. The females were allowed to
litter and rear their offspring to day 4, post-partum, when they and their offspring were
killed.

Morbidity, mortality, clinical condition, weights and food intake were observed
throughout the study, and mating was carefully observed. For each female, litter data
and also observations for each offspring were recorded. At termination of the study,
all animals were subject to macroscopic examination for structural or pathological
changes. Ovaries, testes and epididymides of the control and high dose animals were
subject to a histopathological examination.

There were no deaths attributable to the test article, and body weight gain was not
adversely affected during the pre-pairing, gestation or lactation periods. The treatment
had no effect on fertility or fecundity and all females became pregnant. Litter size, sex
ratio, mean pup weight and pup growth and clinical condition were not adversely
affected by treatment.

Necropsy revealed no macroscopic finding suggestive of toxicity due to test article
administration. There was no evidence of any toxic effect on the testis due to test
substance administration and there were no other microscopic findings suggestive of
toxicity due to test article administration.
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B.6.6.2

b)

B.6.6.3

The summary concluded that at nominal concentrations of 200, 1000 or 5000 ppm
there was no evidence of toxicity or adverse effects on male and female reproductive
performance, fertility, pregnancy, maternal and suckling behaviour and growth and
development of the offspring from conception to Day 4, post-partum. The NOEL was
established to be 5000 ppm (equivalent to 5.75 mg/l) with respect to parental toxicity
and foetal and reproductive performance.

(Aveyard, 1996/OECD: SIDS)
Post natal-development

In a published study, newborn rats exposed to a concentration of 2.62 ppm
(approximately 0.003mg/I) for 90-days (continuous inhalation) exhibited a delay in
coat appearance, dentition and eye opening; circulation hypotension, cholinesterase
inhibition and subordination disruption were also reported. It was stated that there was
no information on the quality of this study.

(Krasovitskaya and Mabyarova LK, 1968/OECD: SIDS)
Developmental toxicity studies (I11A 5.6.2)
Developmental study in rats
No studies submitted (or data cited from the published literature).
Developmental study in rabbits
No studies submitted (or data cited from the published literature).
Summary of reproductive toxicity
The reproductive screen test concluded there was no compound induced parental or
foetal toxicity or developmental toxicity over a single generation (i.e. up to 4 days post
partum) at concentrations up to 5.75 mg/l (equivalent to a systemic exposure of 0.575

mg/l). However, some published data (of unknown quality) appears to indicate that
post-natal development could be adversely affected at low dose levels.
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B.6.7.1

B.6.7.2

B.6.7.3

B.6.8

B.6.8.1

Neurotoxicity studies (11A 5.7)
Delayed neurotoxicity studies

Ethylene is not of similar or related structure to those compounds such as the
organophosphates that are capable of inducing delayed neurotoxicity. Therefore,
delayed neurotoxicity studies have not been carried out.

Acute and repeat dose neurotoxicity studies
No studies submitted (or data cited from the published literature).
Summary of the neurotoxicity studies

No specific neurotoxicity studies have been submitted for evaluation but there are
some indications of treatment-related effects on the nervous system. Two papers by
the same authors have reported changes in the reflex nerve impulses, a decrease in
cholinesterase activity and reduced blood pressure. Although there is no information
on the quality of the investigations or the magnitude of the changes in these two
papers, it should be noted that nerve impulses, cholinesterase activity and blood
pressure have not been routinely investigated in the standard toxicity studies.

Further toxicological studies (1A 5.8)
Relevant metabolites (ethylene oxide)

Since ethylene is metabolised to ethylene oxide in experimental animals and humans, a
summary of the submitted published data/information for ethylene oxide has been
included in this evaluation. It should be noted that the majority of data for ethylene
oxide has been primarily generated using the inhalation exposure route.

Ethylene oxide is officially classified by the ECB as a Cat: 2 for carcinogenicity (R45)
and Cat: 2 for mutagenicity (R46). In addition, the literature indicates that ethylene
oxide induces reproductive effects in experimental animals (foetal toxicity in the
presence and absence of maternal toxicity, teratogenicity in mice, sperm effects) and
there is some limited evidence of spontaneous abortions in humans.

Ethylene oxide is also officially classified by the ECB as Toxic by inhalation (R23)
and as an irritant (R36/37/38). The literature also indicates that it can also induce
sensitisation responses.

An updated MSDS (2005) obtained from the internet suggests that ethylene oxide may
be classifiable for acute oral and dermal toxicity (R24 & 25); an acute oral LD50 value
of 72 mg/kg bw is cited by this MSDS.

The current UK cut-off for ethylene oxide in pesticide formulations is the limited of
detection (LOD) and the occupational maximum exposure level is 5 ppm; 8-hour TWA
(EH64 Summary Criteria for Occupational Exposure Levels, as amended by update
supplements up to 2002).

Figure B.6.2 Structure of ethylene of ethylene oxide
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0]
/\
CH,—CH>
ethylene oxide

Chemical name: ethylene oxide.

CAS Number: 75-21-8.

Other names: dihydrooxirene, dimethylene oxide, EO, ETO, 1,2-epoxyethane,
epoxyethane, ethene oxide, oxacyclopropane, oxane, oxidoethane and oxirane.
Molecular weight: 44.05 g/mol.

Octanol/water partition coefficient: Log Kow = -0.30.

Solubility in water: infinitely soluble.

Vapour pressure: 146 kPa @ 20 °C

Physical state: Colourless gas at normal temperature and pressure.

Smell: described as having a characteristic ethereal odour.

Odour threshold: 470 mg/m®for perception and 900-1260 mg/m® for recognition.
Conversion factors (NTP): i) 1 ppm = 1.8 mg/m?; at 25°C, ii) 0.55 ppm = 1.0 mg/m”.
Methods of production: i) catalytic oxidation of ethylene with air or oxygen, ii) the
chlorohydrin process.

Ethylene oxide is an important industrial chemical. It is used as an intermediate in the
production of various chemicals (e.g. ethylene glycol & surfactants), as a sterilant, a
fumigant and as a component of pest control products. Gas and liquid forms of
ethylene oxide may be released into the environment during industrial processes and
sterilisation operations (e.g. medical equipment in hospitals). It is also released on
combustion of fossil fuels and is present in tobacco smoke.

Ethylene (a natural plant growth regulator) is degraded to ethylene oxide in certain
plants and by certain micro-organisms. Ethylene oxide is also produced by some
natural sources such as manure and sludge.

Ethylene oxide is used as a sterilant (micro-organisms) and fumigant (insects) on food
stuffs at concentrations that range from 250-1500 mg/litre (ECHC 2001).

The data/information in this section has mainly been taken from the following
publications:

1) International Programme on Chemical Safety (IPCS). World Health Organisation
(WHO). 1985 Environmental Health Criteria 55. Ethylene Oxide (WHO 1985).

ii) Environment Canada & Health Canada. Priority Substances List Assessment
Report (September 2001): Ethylene oxide (ECHC 2001).

iii) IARC Monograph on the Evaluation of Carcinogenic Risks to Humans (1994).
Some Industrial chemicals, Vol 60 (Ethylene oxide, pages 73-159) (IARC 1994).

iv) IPCS. WHO. Concise International Chemical Assessment Document 54 (2003)
(CICADS 2003).
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B.6.8.1.1

b)

Inevitably, the publications listed above are mainly summarising and citing the same
data and studies. Since there are minor differences in the reporting of the details by
the different sources, individual studies may be cited more than once especially where
additional information has been reported.

Absorption, distribution, excretion and metabolism

Absorption, distribution and excretion

Inhalation studies in mice show that ethylene oxide is very soluble in blood and the
pulmonary uptake is expected to be rapid and to depend only on the alveolar
ventilation rate and the concentration of ethylene oxide in the inspired air. The rate of
uptake of ethylene oxide was 1.1ug/kg bw per min at an exposure level of 1 mg/m®.
This corresponds to nearly 100% absorption of ethylene oxide from 1.1 litre of air per
min and per kg bw which is the reported rate of alveolar ventilation in resting mice.
Approximately 74% of labelled ethylene oxide inhaled by mice was excreted in the
urine within 24 hours in the form of unidentified metabolites.

(Ehrenberg et al, 1974/WHO, 1985)

Ethylene oxide is rapidly distributed throughout the body. In mice, whole body
autoradiograms 2 min after intravenous injection showed that concentrations of
ethylene oxide in the liver, kidneys, and pancreas were 3-4 times those in the blood.
Between 20 minutes and 4 hours after exposure, radioactivity was distributed
throughout the body. Directly after inhalation by mice, the highest concentrations of
labelled ethylene oxide were found in the liver, kidney, and lung. The radioactivity in
the liver and kidney dropped exponentially and approached the levels in the lung,
testes, spleen, and brain within 4 hours, indicating rapid metabolism and excretion
(Appelgren et al, 1977). On the basis of tissue alkylation data (Ehrenberg et al, 1976)
or haemoglobin alkylation data (Osterman-Golkar et al, 1976), a half-life of
approximately 10 min was estimated for the first-order clearance of ethylene oxide
from mouse or rat tissues. A similar value for man was estimated on the basis of
haemoglobin alkylation data (Calleman et al, 1978).

(WHO, 1985)

When the degree of protein and DNA alkylation was investigated in mice and rats,
only small variations were observed between the different tissues in the species.
Apparently, most organs receive a more or less equal dose of ethylene oxide after
distribution throughout the body. The extent of protein alkylation was approximately
equal in the lung, liver, kidney, and spleen of mice, 120 min after inhalation of 2 mg
ethylene oxide/m?air, for 75 min, but in the testes, it was about 50% lower. When the
vapour concentration was increased (up to 59 mg/m?), the degree of protein alkylation
in the liver increased relative to that in the other tissues. In all the tissues investigated,
protein alkylation increased linearly with the dose up to an exposure level of 59 mg/m?
and was relatively constant for at least 3.5 hours following exposure.

(Ehrenberg et al, 1974/WHO, 1985)
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d)

b)

d)

When 0.4 mg ethylene oxide/kg body weight was administered intraperitoneally to
mice, DNA alkylation in the testes and spleen was, respectively, 50 and 40% of that in
the liver, 5 hours after exposure. The approximate half-lives of the alkylation products
were 24 hours in the spleen, 10 hours in the testes, and 12 hours in the liver. For the
spleen, this half-life was found to be shorter in vivo than in vitro, indicating active
removal.

(Segerback, 1983/WHO, 1985)
Metabolism

The available animal data indicate two possible pathways for the metabolism of
ethylene oxide, i.e., hydrolysis to 1,2-ethanediol and conjugation with glutathione
(Fig. B.6.2).

In dogs, peak levels of 13 and 33 mg 1,2-ethanediol/litre blood-plasma were measured
between 1 and 3 hr after intravenous administration of 25 or 75 mg ethylene oxide in
water/kg body weight, respectively. As the half-life for hydrolysis is about 60 h at 40
°C in neutral fresh water, the involvement of an epoxide hydrolase has been suggested,
but this has not yet been confirmed. The peak concentration of 1,2-ethanediol at 25
mg ethylene oxide/kg body weight represented approximately 25% of the dose of
ethylene oxide. Within 24 hr, 7-24% of the dose was excreted in the urine as 1,2-
ethanediol.

(Martis et al, 1982/WHO, 1985)

In the serum of workers exposed to ethylene oxide (0.54-27 m®air; mean 7.56 m*air,),
for an average of 5.3 years, the blood concentration of 1,2-ethanediol was elevated
compared with that of unexposed controls.

(Wolfs et al, 1983/WHO, 1985)

The results of studies in rats, rabbits and monkeys have shown that some 1,2-
ethanediol is metabolised but most of it is excreted unchanged in urine.

(Gessner et al, 1961; McChessney et al, 1971/WHO, 1985)

When a single dose of 2 mg labelled ethylene oxide in propanediol was administered
intravenously to rats 43% was excreted in urine within 50 hours (41% within 24
hours); 9% as S-(2-hydroxyethyl)cysteine and 33% as N-acetyl- S-(2-
hydroxyethyl)cysteine. Ethylene oxide (1%) and labelled carbon dioxide (1.5%) were
also excreted via the lungs.

(Jones and Wells, 1981/WHO, 1985)

As ethylene oxide can react with chloride ions, and this reaction is acid catalysed, 2-
chloroethanol might be expected to be a metabolite, especially after oral
administration. However, neither 2-chloroethanol (also called ethylene or glycol
chlorohydrin), nor its metabolites have been found in the plasma, tissues, or urine of
species exposed to ethylene oxide.

(Grunow & Altman, 1982/WHO, 1985)
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B.6.8.1.2

a)

b)

B.6.8.1.3

Dermal penetration
In vitro

The permeation rate of a solution of 1% ethylene oxide in water (w/v) through excised
human skin at 30°C was determined to be 0.125 mg/cm?/hour.

(Baumbach et al, 1987/IARC 1994)
In vivo

The range of skin penetration of ethylene oxide was reported to be 1-14% from a
variety of formulated products.

(Kreuzer, 1992/ECHC 2001)
Summary of ADME studies

No ADME studies using oral administration of ethylene oxide have been submitted (or
cited from the literature).

Inhalation and intravenous administration of labelled ethylene indicate that the
excretion occurs mainly via urine. Minor amounts of unchanged parent and labelled
carbon dioxide are excreted via the lungs. Distribution is widespread based on the
protein and DNA alkylation in various organs and tissues (e.g. lung, liver, kidney,
spleen and testes).

Two metabolic pathways have been identified in experimental animals and humans,

the hydrolysis of ethylene oxide to 1,2-ethanediol and conjugation with glutathione to
produce S-(2-hydroxyethyl)cysteine and N-acetyl- S-(2-hydroxyethyl)cysteine.
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Figure B.6.3 Proposed pathway for the metabolism of ethylene oxide in mammals
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ethylene oxide
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KEY: a) * metabolites identified by Gessnar et al, 1961; McChessney et al, 1971; Jones and Wells, 1981.
b) GSH = glutamylcysteinylglycine. ¢) R = COCkl d) Taken from WHO, IPCS, Environmental Health
Criteria 55, Ethylene Oxide.
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B.6.8.1.2 Acute toxicity, irritancy and sensitisation

B.6.8.1.2.1 Acute oral toxicity

a)

b)

The acute LD50 values cited for ethylene oxide administered orally (in water) to
rodents were 330 mg/kg bw for male rats and 365 and 280 mg/kg bw for male and
female mice, respectively.

(Smyth et al, 1941; Woodward & Woodward 1971/WHO 1985)

A MSDS (updated 2005) reports an acute LD50 value of 72 mg/kg bw for ethylene
oxide in the rat.
(http://www.physchem.ox.ac.uk/MSDS/ET/ethylene_oxide.html)

After oral administration to rats, the difference between 0.1% mortality (325 mg/kg)
and 99.9% mortality (975 mg/kg) was approximately 650 mg/kg body weight.

(Smyth et al, 1941/WHO, 1985)

B.6.8.1.2.2 Acute dermal toxicity

A MSDS (updated 2005) states that ethylene oxide is classified as “Toxic in contact
with skin’.
(http://www.physchem.ox.ac.uk/MSDS/ET/ethylene_oxide.html)

B.6.8.1.2.3 Acute inhalation toxicity

a)

b)

Ethylene oxide was stated to be toxic by inhalation with 4 hour LC50 values of 1460, 835
and 960 ppm (2672, 1528 and 1757 mg/m®) for rats, mice and dogs, respectively. No
deaths occurred in dogs at 1280 mg/m°. No guinea pigs died after inhalation of ethylene
oxide at a level of 450 mg /m*air for 8 hours, the majority died at 2400 mg/m®. Guinea
pigs exposed to ethylene oxide at a concentration of 13000 mg/m? for 2.5 hours were
found lying on their sides and unable to stand.

In the above studies, the respiratory system and nervous system were the main targets in
rodents and dogs. The clinical effects included nasal irritation, scratching the nose, nasal
discharge, lachrymation, salivation, respiratory effects (gasping and laboured breathing)
vomiting and convulsions. The gross findings in animals that died included congestion
and oedema in the lungs, petecchial haemorrhage of the trachea and hyperaemia of the
liver and kidneys and parenchymatous changes in the kidneys.

(Jacobson et al, 1956; Waite et al, 1930/WHO, 1985)

A MSDS (updated 2005) states the LC50 for ethylene oxide in the rat for a 4 hour
exposure was 800 ppm (920 mg/m?).

(http://www.physchem.ox.ac.uk/MSDS/ET/ethylene_oxide.html)
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c)

Male and female mice were exposed to concentrations of up to 1600 ppm (2928 mg/m®)
for 4 hours. At 800 ppm (1464 mg/m?®), all the males and 4 of the 5 females died within
six days post exposure.

(Jacobson et al, 1956/WHO, 1985)

B.6.8.1.2.4 Skin irritancy

a)

Cotton pads moistened with solutions of 100 or 500 g ethylene oxide/litre water were
applied to shaved rabbit skin under a plastic cover. After an exposure period of six
minutes, skin irritation (with hyperaemia), oedema and scar formation were observed. The
intensity of the response was reported to be roughly proportional to the length of exposure
time (1 - 60 min) and the concentration.

(Hollingsworth et al, 1956/WHO, 1985)

B.6.8.1.2.5 Eye irritancy

a)

A maximal non-damaging concentration of 0.1% ethylene oxide in physiological salt
solution was established after instillation of 0.05 ml solution, every 10 minutes for 6 hours,
into the conjunctival sac of rabbits. The concentration above 1% caused reversible
changes in conjunctiva such as hyperanemia and swelling and irreversible opacity both in
the cornea and in the lens. In-vitro studies with isolated rabbit cornea were in agreement
with these results.

(McDonald et al, 1973; Edelhauser et al, 1983/WHO, 1985)

B.6.8.1.2.6 Skin sensitisation

a)
b)

No study submitted (or data cited from the published literature).

Ethylene oxide is considered a strong sensitising agent owing to its strong reactivity
with various chemical groups (anaphylaxis and contact dermatitis are reported in
humans).

(Bommer and Ritz, 1987/ECHC 2001)

B.6.8.1.2.7 Summary of acute toxicity, irritancy and sensitisation

A summary of the cited acute toxicity data is presented in Table B.6.3.

A steep dose response curve was evident for ethylene oxide from the reported
mortalities in the acute studies. These studies indicate that the respiratory system, the
nervous system and the liver and kidneys are target organs. It should also be noted
that liquefied or pressurized ethylene oxide gas can cause frostbite damage (Hine &
Rowe, 1981/).

The official ECB classification of ethylene oxide: Cat 2: carcinogenicity, Cat: 2
mutagenicity, Toxic by inhalation (R23) and R/36/37/38 for irritancy.
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Table B.6.3 Summary of the acute toxicity, irritancy and skin sensitisation of ethylene oxide

Study Species Results/comments Classification Reference
Acute oral Rat 72 mg/kg bw. Toxic (R25) physchem.ox.ac.uk
Acute oral Rat Males: 330 mg/kg bw | Harmful (R22) WHO, 1985
Acute oral Mouse 4 & Q:365 & 280 Harmful (R22)
mg/kg bw, respectively.
Acute dermal NS No details given Toxic (R24) physchem.ox.ac.uk
Acute inhalation Rat 2.672 mg/l Harmful WHO, 1985
(R20 & R37)
Acute inhalation Rat 0.92 mg/l Toxic physchem.ox.ac.uk
(R20 & R37)
Acute inhalation Mouse 1.528 mg/I Toxic WHO, 1985
(R23 & R37)
Acute inhalation Dog 1.757 mg/l Toxic WHO, 1985
(R23 & R37)
Skin irritation Rabbit Aqueous solutions Irritating to WHO. 1985
skin (R38)
Skin sensitisation NA Considered to be a
sensitiser based on
chemical reactivity.

Key: a) NS = not stated in MSDS/citation. b) NA = not applicable.

B.6.8.1.3 Short-term toxicity

The cited data for short-term repeat dose toxicity is primarily limited to inhalation
studies.

B.6.8.1.3.1 Oral administration to rats

In a reported subacute study, rats orally exposed to ethylene oxide at 100 mg/kg
bw/day in olive oil for 5 days/week for 3 weeks (15 doses in 21 days). The findings
included loss of body weight, gastric irritation and slight liver damage.

(Hollingsworth et al, 1956/WHO 1985)
B.6.8.1.3.2 Oral administration to mice

No studies submitted (or data cited from the published literature).

B.6.8.1.3.3 Oral administration to dogs
No studies submitted (or data cited from the published literature).

B.6.8.1.3.4 Inhalation exposure data/information for experimental animals

a) Groups of Wistar rats (10-20/sex), guinea pigs (8/sex), rabbits (1-2/sex) and Rhesus
monkeys (1-2 females) were each exposed to concentrations of ethylene oxide at levels
of 0, 90, 200, 370, 640, or 1510 mg/m?, for 7 hours per day/5 day per week. The
female monkeys were not tested at 90 mg/m® and an additional 3 male monkeys were
tested at 640 mg/m?>. The test period varied with the species tested and the severity of

exposure, i.e. approximately 26 weeks at 90 mg/m?®; 25-32 weeks at 200 and 370
mg/m?; 7-25 weeks at 640 mg/m® and 10 days at 1510 mg/m°.
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b)

Guinea pigs, rabbits, and monkeys tolerated 90 and 200 mg/m® and rats tolerated
exposure to 90 mg/m® without adverse effects on general appearance, behaviour,
mortality rate, growth, body and organ weight and gross and microscopic examination.
Rats showed elevated mortality rates from 370 mg/m?, rabbits from 640 mg/m?* and all
exposed animals died at 1510 mg/m®. Secondary respiratory infection was put forward
as a cause of death in an appreciable number of rats and mice in these studies.

Surviving rats showed increased relative lung weights after 26-27 weeks at 200 and
370 mg/m°. At 370 mg/m?®, haemorrhages, hyperaemia, emphysema, and local
alveolar collapse were observed in these lungs. Lungs of male rabbits also showed
hyperaemia and slight oedema at 370 mg/m®. Even more severe lung injury was seen
in rats at 640 mg/m*and the higher exposure. Gross respiratory tract irritation was
apparent in all species at 1510 mg/m°.

Delayed reversible effects were observed on the peripheral nervous system. Monkeys
and rabbits exhibited paralysis of the hind legs at 370 mg/m®and rats at 640 mg/m®.
This was accompanied by atrophy of the muscles of the hind legs (except in rabbits at
370 mg/m®). The effects on the peripheral nervous system were investigated further in
monkeys and loss of both sensory and motor function was noted at levels of 370 and
640 mg/m?®.

Significant increases in body weight were also observed in rats, at levels of 200 mg/m®
or more. Rats showed slight but significant increases in the relative weights of kidney
and liver at 370 mg/m°.
(Hollingworth et al, 1956/WHO, 1985)

Groups of 20 male rats and 30 female mice were exposed to concentrations of ethylene
oxide at levels of 0, 180, or 730 mg/m? for 6 hours/day/5 days per week. The
exposures lasted 26 weeks at 180 mg/m>and 6 weeks at 730 mg/m?®. Additional groups
of 15 rats and mice at the higher and 60 rats and mice at the lower exposure level were
used for interim gross pathology.

No clear toxic effects were reported at 180 mg/m>. No pathological changes were
observed except for marked haemosiderosis in the spleen of a few rats at 730 mg/m°.
The highest exposure (730 mg/m?®) resulted in death for both species without clinical
signs in mice. Effects on the respiratory and nervous system were shown by rats as
laboured breathing, reddish nasal discharge, diarrhoea, tendency towards a side
position, and dragging of the hind-quarters. Rats also lost weight, which was regained
by survivors.

(Jacobson et al, 1956/WHO, 1985)

Groups of 30 B6C3F1 mice of each sex were exposed to concentrations of ethylene
oxide at 0, 18, 86, 187, or 425 mg/m?, for 6 hr/day, and 5 days per week. The
exposures lasted for 10 weeks for males and 11 weeks for females. No effects were
observed in relation to survival, body weight, clinical signs, white blood cell count,
serum clinical chemistry, urinalysis and histopathology. At the highest exposure level,
changes at terminal sacrifice included an increased relative liver weight in female
mice, and a decreased testicular weight in males. A decreased relative spleen weight
was observed at 187 and 425 mg/m?in both sexes. In addition, the red blood cell
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d)

f)

count, the packed cell volume, and the haemoglobin concentrations were decreased at
425 mg/m°. Screening of neuromuscular function at week 6 (5 female mice) and
weeks 10 or 11 (5 mice/sex) revealed altered reflex responses at 425 mg/m*and a
dose-related trend in alterations of locomotor function from 86 mg/m? upwards.

(Snellings et al, 1984a/WHO, 1985)

Groups of 3 male beagle dogs each were exposed to concentrations of ethylene oxide
of 180 and 530 mg/m°, for 1-3 days. No effects were observed on mortality rate, body
weight, electrocardiogram, blood-calcium and -urea, icteric index and rectal
temperature. Anaemia was noted at both exposure levels. Effects on the respiratory
and nervous systems were shown at 530 mg/m?, such as hyperaemia and local alveolar
collapse in lungs, vomiting, and occasional slight tremors and transient weakness in
the hind legs. Muscular atrophy was also observed.

(Jacobson et al, 1956/WHO, 1985)

New Zealand rabbits (3 males/dose) were exposed to 0, 18, 90, or 450 mg/m®.for 12
weeks. No haematological changes were noted.
(Yager & Benz, 1982/WHO, 1985)

Fischer rats (groups of 3 or 4 animals) were exposed to 90, 270, or 810 mg/m® for 6
hours per day for 3 days. The white blood cell count was depressed but there was a
poor correlation with exposure level.

(Kligermann et al, 1983/WHO, 1985)

B.6.8.1.3.5 Dermal exposure

No studies submitted (see section B.6.8.1.2).

B.6.8.1.3.6 Summary of short term toxicity

A summary of published short-term toxicity data are presented in Table B.6.4.

Following oral exposure in a subacute study, loss of body weight, gastric irritation and
slight liver damage were evident (no further details).

Following inhalation exposure, mortalities and effects on respiratory system, the
haematological system (including bone marrow), the nervous system, ocular lens, liver
and kidneys, thymus and spleen and the testes were reported. A dose-related in crease
in pulmonary adenoma was also seen in mice after 6 mounts of exposure.
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Table B.6.4 Subchronic effects of exposure to ethylene oxide, presented in tabulated form (taken

from IARC 1994)

Species

| Exposure

Effects

General toxicity

Wistar rats

()]

0 & 500 ppm (915 mg/m®),
6 hours/day, 5 days/week for 13
weeks.

500 ppm
i) Decrease in glutathione reductase in the

brain, liver, ocular lens and erythrocytes (and
glutathione).

ii) Increase in lipid peroxidation in the liver
(malondialdehyde liver).

iii) Anaemia (normocytic and normochromic)
decrease in the haemoglobin concentration.

iv) Disturbance of porphyrin-haem metabolism.
v) Decrease in hepatic cytochrome P450.

Wistar rats

@ &9?)

0 & 250 ppm (458 mg/m®),
6 hours/day, 5 days/week for 17
weeks.

250 ppm
i) Decrease in hepatic cytochrome P450 in

males.

ii) Decrease in hepatic glutathione reductase
and an increase in glutathione-S-transferase
(both sexes).

iii) Increase in hepatic NADPH-cytochrome ¢
reductase and liver weight in females.

iv) Increase in hepatic glutathione peroxidase.

B6C3F1
mice

(@ &9?)

0-250 ppm (0-458 mg/m®),
6 hours/day, 5 days/week for 10
weeks (3) or 11 weeks (2).

250 ppm
i) Decrease in spleen weight and an increase in

liver weight in females.

ii) Decrease in absolute testicular weight.
iii) Slight decrease in haemoglobin
concentration and erythrocyte count.

100 ppm (183 mg/m®)

i) Decrease in spleen weight in females.

*B6C3F1
mice

(@ &9?)

0-600 ppm (0-1098 mg/m?),
6 hours/day, 5 days/week for 14
weeks.

600 ppm (1098 mg/m®)

i) Renal tubular necrosis.

ii) Lymphocytic necrosis of the thymus and
spleen in males.

200-600 ppm (366-1098 mg/m®)

i) Rhinitis of the nasal cavity.

100-400 ppm (366-1098 ma/m°)

i) Renal tubular degeneration.

Also dose-related epithelial damage in the nasal
portion of the respiratory tract.

C57BL/6J
mice (J)

0 & 255 ppm (467 mg/m®),

6 hours/day, 5 days/week for 16
days; 6 hours/day, 5 days/week
for 4-10 weeks.

255 ppm
General depression of cellularity in blood and

bone marrow (with large fluctuations) and
transient increase in granulocytes.

ddY mice
()

0 & 400 ppm (732 mg/m®),
6 hours/day, 3 days/week for 13
weeks.

400 ppm
i) Macrocytic anaemia

ii) Two-fold increase in hepatic cytochrome
P450

iii) Increase in ferricyanide reductase.

iv) Decrease in hepatic glutathione reductase
and glutathione peroxidase.

V) Increase in hepatic glutathione-S-transferase.

Key: a) US National Toxicology Program (1987).
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Table B.6.4 Subchronic effects presented in tabulated form (taken from IARC)

Neurotoxicity
Species Exposure Effects
Wistar rats | 0 & 250 ppm (458 mg/m?®), 250 ppm
()] 6 hours/day, 5 days/week for 9 i) Preferential distal axonal degeneration of
months. myelinated fibres in sural nerves and gracile
fascicles.
Wistar rats | 0 & 250 ppm (458 mg/m°), 250 ppm
E &9 6 hours/day, 5 days/week for 17 | i) Paresis of hindlegs
weeks. ii) Degeneration of myelinated fibres in the
peroneal nerve, the nerve of the soleus muscle
and gracile fascicles.
iii) No sex differences.
Wistar rats | 0 & 500 ppm (915 mg/m°), 500 ppm
(&) 6 hours/day, 3 days/week for 13 | i) Ataxic gait after 6 weeks
weeks. ii) Preferential distal axonal degeneration of
myelinated fibres in hindleg nerves and gracile
fascicles.
iii) Decrease in creatine kinase activity in
serum, brain and spinal cord after four weeks.
B6C3F1 0-250 ppm (0-458 mg/m®), 0-250 ppm
mice 6 hours/day, 5 days/week for 10 | i) Dose-related trend in reduction in locomotor
E &9 weeks (3) or 11 weeks (2). activity and abnormal reflexes.
ii) No microscopic findings.

B.6.8.1.4 Genotoxicity

Ethylene oxide is an alkylating agent and is considered to be a mutagen in
experimental animals and humans. It has consistently displayed genotoxic activity in
almost all in-vitro and in vivo studies reviewed by the cited publications (see B.6.8.9
for human data/information).

B.6.8.1.4.1 In vitro testing

(IARC 1994)

Ethylene oxide is an alkylating agent. It has induced gene mutations in plant, bacteria,
fungi, insect, mammalian and human cells (in vitro investigations with and without
metabolic activation). Numerous studies in mammalian cells are reported in the
literature showing gene mutations, micronucleus formation, chromosome aberrations,
cell transformation, unscheduled DNA synthesis, DNA strand breaks and sister
chromatid exchanges.

B.6.8.1.4.2 In vivo genotoxicity in somatic cells

(WHO 1985 & IARC 1994)

The available in vivo studies have reported positive results following administration by
ingestion, inhalation or intraperitoneal injection of ethylene oxide. Genotoxic activity
has been reported in rats, mice, rabbits and monkeys and includes the endpoints list

below.

i) Formation of DNA adducts (haemoglobin used as a surrogate for DNA adducts) in

brain, kidney, lung and spleen (rats and mice).
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i) Gene mutations in rat and mouse splenic T-lymphocytes (HPRT locus) and in the
lung (lacl locus) of transgenic mice.

iii) Sister chromatid exchanges in lymphocytes (rabbits, rats and monkeys) and bone
marrow cells (rats and mice).

iv) The induction of sister chromatid exchanges appears to be a more sensitive
endpoint than chromosome aberrations and the formation of micronuclei.

v) Micronucleus formation in bone marrow cells (rats and mice).
vi) Chromosome aberrations in lymphocytes (monkey) and bone marrow cells (rats

and mice).
(WHO 1985 & IARC 1994)

B.6.8.1.4.3 In vivo studies in germ cells

a)

b)

d)

Ethylene oxide also induces heritable mutations or effects in germ cells. Dose-related
damage to germ cells was established in the mid and late spermatid stages in a mouse
dominant lethal assay after one oral dose of 150 mg/kg body. After short-term
repeated exposures, dominant lethal effects were induced in mice at intraperitoneal
doses from 40 mg/kg body weight (5 times per week for 3 months) and at inhalation
exposures from 460 mg/m?, (6 hours/day, 5 days per week for 11 weeks). Heritable
translocations were induced in the germ cells of mice after repeated intraperitoneal
exposure at doses of 30 mg/kg body weight (administered on 5 days/week over a 5-
week period).

(Generoso et al, 1980 & 1983/WHO, 1985)

An abstract stated that DNA repair was induced in the germ cells of mice exposed to
540 mg/m?® for 8 hr. The repair seemed inhibited at higher exposures.

(Cumming & Michaud, 1979/WHO, 1985)

Ethylene oxide has induced DNA single strand breaks in mouse sperm and spermatids,
dominant lethal effects in mice and rats, chromosome aberrations in mouse
spermatocytes.

(IARC 1994)

In two studies, male mice were exposed to ethylene oxide by inhalation under similar
exposure conditions but using different mating regimens and examining different
genetic events. In one study, there were no significant increases in the frequency of
specific locus mutations in the offspring (Russell et al, 1984) while dominant visible
and electrophoretically detected mutations were observed in another (Lewis et al,
1986).

(IARC 1994)

B.6.8.1.4.4 Summary of genotoxicity studies

Ethylene oxide is a potent mutagen in different cell lines and experimental animals. It
forms DNA adducts and induces gene mutations, chromosome aberrations, cell
transformation, unscheduled DNA synthesis, DNA strand breaks, sister chromatid
exchanges, dominant lethal mutations and heritable translocations.
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B.6.8.1.5 Long-term toxicity and carcinogenicity

Ethylene oxide has been tested in rats (1 oral and 2 inhalation studies) and in mice (2
inhalation studies, 1 topical application study and 1 subcutaneous injection study).
However, since most of the studies focussed on carcinogenicity, ethylene-induced non-
neoplastic effects have not been investigated extensively.

B.6.8.1.5.1 Dietary studies in rats

a)

Groups of 50 female Sprague Dawley rats were orally (gavage) administered 7.5 or 30
mg/kg bw/day ethylene oxide in salad oil. The rats were dosed twice a week for 110
weeks. In addition, there were 50 vehicle controls, 50 untreated controls and 50
positive controls. No statistical analysis was reported.

The mean survival period was over 100 weeks for all groups. The mortality rate
increased at 30.0 mg/kg body weight from week 100 onward. Elevated incidences of
tumours were only observed in the forestomach, the first tumour appearing in week 79.
The incidences of squamous cell carcinomas were 0/50, 8/50, and 29/50 at 0, 7.5, and
30 mg/kg bwi/day, respectively. At 30 mg/kg bw/day, invasive growth and metastases
were observed in 10 rats and 2 fibrosarcomas were also noted. At 7.5 and 30 mg/kg
bw/day, the incidences of hyperplasia, hyperkeratosis, papillomas and/or carcinomas
were increased in the forestomach.

(Dunkelberg, 1982/WHO, 1985)

B.6.8.1.5.2 Inhalation studies in rats

a)

In a combined toxicity-carcinogenicity study, groups of 120 male and 120 female
Fischer 344 rats were exposed to ethylene oxide at concentrations of 18 mg/m? (10
ppm), 58 mg/m? (32 ppm), and 173 mg/m® (96 ppm) for 6 hours per day, 5 day per
week, over 25 months. In addition, two control groups each comprising 120 male and
120 female rats were used. There was an exposure-free period of 2 weeks in month
15, because of infection with sialoacryoadenitis virus. Interim sacrifices occurred at 6,
12, and 18 months.

The mortality rates of male and female rats increased significantly from the 22" or
23" month, at the highest exposure, with a trend towards an increase at a level of 58
mg/m®. Male and female body weights were depressed at 173 mg/m? from the end of
the first week until the end of the study. At 58 mg/m?, the body weights of female rats
were decreased between week 10 and 80.

The ophthalmologic examinations did not reveal any abnormalities.

Haematological changes were found in rats at all doses but mainly at the end of the
study in animals exposed to 173 mg/m>. These changes included an elevated
leukocyte count in both sexes, a depressed red blood cell count and depressed
haemoglobin values in females (some of these rats had leukaemia).

In females, the relative liver weights were increased in the 18" month at 173 mg/m®.

This effect on the liver could not be related to increases in the activities of serum
alkaline phosphatase, aspartate aminotransferase, or alanine aminotransferase found
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b)

mainly at the 2 highest exposures during interim sacrifices. Relative spleen weights
were increased in rats that developed leukaemia.

Non-neoplastic histopathological changes observed included an elevated frequency of
focal fatty metamorphosis of the adrenal cortices in both sexes and bone marrow
hyperplasia in females at 173 mg/m®. Although no effect was observed on the hind-
quarter lift reflex (examined monthly), mild skeletal muscular atrophy was observed
after 2 years of exposure to 173 mg/m®.

Neoplastic findings included increased incidences of leukaemia, peritoneal
mesotheliomas, brain tumours and fibroma and the earlier appearance of pituitary
tumours. A dose-related increased incidence of mononuclear cell leukaemia was
found in both sexes, significant at the 2 highest exposures in females from the 18" or
19" month onwards. Trend test revealed a treatment-related response in both sexes. In
males, an increased incidence of peritoneal mesotheliomas originating from the
testicular mesothelium occurred at 58 and 173 mg/m?® from the 23" month onwards.
An increased incidence of subcutaneous fibroma was seen in male rats exposed to 173
mg/m? that had survived for 24 months. Trend analysis showed that there was a
treatment-related increase in peritoneal mesothelioma. There was no increased
incidence of pituitary tumours but they appeared earlier in the 173 mg/m?® group.

Following an increased incidence of brain tumours in Fischer 344 rats exposed to
ethylene oxide (Lynch et al, 1984a), the brain tissue from this study was re-examined
both macro- and microscopically. A dose-related incidence of primary brain tumours
was observed at 58 and 173 mg/m® that appeared to be treatment related in the trend
test but was not statistically significant. The tumours were mainly diagnosed as
gliomas and malignant reticular tumours. The percentage of rats with multiple
neoplasms was greater than in controls at all exposure levels in females and at 173
mg/m®in males. At 58 and 173 mg/m?®, the percentage of female rats with at least one
malignancy was increased. It was considered that a contribution of the viral outbreak
to the toxicity of ethylene oxide was unlikely.

(Snellings et al, 1981 & 1984b/WHO, 1985)

In a combined toxicity-carcinogenicity study, groups of 80 male Fischer 344 rats were
exposed to ethylene oxide at concentrations of 92 mg/m® (51 ppm) and 182 mg/m® (101
ppm), for 7 hours/day on 5 days per week for 2 years. The control group also
comprised 80 rats. There was an exposure-free period of 2 weeks in month 16 because
of a pulmonary infection, which contributed to the mortality rate.

The mortality rate increased at both exposure levels, the increase being significant at
182 mg/m®. At 182 mg/m?®, only 19% of the rats survived 2 years of exposure
comEared with 49% in the unexposed group. Body weights were reduced from the 3'
or 4™ month onwards.

Serum aspartate aminotransferase activity was increased in rats exposed to 92 and 182

mg/m®. No other changes were found in the haematological or clinical chemistry
parameters.

36



Ethanol addendum - VVolume 3, Annex B.7 : Toxicology of reaction & degradation products September 2008

Relative weights of the adrenal and brain were increased at both exposure levels and
the relative weights of lung and kidney were increased at 92 mg/m®.

Non-neoplastic histopathological changes included an elevated incidence of
vacuolisation and hyperplasia or hypertrophy in the adrenals at both exposure levels
and of atrophy and degeneration of skeletal muscle fibres at 182 mg/m°. There were
also increased incidences of inflammatory lesions of the lungs, nasal cavities, trachea
and internal ear at both exposure levels. Eye cataracts developed in 2/77 (2.6%), 3/79
(3.8%) and (11.5%) at 0, 92 and 182 mg/m®, respectively.

Neoplastic findings included increased incidences of leukaemia, peritoneal
mesotheliomas and brain tumours. An increased incidence of mononuclear cell
leukaemia was found which was significant at the lower exposure level. The absence
of a dose-relationship was attributed to the increased mortality rate at 182 mg/m®.
Dose-related increased incidences of peritoneal mesotheliomas (originating from the
testicular mesothelium) and of mixed-cell gliomas in the brain were found. The
increases in both tumours were significant at 182 mg/m°.

(Lynch et al, 1984a/WHO, 1985)

B.6.8.1.5.3 Inhalation studies in mice

a)

b)

B6C3F1 mice (50/sex) were exposed to ethylene oxide at concentrations of 0, 50 (92
mg/m®) or 100 ppm (183 mg/m®) for 6 hours/day, five days/week for 102 weeks.

No treatment-related clinical signs were reported. However, there were significant
dose-related increases in the incidences of tumours. There was a dose-related increase
in the incidence of alveolar/bronchiolar carcinoma [6/50, 10/50, and 16/50 in males
(0/49, 1/48 and 7/49 in females) at 0, 50 and 100 ppm, respectively]. The incidences
of cystadenoma in the Harderian gland were increased 1/43, 9/44, and 8/42 in males
(1/46, 6/46 and 8/47 in females) at 0, 50 and 100 ppm, respectively]. In females, there
were dose-related increases in the incidence of malignant lymphomas of the
haematopoietic system (9/49, 6/48 and 22/49 at 0, 50 and 100 ppm, respectively) and
uterine adenocarcinoma (0/49, 1/47 and 5/49 at 0, 50 and 100 ppm, respectively). The
incidence of mammary adenocarcinoma and adenosquamous carcinoma combined was
(1/49, 8/48 and 6/49 at 0, 50 and 100 ppm, respectively.

(US National Toxicology Program, 1987/IARC 1994 & ECHC 2001)

Female A/J mice (considered to be highly susceptible to lung tumours) were exposed
to ethylene oxide at concentrations of 128 and 366 mg/m?for 6 hours/day, 5
days/week, for 6 months. A dose-related increase in pulmonary adenomas was
observed (only lungs examined).

(Adkins et al, 1986/ECHC 2001)
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B.6.8.1.5.4 Other studies in mice

a)

b)

Subcutaneous exposure

Groups of 100 female NMRI mice were injected once a week with a tricaprylin
solution containing 0.1, 0.3, or 1.0 mg ethylene oxide per animal, for 106 weeks. There
were 200 vehicle controls and 200 untreated controls. From week 35 to week 85, the
mortality rate increased by a maximum of 10% at a dose of 1.0 mg per mouse. The
mean length of survival in this group was 75 weeks. An elevated incidence of tumours
was only observed at the injection site, the first tumour appearing in week 79. There
was a dose-related increased incidence of sarcomas, mainly fibro sarcomas, which was
significant at 0.3 and 1.0 mg per mouse. The tumour incidence was 11% at the highest
dose compared with 2% in vehicle controls.

(Dunkelberg, 1981/WHO, 1985)
Dermal exposure

Each of a group of 30 female Swiss Millerton mice received, for their lifetime,
approximately 100 mg of a 10% solution of ethylene oxide (purity 99.7%) in acetone,
brushed on the clipped dorsal uncovered skin, 3 times a week. A group of 60 mice did
not receive any treatment and a group of 60 mice received the vehicle only. Skin
tumours were not found, nor were there any sign of skin irritation. The median length
of survival was 493 days for treated mice and 445 days for controls. It is assumed that
ethylene oxide, applied in this manner, evaporated rapidly from the skin.

(Van Duuren et al, 1965/WHO, 1985)

B.6.8.1.5.5 Summary of chronic toxicity/carcinogenicity

Chronic toxicity

The main emphasis of the available chronic investigations was focussed on the
carcinogenic activity of ethylene oxide. There are limited information/data on the non-
neoplastic effects of ethylene oxide.

In rats, the mortality rate and the incidences of hyperplasia and hyperkeratosis in the
forestomach was increased following oral exposure. Following inhalation exposure,
the mortality rate was increased, body weights decreased, inflammatory lesions of the
lungs, nasal cavities, trachea and internal ear were increased and the development of
eye cataracts. The haematological changes included elevated leukocyte counts in both
sexes. In addition, bone marrow hyperplasia, depressed red blood cell counts and
haemoglobin values were seen in females. Serum aspartate aminotransferase activity
was increased. The relative weight of several organs was increased (brain, liver, lung,
kidneys and adrenals). The microscope changes in the adrenals included an increased
frequency of focal fatty metamorphosis, vacuolisation and hyperplasia or hypertrophy
in the adrenals and atrophy and degeneration of skeletal muscle.

Chronic non-neoplastic investigations in mice are not reported.
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B6.8.1.6

Carcinogenicity

Following oral exposure, a dose-related increase in the incidence squamous cell
carcinomas in the forestomach was reported in rats at 7.5 & 30 mg/kg bw/day
(invasive growth and metastases were also reported at the high dose).

Following inhalation exposure, there were significant dose-related increases in several
tumour types of tumours in rats (leukaemia, peritoneal mesotheliomas, brain tumours
and subcutaneous fibroma) and mice (alveolar/bronchiolar carcinoma, malignant
lymphomas of the haematopoietic system, uterine adenocarcinoma and mammary
adenocarcinoma and adenosgquamous carcinoma). It is also noteworthy that pituitary
tumours appeared earlier in rats and that an increase in lung tumours was reported in
mice after only 6 months of exposure.

Following subcutaneous injections to mice, there was a dose-related increased
incidence of sarcomas, mainly fibro sarcomas, at the injection sites. No skin tumours
(or skin irritation) were found in mice after long-term dermal exposure but it was
assumed that ethylene oxide evaporated rapidly from the skin.

Overall conclusions

The extensive evidence of genotoxicity (in vitro and in vivo effects) and
carcinogenicity (a variety of tumours in rats and mice and the evidence of the early
appearance of certain tumours in rats and mice) indicates that ethylene oxide is a
potent genotoxic carcinogen in experimental animals. A NOAEL for ethylene oxide-
induced tumours cannot be established for oral or inhalation exposure. The non-
neoplastic effects of ethylene have not been fully investigated but appear to occur at
dose levels above tumour induction.

Reproductive toxicity

No reproductive studies using oral administration were submitted (or cited from the
published literature). The following studies used inhalation exposure.

B.6.8.1.6.1 Multigeneration studies in rats (I11A 5.6.1)

a)

Fischer 344 rats (30/sex) were exposed to ethylene oxide at concentrations of 18, 58 or
173 mg/m?, for 6 hours/day, 5days per week, over 12 weeks. Two control groups of
30 rats per sex each exposed to air only. After mating, females were further exposed
for 7 days/week for up to three weeks after delivery with the exception of the first 5
days of lactation. The percentages of pregnant females and fertile males were not
affected by ethylene oxide exposure. The number of pups per litter, the number of
implantation sites per female and the number of foetuses born per implantation site
were decreased at 173 mg/m®. In addition, the number of females with a gestation
period longer than 22 days was also increased at this concentration but no effects were
noted on the average length of the gestation period. Neither parents nor pups showed
signs of toxicity from ethylene oxide.

(Snellings et al, 1982a/WHO, 1985)
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B.6.8.1.6.2 Developmental toxicity studies (I11A 5.6.2)

b)

b)

Developmental studies in rats

Groups of Sprague Dawley rats (32-45 females) were exposed to ethylene oxide at
concentrations of 0 or 270 mg/m? for 7 hours/day. They were exposed on days 7-16 of
gestation (Group 1) or on days 1- 16 of gestation (Group 2) or during 3 weeks before
mating (5 per week) and on days 1 - 16 of gestation (Group 3).

No dams died during the study but body weights were decreased in Group 3. In all
exposed groups, the relative and absolute weights of kidney and spleen were increased.
The results of histopathological examination did not show any abnormalities. There
was a significant increase in resorptions per litter and per implantation site in Group 3
but no significant effects on the number of implants, live foetuses or pregnancies. In
all exposed groups, the weights and the lengths of the foetuses were decreased.
Reduced ossification of sternebrae and skull was observed.

(Hackett et al, 1982/WHO, 1985)

Groups of Fischer 344 rats (22 females) were exposed to ethylene oxide at
concentrations of 18, 58, or 173 mg/m°, for 6 hours/day on days 6-15 of gestation. Two
control groups comprising 22 rats each were exposed to air only. The numbers of
pregnant dams ranged from 17 to 22. Maternal behaviour was normal, and there were
no deaths. The only effect on the foetuses was a 5-8% decrease in weight at 180
mg/m?®.

(Snellings et al, 1982b/WHO, 1985)
Developmental studies in mice

Groups of CD-1 mice (24-37 females) each received intravenous injections of ethylene
oxide at doses of 0, 75 or 150 mg/kg bw in an aqueous dextrose solution on days 4-6,
6-8, 8-10 or 10-12 of pregnancy.

Dams exposed on days 6-8 of pregnancy did not show toxic signs but there was a 20%
decrease in foetal weight. In all the other groups at the top dose, clinical signs of
toxicity were observed and included increased mortality (19-48%), weakness, laboured
respiration and tremor. Foetal malformations were shown in 19.3% of foetuses in
exposed litters compared with 2% in control groups. These malformations were
mainly fused cervical arches. In addition, fused thoracic arches, scrambled and fused
sternebrae and fused, branched, or missing thoracic ribs were observed.

(Laborde & Kimmel, 1980/WHO, 1985)

Exposure of F1 female mice (C3H x C57B1 or SEC x C57B1) mated with F1 males
(C3H x C57B1) to ethylene oxide at a concentration of 2196 mg/m?® for 1.5 hours
could produce different results depending on the timing of exposure. Females were
exposed at 1, 6, 9 or 25 hours after timed 30 minute matings. These time intervals
correspond to time of sperm penetration, early pronuclear stage (before DNA
synthesis), pronuclear DNA synthesis and early two-cell stage, respectively. It was
noted that maternal toxicity was not reported despite the high concentrations used.
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Exposure at 1 or 6 hours increased the number of mid-gestational and late foetal deaths
but few effects were seen after 9 hours and none were seen after 25 hours. A large
proportion of the foetuses that survived after exposure at 6 hours had a range of
congenital malformations including omphalocoele, hydropia, open thorax, and limb
and tail defects (37% versus 2% in controls). Malformations were also seen in
foetuses exposed at 1 hour but not those exposed at 9 or 25 hours. In a later study,
with identical exposure protocols but more detailed foetal examination, an increased
incidence of malformations was found after exposure at 1, 6, 9 and 25 hours. Other
females exposed to ethylene oxide for up to 14 days before mating had mainly an
increase in early embryonic death around the time of implantation, probably as a result
of dominant lethal mutations.

(Generoso et al, 1987; Rutledge and Generoso, 1989/IARC 1994)

Developmental studies in rabbits

New Zealand rabbits were exposed to ethylene oxide at a concentration of 270 mg/m?®
from days 1-19 or from days 7-19 of gestation. There was no evidence of toxicity in
the mothers, embryos, or foetuses, or of any developmental defects.

(Hackett et al, 1982/WHO, 1985)

B.6.8.1.6.3 Effects on sperm and reproductive tissues/organs

a)

b)

Wistar rats (12 or 6 males/dose) were exposed to ethylene oxide at concentrations of 0,
91.5, 183, or 457.5 mg/m? for 6 hours/day on fine days/week for 13 weeks. At 457.5
mg/m?, epididymal but not testicular weight was reduced, there was slight
degeneration in some seminiferous tubules, a reduced sperm count in the body and tail
but not the head of the epididymus and an increase in sperm head abnormalities due
mainly to the presence of immature sperm. An increase in malformed sperm heads
unrelated to dose was observed in all treated groups over that in control (15% versus
2%).

(Mori et al, 1991/IARC 1994)

Male Cynomolgus monkeys were exposed to ethylene oxide at concentrations of 0, 90
or 180 mg/m? for 7 hours/day on 5 days/week for 2 years. A decline in sperm count
and mobility was observed at both dose levels but the incidence of abnormal sperm
heads did not change.

(Lynch et al, 1984c/WHO)

B.6.8.1.6.4 Summary of reproductive toxicity

No data/information has been submitted (or cited from the literature) on the
reproductive toxicity of ethylene oxide via the oral exposure route. However, there are
sufficient data/information generated by studies using inhalation exposure to establish
that ethylene oxide is a reproductive toxin that affects fertility and development in
experimental animals (some effects are evident in the absence of maternal toxicity). In
mice, there is clear evidence of teratogenic activity after intravenous injections and
evidence that mutagens can induce foetal malformations and death when administered
around the time of fertilisation. Sperm abnormalities have been reported in rats and
monkeys following inhalations exposure to ethylene oxide.
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B.6.8.1.7 Neurotoxicity studies

No specific neurotoxicity studies have been submitted (or cited from the literature).
All the reported effects of ethylene oxide on the nervous system in experimental
animals have been observed and reported in standard repeat-dose inhalation studies.

B.6.8.1.7.1 Repeat dose neurotoxicity studies

a)

b)

d)

In a limited, poorly reported study in rabbits and monkeys, paralysis of the hind limbs
was observed in both species accompanied by atrophy of the leg muscles, following
exposure to > 370 mg/m? for periods ranging from 7 to 32 weeks (exact exposure
periods were not clearly specified).

(Hollingsworth et al, 1956/ECHC, 2001)

In sub chronic or chronic studies, in rats exposed to ethylene oxide a concentrations
between 458-915 mg/m? there was a range of neurological effects including awkward
or ataxic gait, paralysis and atrophy of the muscles of the hind limbs, accompanied in
some cases by pathological evidence of axonal degeneration of myelinated fibers in
nerves of the hind legs.

(Hollingsworth et al, 1956 & Other workers/ECHC, 2001)

Poor coordination of the hind quarters was observed in rats and mice following
exposure to ethylene oxide at 810 mg/m?® for 7-8 weeks.

(Snellings et al 1982/ECHC, 2001)

Abnormal posture during gait and reduced locomotor activity were also observed in
mice after exposure to ethylene oxide at concentrations ranging from 86 to 425 mg/m?®,
for 6 hours/day on 5 days/week for 10 or 11 weeks. Effects on various reflexes
(righting, tail pinch, toe pinch) were also noted at the highest concentration examined.

(Snellings et al 1984a/ECHC, 2001)

In two studies of male cynomolgus monkeys exposed to ethylene oxide at
concentrations of 92 or 183 mg/m®for 2 years, histological alterations in the axons
within the nucleus gracilis of the medulla oblongata and demyleination of the
fasciculus gracilis within the medulla were observed.

(Sprinz et al, 1982/Lynch et al, 1984b/ECHC, 2001)

B.6.8.1.7.2 Summary of the neurotoxicity studies

There is no data/information on the neurotoxicity of ethylene oxide via the oral
exposure route. There is sufficient data/information generated by studies using
inhalation exposure to establish that ethylene oxide is a neurotoxin in experimental
animals.
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B.6.8.1.8 Other toxicological data/information

B.6.8.1.8.1 Mode of action

Ethylene oxide is an electrophilic agent that alkylates nucleophilic groups in biological
macromolecules, i.e. including DNA and protein (e.g. haemoglobin & albumin). Itis
considered likely that the toxicological effects of ethylene oxide arise primarily from
the direct alkylation of macromolecules.

Since ethylene oxide is formed during the metabolism of ethylene (a natural body
constituent) both endogenous and exogenous sources of ethylene and ethylene oxide
will contribute to the background alkylation of macromolecules.

(CICADS 54, 2003 & IARC 1994)

B.6.8.1.8.2 Ethylene oxide detected in food stuffs and cosmetics and on medical devices

a)

b)

d)

Ethylene oxide was detected in 96 of 204 (47%) samples of food products taken from
retail stores in Denmark in 1995 (Jensen, 1988). The reported concentrations reflect
the total amount of ethylene chlorohydrin and ethylene oxide present at the time of
analysis. These concentrations ranged from <0.05 to 1800 mg/kg in the individual
samples without correction for recoveries. Ethylene oxide was detected frequently
among 24 samples of spices at a mean concentration of 84 ug/g and a maximum
concentration of 580 pg/g.

(Jensen, 1988/ECHC 2001)

Ethylene oxide was detected, but not quantified, in 1 of 2372 samples of eggs and in 1
sample of 3262 samples of fish collected in the United States in 19975 as part of the
Food and Drug Administration Monitoring Program (1970-1976).

(Duggan et al, 1983/ECHC 2001)

Ethylene oxide may be present as a contaminant of skin care products. Current
commercial preparations of polyglycol ethers may contain residues of ethylene
monomer up to approximately 1 ug/g.

(Filser et al, 1994/ECHC 2001)

Ethylene oxide monomer in skin care products have been reported at 1.9 to 34
nmol/cm? (0.08 to 1.5 mg/l) and a range of maximum skin penetration of ethylene
oxide of 1-14% in various product formulations.

(Kreuzer, 1992/ECHC 2001)

Ethylene oxide may be absorbed by medical equipment during sterilization and may
remain there as unchanged compound or as one of its reaction products (WHO, 1985).
Studies show that residual concentrations of ethylene oxide in medical equipment
immediately following their sterilization have ranged up to 1 or 2%. These
concentrations generally declined rapidly after a few days aeration, although levels
exceeding 100 ppm (183 mg/m®) were sometimes measured following aeration.

(Gillespie et al, 1979 & 1980/ECHC 2001)
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B.6.8.1.9 Human data/information

B.6.8.1.9.1 Absorption, distribution, metabolism and excretion

a)

b)

d)

Ethylene oxide is very soluble in blood and readily taken up by the lungs;
approximately 20-25% of inhaled ethylene oxide reaching the alveolar space is exhaled
as unchanged compound and 75-80% is taken up by the body and metabolised. The
half-life in the body has been estimated to be less than 1 hour.

(Brugnone et al, 1986; 1988; Filser et al, 1992/IARC 1994)

Pharmacokinetic data obtained form experimental animals to calculate the internal
dose of ethylene oxide in man obtained from daily exposure. For a man exposed for 8
hours to ethylene oxide at 1 ppm (1.8 pg/litre), the area under the concentration-time
curve in blood plasma was estimated to be 18.8 pg/hour/ml on the basis of data for rats
and 14.3 pg/hour/ml on the basis of dog data.

(Beliles and Parker, 1987/1ARC 1994)

The blood concentrations of ethylene glycol were in sterilisation personnel exposed to
ethylene oxide. The mean concentrations of ethylene glycol in blood in exposed
worker (90 mg/litre) were twice that in unexposed workers (45 mg/ml).

(Wolfs et al, 1983; Brown et al, 1996 & Other workers/IARC 1994)

The concentration of thioesters excreted in urine collected from sterilisation workers at
the end of sterilisation processes was twice that in non-smoking personnel.

(Burgaz et al, 1992/IARC 1994)
In vitro investigations suggest that the human population can be divided into
conjugators (75%) and non-conjugators (25%) based on enzymic conjugation of

ethylene oxide with glutathione in erythrocytes.
(Hallier et al, 1993/IARC 1994)
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f)

9)

h)

Ethylene oxide is an electrophilic agent that alkylates nucleophilic groups in biological
macromolecules, e.g. DNA and haemoglobin. There are numerous published studies
that have investigated the formation nitrogen adducts (hydroxethyl adducts of valine,
cysteine and histidine) in the haemoglobin of workers occupationally exposed to
ethylene oxide. Ethylene oxide binding to DNA primarily results in the formation 7-
(2-hydroxethyl) guanine adducts but other adducts have been identified at lower levels.
DNA extracted from lymphocytes of unexposed individuals had mean background
levels of 7-(2-hydroxethyl) guanine that ranged between 2-8.5 pmol/mg DNA. It has
been reported that human tissue contains 10- to 15-fold higher levels of endogenous 7-
(2-hydroxethyl) guanine adducts than rodents.

(Bolt, 1996; Bolt et al, 1997; Wu et al, 1999a/CICADS 2003)

Ethylene oxide is metabolised by hydrolysis to ethylene glycol and conjugation with
glutathione (both are considered to be detoxification pathways). The hydrolysis
pathway predominates in larger species such as the rabbit and dog while the
conjugation pathway predominates in rodents. A physiologically based
pharmacokinetic (PBPK) model for the dosimetry of inhaled ethylene oxide has
calculated that 80%, 60% and 20% would be metabolized via glutathione conjugation
in mice, rats and humans, respectively. This appears to be consistent with the levels of
glutathione S-transferase enzyme (GSTT1) activity (mice>rats>humans); ethylene
oxide is a substrate for the human GSTT1 enzyme. Higher levels of haemoglobin
adducts have been reported in exposed individuals (workers and smokers) with the
GSTT1 ‘null genotype’ (homozygous deletion of the GSTT1 gene) than among those
with a GSTT1 “positive genotype’ (at least one copy of the GSTTL1 gene).

(Yong et al, 2001; Fennell and Brown, 2001; Pemble et al, 1994/CICADS 2003)

Reports on two PBPK models for ethylene oxide in rodents and humans indicate that
ethylene oxide is a direct acting alkylating agent in humans and rodents via the same
mode of action (i.e. the quantitative differences between humans and rodents result
from differences in basic physiology rather than mode of action).

(Csandy et al, 2000; Fennel and Brown 2001; Pemble et al, 1994/CICADS 2003)

B.6.8.1.9.2 Acute toxicity, skin and eye irritation and sensitisation

a)

b)

Five sterilizer operators were exposed accidentally to ethylene oxide at concentrations
high enough to be smelt (odour threshold 1280 mg/m?) for periods up to 0.5 hours.
Two operators suffered headache and diarrhoea which resolved after about 70 hours.
Three operators suffered irritation of the eyes and throat, mouth dryness, pruritus,
headache, vertigo, myasthenia, indigestion and haemolysis which had resolved within
21 days of the exposure. Haemolysis diagnosed on days 9-11 lasted until day 16.

(Deleixhe et al, 1986/IARC 1994)
Acute effects on the nervous system in nearly all inhalation cases were marked by
nausea, recurrent vomiting, and headache. Less frequently reported effects included

decreased consciousness (one case of coma), excitement, sleeplessness, muscular
weakness, diarrhoea, and abdominal discomfort.
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d)

9)

h)

(Capellini and Ghezzi, 1965 and Other workers/WHO, 1985)

Accidental skin exposure to a 1% aqueous solution, from the waist down, was reported
to result in effects on the nervous system (nausea and repeated vomiting).

(Sexton and Henson, 1949/WHO 1985)

Burns on the hands were attributed to gloves containing residual traces of ethylene
oxide used for sterilization. Mild skin irritation has been reported after exposure to 1%
aqueous solutions of ethylene oxide. Dermal irritation is characterised by erythema,
oedema and the formation of vesicles and has been observed after contact with
ethylene oxide-sterilized materials and clothing.

(Fisher, 1988/1ARC 1994)

Skin and eye irritation in sterilizer operators were associated with exposures to
ethylene oxide at concentrations up to 19.6 mg/m°.
(Bryant et al, 1989/1ARC 1994)

Exposure to ethylene oxide can cause irritation of the mucous membranes of the
respiratory passages.
(Thiess, 1963/ECHC 2001)

Ethylene oxide is a sensitising agent. Type | (mild to severe anaphylactic reactions)
and Type IV (contact dermatitis) hypersensitivity reactions have been observed in
patients who received dialysis treatment with equipment that had been sterilized with
ethylene oxide.

(Bommer and Ritz, 1987/IARC)

Severe respiratory problems due to inflammatory reactions in the trachea and larynx
were reported inpatients who had received endotracheal intubation with tubes sterilised
with ethylene oxide.

(Mantz et al, 1972 and Other workers/WHO 1985)

B.6.8.1.9.3 Genetic effects

b)

Numerous studies have shown that ethylene oxide induces chromosome aberrations,
micronuclei and sister chromatid exchanges in humans and the extent of the damage is
related to the level and duration of exposure.

Increased incidences of sister chromatid exchange have been reported in peripheral
blood lymphocytes of hospital sterilisation workers exposed to 1 ppm ethylene oxide
(8 hour TWA) and concentrations between 0.5-25 ppm for various durations.

(Yager at al, 1983; Stolly et al, 1984; Tates et al, 1991a/IARC 1994)
Increased incidences of chromosome aberrations have been reported in lymphocytes of
sterilisation workers. It has been stated that ethylene oxide exposures above 9 mg/m®

are required to induce chromosome aberrations.
(Galloway at al, 1986/IARC 1994)
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c)

d)

Increased incidences of micronuclei have been reported in factory workers, i.e. in
lymphocytes at concentrations of 25-720 9 mg/m®, in erythroblasts and polychromatic
erythrocytes in bone marrow samples at a concentration of 1 ppm for 0.5 to 8 years and
in exfoliated nasal mucosa cells following accidental exposures.

(Tates at al, 1991a; Hodstedt et al, 1983; Sarto et al, 1990/IARC 1994)
Mutations at the HPRT locus in circulating lymphocytes of factory workers have been

reported in one study.
(Tates at al, 1991b/IARC 1994)

B.6.8.1.9.4 Neurological effects

a)

b)

d)

Several studies in sterilizer operators have associated ethylene exposure with
symptoms of peripheral and central neurotoxicity. In cases of peripheral neuropathy,
the symptoms included numbness in feet and fingers, muscular weakness in the lower
limbs, a reduction in sural nerve velocity, nerve fibre degeneration, and demyelination.
Central nervous system effects were implied on the basis of personality dysfunction
and cognitive impairment.

(Schroder et al, 1985 and Other workers/IARC)

Because of a leaking sterilizer, 4 young men were exposed intermittently, for 2-8
weeks, to ethylene oxide at levels of approximately 1000 mg/m®. Three of the men
developed a reversible peripheral neuropathy showing abnormal nerve conduction and,
in 2 cases, headache, weakness and decreased reflexes in the extremities,
incoordination, and a wide-based gait. The fourth man developed a reversible acute
encephalopathy with headache, nausea, vomiting, lethargy, recurrent motor seizures,
agitation and a diffusely slow electroencephalogram. Following this, 6 more cases
were reported concerning sterilizer operators, suffering from reversible peripheral
neuropathy following ethylene oxide exposure for 0.5-1.5 years.

(Gross et al, 1979/WHO 1985)

Three people exhibited subacute polyneuropathy with bilateral foot-drop, slowing of
nerve conduction velocity and enervation potential on electromyography as the main
findings. All 3 people had noticed the smell of ethylene oxide regularly at work while
2 persons experienced eye irritation.

(Finelli et al, 1983/WHO 1985)

Polyneuropathy was also reported in 3 sterilizer operators. Two of these cases were
described in detail. Sural nerve biopsies revealed axonal degeneration with mild
changes in the myelin sheath and unmyelinated fibres were also involved. Muscle
biopsies showed typical denervation atrophy.

(Kuzuhara et al, 1983/WHO 1985)
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B.6.8.1.9.5 Reproductive effects

a)

b)

The rate of spontaneous abortions was significantly higher (P<0.05) in Finish hospital
workers associated with ethylene oxide exposure (20.4%) than in controls (11.3%).
Randomly selected Californian dental assistants (aged 18-39) examined for the
occurrence of spontaneous abortion and pre- (27-37 weeks) and post-term births (> 42
weeks) in relation to ethylene oxide exposure. Ethylene exposed women were stated
to be 2.7 times more likely to have any of the three adverse effects after adjusting for
age.

(Hemminki et al, 1982; Rowland et al, 1996/CICADS 2003)

One paper reported an increased risk of spontaneous abortion in Finish women whose
partners had been exposed to ethylene oxide. Paternal exposure was based upon the
job and industry in which the men were employed (no quantitative exposure data).
The number of spontaneous abortions (n=3) and pregnancies (n=10) in the paternal
group was small and confounding factors, such as previous abortions, alcohol and
tobacco consumption were not considered in the analysis.

(Lindbolm et al, 1991/CICADS 2003)

B.6.8.1.9.6 Occupational exposure

a)

b)

The health status of 37 male operators from an ethylene oxide-producing plant in the
USA during the period 1953-62 was compared with that of age-matched operators
from other production units. The average employment period was 11 years for
exposed workers and 12 years for controls. The usual average exposure level was
between 9 and 18 mg/m?® with occasional peaks up to 230 mg/m? for one particular job
(collecting a sample of the product). According to the medical records, the health of
the exposed workers was somewhat better than that of the controls. A physical
examination and extensive clinical tests did not reveal any exposure-related effects
with the exception of a slightly increased white blood cell count.

(Joyner, 1964/WHO 1985)

Chromosomal damage was found in a group of 12 workers from a hospital sterilization
facility in the USA. The maximum exposure concentration measured during
sterilization was 65 mg/m>. Another group of 12 persons, who worked in the adjacent
operating room area, volunteered as representatives of an unexposed or accidentally
exposed group. To ensure adequate control throughout the study, unexposed
laboratory staff members served as a third group. Frequently-reported subjective
complaints indicated irritation of the mouth, throat, and eyes, and effects on the
nervous system, such as headache, nausea, speech difficulty, memory loss, dizziness
and incoordination.

(Garry et al., 1979/WHO 1985)

In Belgium, a group of 18 workers, using or distributing the sterilant ethylene oxide,
were compared with a well-matched control group by means of a questionnaire, and by
analyses for urinary retinol-binding protein and albumin, beta-microglobulin, and
chromosomal damage in lymphocytes. The overall mean exposure level was 7.6
mg/m?® and the time-weighted average exposure, over a working day, ranged between
0.2 and 95 mg/m°®. A significant increase in the incidence of sleeplessness and leg
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d)

f)

9)

h)

cramps was recorded, but not irritation or allergy. These studies did not reveal any
abnormalities with the exception of an increase in sister chromatid exchanges in
lymphocytes.

(Wolfs et al, 1983; Laurent et al, 1984/WHO, 1985)

In a plant in Bulgaria, 196 workers engaged in the production of ethylene and ethylene
oxides were examined. About 73% of all concentrations of ethylene oxide measured
were 1 mg/m®or less while 27% were between 1 mg/m*and 3.5 mg/m®. Significant
increases were found in deviations of the autonomous nervous system and in neurosis-
like manifestations, especially in female workers but woman may be more prone to
neuroses. Because of a mixed exposure was difficult to evaluate the findings.

(Spasovski et al, 1980/WHO, 1985)

Haematological changes were reported in a group of 27 workers in an ethylene oxide
manufacturing and processing plant, in Sweden, in 1967. The exposure period varied
from 2 to 20 years, the average length being 15 years. Controls worked with ethylene
oxide in other departments where no leakages were likely. No exposure data were
reported. When 2 cases of anaemia were excluded, there was still a significantly
decreased haemoglobin value in exposed workers. There was a 30% increase in the
number of lymphocytes, and one case of chronic lymphatic leukaemia was noted in the
exposed workers.

(Ehrenberg & Hallstrom, 1967/WHO, 1985)

In the Federal Republic of Germany, 279 employees from 8 plants in which alkene
oxides were produced or processed, were examined for morbidity during 1978. They
were employed for an average of 10.8 years. Of these workers, 21 had been involved
in accidents with ethylene oxide. Taking into account age and length of exposure, they
were compared with groups of industrial and clerical workers within the same
company. No abnormalities were found that could be related to ethylene oxide or
propylene oxide. Lymphocytosis and increases in haemoglobin and erythrocyte
volume were attributed to age or smoking. The exposure concentrations were not
reported. The workers were also exposed to many other chemicals, some of which
may be carcinogenic for man.

(Stoker & Thiess, 1979/WHO, 1985)

Haematological effects were observed among a group of 59 women exposed to
ethylene oxide released from sterilizers while employed in nine hospitals in the USA
and one hospital in Mexico. Compared with unexposed controls, US workers (exposed
to a mean 8-hour TWA exposure of 0.31 mg/m® with a range of 0.24-0.55 mg/m?)
exhibited a statistically significant increase in the percentage of lymphocytes and a
reduction in the percentage of neutrophils in the blood). No statistically significant
effects were found in Mexican workers.

(Schulte et al, 1995/CICADS 2003)
Haematological effects were not observed in a group of 84 male workers involved in
the manufacture of ethylene oxide and exposed to estimated concentrations of <1.83

mg/m?®.
(Currier et al, 1984/CICADS 2003)
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)

K)

Haematological effects were not observed in a group of 36 male workers involved in
the mgnufacture of ethylene oxide with estimated 8-hour TWA exposures below 0.09
mg/m°,

(van Sittert et al, 1985/CICADS 2003)

A study in 46 Israeli hospital workers exposed (at three locations with a mean period
of employment of 6.6 years) to 145- to 210 minutes TWA concentrations of <0.02-0.1
mg/m?® found statistically significant haematological effects compared to 88 non-
occupational exposed controls (matched for age, sex and smoking habits). There were
increases in the absolute mean numbers of erythrocytes, monocytes and eosinophils,
increases in the haematocrit and reductions in the absolute mean numbers of
lymphocytes and platelets.

(Shaham et al, 2000/CICADS 2003)

Lens opacities and cataracts were assessed in French hospital workers exposed to
ethylene oxide at concentrations of 0.11 mg/m? during a 97-minute exposure to 71
mg/m? during a 2.5 minute exposure. There were no differences between the exposed
and control groups in the case of lens opacities. However, cataracts were observed in
six exposed people compared to none in the controls (lens opacities have been reported
in monkeys exposed to 100 ppm for up to 24 months).

(Deschamps et al, 1990/CICADS 2003)

Following accidental exposure (4 hours/day for 4 days), to concentrations of ethylene
oxide high enough to be smelt, one worker out of five developed persistent non-
immunological asthma, probably induced by extensive epithelial injury which lead
finally to fibrosis (no further information on the outcome).

(Deschamps et al, 1992/IARC 1994)

B.6.8.1.9.7 Case and epidemiological studies

Numerous summaries of case and epidemiological studies are presented in the
submitted publications (IARC 1994, ECHC 2001 & CICADS 2003).

In epidemiological studies, the most frequently reported association in workers
exposed to ethylene oxide has been with lymphatic and haematopoietic cancer. The
workers studied fell mainly into two groups: i) people using ethylene oxide as a
sterilant, ii) chemical workers manufacturing (either by the chlorohydrin process or
more recently by the catalytic oxidation of ethylene) or using the compound in other
processes. In general, people involved in sterilization are less likely to have
occupational exposure to other chemicals.
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B.6.8.1.10 Summary and conclusions

Ethylene oxide is an electrophilic agent. It is considered likely that the toxicological
effects of ethylene oxide arise primarily from the direct alkylation of macromolecules
(e.g. DNA and proteins).

The majority of data for ethylene oxide has been primarily generated using the
inhalation exposure route. Only limited data are available for ethylene oxide
administered via the oral route.

Oral exposure

The acute oral LD50 values for ethylene oxide were stated to be 330 mg/kg bw for
male rats and 365 and 280 mg/kg bw for male and female mice, respectively. In a
subacute rat study, the findings included loss of body weight, gastric irritation and
slight liver damage. The only long-term rat study (gavage dosing) reported a dose-
related increase in the incidence of squamous cell carcinomas in the forestomach at all
dose levels tested.

Other routes of exposure (primarily inhalation exposure)

Ethylene oxide is very soluble in blood and the pulmonary absorption is expected to be
rapid and extensive. Excretion is also rapid and occurs mainly via urine while minor
amounts of unchanged parent and labelled carbon dioxide are excreted via the lungs.
Distribution is widespread based on the protein and DNA adducts in various organs
and tissues. Two metabolic pathways have been identified, the hydrolysis of ethylene
oxide to 1,2-ethanediol and conjugation with glutathione to produce S-(2-
hydroxyethyl)cysteine and N-acetyl- S-(2-hydroxyethyl)cysteine.

Following acute exposure to ethylene oxide, the respiratory system, the nervous system
and the liver and kidneys were identified as target organs. Ethylene oxide is a potent
eye, skin and respiratory irritant and a sensitiser.

In the short-term studies, mortalities and effects on respiratory system, the
haematological system (including bone marrow), the nervous system, ocular lens, liver
and kidneys, thymus and spleen and the testes were reported. A dose-related in crease
in pulmonary adenoma was also seen in mice after 6 mounts of exposure.

Ethylene oxide is an alkylating agent and is considered to be a mutagen in
experimental animals and humans. It forms DNA adducts and induces gene mutations,
chromosome aberrations, cell transformation, unscheduled DNA synthesis, DNA
strand breaks, sister chromatid exchanges, dominant lethal mutations and heritable
translocations.

The chronic findings in rats included deaths, reduced body weight, inflammatory
lesions of the lungs, nasal cavities, trachea and internal ear and the development of eye
cataracts. There were several reports of haematological changes (including bone
marrow changes) and changes in some serum enzyme activities. Organ weight
changes were also reported. The microscopic findings included lesions in the adrenals
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and atrophy and degeneration of skeletal muscle. No chronic non-neoplastic findings
in mice were reported.

Dose related neoplastic changes were evident in rats and mice following long-term
inhalation exposure. There were significant dose-related increases in several tumour
types of tumours in rats (leukaemia, peritoneal mesotheliomas, brain tumours and
subcutaneous fibroma) and mice (alveolar/bronchiolar carcinoma, malignant
lymphomas of the haematopoietic system, uterine adenocarcinoma and mammary
adenocarcinoma and adenosgquamous carcinoma). It is also noteworthy that pituitary
tumours appeared earlier in rats and that an increase in lung tumours was reported in
mice after only 6 months of exposure.

Following subcutaneous injections to mice, there was a dose-related increased
incidence of sarcomas at the injection sites. No skin tumours (or skin irritation) were
found in mice after long-term dermal exposure but it was assumed that ethylene oxide
evaporated rapidly from the skin.

The extensive evidence of genotoxicity (in vitro and in vivo effects) and
carcinogenicity (a variety of tumours in rats and mice and the evidence of the early
appearance of certain tumours in rats and mice) indicates that ethylene oxide is a
potent genotoxic carcinogen in experimental animals.

In the rat multigeneration study, there were reductions in the number of pups per
litter, the number of implantation sites per female and the number of foetuses born per
implantation site and an increase in the length of the gestation period. An increase in
resorptions per litter and per implantation site were also noted in the rat
developmental study together with reduced foetal weight and length and reduced
ossification of sternebrae and skull was observed. In mice, there is clear evidence of
teratogenic activity (severe skeletal malformations) after intravenous injections and
evidence that mutagens can induce foetal malformations and death when administered
around the time of fertilisation. Effects on sperm and reproductive tissues have been
reported in rats and monkeys. There are sufficient data/information to establish that
ethylene oxide is a reproductive toxin that affects fertility and development in
experimental animals (some effects are evident in the absence of maternal toxicity).

There are numerous reports of adverse neurotoxicity in a range of experimental
animals that include effects on reflexes, reduced locomotor activity, ataxia, limb
paralysis, muscle atrophy, axonal degeneration in the limbs and histological alterations
of the medulla oblongata of primates.

The data base for ethylene oxide in rodents and humans indicate that ethylene oxide is
a direct acting alkylating agent in humans and rodents via the same mode of action (i.e.
the quantitative differences between humans and rodents result from differences in
basic physiology rather than mode of action).

There are numerous reports of ethylene oxide-induced effects in humans/workers and
include irritation of the eyes, skin and throat, mouth dryness, pruritus, headache,
vomiting, vertigo, myasthenia, indigestion, diarrhoea and haemolysis. Less frequently
reported effects included decreased consciousness (one case of coma), excitement,
sleeplessness, muscular weakness, diarrhoea, and abdominal discomfort. Ethylene
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B.6.8.2

oxide is also a sensitising agent and induces Type | (mild to severe anaphylactic
reactions) and Type IV (contact dermatitis) hypersensitivity reactions and
inflammatory reactions in the trachea and larynx.

Occupational exposures to ethylene oxide have resulted in reports of a wide range of
serious adverse effects that include haematological effects, a possible increase in
ocular lens cataracts, symptoms of peripheral and central neurotoxicity, increases in
chromosome aberrations, micronuclei and sister chromatid exchanges and spontaneous
abortions. In addition, ethylene oxide exposure of workers has frequently been
associated with lymphatic and haematopoietic cancer.

In 1994, IARC concluded that there was limited evidence in humans for the
carcinogenicity but there was sufficient evidence in experimental animals for the
carcinogenicity of ethylene oxide. The overall conclusion of IARC 1994 was that
ethylene oxide is carcinogenic to humans (Group 1) when the following evidence was
taken into consideration.

Ethylene oxide is a directly acting alkylating agent that:

i) persistently induces dose-related increases in the frequency of chromosome
aberrations and sister chromatid exchange in lymphocytes and micronuclei in bone
marrow cells of workers;

i) has been associated with malignancies of the lymphatic and haematopoietic system
in humans and experimental animals;

i) induces dose-related increases in the frequency of haemoglobin adducts in humans
and dose related increases in the number of adducts in DNA and haemoglobin in
exposed rodents;

Iv) induces gene mutations and heritable translocations in germ cells in exposed
rodents;

v) is a powerful mutagen and clastogen at all phylogenetic levels.
Adduct formation in experimental animals

The ethylene metabolite, ethylene oxide, reacts with nucleophilic centres in protein and
DNA. The haemoglobin adducts N-(2-hydroxyethyl)histidine and N-(2-
hydroxyethyl)valine have been used as internal dose monitors for the formation of
ethylene oxide from ethylene. In male CBA mice, it has been reported that 7-8% of
inhaled ethylene is metabolised to ethylene oxide. These mice were exposed to
ethylene at concentrations below 23 mg/m?* (20 ppm) at which first-order kinetics of
metabolism can be assumed. The value is equal to the alveolar retention of ethylene at
steady state and is similar to the values calculated for rats and humans. The levels of
the haemoglobin-hydroxyethyl valine adduct was determined in Fischer rats and
Syrian hamsters exposed for six months to gasoline and diesel exhausts. In hamsters,
the levels of haemoglobin-hydroxyethyl valine adduct increased almost linearly with
dose. At the highest dose, the levels were similar in male rats and hamsters and in
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b)

B.6.8.3

female rats and hamsters. The values were about 50-90% of those predicted from data
on mice and indicated that ethylene behaves similarly in these species.

(Ehrenberg et al, 1977; Segerback, 1983/IARC 1994)

Ethylene oxide is present in cigarette smoke and smokers have higher haemoglobin
adduct levels (average of 170 pmol/g of globin) than non-smokers (average of 20 pmol/g
of globin). The adduct levels in non-smokers indicate widespread background
exposures. Ethylene formed endogenously may contribute to this background. The
highest adduct levels have been found in ethylene production workers (up to 16000
pmol/g of globin). Patients treated with cytostatic drugs that transfer hydroxyethyl
groups also show elevated adduct levels (e.g. 330 pmol/g of globin for nimustine a
chloroethyl nitroso urea derivative). Based on the hydroxyethyl valine adduct levels for
smokers (10 cigarettes/day; 120 pmol/g of globin), non-smokers (50 pmol/g of globin)
and steriliser operators (0.2-8.5 ppm; median value of 16.2 pmol/g of globin with a
range of 5.2-32.7 pmol/g of globin) were reported.

(B-G-G 2003)

Human data (Ethylene exposure)

B.6.8.3.1 Volunteer studies (ADME)

The inhalation pharmacokinetics of ethylene was investigated in human volunteers at
atmospheric concentrations of up to 50 ppm (0.1575 mg/l) by gas uptake in human
volunteers in a closed spirometer system. The uptake, exhalation and metabolism, can
be described by first-order kinetics. Uptake of ethylene into the body was low.
Clearance due to uptake, which reflected the transfer rate of ethylene from the
atmosphere into the body, was 25 litres per hour for a man of 70 kg. This value
represented only 5.6% of the experimentally obtained alveolar ventilation rate of 150
litres per hour. The majority (94.4%) of ethylene inhaled into the lungs was exhaled
again without becoming systemically available via the blood stream.

Maximal accumulation of ethylene in the same man, determined as the thermodynamic
partition coefficient whole body:air was 0.53. The concentration ratio at steady state
was even smaller (0.33), owing to metabolic elimination. Clearance due to
metabolism, in relation to the concentration in the atmosphere, was calculated to be
9.3 litres per hour for a man of 70 kg. This indicates that at steady state about 36% of
systematically available ethylene was eliminated metabolically and 64% was
eliminated by exhalation as the unchanged substance, as could be calculated from the
values of clearance of uptake and of clearance of metabolism. The biological half-life
was 0.65 hr. The alveolar retention of ethylene at steady state was calculated to be 2-
3%. From theoretical considerations of the lung uptake of gases and vapours, it could
be deduced that the low uptake rate of ethylene was due to its low solubility in blood
(Ostwald’s solubility coefficient for human blood at 37°C: 0.15). This summary stated
that ethylene gives rise to minute levels of ethylene oxide and that the maximum
conversion of ethylene to ethylene oxide in humans was estimated to be 4 %.

(Filser et al, 1992/0OECD:SIDS)
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B.6.8.3.2

a)

b)

d)

B.6.8.3.3

b)

Occupational exposure

Personal and stationary monitoring of ethylene in a company where this gas was used
for controlling the ripening of bananas showed air concentrations to be in the range of
0.02-3.85 mg/m® (0.02-3.35 ppm) with an estimated average concentration of 0.35
mg/m® (0.3 ppm).

(Torngvist et al , 1989a/IARC)

Exposure to fire-fighters during the ‘knockdown’ phase of a fire showed a
concentration of 53 mg/m® (46 ppm) ethylene; none was detected during the ‘overhaul,
phase. In laboratory studies, ethylene has been detected as a thermal degradation
product of polyethylene and polypropylene.

(Hoff et al, 1982; Jankovic et al, 1991/1ARC)

In a preliminary study, the miscarriage rate (6/15 pregnancies) in Swedish workers in
five local petrochemical plants was higher than 1549 woman from outside the industry.
Ethylene was the main product in four 4/5 of the petrochemical plants. No data were
provided on occupational levels but measurements made in areas surrounding the
plants indicated that ethylene was present in concentrations up to 10-fold higher that
the other main pollutants (propylene, ethane, propane and phenol).

(Axelsson and Molin, 1988/BIBRA Toxicity Profile 1993)

A Dbrief abstract notes that there was a higher than expected rate of miscarriage and
gynaecological disease among female operatives of a polyethylene plant who were
exposed to ethylene concentrations in the range of about 40-60 ppm and high levels of
noise.

(Yakubova et al, 1976/BIBRA Toxicity Profile 1993)
Environmental exposure

Ethylene concentrations in ambient air and remote rural sites worldwide are generally
in the range of <1-5 pg/m®. In urban and indoor air contaminated with combustion
products, ethylene concentrations range up to 1000 pg/m®.

(Seinfeld, 1989; Colbeck & Harrison, 1985; Sawada & Totsuka, 1986/IARC)

Vehicle exhaust emissions make a significant contribution to urban air concentrations
of ethylene. Several authors have monitored traffic emissions which ranged from 93-
212 mg/km and 9.8-405 5 ug/m?® depending on the site sampled (e.g. urban intersection
or tunnel).

(Bailey et al, 1990a & b; Barrefors & Petersson, 1992/1ARC)

Smoking is also a significant source of exposure to ethylene (1-2 mg ethylene are
released per cigarette). The exposure of the average smoker is roughly 10 times that
from urban air pollution. In two studies, the ethylene levels in tavern air were 56 and
110 pg/m® while the corresponding outdoor air concentrations at the time were 16 and
12 pg/m®,

(Person et al, 1988; Lofroth et al, 1989/IARC)
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d)

B.6.8.3.4

Plants that normally produce ethylene at 0.6-6 pg/kg fresh weight per hour may
produce up to 120 pg/kg per hour during ripening of fruits and during senescence and
loss of leaves.

(Dorffling, 1982; Tille et al 1985/1ARC).
Endogenous formation

Endogenous production of ethylene can be deduced from its exhalation by unexposed
subjects. For a man of 70 kg, a mean production rate of 32 nmol/hour (0.9 pg/hour)
and a corresponding mean body burden of 0.011 nl/ml tissue [equivalent to 0.44
nmol/kg bw or 0.012 pg/kg bw] was calculated for ethylene gas. The amount of
ethylene in the breath of women is increased significantly at the time of ovulation. No
difference was observed in the basal ethylene outputs of non-pregnant and pregnant
women and of men.

(Filser et al, 1992; Harrison, 1981/1ARC)

B.6.8.3.5 Adduct formation

a)

b)

The haemoglobin adducts N-(2-hydroxyethyl)histidine and N-(2-hydroxyethyl)valine
have been used as internal dose monitors for the formation of ethylene oxide from
ethylene in humans. Higher levels of adducts were found in cigarette smokers than in
non-smokers and ethylene and ethylene oxide were considered to be major causes of
the elevated adduct levels.

(Torngvist et al, 1986b & 1989a/IARC 1994)

Non-smoking fruit store workers exposed occupationally to atmospheric ethylene at
0.023-3.85 mg/m?® (0.02-3.35 ppm) while ripening bananas had levels of 22-65 pmol/g
haemoglobin-(hydroxyethyl valine) whereas non-smoking controls had 12-27 pmol/g
haemoglobin-(hydroxyethyl valine). On the basis of a mean exposure concentration of
0.345 mg/m?® (0.3 ppm), it was estimated that about 3% (range 1-10%) of inhaled
ethylene as metabolized to ethylene oxide. This percentage is in agreement with the
alveolar retention at steady state calculated from pharmacokenitics. An increment of
100-120 pmol/g haemoglobin-(hydroxyethyl valine) was estimated for a time-weighted
average exposure (40 hours/week) to 1.15 mg/m® (1 ppm) ethylene. On the basis of
the relationship between haemoglobin-(hydroxyethyl valine) levels and exposure
levels of ethylene and ethylene oxide, the amount of ethylene metabolised to ethylene
oxide can be calculated; 1 mg ethylene/kg bw is equivalent to a tissue dose of ethylene
oxide of 0.7 x 10 mol x h/l (0.03 mg x h/kg bw). This value is in agreement with the
value of 0.5 x 10 mol x h/l that can be calculated from the pharmacokinetic data for
ethylene and ethylene oxide published by Filser et al, 1992.

(Tornqvist et al, 1988 & 1989a; Kautiainen & Torngvist, 1991; Filser et al, 1992/IARC 1994)
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The following tabulated exposure data was presented in an article reviewing the
current position with respect to some biomarkers and volatile organic chemicals
(mainly 1,3-butadiene).

Table B.6.5 Haemoglobin adduct levels (N-terminal hydroxyethyl valine) in smokers and non-

smokers and in subjects with occupational exposure.

4Controls Exposure groups
Type of exposure Exposure Adduct level
concentration (average, range)
Ethylene (pmol/g globulin)
Non-smokers Occupational 0.3 (0.1-1) ppm 43 (22-65)
20 (12-27)
Non-smokers Tobacco smoking 1-25 cigarettes/day 146 (50-335)
16.1+2.1
Non smokers Tobacco smoking >15 cigarettes/day Maternal blood
63+2.1 361 + 105
New born babies
Newborn babies blood blood)
42 +18 147 £ 105
Ethylene oxide (pmol/g globulin)
14-26 | Occupational Low: 28 ppm/week | 84-2070

Key a) Background levels (average, range or mean £ SD). b) See B.6.8.3.5 b above.

The accumulation of stable haemoglobin adducts during prolonged exposure is the result
of daily increments to the adduct level and daily losses due to the removal of the oldest
fraction of the erythrocytes from the circulation. After exposure for a period of time
exceeding 126 days in humans, a steady-state adduct level is attained. Thus, the
measurement of stable adducts gives information on exposure during the months before
blood sampling. Tates et al (1995) studied hydroxyethylvaline adducts in haemoglobin
of four workers accidentally exposed to high concentrations of ethylene oxide. The
adduct levels decreased linearly over time and reached background levels after
approximately 110 days. Contrary to protein adducts, DNA adducts are subjected to
repair and their stability varies considerably between cell type. In the absence of
information on adduct stability, DNA adduct measurements give only qualitative
information on exposure.

(http://www.ehponline.org/members/1996/Suppl-5/osterman-golkar-full.html)

57



Ethanol addendum - VVolume 3, Annex B.7 : Toxicology of reaction & degradation products September 2008

b)

B.6.9

B.6.9.1

The internal levels of dissolved and absorbed ethylene in Anjou pears during ripening
have been determined. No exogenous ethylene was applied in order to establish the
endogenous level in the natural ripening process. In pears, the reported internal ethylene
concentrations ranged from 0.02-44.66 pl/l.

(Wang and Mellenthin, 1972)

Medical data and information (I11A 5.9)

The following medical data and information for ethylene was provided. The
data/information in this section has not been assessed by the RMS.

Medical surveillance of manufacturing plant personnel (All 5.9.1)

Personal and stationary monitoring of ethylene in a company where ethylene was used
for controlling the ripening of bananas showed air concentrations to be in the range of
0.02 - 3.35 ppm (0.02 - 3.85mg/m°). In a study on exposure of firefighters, samples
taken during the “knockdown” phase of a fire showed a concentration of 46 ppm (53
mg/m?®) ethylene. A study was carried out among workers at a Swedish petrochemical
plant in order to assess the amounts and effects of ethylene exposure. The study was
carried out in two parts, part one in 1989 and part two in 1993. Eight workers exposed
to high levels of ethylene (4 mg/m®) and 3 workers exposed to lower levels (0.1 - 0.3
mg/m?®) were compared to nine controls exposed to 0.01 mg/m?®. All exposed workers
showed elevated levels of haemoglobin adducts and adduct formation was dose-
related. The results indicated that about 1% of the inhaled ethylene was metabolized to
ethylene oxide. Part two of the study, which included four workers, was designed to
more accurately determine exposure level, which had a mean of 4.5 mg/m®. The
results confirmed part one, showing that about 1% of inhaled ethylene was metabolised
to ethylene oxide and the maximum fraction to be converted was estimated to be 4%.

There have been two preliminary but independent reports of increased miscarriage
rates among women working in the petrochemical industry. Elevated ethylene
concentrations were mentioned as a possible reason, but this has not been confirmed.
No firm conclusions can be drawn from these reports. A preliminary study found no
increase in lung cancer incidence in 31 workers exposed to ethylene (at unspecified
levels) at a US petrochemical factory. However, due to the limited number of exposed
workers in this study no conclusions regarding ethylene not causing cancer can be
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B.6.9.2

drawn. A study of workers at an US petrochemical plant found that an increased risk
of developing brain cancer was associated with exposure to (unspecified levels of) a
number of chemicals including ethylene. However, the investigators were
unconvinced that the association reflected a causal relationship (OECD SIDS).

According to Toxnet (Databases in toxicology and environmental health) HSDB, 2003,
it is estimated that 12,280 workers are potentially exposed to ethylene in the U.S.A.

Clinical cases and poisoning incidents (1A 5.9.2)
Symptoms: dizziness, headache, nausea, and loss of co-coordination.

The following are clinical effects of acute exposure to ethylene, reported in the OECD
SIDS assessment profile for ethylene:

ACUTE EXPOSURE: Simple asphyxiants displace oxygen from the breathing
atmosphere primarily in enclosed spaces and result in hypoxia. Four stages are
described, depending on the arterial oxygen saturation:

1) INDIFFERENT STAGE (% O, Saturation: 90%):
Night vision: decreased
2) COMPENSATORY STAGE (% O, Saturation: 82 to 90%)

Respiratory rate: compensatory increase
Pulse: compensatory increase

Night vision: decreased further
Performance ability: somewhat reduced
Alertness: somewhat reduced

arONOE

Symptoms may begin in those with significant pre-existing cardiac, pulmonary, or
haematological diseases

3) DISTURBANCE STAGE (% O, Saturation: 64 to 82%)

CoN~WNE

Compensatory mechanisms become inadequate
Air hunger

Fatigue

Tunnel Vision

Dizziness

Headache

Belligerence

Euphoria

Visual acuity: reduced

10. Numbness and tingling of extremities
11. Hyperventilation

12. Poor judgement

13.  Memory loss

14.  Cyanosis
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Decreased ability for escape from toxic environment
4) CRITICAL STAGE (%O, Saturation: 60 to 70% or less):

1.  Deterioration in judgement and coordination may occur in 3 to 5 minutes or less
2. Total incapacitation and unconsciousness follow rapidly
- All early effects may decrease ability for self-rescue from the toxic environment.
- Some agents causing asphyxia are stored and transported in compressed or liquid
form and can cause frostbite on direct skin contact.

CARDIOVASCULAR EFFECTS

1) An increased pulse rate may occur.

2) Cardiac manifestations of prolonged or severe hypoxia may include atrial or
ventricular dysrhythmias, hypotension, myocardial ischemia, myocardial infarction, and
eventual aystole.

3) “Sudden sniffing death”, or cardiac arrest, is reported following intentional inhalation
of hydrocarbons.

RESPIRATORY EFFECTS

1) Hyperventilation may develop.

2) Cyanosis may occur.

3) Bronchoconstriction and respiratory depression may be seen.
4) Pulmonary oedema and lung congestion may occur.

NEUROLOGIC EFFECTS

1) Various disturbances including headache, dizziness, mood disturbances, numbness of
the extremities, sleepiness, mental confusion, poor judgement and coordination, and
memory loss may occur.

2) Prolonged or severe hypoxia results in unconsciousness.

3) Prolonged asphyxia may produce CNS injury.

4) Hemiparesis has been reported with volatile substance abuse.

5) Cerebral oedema with brainstem herniation may occur.

6) Seizures have been reported following intentional inhalation.

GASTROINTESTINAL EFFECTS: Nausea, vomiting, and gastrointestinal
haemorrhage may develop

MUSCULOSKELETAL EFFECTS: Rhabdomyolysis and seizures have been reported.
REPRODUCTIVE HAZARDS: Possible consequence of oxygen deprivation in the
unborn is controversial. Cerebral palsy, previously thought to be due to acute hypoxia
during labour and/or childbirth, remains poorly understood.

There are also some acute hazard of dermal and ocular frost burns. Toxnet (Databases in

toxicology and environmental health) HSDB, 2003, states that acute dermal exposure
may cause frostbite injury. Severe tissue burns have been reported
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B.6.9.3

B.6.9.4

B.6.9.5

B.6.9.6

Exposure of the general population and epidemiological studies (1A 5.9.3)

Ethylene is ubiquitous in the environment, arising from both natural and man made
sources. Major natural sources are emissions from vegetation of all types, where it
functions as a plant hormone. The main anthropogenic sources are combustion of gas,
fuel, coal and biomass. The highest exposure to humans is due to ethylene from car
motors. Ethylene had been in general use as an anaesthetic for many years. It has been
replaced by more modern anaesthetics, mostly due to the high explosion risk. Today,
elevated exposure of humans is limited to a low number of workers at ethylene
protection plants, and these involved in transport of ethylene. The total global
emission has been estimated to be 18-45 x 10° t/y, of which approximately 74% is
released from natural sources and 26% from anthropogenic sources. Emission from
fuel oil combustion is equal to approximately 4% of total global emissions (OECD
SIDS).

In an epidemiological study, following exposure to ethylene, no increase in risk of
developing myelomas was noted.

Clinical signs, symptoms of poisoning and details of clinical tests (11A 5.9.4)

Symptoms included dizziness, headache, nausea, and loss of co-coordination. Please
refer to sections B.6.9.2 and B.6.9.3.

First aid measures (11A 5.9.5)

Move the victim to fresh air and call the medical emergencies services. Give artificial
respiration if the victim is not breathing or administer oxygen if breathing is difficult.
Remove and isolate contaminated clothing and shoes. In case of contact with liquefied
gas, thaw frosted parts with lukewarm water. In case of burns, immediately cool
affected skin for as long as possible with cold water. Do not remove clothing if
adhering to the skin. Keep the victim warm and quiet. Ensure that medical personnel
are aware of the material involved and take precautions to protect themselves (US
Department of Transport, 2004).

Inhalation: Move to fresh air. If not breathing, give artificial respiration. If breathing
is difficult, give oxygen. Get medical attention immediately.

Skin Contact: Wash affected area extremely thoroughly with soap and water. Seek
medical attention if irritation persists. Remove all contaminated clothing.

Eye Contact: Rinse immediately with copious amounts of tepid water for at least 15
minutes and obtain medical aid.

Ingestion: Not applicable Ethylene is a gas at normal temperature and pressure.

Expected effects and duration of poisoning as a function of the type, level and
duration of exposure or ingestion (I11A 5.9.6)
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B.6.10

Under environmental conditions, ethylene is a gas; therefore the most probable route of
human exposure is via inhalation. There is no evidence to suggest ethylene is an eye
or skin irritant.

Concentrations of less than 20% ethylene in air (25000 ppm) do not cause harmful
effects and are not irritating to the nose, throat or lungs. High concentrations of
ethylene can displace oxygen in air and cause life-threatening asphyxiation. When
ethylene is used as a compressed gas, high concentrations can be generated quickly if a
leak occurs.

The normal oxygen concentration in air is 20.9%. At 15-16% oxygen, symptoms of
sleepiness, fatigue, loss of concentration, errors in judgement and confusion are
masked by a state of euphoria, giving a false sense of security and well-being. An
oxygen concentration of 12% or lower can cause unconsciousness quickly and without
warning. In some cases disturbed respiration, abnormal fatigue. Emotional upsets,
nausea, vomiting and inability to move freely may occur. Concentrations below 6%
can result in respiratory collapse and death. If the victim survives, some or all organs,
including the central nervous system and brain, may show damage due to oxygen
deprivation.

Marked memory disturbances have also been reported following exposure to 37.5%
(37500 ppm) of ethylene for 15 minutes (this effect may have been due to oxygen
deprivation) (CCOHS, 2000).

Animal toxicity information suggests that ethylene will not cause significant health
effects following long-term exposure.

Summary of mammalian toxicology and proposed ADI, AOEL, ARfD and MAC
(drinking water limit) (1A 5.10)

No oral ADME studies have been submitted or cited; the available data has been
generated using inhalation exposure. A metabolic pathway has not been proposed for
ethylene in mammals.

Following inhalation of radiolabelled parent, absorption appeared to be rapid (within
minutes) but the systemic uptake from the lungs was low. It has been estimated that
approximately 83% of the ethylene that reaches the lungs is exhaled unchanged while
17% is absorbed. Distribution is widespread throughout the body. In rats, about 24-
29% of systemically available ethylene is eliminated by metabolism and the remainder
by exhalation of the unchanged substance. Elimination appears to be rapid. Most of
the inhaled ethylene was exhaled unchanged with smaller amounts excreted in urine
and faeces and as exhaled carbon dioxide. Apart from ethylene oxide and its
metabolites [and the urinary metabolite 5-(2-hydroxyethyl)cysteine in mice], there
appears to be little or no information or investigations into other potential metabolites
of ethylene.

Ethylene is not classifiable via the acute inhalation route according to EC criteria

(based on cited data). There are insufficient data to classify ethylene via the acute
oral and dermal routes or for skin and eye irritancy and skin sensitisation using the
normal EC criteria. However, based on industrial use and its use as an anaesthetic,
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ethylene gas dose not appear to be classifiable as a skin or eye irritant or a skin
sensitiser. It should be noted that liquefied or pressurized ethylene gas can cause
frostbite damage.

No data were submitted for the oral or dermal routes for short-term exposure (or cited
from the published literature). The available short term repeat dose inhalation studies
reported effects on blood parameters and the nervous system. A 90-day study did not
report any effects at dose levels up to 11.5 mg/l of air, the highest dose tested (this
study may have been conducted by IBT under contract to the CIIT (see comments on
carcinogenicity study).

There was no evidence genotoxicity in the in vitro bacterial and chromosome
aberration assays or the in vivo the bone marrow micronucleus assays in rats or mice.

No long-term studies were submitted for the oral route of exposure (or data cited from
the published literature). Summaries of a single long-term rat inhalation study are
available in the literature. Generally, the authors of these summaries have concluded
that there no evidence of chronic toxicity in this study and no evidence of compound-
induced carcinogenicity. However, some authors have expressed doubts over the
quality and reporting of the study (conducted by the discredited contract laboratory
IBT), the interpretation of the findings in this study (e.g. mononuclear cell leukaemia)
and their relationship to the toxicological effects induced by the metabolite ethylene
oxide. The background to IBT can be found at section 3.1.8 of
http://www.oecd.org/dataoecd/13/15/36045203.pdf ]. IARC (1994) concluded that the
evidence of carcinogenicity in experimental animals and humans was inadequate,
however, several workers have stated that the possible carcinogenic risk from inhaling
ethylene should be reconsidered/re-evaluated based on the potential exposure to
ethylene (very high tonnage), the limited database and the metabolism of ethylene to
ethylene oxide.

The available reproduction data are limited and the quality is equivocal. A
reproductive screen test concluded there was no compound induced parental or foetal
toxicity or developmental toxicity over a single generation (i.e. up to 4 days post
partum) at concentrations up to 5.75 mg/l or 5000 ppm (approximately equivalent to a
systemic exposure of 0.575 mg/l or 500 ppm). However, some published data (of
unknown quality) appears to indicate that post-natal development could be adversely
affected at a dose level of 2.62 ppm.

No specific neurotoxicity studies have been submitted for evaluation but there are
some indications of treatment-related effects on the nervous system.

Ethylene is metabolised to ethylene oxide in experimental animals. Two metabolic
pathways have been identified in experimental animals and humans, the hydrolysis of
ethylene oxide to 1,2-ethanediol and conjugation with glutathione to produce S-(2-
hydroxyethyl)cysteine and N-acetyl- S-(2-hydroxyethyl)cysteine (Fig B.6.3). Since
ethylene oxide can react with chloride ions, and this reaction is acid catalysed, 2-
chloroethanol might be expected to be a metabolite, especially after oral
administration.
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Ethylene oxide is currently classified by the ECB as a Cat: 2 for carcinogenicity (R45)
and Cat: 2 for mutagenicity (R46). In addition, the literature indicates that ethylene
oxide induces reproductive effects in experimental animals (foetal toxicity in the
presence and absence of maternal toxicity, teratogenicity in mice, sperm effects) and
there is some limited evidence of spontaneous abortions in humans. Ethylene oxide
has also been associated with neurotoxicity and cataracts in the ocular lens. It is also
currently classified by the ECB as Toxic by inhalation (R23) and as an irritant
(R36/37/38) and the literature also indicates that it can also induce sensitisation
responses. Chloroethanol, a possible reaction product with chloride in food, is also
currently classified by the ECB as a Cat:2 carcinogen.

Ethylene oxide is an electrophilic agent that alkylates nucleophilic groups in biological
macromolecules, i.e. including DNA and protein (e.g. haemoglobin & albumin). Itis
considered likely that the toxicological effects of ethylene oxide arise primarily from
the direct alkylation of macromolecules. Since ethylene oxide is formed during the
metabolism of ethylene (a natural body constituent) both endogenous and exogenous
sources of ethylene and ethylene oxide will contribute to the background alkylation of
macromolecules. There is extensive evidence of genotoxicity (in vitro and in vivo
effects) and carcinogenicity indicating that ethylene oxide is a potent genotoxic
carcinogen in experimental animals (via oral and inhalation routes).

Endogenous, environmental and man-made sources of ethylene exposure are well
documented in the literature. Ethylene is a natural product of many plants and it is
released into the atmosphere at various stages of their life cycle. Other major sources
contributing to background levels of ethylene are industrial and volcanic emissions,
natural gas, the burning of vegetation, smoking cigarettes, the combustion of fossil
fuels (including vehicle exhaust emissions) and in food materials. Endogenous but
unidentified sources of ethylene exist in man and experimental animals.

Although ethylene is classified as a “simple asphyxiant” and results in asphyxia due to
oxygen displacement in enclosed spaces, the extensive list of adverse effects in
humans (B.6.9) indicates that this is an oversimplification and requires further
consideration. Ethylene is metabolised to ethylene oxide, a known genotoxic
carcinogen, and forms adducts with DNA, haemoglobin and other proteins. The U.S.
Department of Labor (Occupational Safety & Health Administration) web site states
that the health effects of long-term or repeated exposure to ethylene are not known
(www.osha.gov). Occupational exposure has been associated with an increased
incidence of reproductive effects and brain tumours in workers in the petrochemical
industry but the quality of these epidemiological studies was questioned and it was
concluded that there was no convincing evidence of any causal links. However, non-
smoking fruit store workers exposed occupationally to atmospheric ethylene had
higher levels of haemoglobin adducts compared to non-smoking controls.

No specific occupation exposure limits have been recommended in the UK or in most
developed countries but Switzerland has established a time-weighted average
occupational limit of 11500 mg/m*® (OECD: SIDS). In Germany, no exposure limit is
given for ethylene because it is ‘justifiably suspected of having carcinogenic potential’
(Deutsche Forschungsgemeinschaft, 1993/IARC 1994).

64



Ethanol addendum - VVolume 3, Annex B.7 : Toxicology of reaction & degradation products September 2008

B.6.10.1

B.6.10.2

Acceptable Daily Intake (ADI)

Although ethylene is an important industrial chemical, there appears to be only a
limited number of standard toxicity studies and human epidemiology studies in the
public domain. No oral toxicity studies are available for ethylene. The majority of the
available data have been generated using inhalation exposure and the various
international regulatory authorities appear to have relied upon the 2-year rat inhalation
study to conclude that ethylene is not a carcinogen. In addition, the cited regulatory
authorities have relied upon metabolism data generated from acute/short-term
inhalation studies to estimate the predicted conversion of ethylene to ethylene oxide.

Since there are insufficient data to set an ADI for ethylene, any approvals for the use of
ethylene as a growth regulator used to ripen bananas must be dependant on the residue
levels of ethylene and its metabolites after treatment being no greater than the normal

background rates in potatoes and bananas—Fhe-Health-Canada(2001)-documentstates

No analytical data was submitted for ethylene treated bananas which would
substantiate that the residue levels were equal to or similar to untreated bananas.
Without these relevant residue data, it is not possible to conclude that the use of
ethylene for the requested uses would not present an unacceptable risk to human
health.

As indicated by the Health Protection Branch of Health Canada in the ““Health and
Safety Status Report™ for ethylene (May 1994), an acceptable daily intake (ADI) is not
required for ethylene, since it is a naturally occurring chemical produced by fruits and
vegetables, including potatoes, during senescence. Ethylene is also a naturally
occurring endogenous chemical in humans and laboratory animals and has been
identified in the air exhaled by unexposed rats and humans. Potential ethylene
metabolites have also been shown to occur naturally. Analytical data for these
metabolites in treated potatoes showed that residue levels were either non-detectable
or were at levels similar to any measurable residues found in controls (Health
Canada, 2001).

Acute Reference Dose (ARfD)

There are insufficient data to set an ARfD. Apart from the formation of adducts, there
are no clear obvious effects of acute exposure presented in the literature and the
relevant data for oral exposure is sparse or non-existent. Approval is therefore
dependant on the residue levels of ethylene and its metabolites after treatment being no
greater than the normal background rates in bananas.

The following was proposed:
An acute reference dose (ARfD) was not established, since ethylene was considered

unlikely to present an acute hazard. The available literature suggests that there are no
significant treatment-related findings to indicate a concern in acute dietary risk
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B.6.10.3

B.6.10.4

assessment. The potential risks to humans from exposure to ethylene are considered
negligible due to low toxicity concerns and the widespread use of ethylene as an
anaesthetic with little concomitant toxicity (Health Canada, 2001).

Admissible Operator Exposure Level (AOEL)

There is insufficient data to set an AOEL. However, the current occupational exposure
levels and application methods suggest that the use of ethylene is acceptable. However
due to some reports of increased levels of haemoglobin adducts in fruit plant workers,
it is recommended that exposures be kept as low as reasonably achievable e.g. use of
RPE or engineering controls.

Maximum Allowable Concentration (MAC: drinking water limit)

There are insufficient data to set a health based limit. The EU limit for the
concentration of any pesticide in drinking water is 0.1 pg/I.
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B.6.10.5 Classification and labelling

B.6.10.5.1 Ethylene

a)

b)

Current ECB classification

R67 Vapours may cause drowsiness and dizziness.

S2 Keep out of the reach of children

S46 If swallowed, seek medical advice immediately and show this container or
label.

Proposed classification

Ethylene is converted into ethylene oxide in rats (5-10%) and humans (estimated
values of <4%). The data base is inadequate to conclude a robust proposal for the
classification of ethylene for carcinogenicity and reproductive toxicity. However,
assuming that humans metabolise ethylene to ethylene oxide, in the absence of data on
ethylene, the classification could take account of the potential ethylene oxide exposure.

Classification of liguefied or pressurised ethylene

Liquefied or pressurized ethylene gas can cause frostbite damage (this may trigger
part of the risk phrase RSh Directive 2003/82/EC).

B.6.10.5.2 Ethylene oxide

Current ECB classification

CAT: 2 carcinogenicity & CAT: 2 mutagenicity

R23 Toxic by inhalation

R36/37/38 Irritating to eyes, respiratory system and skin

R45 May cause cancer

R46 May cause heritable genetic damage

S45 If swallowed or if you feel unwell, seek medical advice immediately
(show the label where possible).

S53 Avoid exposure-Obtain special instructions before use.

B.6.10.5.3 1,2-ethanediol (ethylene glycol)

Current ECB classification

R22 Harmful if swallowed
S2 Keep out of reach of children
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B.6.10.5.4 1,2-dichloroethane (ethylene dichloride)

B.6.11a

Current ECB classification

CAT: 2 carcinogenicity

R22 Harmful if swallowed

R36/37/38 Irritating to eyes, respiratory system and skin

R45 May cause cancer

S45 In the case of accidents or if you feel unwell seek medical advice
immediately (show the label where possible).

S53 Avoid exposure-Obtain special instructions before use.

Acute toxicity, irritancy and skin sensitisation of the ‘Ethylene’ (111A 7.1)

B.6.11.1a Acute oral toxicity in rats (Alll 7.1.1)

No studies submitted.

B.6.11.2a Acute dermal toxicity (Alll 7.1.2)

No studies submitted.

B.6 11.3 Acute inhalation toxicity (Alll 7.1.3)

No studies submitted.

B.6.11.4a Skin irritancy (Alll 7.1.4)

No studies submitted

B.6.11.5a Eye irritancy (Alll 7.1.5)

No studies submitted.

B.6.11.6a Skin sensitisation (Alll 7.1.6)

No studies submitted.

B.6.11.7a Summary of the toxicity of ethylene

Apart from the dangers of asphyxiation in confined spaces and potential frost bite
injury, the potential acute toxicity, irritation and skin sensitisation effects of this
product are likely to be limited to those induced by ethylene gas.
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B.6.11.8a Toxicological data on non active substances (I11A 7.4)

The nitrogen may cause asphyxiation at high concentrations in enclosed spaces due to
oxygen deficiency. The symptoms of oxygen deficiency include respiratory difficulty,

ringing in ears, headaches, shortness of breath, wheezing, headache, dizziness,
indigestion, nausea, and at high concentrations, unconsciousness or death may occur.

B.6.11.9a Proposal for classification and labelling

B.6.12a

B.6.13a

B.6.11b

Apart for the observation that liquefied or pressurized ethylene gas can cause frostbite
damage (this may trigger part of the risk phrase RSh Directive 2003/82/EC), no
classification is proposed for the acute toxicity, irritation or skin sensitisation of
‘Ethylene’ (a mixture of ethylene and nitrogen).

Dermal absorption studies (I11A 7.3)

Not applicable.

Toxicological data on non active substances (I111A 7.4)

There are no hazard warnings on the MSDS that give rise to toxicological concerns
with respect to the classification of ‘Ethylene Gas’ (a mixture of ethylene and

nitrogen).

Acute toxicity, irritancy and skin sensitisation of ‘Restrain Generator Fuel’ (111A
7.1)

The notifier of ‘Restrain Generator Fuel’ states that it contains 96% ethanol (i.e. food
grade ethanol without any denaturant); the product is used to generate ethylene using a
catalytic generator.

B.6.11.1b Acute oral toxicity in rats (Alll 7.1.1)

No studies submitted.

B.6.11.2b Acute dermal toxicity (Alll 7.1.2)

No studies submitted.

B.6 11.3b Acute inhalation toxicity (Alll 7.1.3)

No studies submitted.

B.6.11.4b Skin irritancy (Alll 7.1.4)

No studies submitted.

B.6.11.5b Eye irritancy (Alll 7.1.5)

No studies submitted.
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B.6.11.6b Skin sensitisation (Alll 7.1.6)

No studies submitted.

B.6.11.7b Summary of the toxicity of ‘Restrain Generator Fuel’

The acute toxicity, irritation and skin sensitisation effects of ‘Restrain Generator Fuel’
are driven by the ethanol content of the product. For a full evaluation of ethanol,
please refer to the Ethanol Draft Assessment Report.

Ethanol is considered to be of low toxicity via the acute oral, dermal and inhalational
routes. It is not a skin irritant or a skin sensitiser but there is some evidence that
ethanol is an eye irritant and a respiratory irritant. Therefore, ‘Restrain Generator
Fuel’ is classifiable as an eye irritant and a respiratory irritant based on the ethanol
content.

B.6.11.8b Toxicological data on non active substances (I11A 7.4)

The available data and information on denatured ethanol do not give rise to
toxicological concerns with respect to the classification of ‘Restrain Generator Fuel’.

B.6.11.9b Proposal for classification and labelling

Based on the ethanol content, ‘Restrain Generator Fuel’ is classifiable as given below
in subsection (a). This level of classification for the carcinogenicity, mutagenicity and
reproductive toxicity of ethanol is supported by publicly available animal and human
data. Further discussion is presented in the Ethanol Draft Assessment Report. The
current ECB classification is presented below in subsection (b).

Classification currently being considered by the ECB

Hazard symbol(s) T
Indication of danger: Toxic

Risk phrases:

R36/37 Irritating to eyes and respiratory system.
R45 (CAT 1lor 2: Carcinogen) May cause cancer

R46 (CAT 2: Mutagen) May cause heritable damage

R60 (CAT 1: Reproductive toxin) May impair fertility

R61 (CAT 1: Reproductive toxin) May cause harm to the unborn child
R64 (CAT 1: Reproductive toxin) May cause harm to breast-fed babies
Safety phrases:

S2: Keep out of the reach of children.

S53: Avoid exposure-Obtain special instructions before use.

S45: In case of accident or if you feel unwell seek medical advice immediately (show
the label where possible).
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b)

B.6.12b

B.6.13b

B.6.14

Current ECB classification of ethanol

According to the ECB web site, ethanol is currently unclassified for health effects

Note: The RMS is aware that the International Agency for Research on Cancer (IARC)
is currently preparing an up-dated monograph on the carcinogenic effects of alcohol
which is expected to be published in the near future.

Dermal absorption studies (I11A 7.3)

In the absence of data, a dermal absorption value of 100% is proposed for the operator
exposure calculations.

Toxicological data on non active substances (111A 7.4)

The notifier of *‘Restrain Generator Fuel’ states that this product contains 96% ethanol
(i.e. food grade alcohol without a denaturant); therefore, any other minor constituents
are unlikely to give rise to toxicological concerns with respect to classification.

Exposure data (111A 7.2)
Ethylene

The supported use of ethylene is as a plant growth regulator, intended for use in
degreening and ripening of bananas. It is applied via compressed gas cylinders
containing ethylene and nitrogen or by a catalytic generator. This produces ethylene by
converting liquid fuel (ethanol) to ethylene gas and water vapour. Ethylene is applied
in hermetic ripening rooms. The target concentrations for the two methods of
generation are sufficiently similar to allow the major conclusions drawn vis-a-vis the
scenario involving ethylene introduced from gas cylinders to apply to ethylene
produced from ethanol. Exposure to ethanol from handling the product and preparing
the generator equipment is considered in the Draft Assessment Report for ethanol.

Target concentration Source of information
Cylinders (ethylene gas) | 600 — 1000 ppm GAP table
Generator (ethanol) 4 —1200 ppm Label for ‘Ethygen II’

Table 6.14.1 — Comparison of target concentrations achieved with two forms of
ethylene generation

Ethylene is not classifiable via the acute inhalation route according to EC criteria
(based on cited data). There are insufficient data to classify ethylene via the acute
oral and dermal routes or for skin and eye irritancy and skin sensitisation using the
normal EC criteria. However, based on industrial use and its use as an anaesthetic,
ethylene gas dose not appear to be classifiable as a skin or eye irritant or a skin
sensitiser. Liquefied or pressurized ethylene gas can cause frostbite damage (B.6.10).

There is insufficient data available to set an AOEL for ethylene (B.6.10.3).
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Ethylene oxide

Ethylene oxide has been identified as a metabolite of ethylene (B.6.13). Ethylene is
converted into ethylene oxide in rats (5-10%) and humans (estimated values of <4%)
This metabolite is of toxicological concern and is therefore considered as part of this
exposure assessment.

Ethylene oxide is currently classified by the ECB as a Cat: 2 for carcinogenicity (R45)
and Cat: 2 for mutagenicity (R46). It is also currently classified by the ECB as Toxic

by inhalation (R23) and as an irritant (R36/37/38) and the literature also indicates that
it can also induce sensitisation responses.

Supported use

A summary of the treatment process is given below ;
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Fig. 6.14.1.1 — A typical banana ripening installation
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The gas is released from a number of cylinders and flow controlled by solenoid valves,
one in the supply line after the cylinders and one in the line leading into each room in
the store.

Fig. 6.14.1.2 — Ethylene station and cylinders

Fig. 6.14.1.3 Secondary solenoid valve controlling entry to a store room

(Note the cut-off
valve which can be
used if the
secondary solenoid
valve is broken.)
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B.6.14.1

B.6.14.2

The valves are opened by direct digital controllers (DDCs). As the default position of
both primary and secondary valves is ‘closed’ it is unlikely that ethylene will be
accidentally released. Equipment is also incorporated which reduces the gas pressure
from 200 bar in the supply tanks to 5 bar in the pipes and will alert the operator when
the ethylene mixture is depleted.

The concentration of ethylene in the application room is monitored continuously and
remotely by trained operators, to ensure the concentration remains near the target level
throughout the application period. Typically, these are fully automated (computer
controlled) systems which include automated door-locking mechanisms, which do not
allow the doors to be opened when the treatment process is ongoing. Consequently,
persons will not be present during the treatment process.

Operator exposure (I111A 7.2.1)

Potential occupational exposure to ethylene may occur when entering the application
room or its ventilation ductwork (e.g., for repair) after application of ethylene or when
standing near the ventilation exhaust. This exposure scenario is considered under
Worker exposure (B.6.14.3).

It is also possible that exposure could occur when handling the cylinders, for instance
during changeover. The primary route of exposure would be via inhalation. Potential
exposure to high concentrations of ethylene may occur in the event of a leak into an
enclosed space. The proposed label includes precautionary statements regarding proper
handling of the cylinders and gas release system to avoid leaks. Respiratory protection
for entry into an area of unknown ethylene concentration is recommended on the draft
label.

Although the primary route of exposure would be through inhalation, liquefied or
pressurized ethylene gas can cause frostbite damage. In industry, however, PPE is
normally worn to mitigate the risk of physical injury which could be caused by the
heavy cylinders; gloves and safety footwear are typical. Gas leakages are considered
accidental occurrences and not a risk encountered during normal procedures. However,
eye protection as a precaution is a simple and prudent measure. Taking these factors
and the low acute toxicity of ethylene gas into account, it is therefore recommended
that for handling the gas cylinders the following PPE should be worn:

e Eye protection and suitable protective gloves.
Bystander exposure (111A 7.2.2)

As the treatment is made indoors in sealed rooms members of the public will not be
present at the site of application. However, workers, who may not be not directly
involved in the treatment operation, may be working close to areas where a treatment
is taking place and could be exposed via leakages from stores via door seals (the label
states the ripening room should be reasonably air-tight). Bystander exposure could
also occur during the venting of the gas into the atmosphere after treatment.
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B.6.14.3

B.6.14.4

No information is available to quantify these potential sources of exposure for
bystanders.

Worker exposure (111A 7.2.3)

The automated nature of the treatment process means entry into treatment rooms is
prevented until treatment has been completed and the room ventilated. Workers may
then enter the rooms for inspection tasks or maintenance purposes. The exposure
levels experienced by these workers will be largely dependent on the efficient
functioning of the ventilation system.

Personal and stationary monitoring of ethylene in a company where this gas was used
for controlling the ripening of bananas showed air concentrations (after ventilation of
the treatment room) to be in the range of 0.02-3.85 mg/m® (0.02-3.35 ppm) with an
estimated average concentration of 0.35 mg/m® (0.3 ppm).

(Torngvist et al , 1989a/IARC)

Conclusions

In the absence of appropriate data it is not possible to quantify the exposure to ethylene
which might be experienced by operators handling and changing cylinders, but due to
the design of the systems involved, this is expected to be minimal under normal
circumstances. It is prudent to mitigate any risk of physical injury and from an
accidental release by the use of appropriate PPE (gloves and eye protection). RPE may
be identified as necessary in some circumstances, for example when entering areas
with unknown concentrations of ethylene.

There is uncertainty with regards to the levels of exposure which might be experienced
by bystanders either due to leakages during treatment or during ventilation of the
treatment room and by workers re-entering treated stores after ventilation as only
limited exposure data are available. In a Swedish petrochemical plant (B.6.9.1) eleven
workers exposed to levels of ethylene between 0.1 and 4 mg/m® showed dose-related
increases in haemoglobin adduct formation. A study of fruit store workers (B.6.8.3.5)
exposed to ethylene concentrations of 0.02-3.35 ppm showed similar increases in
adjunct levels in relation to the control subjects. The concentrations which appear to
have produced these effects are similar to the atmospheric concentrations of ethylene
measured in fruit stores where ethylene has been used in the manner proposed
(B.6.14.3). The presence of the haemoglobin adducts is evidence that some exposure to
ethylene (and subsequently the oxide) has occurred. The significance of this exposure
is unclear. However, there is some evidence that adduct levels occurring in fruit store
workers are similar to the background levels measured in other sections of the
population (refer to Table B.6.5). There is also evidence that dietary intake of ethylene
may involve acute exposure to much higher concentrations than those encountered in
fruit stores after venting; for instance, fully ripe pears may produce internal
concentrations of the order of 40 ppm (Wang and Mellenthin, 1972).
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In conclusion, the supported use for fruit ripening involves practical steps to minimise
exposure to ethylene. The actual levels of exposure for fruit store workers are
uncertain. Whilst treatment is essentially an automated, closed, operation, exposure
levels for workers are expected to vary between fruit stores, i.e. some stores will be
more airtight than others and some will be fitted with better ventilation systems.
Member States may wish to investigate these exposure levels further.
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