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Executive Summary

Methylene chloride (dichloromethane, CHZClz) is a solvent with a variety of
ﬁses in industry and food processing. It is rapidly abserbed threﬁgh the
lungs and_is distributed throughout the body. It can cross the ﬁlood-brain
barrier and the placental barrier to the fetus. Aithough it is not highly
bioconcentrated, it reaches equilibrium in fat at concentrations six to

eight times greater than in other tissues.

Two pathways have been identified for CHZCI2 metabolism in rats ane mice. A
cytochrome P450 oxidative dehalogenation pathway yields primarilyacarbon
monoxide (CO), which has also been identified as a metabolite in humans. A
second - pathway involves glutathione and g}utathiope-s-transferaseq Each
pathway theoreticailyr involves the formation of metabolically: active
intermediates that may be capable of binding to cellular macromolecules

including DNAL The oxidative pathway appears to be saturated at CHZCI2

inhalation exposure concentrations above 500 ppm, while even at 4,000 Ppm

there is no evidence of saturation of the glutathione pathway.

Methylene chloride has a relatively low acute toxicity. Animal and human
studies indicate that the central nervous system (CNS) is the principal
target organ, resulting in CNS depression at inhalation concentrations
greater than 1000 ppm. Chronic and subchronic effects on lung and liver
(other than cancer) are observed in laboratory animals at concentrations of
100 ppm or greater. The most sensitive animal toxicity study suggests an

oral no-observed-adverse-effeqt level (NOAEL) of 5 mg/kg-day. Assuming
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equivalency of toxicity by the oral and> inhalation exposure routes, a
calculated NOAEL for humans is 5 ppm. Since these levels are at least three
to four orders of magnitude greater than ambient air concentrations
(approximately 2 ppb), adverse health effects other than _cancer are mot

expected from acute or chronic exposures to methylene chloride in ambient

air.

Inhalation of maternally toxic concentrations of methylene chloride (1250-
4500 ppm) by female rodents throughout pregnancy can result in fetotoxicity.
CH2012 has low teratogenic potential in rodents, but experimental data are

inadequate to make inferences about effects on human reproductiom.

The genotoxicity of CH2012 has been shown in several assay systems,
including bacteria (S. typhimurium and E. gcoli), yeast (Saccharomyces
cerevisiae), and fruit flies (Drosophila). Methylene chloride induced

sister chromatid exchange and chromosomal aberrations in cultured mammalian

cells. These responses, albeit positive, were weak.

The U.S. Environmental Protection Agency (EPA) concluded that CH2012 is
capable of inducing mutations in exposed human cells. The International
Agency for Research on Cancer (IARC) reviewed short-term tests of DNA damage

for CH2C12

CH2C12 as genetically active. IARC also concluded that CHZCl2 causes cell

transformation in mammalian cells cultured in yitro. Staff of the

and concluded that there was sufficient evidence to classify

California Department of Health Services (DHS) concur with TARC's and EPA’'=

evaluations but stress that the high concentrations of CHECI2 necessarv_to
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induce mutagenic and cellular transformations demonstrate that CH.Cl should

be_considered weakly genotoxic,

A series of epidemiological studies by Ott and co-workers compared the
mortality experience of workers exposed to CHZCI2 in ome fiber production
plant to nonexposed workers in another. No effects on mortality were
attributable to CI-12C12 exposure, but the studies had low statistical power

and confounding factors; thus increased health risks cannot be excluded.

The mortality experience of a male cohort of Eastman- Kodak employeesAexposed‘
to low levels of CH2012 was compared both to Kodak employees not exposed to :
CHZCI2 and to the general New York State male population. This study'f
. demonstrated an increase in pancreatic cancer compared to the nonexposed
Kodak cohort and compared to the state male. population. The authors-i
attributed the increase in pPancreatic ¢ancer to an artifact of multiple
.SCatistical testing. DHS staff conclude that the epidemiological data are -
inadequate either to establieh or to rule out carcinogenicity of methylene'

chloride in humans.

Several chronic rodent bioassays have shown that CH2C12 increases tumor

rates in some organs, Primarily the mouse liver and lung and the rat mammary
gland. A lifetime inhalation bioassay was conducted in 1986 by the National
Toxicology Program (NTP) in which both male and female rats and mice were

exposed to 1,000 to 4,000 ppm of CH.Cl. in air. The NTP concluded, "Under

2772

the conditions of these inhalation studies, there was some evidence of

carcinogenicity of dichloromethane for male F344/N rats...and clear evidence

2
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of carcinogenici .. for female F344/N rats (and) . fér male and female
BSC3Fimice."'

The EPA concluded that for CH2012 the evidence for-éarcinogenicity in
experimental animals is sufficient. and the human evidence is inadequate
Overall, the EPA assigned CHZCI2 to category ﬁ2, meaning that methylene
chloride should be considered a probable human carcino en., IARC recently

reviewed the carcinogenicity data and concluded that methylenme chloride is

carcinogenic in animals although there is inadequate evidence that it is a

human_carcinogen C assipned CH C a rating of 2B, a catego comprised

of possible human carcinogens. DHS staff concur with EPA’s and IARC'Ss
conclusions Since the sta found no evidence of a carcinogenic threshold

level and because there_are several short-term tests suggesting that CHECI2

is mutagenic, the staff recommends that CHzcl2 be considered as not having a
threshold for carcinogenicigz,

DHS staff used female mouse lung tumors (the most semsitive sex, sﬁecies and
tumor site of the 1986 NTP inhalation bioassay) to calculate the low-dose
risk from éxposure to CHZCIZ' The mean environmental concentration measured
by Air Resources Board staff is approximately 2 ppb (0.062 ppm), while the
animal experimental c;ncentracions were 2,000 to 4,600 ppm. The mice were
exposed to these experimental concentrations for six hours per day, five
days per week. Adjusting for lifetime daily exposure,.the experimental
concentrations correspond to environmental exposures of approximately 357

ppm to 714 ppm. The low-dose extrapolation for human exposure from tne

animal biocassays spans five to six orders of magnitude.
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As shown below, DHS staff fit several low-dose risk assessment models to the
mouse lung tumor data, including the multistage (Global 82 and Global 86),
time-dependent multistage (Weibull 82), probit, logit, .ﬁeibull, gamma
multihit, and two-stage models. DHS staff also applied a physiologically
based pharmacokinetic model to estimate the internal dose. This model
adjusts the expected exposure concentration and suggests lower human risks
than predictea by an unadjusted or applied dose approach. The NTP bioassay
results are consistent with gn applied dose as well as a pharmacokinetic
approach. The application of the pharmacokinetic approach to risk

assessment is based on information developed by the EPA and the U. §S.

Consumer Product Safety Commission. DHS staff recommend that the range of

risks for ambient exgosureé to CH2C12 be based on_the upper 95% confidence
limit predicted from fitting either the multistage (Global 82) model or the
time-degendept multistage (Weibull 82) model to the animai data. These
approaches suggest that the upper bound of excess carcinogenic risk from a

lifetime exposure to a range of CHZCIz concentrations from 1.1 to 2.4 ppb is -
1 to 24 cases per million persons exposed. The unit risk for a lifetime of
continuous exposure to 1 ppb of CHZCI2 is 1 to 10 x 10'6 (lifetime exposure

to 1 uz/m3 of CH20124;§,0.3 to 3 x 10'6). The most likely estimate of the

upper limit of risk, based on application of the PBPK high-to-low dose
adjustment, is 4 x 10'6 per ppb. These calculations are for the upper range
- of plausible excess cancer risks: the actual risk, which cannot be

calculated, may be insignificant.

The California Air Resources Board estimates s range of CH2C12

concentrations from 1.5 to 3.1 in the South Coast air basin. Assuming that
there are about 10.09 million residents of this area, this suggests that the
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upper _bound for the excess number of additional lifetime cases of cancer in
the South Coast air basin ranges from 20 to 300.

Based on the finding of methylene chloride-induced carcinogenicity and the

results of the risk assessment, DHS staff finds that at ambient

concentration methylene chloride is an a ollutant which may cause or

contribute to a pase morta or_an crease in serious illness, or

which may pose a present or potential hazard to human health,

i-6



iy

L

I.

METHYTL.ENE CHLORIDE EVALUATION HIGHLIGHTS
Sl YREUNIDE BVALUATION HIGHLIGHTS

‘National and International Evaluation (Other Agencies’ Evaluations),
A. U.S. Environmental Protection Agency (EPA)

1. Short-Term Tests: Sufficient evidence of genetic activity and

cell transformation.

2. Animal carcinogenicity assays: Sufficient evidence of animal
carcinogenicity by inhalation.

3. Human Evidence: Inadequate evidence of human carcinogenicity.
4. Conclusion: Methylene chloride is a probable human carcinogen,

ranked B2. .

B. Internmational Agency For Research on Cancer {TARC)

1. Short-Term Tests: Sufficient evidence of genetic activity and

cell transformation.

2. Animal carcinogenicity assays: Sufficient evidence of animal
carcinogenicity by inhalation.

3. Human Evidence: Inadequate evidence of human carcinogenicity.

4. Conclusion: Methylene chloride is a possible human _carcinogen

grouped under IARC category 2B,

. Conclusions:' Both EPA and IARC concluded that there is ample

evidence that methylene chloride is carcinogenic in’'animals (mice and
rats) by inhalation and that it is genotoxic. Other than a slight
increase in pancreatic cancer, there was no excess risk of death from

malignancies in three epidemiological studies; however, both EPA and

e
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IARC noted that the studies had a very limited power to detect excess

risk,

II. Carcinogenic Threshold.

A. Shape of the dose-response curve

1. Aniqal: The carcinogenié_dose-response curve for female mice lung
tumors (adenomas and carcinomas combined) is consistent with a
linear extrapolation. However, it should be noted that the dose-
response curve consisted of only three data points, a control and
two exposure concentrations.

2. Human: NA

B. Agimall gﬁarmacokinetic information: Moderate to good. No evidence
for the presence of a carcinogenic threshold at low doses; both
metabolic pathways appear to act at low doses.

C. Human__pharmacokinetic informagign; Very iimited. | At low doses
humans are likely to produce metabolic p?oducts by both pathways.

D. Conclusions: The positive short-term genetic activiﬁy tests, the
observed animal carcinogenic‘dose-response curve, and the activity of

metabolic actiﬁation at low doses lead the staff of DHS to conclude

that methylene chloride is genotoxic and should not be considered to
have a carcinogenic threshold, :

III. Exposure Sources

A. Air levels

1. Ambient levels measured in the Los Angeles basin area: 1 to 5 ppb



Sy
!F.""'

Iv.

2: Ambient levels measured in ”hog spots”: 17 to 28 ppb
3. Indoor air: Concentrations are variable depending on the size of
the room, ventilation, quantity released, and time since release.
Measured methylene chloride concentrétions for a 90-minute averagé
use {ﬁ controlled studies using commercially available paint
removers ranged from ‘50 to 2200 ppm. An Italian study reported
that the mean methylene chloride concentration in 15 hqmés was 193
"ppb with a high concentration of 1.5 bpm.
B. Reported levels in Water
1. Methylene chloride may result from water chlorination; thus,
finished water may have higher methylene chloride concentra;ion#
than raw Qater..
2. National Data
a. ambienﬁ _waters: range 0 to 120 ppb, detected in 60 of 118
samples. |
b. drinking}water: range 1 to 3 ppb.
3. California drinking water: In 11 wells sampled in Southern
California, methylené chloride concentrations ranged from 0.65 ppb

to 10 ppb.

C. Reported levels in food:. No information

Quantitative Risk Assessment

A. Range of Extrapolation: Animal to human exposures in air for
.calculated lifetime daily exposures

5

1. Experimental to ambient: approximately 10

2. Experimental to hot spots: approximately lO4

1i-3°



B. Range of Risks from MLE to 95% UCL;

Model MILE to 95% UCL
Multistage 1.3 fold
Time-dependent multistage | : 2.6 fold

C. siologically-Based Pharmacokinetic Adjustments

1. CPSC high-to-low dose adjustment reduced applied dose risk
estimate by approximately 2.2-fold.

2. EPA species-to-species AOSe adjustment reduced applied dose risk
estimate by approximately 8-fold.

D. Range of 95% Upper Bound Risk Estimate for Lifetime Excess Cancer

Cases

1. Per pg/m>: 3x 107 to 3 x 1078

2. Per ppm: 1 x 1073 & 10 x 1073

3. Per-ppb: 1 x 1078 to 10 x 10°6_

E. Comparison with other carcinogenic potencies: Methylene chloride is
in the lower fourth quartile of 53 carcinogens for which EPA has

calculated potencies.
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1.0 INTRODUCTION

Methylene chlpride (dichloromethane, CHZCIZ) is a wvolatile, synthetic,
halogenated hydrocarbon of low flammability. It has gained wide use in in-
dustry as a paint stripper, cleaning agent, process solvent, decaffeinating
agent for coffee, and as a component of aerosol propellants. In acute ex-
posures CH2C12 is toxic to hgmans and animals, with central nervous system
depression as the major grossly observable effect. Subchronic and chronic ex-
posures have been reported to cause behaviqral changes, hepatic dysfunction,
and, less fréquently, lung lesions. Based on available data, the reproductive
and teratogenic effects of CHZCIZ cannot be evaluated. CH2C12 is mutagenic in
bacteria test systems, but other mutagenicity tests are negative or equivocal;
several tests for clastogenié activity have been positive. An International
Agency for Research on Cancer (IARC) working group recently concluded that,
~although the evidence for c;rcinogenicicy in animals is sufficient, there is
inadequate evidence of its carcinogeﬁicity in humans. IARC considers sub-
stances such as this to be potential human carcinogens. Applying the criteria '
of the EPA (1984) for evaluating the overall weight of evidence of car-
cinogenicity to humans, CH2C12 is most appropriately classified in Group B2,

’meaning that it is a probable human carcinogen.

2Cl2 and

develops a risk estimate for its carcinogenis potency based on mathematical

This rzport reviews ang evaluates the literature on the toxicity of CH

models. A risk estimate is also pfésented based on exposure adjusted to ac-

count for metabolism of CHZC].2 to a proposed biologically active metabolite.
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2.0 METABOLISM AND PHARMACOKINETICS

2.1 Absorption, Distribution, and Elimination

The route of eprsure has been found to have a significant effect on the
dlsp051t10n of CH2012 in rats and mice (Angelo et al. 1986a,b). Unlike the
oral administration pattern, there was a dramatic retention of unmetabolized
CH2C12 in tissues of mice following i.v. administration an@ the blood profile

did not resemble the tissue profile (Angelo et al. 1986a).

2.1.1 Oral Absorption Methflene chloride appears to be rapidly absorbed
from the gastrointestinal tract following ingestion (EPA 1985a). Rats given a
single oral dose of 1 or 50 mg/kg “CHZCIZ excreted 92% and 96%, respectively,
as the combined metabolized and nonmetabolized dose (McKenna and Zempel 1981),

Similarly, Angelo et al. (1986) found that 97% of an oral dose of 50 or 200

mg/kg was excreted within 24 hours. Peak blood levels of CH2012 were attained

in mice less than 10 minutes after oral administration of 50 mg/kg CHZCI2
(Pritchard and Angelo 1982),
2.1.2 Dermal Absorption The available information indicates that CH2C12 is

absorbed very slowly across the skin (Stewart and Dodd 1964) .

2.1.3  Pulmonary Uptake Inhaled CHZCI2 is rapidly absorbed in the lung.
Pulmonary uptake is facilitated by the water and 11p1d solubilities of CHZCl2
and by the large lung alveolar surface area (EPA 1985a). The actual rate of

CH2C12 absorption depends upon several factors: concentration in inspired air,

pulmonary ventilation, duration of exposure, diffusion rates into blood and
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tissues, 'and solubilities in blood and tissues. The concentration of CHZCI2
in alveolar air, which is in equilibrium with the concentration of CHZCI2 in
the pulmonary venous blood, asymptotically approaches the concentration in

inspired air, -at which point a steady-state condition is attained.

Data from Riley et al. (1966) can be used to iilustrate the complex absorption
of CHZCI2 in humans. During a 2-hour inhalation exposure to air containing
100 ppm 632612. the alveolar air concentration could be described by an
exponentially rising curve with three components. At the beginning of
exposure, an initial rapid rate of uptake occurred (0 to 50 Ppm alvqolariair),

followed by a second slower uptake (50 to 65 ppm alveolar air), and ﬁinally, a
very slow rate of uptake as equilibrium was approached, but not reached, at 70

Ppm alveolar air concentration (EPA 1985a). These observations can be

interpreteﬁ as a function of both the tissue partition coefficients and the
degree of - tissue blood perfusion an@ suggest that there are three Cypes‘of
tissues serving as body stores for absorbed C32012: a rapidly equilibrating
'group of tissues (termed the "vessel-rich group”) with high blood flows, an
intermediate group (primarily muscles), and the. slowly diffusing adipose

tissues. Obese human subjects absorbed 30% more CHZCI2 on a mg/kg basis than

lean subjec;s from one hour exposure of 750 ppm (EPA 1985a).

Human exposuré studies (Divincenzo and Kaplan, 1981b) indicate that exercise

increaséd the CHZCI2

exhaled level of CO. Based on ventilation capacity in exercising individuals

blood concentrations, the carbogyhemoglobin levels,

the percent CH2C12 absorbed decreased from 72 to 47%, but the net pulmonary
uptake of CHZCI2 actually increased up to 4-fold. Also reflective of the

increased uptake, the extent of CO production increased from 26% during
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sedentary conditions up to 40% during exercise. In an attempted folfaw;up
study, Carlson and Kim (1986) examined whether a similaf phenomenon could be
demonstrated in rats. For rat§ exposed to 500 or 1000 ppm for 8 hours,
Cl

exercise did not elevate carboxyhemoglobin levels and the CH blood levels

2772
were lower in the exercised animals than in the sendentary animals. The
authors concluded that additional safety considerations are needed to include

the influence of exercise which exacerbates Cﬂzglz's effects in humans bﬁt not

in rats.

2.1.4  Iissue Distribution Methylene chloride is probably distributed
throughout the body fluid by virtue of its water solubility, and it§ lipid
solubility allows it to diffuse through lipid-containing membranes into
various .tissues. Methylene chloride readily crosses the blood-brain barrier
(Winneke and Fodor 1976, Winneke 1981)land the placental barrier (Schwetz et

al. 1975, Anders and Sunram 1982).

Concentrations of CH2012 in various tissues depend upon exposure
concentrations and durations and on tissue partition coefficients (EPA 1985a).
Savolainen et al. (1977) found similgr levels of CHZCIZin the brain, blood,
and 1liver of rats exposed to 200 PPl CH2C12 for 5 days for 6 hours per day,
but found a cumulative increase in CHZCl2 concentrations in perirenal fat
after the fifth day of exposure. At termination of the last 6-hour exposure,

the ratios of CHZCI2 concentrations in tissues versus blood were approximately

0.83 to 0.90 for brain and liver, and'6.6 for perirenal fat.

Studies of CHZCl_2 distribution in rats 48 hours after a 6-hour inhalation

exposure to 30, 500, or 1,500 ppm or after a Qingle oral dose of 1 or 50 mg/kg
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have been conducted by McKenna et al. (1982) and McKenna and Zempel (1981)

using 1‘C-labellgd CH Clz. Both routes of exposure resulted in the liver,

2
kidney, and 1lung having the highest levels of 14C-activity. Methylene
chloride was not detected in any of the tissues assayed; .it was assumed that

the radiocactivity found was due to the presence of nonvolatile metabolites.

2.1.5 Elimination Virtuall; all unchanged CHZCI2 is exhaled from the body
(EPA 1985a). Less than 2% of absorbed CH2C12 has been found unchanged in the
urine of human subjects exposed to 100 or 200 ppm for two hours (DiVincenzo et

al. 1972), or in the urine of dogs exposed to 5,000 ppm (MacEwen et al. 1972).

After termination of exposure, CHZCI2 is initially elim;naCed from the body
| via the lungs. Alveoiar air rapidly equilibrates with pulmonary venous blood
in .which the CHZCI2 concentré?ion is a function of the first-order diffusion
of CHZC].2 from tissues, the arterial blood flow/tissue mass, and the relative

solubility of CH2C12 in tissues (EPA 1985a).

Estimates of the half-cimes.of pulmonary elimination of CHZCI2 are given in
Table 2-1. The alveolar air concentration of CH2012 showed evidence of a
three-phase decline with an initial rapid fall in alveolar concentration, a
less rapid drop, and a longer-term slow decreése.- The apparent three-
component elimination for humans 1is felevant to the earlier discussion of
tissues with high vasculari:y' and blood flow (alpha), those with less flow

(beta), and those with high amounts of adipose ‘tissue (gamma). The values

reported for the  gamma components may not be indicative of actual diffusion
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TABLE 2-1

COMPARISON OF HALF-TIMES OF PULMONARY ELIMINATION
OF METHYLENE CHLORIDE FOR HUMANS AND RATS

. a
. t1/2 First-Order Qomponencs
(minutes)
Methylene '
Exposure Chloride
Subject‘ Method Concentration , Alphab Beta® Gamma.d
Human  Inhalation 50-500 ppm (1-7.5 hr) 8-23 40-80  360-390
Rat Inhalation 500 ppm (6 hr) 2.4 14.8 -
1,500 ppm(6 hr) . 1.06 15.5 --
Rat Gavage 1 mg/kg h -- 12.6 46.5
50 mg/kg . -- 12.6 46.6

SOURCE: After EPA, 1985a

a - *
Exponential elimination curve consistent with three distinct first-order rate

constants.
b

Attributed to elimination blood vessel-rich tissues with high blood flow,
e.g., brain, heart, liver.
c

Attributed to elimination from lean body mass, e.g., muscle and skin.
4 :

Attributed to elimination from adipose tissues.
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rates from fat tissues fdilowing repeated exposures since the gamma value
reported in Table 2-1 was from a single exposure, and it has been previously
shown that CHZCI2 levels in fat tissues do not equilibrate after a single
exposure. Fat biopsies of subcutaneous adipose tissue of obese subjects

contained about 10 mg and 8 mg of CHZCI2 at 1 and 4 hours repectively and

between 1 and 2 mg/kg at 22 hours after exposure (EPA 1985a).

2.2 Metabolism

Methylene chloride is a single-carbon halogenated hydrocarbon for which few
enzymatic pathways of ‘metabolism are available. The primary known pathways
Ccl

for metabolizing CH are the mixed function oxidase system (i.e.,

2772
microsomal oxidation) and a éyto$oiic batﬁway consisting of a glutathione
transferase system which dehaiogenates CHZCIZ. However, the specific

mechanisms of metabolism and the formation of potentially reactive

intermediates have not been directly demonstrated.

2.2.1 Enzymatic Metabolism

2.2.1.1 Microsomal oxidation Kubic and Anders (1975) first described the

oxidative dehalogenation that appears to be a primary route of enzymatic

metabolism of CH2612 and other dihalomethanes. Working with an in vitro rat
liver microsomal System, it was determined that the reaction required
nicotinamide adenine dinucleotide phosphate (NADP), reduced NADP (NADPH), and
molecular oxygen for maximal activity. Under optimal conditions, carbon
monoxide (CO) was produced; in the absence of NADPH, CH2612 and other

dihalomethanes were dehalogenated without formation of carbon monoxide. When
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Figure 1. Proposed reaction mechanisms for the metabolism of dihalomethanes
to carbon monoxide, carbon dioxide, formaldehyde, formic acid,
and inorganic halide. (EPA 1985b: Gargas et al. 1986)
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the reaction was carried out under anaerobic conditions, the yield of the
reaction was reduced by approximately 80% (20% of the maximal carbon monoxide
was préduced). Tissue aé:ivity studies showed that liver microsomes were
about 5 times more active than lung ﬁicrosomes and 30 times~ﬁ§re active than
‘ kidney microsomes. Hogan et al. (1976) confirmed that CH2012 was converted to
carbon monoxide by the rat 1liver microsomal system, and noted a high
correlation Setween carbon monoxide product%on in vitro and microsomal
cytochromg P450 activicy. ~ Further ;tudieé by Rubic and Anders (1978) with

18

0, and CD,Cl, led to the current suggested scheme for P450 metabolism of -

2 2772
CHZCI2 to CO as indicated in Figure 1. In a recent study, Takano and Miyazaki

(1988) wused a perfused rat liver system and reported that the CO produced by

P450 during metabolism could bind to the P450 cytochrome. - However, in another

2612_ did not inactivate the phenobarbital-

inducible isozyme of rat liver cytochrome P-450 in an in vitro assay system.

study (Halpert et al. 1986) CH

Studies by Anders and coworkers (Kubic and Anders 1978; Ahmed and Andefs 1978;
Stevens and Anders 1978, 1979) have shoﬁ; that molecular oxygen, not water, is
the source of the oxygen in carbon monoxide. They postulated that the
cytochrome P450 mixed-function oxidase‘system hydroxylates dihalomethanes to
yield an intermediate compound, a hyd;oxydihalomethane, which spontaneously
breaks down to a formylhalide with ithe loss of one halogen atom. The
formylhalide then decomposes to carbon monoxide by elimination of a halide

anion.

A recent study by Reitz et al. (1988) provided some in vitro data on the
kinetics of MFO enzymes in several species. The CH2C12 concentrations used

varied from 1 to 10 mM. Reaction rates from liver microsomes (nmoles/min/mg
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protein) were measured for hamster, mouse, rat and human tissue. The reaction
Tates were greatest in the hamster, followed by the mouse; and the rates of

the human and rat tissue  were equivalent and lower (per mg protein). The

smallest difference between the mouse and human reaction rates occurred at the

S mM level where the mean reaction rate for the mouse tissue (11.4) was 2.6
times the mean reaction rate for the human tissue (4.5). Although some mean
vﬁlues were - presented, standard deviations were not, so it is difficulc to
ascertain the closeness of the responses. Reaction rates from lung microsomes
were also measured in the mou;e, rat and hamster, but no activity was measured
in the single pooled human s;mple. At the 5 mM level, the reaction fate from
‘mouse liver microsomes (iifA) was 2.5 times the reaction rate for the mouse
lung microsomes (4.6). However, the lung data appears to represent
information from a single ;xperiment; means and- standard deviations were not
presented. Kinetic constant;iwere calculated for the male liver tissue in the
study- and tﬁe KM for the mouse data (1.8 mM) was within the human range of
data (0.9 - 2.6 mM). The vﬁkx for the mouse data (15.9 mmoles prodﬁct/min/mg
protein) was close to the upber.raﬁge reported for humans (1.53 - 13.0 mmoles
product/min/mg protein). How;ver, the four human samples exhibited a 8.5-fold

range indicating considerable human variability.

2.2.1.2 Carboxxhemoglobin Formation Blood COHb accﬁmulates when the

concentration of carbon monoxide exceeds that which can be eliminated through
the lungs (EPA 1985a). Since carbon monoxide is a metabolite of CHZCIZ, there
was conce?n for potential carbon monoxide poisoning from occupational
exposures to CHZCI2 (Stewart et al. 1972a,b).» Pulmonary elimination of carbon

monoxide from carboxyhemoglobin is a first-order process that involves the

exchange of hemoglobin-bound carbon monoxide with oxygen and the diffusion of
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carbon monoxide into the alveolar spaces. The half-time for elimination of
carbon monoxide is 4 to 5 hours in humans (NIOSH 1972, Lambertsen 1974) and ié
1.8 to 2.5 hours in rats (McKenna et al. 1982, McKenna and Zempel 1981). The
rate of pulmonary elimination is independent of the concentration of
carboxyhemoglobin in the blood, but is shortened by increased alveolar
ventilation or the inspired péftial pressure of oxygen (Lambertsen 1974).

EPA (1985a) concluded that the kinetics of CHZCi2 metabolism to carbon
monoxide and carboxyhemoglobin are strikingly similar for humans and rats.
Both species demonstrate Michaelis-Menten dose-dependent kinetics with similar
estimates for VMAX (15 and 12.5% carboxyhemoglobin per time unit,
respectively) and KM (200 and 170 ppm CHZCIZ, respectively). Comparison of
the kine:i; parameters estimated for the carbon monoxide pathway in the rat
with those estimated by McKenna et al. (1982) for the total metabolism of
" CcH Cl2 by both pathways suggests that the overall KM is approximately equal to

2
400 ppm and is ‘approximately twice that of the carbon monoxide pathway aione.

Methylene chloride-in&uced carboxyhemoglobin depends on the CH2C12 dose ;nd on
the duration of exposure, but usually does not exceed 10% to 12% in either
humans or animals (EPA 1985a). This limit may be determined by the resultant
first-order pulmonary elimination of carbon monoxide and zero-order hepatic
CH2C12 metabolism to carbon monoxide. This limit may also be the result of
direct effects by CH2C12 on hemoglobin. An early study indicated that CH2012
can deform binding sites of myoglobin (Nunes and Schoenborn 1973). Settle
(1975) observed that carbon monoxide binding was affected by the presence of
. CH,C1 Spectrophotometric studies have shown that CH2C12 decreases the

2772
affinity of heme for CO and oxygen, and the cooperativity of oxygen binding of
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hemoglobin in solution (Harkey et al. 1979). Consequently, the kinetics of
CH2C12 metabolism and direct effects by CHZCI2 on hemoglobin may be
responsible for the 1levels of carboxyhemoglobin attained in experimental

studies.

2.2.1.3 Cytosolic pathway Methylene chloride is also metabolized to
formaldehyde, formic acid, inorganic halide, and carbon dioxide (See Figuré
1). The cytosolic enzyme system is a glutathione-S-transferase (GST) system
that requires no cofactors other than glutathione. Ahmed and Anders (1976)
propesed that the rate-limiting step of the reactions of CHZCI2 with
glutathione 1is displacement of the halogen to form a S-halomethylglutathione
conjugéte. - This conjugate is postulated to undergo rapid nonenzymatic
hydrolysis to S-hydroxymethylglutathione, which may ;ubsequently break down to
yield formaldghyde and regenerate .glutatbione. Alternatively, the §-
hydroxymethylglutathione intermediate ca; be metabolized by formaldehyde
dehydrogenase, a cytosolic liver enzyme, to S-formylglutathione, which.can

then be converted to formic acid and glutathione by the action of S-

formylglutathione hydrolase.

Reitz et al. (1988) provided some in vitro data on the kinetics of GST in

‘eytosol prepared from livers of several species. The CH2C12 concentrations

usei for all species varied from 12.5 to lOO.mM, that is they were much higher
than the .concenfrations used in the MFO studies (1 to 10 mM, see Section
2.2.1.1). Reaction rates from liver cytosol (nmoles/min/mg protein) were
measured for hamster, mouse, rat and human tissue. The reaction rates were
greatest in the mouse and least in the hamster. The relative rates of the

human and rat tissue were dependant on the concentration chosen. The smallest
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difference between the mouse and human reaction rates occurred at the lowest
concentration tested, .12.5 oM, where the reaction rate for the mouse tisstie
(9.9) was 6.5 times the mean reaction rate for the human tissue (1.5).
Reaction rates from lung cytosol were also measured in the mouse, rat,
hamster, and humén ét the 40 mM CH,.Cl exposur; concentration. Although the

2772

data are extremely limited (apparently representing single experiments), the

reaction rate _from the mouse lung microsomes (7.3) was 20 times the reaction
rate for the human lung microsomes (0.4); means and standard deviations were
not presented. However, the report that human lung data exhibited GST
activity while not exhibiting ‘any P450 activity may be important in
interpreting toxic effects that may result from GST metabolites, since this
pathway may substantially predominate in human lung tissue. The GST pathway
may predominate in the lung of mice as well. Kinetic constants were
calculated for the male liver tissue of only mice and humans. The KM for the
mouse data (137 mM).w;s 3-fold greater chan.the human' value reported (44 mM).

The VMAX for the mouse data (118 mmoles product/min/mg protein) was 17-fold"

greater than the value reported for humans (7 mmoles product/min/mg protein).

2.2.1.4 C(Carbon dioxide formation Oxidation of CHZCI2 to CO2 in vivo has been
shown by several investigators (Angelo et al 1986a,b, Rodkey and Collison
1977a, DiVincenzo and Hamilton 1975, McKenna and Zemple 1981, McKenna et al
i982, and Yesair et al. 1977). Rodkey and Collison (1977a) studied the
oxidation of CHzclz'to CO2 in the rat. When exposed to 0.2 mmol “CHZCIZ/kg
animal (approximately 610 ppm for the 8§ liter chamber), the evolution of 1‘CO2
was measur;d to be 29% of the administered dose. Since the metabolic CO2
produced in respiration greatly diluted (near 1000-fold) the CO2 produced from
CH,Cl,, proper measurement of CO2 requires !4C labeling.

272
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There are two likely mechanisms of carbon dioxide formation from the
metabolism of CH2C12. Studies in rats have shown fhat formaldehyde and formic
acid' produced by the cytosolic glutathione transferase system can be a source
of carbon dioxide (McKenna et al. 19822. Gargas et al. (1986) hypothesize the
possible production of CO2 by the P450 pathway, but the study did not measure
the metabolism of CH2012 to CO2 and data ére not presented to substantiate the
claim. An»unpublished study (Green et al. 1987¢) submitted to the Department
implies that for mice exposed to low concentrations of CHZCIZ, CO2 may be
produced predominantly via the P450 pathway and not theAGST pathway. Their
conclusion is based on the -assumption that GST "metabolism involves the
breaking of ¢-Cl bond.in the initial reaction with glutathione and hence the
use of CD2C012 will not affect the rate of formation of carbon dioxide from
this pathway.” This is contrary to the results reported by Ahmed and Anders
(1978) indicating that the use of a deuterated compound would decrease 602
production via the GST pathway. Specifically, Ahmed and Anders (1978)
Teported a primary isotope effect in the formation of fofmic acid that was
dependant on .NAD. As seen in Figure 1, the primary isotope effect would be
expected .to occur due to the oxidation of a C-H.bond of S-hydroxymethyl
glutathione by formaldehyde dehydrogenase t§ S-formyl glutathione. The
results and conclusions of the Green et al. (1987c) study are discussed
further in Section 2.2:2. Carbon monoxide may be metabolized to carbon
dioxide by wvarious animal tissues (Fenn 1970) by combining with the reduced
form of tissue. cytochrome oxidase at low oxygen levels (Coburn 1970. See
Figure 1). Although the direct metaﬁolism of carbon monoxide to carbon

dioxide is thought to be a minor pathway, the metabolic conversion of CO to

002 appears to be a function of the body burden of €O in dogs (Luomanmaki and

2-13



Cobun, 1969), and thus the activicy of the system may be inducible by

increased body levels of carbon monoxide.

2.2.2 Dose-Dependent Metabolism: Saturation

There 1is evidence to Suggesc that the metabolism of CH2C12 is saturable under
certain conditions. This evidence is based on increased expiration of
unchanged CHZCIZ_gt high dose levels, decreased expiration rates of CO and CO2

at high dose levels, and the plateauing of carboxyhemoglobin production,

An early study on the extent of CH;CI2 metabolism in the rat was qonducted by
DiVincenzo and Hamilton (1975). After injecting rats intraperitoneally with
1‘Cﬂzclz in corn 611. they det;rmined’ the fate ~and  disposition of
radioactivity in exhaled air, urine, feces, and carcasées at 1, 8, and 24
hours after single doses (412 to 930 mg/kg):' Approximately 90% of the
administered CH_ZCI2 was eliminated unchanged in .the exhaled air, and 85%
within two hours of administration. Two percent of the adginistered dose was
metabolized to carbon monoxide, and approximately 3%-w§s metabélized to a
volatile compound that was not identified. Overall, less than 7% of the
administered dose was metabolized. When rats were intravenously given a lower
dose, 200 mg/kg CH2C12. they metabolized 6% of the dose to CO and 9% of the

dose to CO (Angelo et al. 1986b). At even lower doses of 50 and 10 mg/kg,

2
slightly higher rates of €O and CO2 production were reported (Angelo et al.
1986b). Rodkey and Collison (1977a) administered approximately 17 mg/kg
"CHZCIZI by inhalation in an enclosed chamber. Approximately 47% of the
administered 1‘& was recovered as !4CO and about 29% as “COZ. Thus, in this
inhalation experiment a greater precentage of CH2C12 was metabolized. Only 2%

of the 1!¢cH.Cl remained unmetabolized in the chamber after 90 minutes.

2772

2-14



.

TABLE 2-2
COMPARISON OF SATURATION DATA BASED ON THE PRODUCTION OF

CARBON MONOXIDE AND CARBON DIOXIDE

Exposure Dose or Expired Expired
Species ﬁethod Concentration CO lLevel QQZ>Lgxgl Study
Mouse gavage " 1 mg/kg 45% > 50% Yesair et al 1977
Mouse i.v.2 * 10 mg/kg 15% 20% Angelo et al 1986a
Mouse i.v. " 50 mg/kg 8% l4s Angelo et al 1986a
Mouse gavage . 30 mg/kg 11s 18% Angelo et al 1986a
Mouse gavage . 100 mg/kg 208 .25% Yesair et al 1977
Mouse gavage 500 mg/kg 9% 18% Angelo et al 1986a
Mouse gavage 1000 mg/kg . 7% 19 Angelo et al 1986a
Rat i.p.b 4125881 mg/kg 2% . 3% DiVincenzo et al 1975
Rat gavage , ﬁ; 1 mg/kg 31% © 35% McKenna et al 1981
Rat  i.v. 10 mg/kg 123 153 Angelo et al 1986b
Rat inhalation ~17 mg/kg 47% 29% Rodkey et al 1977a
Rat i.v. " 50 mg/kg 9% 10% Angelo et al 1986b
Rat gavage 50 mg/kg 6% 11% . McKenna et al 1981
Rat gavage jSO mg/kg 16% - 17% Angelo et al 1986b
Rat gavage 200 mg/kg 6% 9% Angelo et al 1986b
Rat inhalation . 50 ppm 27% 26% . McKenna et al 1982
Rat inhalation 500 ppm 18% 233 McKenna et al 1982
Rat inhalation 610 ppm 47% 29% Rodkey et al 1977a
Rat inhalation 1500 ppm 13% 10% McKenna et al 1982

aThe abbreviation i.v. refers to intravenous administration.

The abbreviation i.p. refers to intraperitoneal administration.
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McKenna and Zempel' (1981) reported that rats dosed at 1 mg/kg metabolized 88%
of the administered dose, whereas those given 50 mg/kg only metabolized 28%.
In the same study, rats given 50 mg/kg CH2C12 exhibited a substantial
decrease in the rate of CO And 002 production compared to the 1 mg/kg dose.'
The kinetics of pulmonary elimination of unmetabolized CHZCI2 and of the
metabolites .carbon monoxide and carbon dioxide were reportedly first-order
(essentially unaffected by the dose) despite large differences in the amounts
of CHZCI2 and iés metabolites excreted. As summarized in Table 2-2, doses of
30 mg/kg or greater, administered to the rat, appear to be metabolized to a
lesser extent than lower doses based on the decreased relacive“percentage of
CO and CO2 eliminated. This decreaseg e;imination of CO and 002 implies
saturation. Some indication of saturation of the P450 pathway was provided in
studies of carboxyhemoglobin formation inA rats following intraperitoneal
injection (Kubic et al. 1974). Administration of 125, 250 and 506 mg/kg
CHZCl2 produced peak carboxyhgmoglobin levels of 5, 8 and 9%, respectively.
At the higher doses the peak levels came later, and the area under the dose-
response curve indicates a greater response at the 250 and 500 mg/kg levels

than the simple peak percent carboxyhemoglobin. .Based on this study

saturation would be expected at levels near 250 mg/kg for the rat.

As indiéated in Table»2-2, the data for the mouse is similar to that produced
for the rat, and similar trends are seen across routes. There is considerable
variability from experiments on the concentration or dose saturating CO
production. Furthermore, P450 saturation estimates based soley on CO'
production, instead. of .direct measureﬁents of P450 activity, ignore the
possibility of P450 inactivation by increasing production of reactive

metabolites as the concentration increases. In a preliminary report, Yesair
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et al. (1977) stated that the 100 mg/kg dose was metabolized by mice at 20
umole/hr/kg, but the information in the abstract was hever published as a

complete tépot;.

Evidence suggests that the CH2C12 metabolisq may become saturated at
inhalation exposure concentrations of 500 ppm and above (some have suggested
levels as low as 200 ppm). When rats were exposed for 6 hours to 50, 500, and.
1500 ppm ‘CHZCIZ there was a substantial decrease in CO and CO2 production at
the 1500 ppm level (McKenna et al. 1982). When rats were exposed for 6 hours
to 500 or 1500 ppm CHZCI2 the carboxyhemqglobin 1evgls,did not increase beyond
the 500 ppm exposure level (McKenna et al. 1982). Rabbits do noé exhibit
signs of metabolic saturation of P450 at CH2C12 exposure levels up 11,000 ppm.
A linear relationship between the change in 3% carboxyhemoglobin in blood
resulting from increased CHZCI2 inhalation was shown to occur in rabbits éver
the range tested of 1,270 to 11,520 Ppm (Roth et al. 1975). Inhalation data

“for the mouse indicating percent €O and CO2 production for the mouse has not

been reported. However, an unpublished study by Green et al. (1987¢),

submitted to DHS, sSuggests saturation may occur near 500 ppm for the mouse.

Rodkey and Collison (1977b) investigated the relationship between administered
dose and the extent of metabolism by the rat. Animals were exposed by
inhalation to doses ranging from 80 to 800 pmol /kg (approximately 244 to 2440
Ppe for the 8 liter chamber) . They reported that the rate of CO production
was jirtually independent of CHZCI2 dose, and that it suggested the metabolism

of CHZCI2 to carbon monoxide in rats was rate-limited by enzyme saturation The

rate was approximated at the highest dose level to be 23 pmol/hour/kg bocy

.weight.
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In another study, rats were exposed for 4 hours to concentrations up to 2000

ppm CH,Cl, and some of the animals were pretreated with 2,3-EP, an heﬁatic

2772
glutathione depleting agent (Gargas et al. 1986). When naive animals were
exposed to CHZCIZ, the carboxyhemoglobin 1level peaked wiéﬁ the 500 ppm
exposure level. For raﬁs pretreated with 2,3-EP, the carboxyhemoglobin levels
did not peak until the 1000 ppm Cﬂzclz.exposute level and the carbon monoxide
yield attained was 43% greater than the level attained in the naive animals.
That 1is, when the P450 pathway was suﬁposedly saturated, addition of a
cytosolic pathway inhibitor (2,3-EP), increased metabolism by the P450

pathway. One possible explanation for this result is that complete saturation

of the MFO pathway had ﬁbt occurred, but had simply reached some steady state.

Thus, although saturation of the P450 pathway is likely to occur at high
doses, the precise exposure. concentration has not been adequately defined.
Information of this saturation concentration only exists for rats, and the
saturation response based on carboxyhemoglobin formation ma& not be reliable
based on the complicated mechanisms involved in carboxyhemoglobin formation
and on the conflicting results produced in induction and inhibition studies

discussed in Section 2.2.5. . *

DiVincenzo and Kaplan (198la) evaluated the conversion of CHZC].2 to
carboxyhemoglobin (COHb) and €O in man for single exposure levels of 50, 100,
150, and 200 ppm for 7.5 hours and of 100, 150, and 200 ppm for 7.5 hours
daily for 5 coﬁsgcucive days. Exposure -to 50, 100, 150, or 200 ppm of CHZCI2
produced peak blodd carboxyhemoglobin saturations of 1.9, 3.4, 5.3, and 6.8%,
respectively, and produced net excretion levels of CO of 1.32, 2.66, 4.95, and

6.12 (mmol), respectively. The study concluded that CO concentrations were
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directly Proportional to the magnitude of CH2012 eéxposure. Thus, the uptake

of CHZCIZ, the exhalation of CO, the carboxyhemoglobin levels all increased

'proportionally with the dose, and saturation of the P450 pathway~did not occur

in concentrations up to 200 ppm in humans.

In an ealier human study volunteers were exposed to 213 or 514 ppm CHZC].2 for
1.0 hour (Stewart et al., 1972b). The carboxjhemoglobin leééls‘peaked at 2.4
in the one volunteer exposed to 213 ppm, while the levels ranged from 1.8 to
4.6 in the eight subjects exposed to 514 ppm. Based on this study it is
difficult to determine whether saturation of the P&SQ metabolism occurred at
514 ppm, particularly since the carboxyhemoglobin levels are below those
achieved by DiVincenzo and Kaplan (1981a) and humans exhibit considerable

variability in this response.

2Cl2 at

eéxposures of 200 and 350 PPm during two.6-hour periods were compared (McKenna

In  another study of healthy human male volunteers the kinetics of CH

et al. 1980). No data were pfesented in the abstract but, the authors
concluded that the metabolism of Cl;lZCI2 was dose-dependent, and that the data
were consistent with metabolism by a Michaelis-Menten mechanism, Since the
data were never reported in an abstract or in a subsequent publication, staff

believe the conclusions made by the authors should not be considered in the

evaluation of CH2612 kinetics.

14
Some measurements of expired CO2 have implied saturation of the cytosolic
pathway at high doses in rats (McKenna and Zempel 1981, McKenna et al. 1982,
Angeloc et ga]. 1986b) and in mice (Angelo et al. 1986a, Yesair et al. 1977)

following inhalation, oral and intravenous dosing. Evidence for the potential
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saturation of CO, pathways is presented in Table 2-2. The expired level of

2
CO2 generally follows that of CO. Thus, based on production of COZ'
saturation of metabolic pathways producing C02,appears to-follow the same
trend as CO. Gargas et al. (1986), using male Fisher-344 rats in closed
atmosphere gas uptake studies, measured formation of carboxyhemoglobin in the
presence and absence of pyrazole to inhibit the microsomal pathway. Using the
brominated methanes CHZBr2 and CHZBrCI, they observed that the glutathione S-
transferase pathway showed no indication of saturation at inhaled
concentrations of up to 2,000 ppm based on plasma bromide concentrationms.
Since somé carboxyhemoglobin was produced in the pyrazole-inhibited rats,
anocher implication of the study is that CO may be produced to a small extent
by the cytosolic or other non P450 pathway, since the study reported that
after pyrazole was used, bromide ion was qnly released from the GSH-dependent

Vpathway: However, since halide measurements were not‘madg for CH2012 and CO2
was not measured in_ the study, conclusion§ regarding CO2 production and
cytosolic ‘pathway activity are only hypothetical at this time. Furthermore,
pyrazole. not only inhibits MFO, but it also inhibits a variety of other
metabolic systems including-thyroid function and alcohol dehydrogenase (Szabo
et al. 1978, Cornell et al. 1983). Thus, the decrease in production may ﬁave
resulted from inhibition of numerous metabolic processes and not strictly MFO.
‘An unﬁhblished study (Green et al. 1987c) submitted to DHS implies that for
mice .expoged to low concentrations of CHZCIZ, CO2 may be produced
Predominantly via the P450 pathway and not the GST pathway. Deuterium isotope
studies using CD2C12 reportedly produced CO2 at a §lower rate than CHZCIZ-at

100 and 500 ppm exposure concentrations. Green et al. assume that this slower

rate 1is completely due to CO2 metabolism via the P450 pathway, but literature
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citations are not provided to substantiate this assumption. Since the rate of
002 production was not slowed as greatly as CO production, Green et al.
calculated that 62% of the CO2 prodﬁction was via the P450 path;ay at 109 ppm,
363 at 500 ppm and 10% at 4000 ppm. These calculations’require that
metabolism wvia the GST pathway woﬁi; not be affected in any way by the use of
CDZCIZ' This unpublished work is the only study that suggests the P450
pathway produced‘ substantial quantities of C02 as well as CO. The results
would be Amore convincing if glutathione depletion studies had been conducted
which showed a substantial decregse in CO2 production. The Green et al.
(1987c) study disagrees with the published studies b& Kubic and Anders (1978)
which concluded that 602 production by P450 was minor, near 1%, when compared
‘to the CO production. Furthermore, the basic assumption that the GST pathway
would be unaffected by the use of a deuterated compound ignores the results
reported by Ahmed and Anders (1978) which showed a primary isotope effect in
the formation of formic acid that was dependagc on NAD. This isotope efffect
~would be expected from the éxidation.'ofi a C-H bond of S-hydroxymethyl
glutathione by formaldeﬁyde_dehydrogenase to S-formyl glutathione. Green et
al. (1987c) conclude that the GST pathway is becoming saturated for rats in
the 500 to 4000 ppm range because the 8-fold increase in concentration is only
accompanied by a 2-fold increase in CO2 proéuction'rate. However, the authors
reject the possibility of GST pathway becoming saturated for mice even though
an 8-fold -increase in exposure concentration (506 to 4000 ppm) resulted in
less than a 3-fold increase in CO2 production rate. According to the authors,
the less than 3-fold increase for mice shows "little or no evidencé of
saturation” while the 2-fold increase for rats indicates "it is becoming
saturated." Tﬁis distinction appears unwarranted. Althéugh the studies are
of great interest with regard o the wunderlying mechanism of CH.Cl

272
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carcinogenicity, their preliminary nature, their disagreement with‘ocher
published results and the absence of impartial review of the methods, results

and discussion make it difficult to piace great weight on the study.

In summary, the metabolism of CHZCI2 appears to be dose-dependent in the rat
and mouse (EPA 1985a). In these species, saturation of metabolic capacity
with =zero-order kinetics appears to occur above 50 mg/kg orally and above 500

ppm  from prolénged inhalation of CHZCI At doses of 1 mg/kg orally (Yesair

9
et al. 1977) or 50 ppm by inhalation (McKenna et al. 1982), 95% was
metabolized. For humans, exposure to concentrations up to 200 ppm have not

produced saturation, and at 200 ppm up to 95% of the absorbed dose may be

metabolized (DiVincenzo and Kaplan 198la).

2.2.3 Induétion and Inhibition of Metabolism

Methylene chloride was shown to induce its own metabolism (based on the
formation of carboxyhemoglobin) following repeated administration in rats
(Kubic et al. 1974, Anders et al. 1977). An earlier study showed that

repeated exposure of rats to CH,BrCl had increased the rate of dehalogenation

2
(Heppel and Porterfield 1948). Angelo et al. (1986a, b) noted an apparent

2Cl2 content in various tissues of rats and

mice following repeated oral dosing. The authors concluded that neither

increase from day 1 to day 14 in CH

pharmacokinetic nor metabolic induction occurred but a statistical analysis of
the excretion data was not reported (Apgelo et al. 1986a, b). Examination of
the data by DHS staff indicate that for both rats and mice CO and CO2

excretion rates were elevated at the doses up to 500 mg/kg. At the 1000 mg/kg
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level for mice the CO and 002 excretion rates appeared to be substantially

decreased, which may be indicative of metabolic inactivation.

The hature of the induction is unclear ;ince short-term exposure of exposed
rats to CHZCI2 at 500 and 1,000 pm for 6 hours per day did not produce any
"consistent changes" in P450 content of liver microsomes at day 5 and 10 of
exposure (Kurppa and Vainio .1981). However{ at day 5 the P450 content was
elevated for the three exposure groups and the elevation of the 500 ppm group
was statiscally significant compared to the control group. At day 10 the P450
content was elevated in all groups compared to the 5-day control group, but
éxposure groups were not different from the 10-day control group. The P450

content of kidney microsomes was elevated at day 5 and 10 of exposure and in

two groups the elevation was. statistically significanc. In the same study,

glutathione levels at day 5 or 10 of exposure were elevated in renal tissue

but not in hepatic- tissue.

Daily exposure to CHZCI2 for short periods may influence other enzfme systems

(EPA 1985a). When Kurppa and Vainio (1981) exposed rats to CH Cl2 at 500 and

2
1,000 ppm for 6 hours per day for 5 and 10 days, they reported a 35% drop in
NADPH-cytochrome C and a two-fold increase in UDP-glucuronosyltransferase.
Heppel and Porterfield (1948) exposed adult male rats to an atmosphere of 1000
PPm CHZBrCI for 6 to 7 hours per day, 5 days per week for 4 to 6 weeks. They
reported an approximaﬁe 1.6-fold increase in the rate of enzym#;ic hydrolysis
of the bromide ion from CHZBrCl in a crude liver homogenate of exposed rats as
compared to unexposed control £ats. However, under their assay conditions? it
is not possible to determine if enzymes of the MFO, glutathione, or both
pathways were induced. Pritchard et al. (1982) administered CH2C1 to male

2
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mice. for 3 days by gavage (doses of 5, 50, 100, 250, 500, and 1,000 mg/kg in
corn o0il) and found no significant changes in hepatic weight, microsomal
protein, P450, cytochrome bs content, or activities of aminopyrene N-

demethylase or biphenyl &4-hydroxylase.

Pretreatment with 3-methyicholanthrene or phenobarbital, did not increase the

formation of carboxyhemoglobin following CH,Cl, dosing (Miller et al. 1973,

Kubic et al. 1974, Hogan et al. 1976, Anders et al. 1977). Although Hogan et

al. (1976) state that phenobarbital pretreatment induced CO production, and -

colbaltous chloride reduced CO production, the data were not provided in the
abstract and a complete treport has not been published. Roth et al. (1975)
examined the metabolism of CH2C12 to carboxzhemoglobin in rabbits.
Pretreatment with phenobarbital inhibited the formation of carboxyhemoglobin
from C1-12C12 exposure (1400 to 1500 éﬁﬁ for 20 minutes); hqwevef; PFSO activity
itself was shown to be induced by the pretreatment. A study by Miller et al.

(1973) also reported (as'an abstract) no effect on carbon monoxide production

from CH2C12 following phenobarbital pretreatment (Miller et al. 1973).

The admini;tration of a known inhibitor of P450 metabolism, SKF 525-A, did not
decrease carboxyhemoglobin formation significantly (Miller et al. 1973, Kubic
et al. 1974). As noted above, phenobarbital inhibited carboxyhemoglobin
formation in rabbits (Roth et al. 1975). "One study, using a pyrazole
pretreatment decreased carboxyhemoglobin formation in rats exposed to CH2612
(Gargas et al. 1986). Pyrazole has been shown to inhibit thyroid function and
aléohol dehydrogenase (Szabo et al. 1978, Cornell et al. 1983). Numerous
experiments have shown that administration of ethanol bloéks the formation of

carboxyhemoglobin from CHZCI2 exposure in guiﬁea pigs, monkeys, and rats
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(Balmer et al. 1376, Ciuchta et al. 1979, Glatzel et ai. 1987, Pankow et al.
1985), but the currently suggested scheme for CH2612 metabolism does not
account for this interaction. However, blockage of the P450 pathway is likely
to result in increased metabolism by the conjugation pathway. "Thus, persons

-

consuming alcohol may _be at greater risk to the chronic effects of CH2C12

induced by metabolites of the conjugation pathway.

Human exposure studies (Divincenzo and Kaplan, 1981b) indicate that exercise
increased carboxyhemoglobin 1levels and the amount of co exhaledT In the one
volunteer where CO and carboxyhemoglobin levels were reported, the extent of
CO production increased from moderate to heavy exercise but the
carboxyhemoglobin 1levels did not increase. This result indicates. that
altﬁough CH2012 PQSO' metabolism increased carboxyhemoglobin levels did not
reflect the increase in metabolism and therefore ﬁay not be a sensitive
indicator of either CHZCI2 metabolism or CO production in vhum#ns.
Consequently, although CO production is consistent witﬁ P450 metabolism
experiments, measuring only the formation of cérboxyhemoglobin may not
accurately reflect' P450 metabolism. The results are consistent with CHZCI2
acting directly on hemoglobin at high concentrations. Possibly at high
concentrations CHZCI2 decreases the affinity of heme for CO, and reduces the
cooperativity of binding of hemoglobin subunits (Nunes and Schoenborn 1973,

Settle 1975, Harkey et al. 1979);: thus Preventing greater formation of

‘carboxyhemoglobin. Such a situation would explain the inability of inducers

to. increase carboxyhemoglobin 1levels in experimental animals exposed to

CH,C1,.

2772
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In contrast, for the related compound CH the formation of microsomal

28%2:
cytochrome P450, and the in vitro production of tarbon monoxide was found to
be increased by in vivo pretreatment with pentobarbital or 3-
methylcholanthrene (Kubic and Anders 1§75). Aﬁother set of eiﬁeriments where
CH,Br, was injected indicated that pretreatment of animals with phenobarbital
or 3-methylcholanthrene resulted in sighificant increases in carboxyhemoglobin
levels (Stevens et al. 1980). Pretreatment with SKF 525-A resulted in a
significant decrease in carﬁoxyhemogiobin levels (Stevens et al. 1980). And

pretreatment with diethyl maleate decreased blood CO 1levels from CHZBr2

exposure. Using an isolated rat hepatocyte syspem, diethyl maleate, SKF 525-A
and ethanol inhibited the production of CO froé CHZBr2 (Stevens et al. 1980).
Stevens et al. (1980) pointed out that their results with CH,Cl, were in
contrast to those obtained for CHZCI2 in the iiteraCure. Cobaltous chloride
-has also been found to reduce microsomal carbon monoxlde production from

CHZBr2 exposure (Kubic and Anders 1975).

The cytosolic enzyme system is a glutatﬁione transferase system that requires

no cofactors other than glutathione. Metabollsm of CHZCIZ by this pathway was

not induced by phenobarbital or by a 4-day repeated exposure to CH Cl2 (Ahmed

2

and Anders 1976). In contrast, for a related eompound CH,BrCl the cytosolic

2

system appears to have been induced following a 4 to 6-week inhalation

exposure (Heppel and Porterfield 1948).

In conclusion, the metabolic induction and lnhlbltlon studies of CHZCI2 to CO

by P450 do not fit the simplistic scheme presented in Figure 1. Standard

inhibitors and inducers of P450 do not affect the production of CO from CH2C12

CH,Br does

as one would expect. Metabolism of a compound similar to CHZCIZ, BT,
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respond to metabolic inhibitors and inducers as one would expect, that is, in

4 manner different from CH2012 Thus, results for studies with CHzBr2 or

other dihalomethanes may not reflect CHZCI2 metabolism. The inability to

* account for the metabolic results reported for CH Cl2 makes it difficult to

2
conclude that the metabolic scheme has been completely elucidated.

2.3 Ehxsiclogicallx based pharmacokinetic model

Andersen et al. (1987) have Proposed a physiologically-based pharmacokinetic .
model (PBPK) to describe .the metabolism of- methylene chloride. Using the
information on the relative metabolic contrzbutlons of the two metabolic
pathways, the PBPK model is supposed to offer an estimate of the potential
target tissue dose in comparison to the conventional risk assessment methods
based on total dose to the subject. Since conventional risk assessments often
involve 1linear extrapolations of external doses (comblned with inter-species
factors based on body surface areas), Andersen et al. (1987) proposed that
their PBPK model might permit the calculation of realistic internal doses for
various chemicals through in;eg:acion of known information on the administered
doses, the physiological structure of the mammalian species, and the

biochemical properties of the specific chemicals.

Andersen et al. (1987) recommend that their model be wused to estimate

"internal doses" of CH2C12 before calculatlng the possible risks of CH2C12 to
humans. The general approach appears reasonable, although DHS staff express
concern over the increasxng use of extremely complex mathematlcal models in

risk assessment. Such models are often surrounded by a sophisticated

mathematical or computerized approach that may tend to hide key assumptions
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made in the model. Fdrthermore{ since data to satisfy all the needs of the
model are wusually lécking, numerous assumptions need to be made about the
data, data representing a single experimental result are often incorported in
the models, and unpublished result§ are often used without ext;rnal laboratory
validation: And finally, data is concinually being sought to "update®” and
"improve" such models. As a result, extensive review and reevaluations are
required to assess the usefulness of the most current model. An intensive
analysis of the model has been conducted by the U. S. Interagency Hazard/Risk
Assessment Committee (HRAC) of the Integrated Chlorinated Solvents Project and
a review draft report has been circulated by EPA (1987a). In addition to the
cbmmgpts made in the DHS health assessment the HRAC report could be consulted
for further analysis. The Andersen et al. (1987) physiblogiﬁally based-
pharmacokinetic model - is more fully described and discussed in Section 8 and

Appendix E.

2.4 Covalent Binding to Cellular Macromolecules

The ability of a chemical to bind covalently to cellular macromolecules
pfovides an indication of its potential genotoxicity*and carcinogenicity. The
likelihood of significant covalent binding of reactive metabolites of CHZCI2
to cellular macromolecules depends on the postulated reactive interﬁédigteg
(EPA 1985a): formyl chloride from microsomal oxidative metabolism and S~.
chloromethyl glutathione from cytosolic metabolisﬁ. These compounds would be
expected to be capable of acylating cellular nucleophiles, and S-chloromethyl
glutathione is structurally similar to the very reactive bis-halomethyl

ethers, which are known carcinogens.
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The extent and pattern of binding to microsomal lipid and protein after
aerobic incubation of rat hepatic microsomes with 1‘CH2C12 were studied by

Anders et al. (1977). They found that metabolites of CH2C12 bound covalently
to microsomal protein and lipids under conditions optimized for metabolism of
CH2C12 to carbon monoxide. Pretreatment of rats with phenobarbital to induce
the mixed-function oxidase system resulted in increased binding by microsomes,

suggesting that the formyl chloride intermediate may acylate macromolecules.

- Cunningham et al. (1981) studied the comparative covalent binding of
~ metabolites of CHzclz, éarbon tetrachloride, gnd trichloroethylene to lipids
and proteins in rat hepatoqytes. They found that binding of CH2C12 metabolites
was enhanced in the presence of oxygen, which is consisten; with formation of
formyl chloride, and that 'glutachione-depleted hepatocytes ;howed a marked
drop in binding of 1labelled CHzcl2 metabolites to both lipids and protein,
suggesting inhibition of cytosoiic glutathione conjugation with decreased
production of S-chloromethyl glutathione and formaldehyde. ‘Although they
observed that ;ﬁ vitro administration of “CHZCIZ did ﬁot result in alkylation

of RNA and DNA under the conditions of the experiment, they did not know the

" limits of detection of this assay system (Sipes 1987).

This work demonstrates that highly reactive intermediates are formed in the
metabolism of CHZCIZ' from both the microsomal and cystolic pathways and is

consistent with the proposed reaction pathways. -
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2.5 Summagx and Conclusions

2Cl2 in

humans, but there is extensive kinetic information in rats.‘.Absorption from

Limited data are available on the metabolism and pharmacokinetics of CH

the gastroinfestinal tract 1is rapid and complete, and occurs by first-order
processes in the rat. Dermal absorption is very slow for CH,Cl,. Pulmonary
absorption also occurs by first-order processes in humans and rats. QHZCI2 is
distributed th;oughout the body by virtue of its water solubility; it readily
gains access to cells and accumulates in adipose tissues by virtue of its
lipid solubility; and it is known to cross the blood-brain barrier and the
placenta. The ‘major processes of elimination of CH2C12 from the body are
pulmonary exhalation of unchanged CH2C12, and puimonary exhglacion of
metabolized CHZCIZ.' Pulmonary elimination follows first-order kinetics, which

suggests that there are at least three body-storage compartments..

Hépatic metabolism of CHZCI2 occcurs via two major enzymatic pathways. One is
a cytochrome P450-mediated micrﬁsomal pathw&y where CH2C12 undergoes oxidative
dehalogenation to carbon monoxide which can produce carboxyhemoglobin. Some
evidence suggests possible production of CO2 by this pathway as well. The
other 1is = a glutathione-S-transferase mediated dehalogenation cytosolic
pathway, yielding formaldehyde and formic acid. These regction products may
be further metabolized to carbon dioxide. The relative utilization of the two
pathways at low body burdens of CHZCI2 is unclear, although some evidence
indicates the P450-mediated pathway may be favored at low doses. Evidepce
indicates that CH,Cl, metabolism is saturable at high concentrations. Both

2772
pathways appear saturable based on CO and CO2 levels produced.
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Carboxyhemoglobin 1levels in the blood of humans and animals increase as a -
consequence of metabolism of CHZCI2 to carbon monoxide. The 1level of

carboxyhemoglobin in the blood may be affected dose of CH2C12, first-order
kinetics of pulmonary elimination of carbon monoxide, and direct effects of
CHZCIZ‘ on hemoglobin. 'Eiperiméntal results iﬁdicate that the carbon monoxide
pathway saturates above 500 PPm in rats and possibly in humans; comparable
evidence in mice is not available. The glutathlone pathway shows comparable
evidence of saturation in rats based on -COZ production. Some indirect
evidence indicates an absence of saturation of the pathway.

Some studies indicate the CHZC].2 may induce its own metabolism. However,
traditional inducers such as phenobarbital and 3-methylcholanthrene do not
induce any CH2C12 metabolism. Glutathione depleters 'decrease> cytosolic
metabolism, but tradition P450 inhlbltors, suéﬁ as SKF 525-A, do not inhibit
PASO metabolism of CH2C12 Ethanol inhibits. formation of carboxyhemoglébin
from CHZC].2 Consequently, the ?asic metabolic pathways have been'

established, but complex interactions within the pathways of metabolism of

CH2012 remain unclear due to unexpected (yet consistent) results obtained in

‘induction and inhibition experiments.
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3.0 ACUTE TOXICITY

3.1 Human Health Effects

- Limited human data are available on the effects of acute exposures to CH.C1l

SHa%ha

vapors. A nupber of case reports have implicated exposures to exceedingly
high levels of CH2C12 as one factor in human fatalities (Moskowitz and Sh;piro
1952, Stewart and Hake 1976). The concentrations and durations of éuch
exposures are not known and thus one cannot derive a dose-response
relationship. Miller et al. (1985) reported a case of acute tubular necrosis

in a 19-year-old male exposed to methylene chloride for two days in poorly

ventilated rooms. Exposure estimates were not made. Acute renal failure,
myoglobinuria, hypocomplementemia and elevations of 1liver enzymes were
observed, The patient reportedly Tecovered after two weeks of

hospitalization. Buie et al. (1986) described a case of diffuse.pulmonary
edema and pleural effusions in a 34-year-old male using furniture stripper
containing methylene chloride. Horowitz  (1986) reported a case of

.

carboxyhemoglobinemia in a 35-year-old male who was a recurrent paint sniffer.

Experimental studies on human exposure to high concentrations of CH2612
suggest that it depresses the central nervous system and alters behavior,
Stewart et al. (1972b)  reported that humans developed symptoms of
"lightheadedness" and had difficulty with speech articulation following
exposure to CHZCI2 concencrations greatgr than 868 ppm for more than 1 hour.

Subsequent experiments measured a decreased ability of human subjects exposed

to concentrations greater than 300 ppm to perform a series of tasks, including
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hand-eye coordination and auditg:y signal detection (Winneke 1974, Winneké and
Fodor 1976, Fodor and Winneke 1971, Putz et al. 1976). Experimental and
occupational exposure studies' do not provide evidence that CH2012 affects
other organ ;ystems following inhalation ﬂStewart et al. 1972 ;,b, Gamberale
et al. 1975, Ott et al. 1983 a,c,d). In comparison to other species, humans
appear to be at least as sensitive, if not more sensitive, to the acutely
toxic effects of CH2012; _

3.2 Animal Studies

Median lethal concentrations (LC50 values) for rats and guinea pigs exposed

for 6 hours to CHZCI2

Fodor 1968) and 11,500 ppm (Balmer et al. 1976), respectively. The LCSO

vapors are approximately 16,000-18,000 ppm (Berger and .

values for mice exposed for 6 and 7 hours were 14,100 ppm (Gradiski et al.
1974) and 16,100 bpm (Svirbely et al. 1974), respectively. An LC50 value of
17,703 ppm was estimated for male B6C3Fl mice exposed for 4 hours (NTP 1986),

A 30-minute LC for rats was reported to be approximately 25,400 ppm

50
(Bakhishiev 1975).

Studies involving short-term exposures of experimental animals to GH2012
vapors indicate that the central nervous system is the primary target organ.

The nervous system appears to be affected at dose levels as low as 500 ppm.

Fodor and Winneke (1971) investigated the effects of CHZCl2 inhalation on
rapid eye movement (REM) sleep, sleeping time, and EEG patterns in rats during
continuous sleep period exposure (approximately 13 hours). A concentration-

dependent continuum of effects was observed. The duration of REM sleep was
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reduced beginning at approximately 500 ppm. At 3,000 and 9,000 ppm, sleeping
time increased, with a further decrease in REM sleep (Berger and Fodor 1968).

Higher concentrations (27,000 ppm  for 1.5 hours or 17,000 ppm for 6 hours)

‘resulted in coma and subsequent brain death (Berger and Fodof 1968). Other

[
investigators have teported that high airborne concentratlons of CH Cl2 (>1000

2
ppm) depress the nervous system and alter the behavior of laboratory animals

{NTP 1986, Heppel and Neal 1944, Thomés et al. 1971, Weinstein et al. 1972).

Exposﬁres to high levels of CHZCI2 vapor also pt;dude adverse effects on the
liver, eyes, respiratory system, and cardiovaécular system. Changes in
cardiovascular function in rabbits and dogs (e.g., cardiac output and stroke
volume) have been reported following short-term.exposures (2 5 minutes) to
concentrations of CHZCI2 exceeding 5,000 ppm (Téylor et al. 1976, Aviado.et
al. 1977). Short-term exposure (for S minutes or Iess) of anlmals to more than

5,000 ppm CH2C12 caused cardiac arrhythmxas (Aviado 1975, Aviado et al. 1977,
Zakhari 1977).

Hepatic effects (e.g., increased liver triglycerides, changes in liver weight,
fatty infiltration) have been reporfed in guinea pigs and mice foilowing
continuous inhalation exposure to approxlmately 5, 000 ppm for 24 hours (Morris

et al. 1979, Welnsteln et al. 1972).

The reaction pro#uct of methylene chloride with GSH seems to be implicated as
the causative factor for acute toxicity in mice. Chellman et al. (1986)
showed that depletion of glutathione - with GSH inhibitors diminished acute
liver toxicity a§ well as kidney and central nervous system toxicity that

would have been expected from a single 6-hour exposure to 1500 Ppm methylene
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chloride. Pretreatment with GSH inhibitors also increased the LG, from 2200
to 3200 ppm in male mice. Berger and Sozeri (1987) examined the effects of
methylene chloride and other haloggnated hydrocarbons on isolated rat
héﬁatocytes. Methylene chloride (20.mM 1-hour incubation‘ ca&s;d only a very
modest increase in the release of an asparate aminotransferase from the
hepatocytes, and a reversible depression in cellular oxygen utilization. The
effects . caused by methylene chloride were much less than those of the more
hepatotoxic solvents such as chloroform and carbon tetrachloride (Berger and

Sozeri 1987).

Aranyi et al. (1986) examined the effects of inhaled methylene chloride or
murine lung host susceptibility to laboratory-induced respiratory infectioms.
A singie three-hour exposure to 100 ppm CH2612 significantly (p<0.001) redﬁced
pulmonary bacteriﬁcidal éctivity. It was hypothesized that inhaled methylene

~

chloride can prolong bacterial viability in the lung and enhance severeness of

disease, in part because of reduced macrophage function (Aranyi et al., 1986).

3.3 Summa;i and Conclusions

Methylene chloride has a relatively low acute toxicity. The LC 0 for mice,

5
rats, and guinea pigs is greater than 10,000 ppm for 7-hour exposures. Animal
and human studies suggest that the CNS is the principal target organ resulting
in CNS depression.

Human studies have shown a decrease in hind-eye coordination from exposures to

300 ppm for up to 3 hours, while animal studies show a decrease in sleep as

measured by EEG and rapid eye movement from a continuous 500 ppm exposure of



. these effects, ne adverse effects are expected from ambient CH

CH2612 beginning .at approximately 50 to 100 minutes in the sleep cycle.
Because of these diverse endpoincs,'it~is not possible to precisely define a

toxicological threshold. However, based on the observed concentrations for

Cl

2772

concentrations.
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4.0 SUBCHRONIC AND CHRONIC TOXICITY

4.1 Effects_on Humans

There have been relatively few reports of subchronic or chronic toxic effects
resulting from exposure to CHZCIZ. It is often unclear whether the reported
toxicities were due to the direct action of CHZCIZ' to the action of one or

more of its major metabolites OT to a combination of these.

In a series of studies designed to evalﬁate"the effects of inhaling CHZ'CI2 on
carboxyheﬁoglobin levels in the blood éf normal volunteers, Stewart and
colleagues (Hake et al. 1974, Forster et al. 1974) and Peterson (1978) found

carboxyhemoglobin levels ranging from contrél levels-of’0.9% (males) and 1.4%
(females) to 9.6% (males) and 10.1%-(femaléé) in subjects exposed to 250 ppm
(869 mg/ﬁ’) for 5 successive days. No other adverse effects were noted in a

summary of the studies (EPA 1985a).

Sevéral case reports of toxicity resulting from occupational exposure to
CHZCI2 existe. However, concurrent exposure to other chemicals make
interpretation difficule. Reported effects includedl encephalopathy,
eclampsia, and bilateral temporal lobe degeneration (Weiss 1967, Collier 1936,

Barrowcliff 1978, Barrowcliff and KneLl 1979).

Oott et al. (1983a,c) studied the mortality experience and did clinical
laboratory evaluations of employees occupationally exposed to CH2C12. No
mortality effects were atctributed to time-ﬁeighted exposures of 60-475 ppm
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(208-1650 mg/m3®). However, these studies had a low statistical power and
suffered from several significant confounding factors. The mortality data are

discussed in Section 8.2.2.

Oct et al. (1983a,c) studied six serum constituents that had the potential to
detect possible liver injury in relation to CH2C12 exposures. The exposed
group had 313 individuals; the reference group had 321. A dose-related rise
in serum bilirubin was observed for both men and women. A consistent positive
association between total bilirubin and CHZCI2 exposure was found in three of .
four subgroups by exposure; however, the relationship of this endpoint to
liver damage is unclear. Women in the subgroup exposed to 475 ppm (1650
mg/m3) CHZCI2 showéd an increase in red cell counts, hemoglobin, and
hematocrit, but men did not. These findings are suggestive of a hematopoietic
effect. The catboxyhemogiobin concentration showedian increase and a possible
association with CHZCIZ exposure for all four subgroup exposures. Two

standard liver function tests were not performed (SGOT, SGPT), and these might

have proved to be more sensitive indicators of liver function.

4.2 Effects on Experimental Animals

Subchronic and chroﬁic toxicity reported in animals have primarily involved
weight loss and effe;cs on the central nervous system, lungs, liver and
kidneys. Many reports are only briefly summarized in this section because of
the poor quality of the studies in general; more complete descriptions of
chronic toxic effects reported in well-controlled, long-term studies are
included in Section 8.3 and Appendix B, which report the results of rodent

carcinogenicity studies.

4-2



( ™

4.2.1 Subchronic Exposures

Most of the data are qualitative and deal with neurobehavioral responses of
various specles to CH2C12 Based upon .the observations reported, it is
reasonable to essume that CH2012 behaves similarly .to other anesthetics
(causing an initial excitatory phase followed by a Progressive depression)
(EPA 19éSa, Heppel et al. 1944, Heppel and Neal 1944, Wexnsteln et al. 1972,

Thomas et al. 1972, Ssavolainen et al. 1977). The 1lower threshold for
excitatory central nervous systenm responses for subchronlc exposures may be

around 1,000 ppm (3,474 mg/m3)

Kim and Carlson (1986) exposed both rats and mice to 200, 500 or 1000 ppm
CHZCIZ for either eight hours/day for five days or ten hours per day for four
days. Carboxyhemoglobin levels were not significantly hlgher for the animals
exposed for ten hours daily than for those exposed eight hours daily, alchough
for both groups the levels vere significantly greater than those of controls.

The peak blood levels of CH2C12 were dependent on the duration of exposure,

but the half life was 1ndependent of both exposure duration and concentration.

In extrapolating their findings to the human work place, the authors concluded
“that the exposure limit for a chemical w1th a short biological half- life and
readily reversible toxic effect may not need to be adjusted for a longer

workshift" (Kim and Carlson 1986).

A three-month continuocus eéxposure to 210 ppm CH2C12 was found to reduce DNA
concentrations in the hippocampus of gerbil brains (Karlsson et al. 1987). No
changes in Protein concentrations in different brain regions were noted. The

significance of these effects are not known. An earlier study had shown an.
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increase in concentrations of the astroglial proteins S$-100 and GFA in the
frontal and sensory motor cerebral cortex of gerbils following a ten-week

continuous exposure to 350 ppm of CH2012 (Rosengren et al. 1986).

The NTP (1986) 1l3-week study exposed groups of 10 rats and 10 mice of each sex
to five concenﬁrations of CHZCI2 (525, 1050, 2100, 4200.and 8400 ppm) for 6
hours per day, 5 days per week. This study found that rats developed foreign
body pneumonia (foci of mononuclear and multinucleated giant cells), although
lung 1lesions wefe not reported in mice. Mortality of 10% in male and female
rats (1/10) and depresgion of final mean body weight were also noted at the
highest exposure 1ev;1 (8,400 ppm); mice exéosed to the same concentration had
_40%‘ (4/10) mortality in males and 20% (2/10) in females. Final mean body
weight of female mice at this exposure level was depressed compared to

controls.

4.2.2 Chronic Exposures

The 1liver is a primary target organ of animals chronically exposed to high
leﬁelé of CH2C12. Histopathological chang;s have §een reported in the liver
of animals éhronically exposed to high levels of CH2012. These changes ha? be
related to deaths observed in various studies. For example, Heppel et al.
(1944) reported moderate centrilobular congestion and fatty degeneration of
the liver in dogs and guinea pigs exposed to 10,000 ppm (34,740 mg/m3®) for &4
hours per &ay, 5 days per week, for 8 weeks. Identical findings were reported
by Weinstein et al. (1972) after mice were exposed to 5,000 ppm (17,370 mg/m3)

continuously for 7 days. At lower exposure levels, Weinstein and Diamond

(1972) found elevated triglycerides, centrilobular fat accumulation, and
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decreased liver glycogen in ICR mice exposed continuously from 3 days to 10

Cl

weeks to 100 ppm (347 mg/m3) CH2 2

Haun et al. (1972) continuously exposed mice, rats, dogs, and monkeys to 25 or
100 ppm (87 or 347 mg/m3) CHZCl2 for up to 100 days. Exposure to 100 ppm
resulted in fatty change in the llver and, in rats, nonspec1f1c tubular
degeneration in the kidney with evidence of regeneratlon No adverse effects
were observed at 25 ppm. Other hepatic effects were noted in exposed rats and

mice by Norpoth et al. (1974) and the NTP (198s6).

Serota et al. (1986a) exposed male and female Fisher 344 rats for 104 weeks to
CHZCI2 in their drinking water at concentrations oé 3, 50, ‘and 125 mg/kg/day.
They observed a positive dose-related trend in both sexes for 1liver
hxstomorphological liver alceratlons (foci and area cellular alterations) and
farey changes in both sexes at levels of CH2C12 as low as 50 ‘mg/kg/day. The

authors suggested a no-observable-effect level (NOEL) for these effects at an

oral dose level of § mg/kg/day.

4.2.3 Summary and Conclusions

Chronic.and subchronic effects observed in humans and animals occurred at very
high exposure levels. On the basis of the Ott .et al. (1983a-e)
epidemiological - data, the EPA (1983) estimated that chronic inhalation
exposures ef up to -about 100 ppm (347 mg/m3) may represent a no-observed-
effect level (NOEL) for humans. However, this estimate was made in the

absence of a frank-effect adverse-effect 1level for mbrtality. The most
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sensitive animal studies (Serota et al. 1986a) suggest an oral NOEL of 5
mg/kg/day. Assuming that the toxic effect is independent of exposure route, a

NOEL for humans is 5 ppm. Since these concentrations are 3 to 4 orders of
magnitude greater than thosé present in ambient air, the adverse health
effects .dispussed in this chapter are not expected from current exposure

levels.
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5.0 REPRODUCTIVE EFFECTS
The potential reproductive toxicity of CH2012 has not been extensively
evaluatéd. In this section, developmental toxicity will be considered along
with adverse effects on embryo development as a result of exposure before
conception,. Reproductive toxicity has not been reported for adult males or

females.

Schwetz et al. (19755 exposed pregnant Swiss-Webster mice and Sprague-Dawley
rats to 1,250 ppm CHZCI2 (97.9% pure) by inﬁalation for 7 hﬁurs pér day on
days 6 through 15 of gestation. In both species there was a significant
incrgase in 1liver weight and in carboxyhemoglobin content in exposed danms. -
éxposed mice exhibited a significant increase in body weight. The only
statistically significant adverse effect on the mouse fetuses was on the
number of litters in which fetuses exhibited an extra center of ossification
in the sternum. This common anomaly may reflect the degfee of embryonic
development. Rat fetuses had significantly indreased.incidenqgs of delayed
ossification of lumbar ribs or spurs.lof delayed ossification of sternebra,
and of dilated renal pelvis, which may represent a slight, reversible delay in
development. Due to the presence of maternal toxicity and the use of only one
dose level of CHZCIZ, firm conclusions regarding the adverse effects of CH.Cl

2772

on fetal development cannot be made.

2¢1,

(97% pure) by inhalation for 6 hours per day, 7 days per week, both before and

Hardin and Manson (1980) exposed female Long-Evans rats to 4,500 ppm CH
during gestation. Increased liver weights and carboxyhemoglobin levels were
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observed 'in_ the mothers, while fetuses exhibited lower bodf weights relative
to controls. No other significant effects were observed. One or two
individual animals from 10 of the 20 litters used in this study were evaluated
for' behavio?al effects (Bormschein et al. 1980). Treatmené-;elated effects
‘ wefe reported for the general activity tests. Howevér, because of the small
number of animals used, the presence of maternal toxicity, and the developing

nature of the behavioral toxicology field, these results are inconclusive.

Nitschke et al. (1985) exposed malg and female Fischer 344 rats to 0, 100,
500;- or 1500 ppm CHZCI2 for 6 hours/day, 5 days/week for 14 weeks. Male and
female rats (Fof from the same exposure group were mated, and they produced Fl

offspring. Selected F, rats were exposed to the same concentrations of CH.CL

1 2772
for 17 weeks, at which point they were méted, and they gave birth to the F2

offspring. No adverse effects on reproductive parameters, neonatal_survival,

or qéonatal growth were noted in animals exposed to CH2C12 in eicher the Fo or

F1 generations. Similarly, there were no treatment-related gross pathologic

observations in Fo

Hisidpathologic examination of tissues from Fl aﬁd Fz weanlings did not reveal

and Fl adults or in Fl and Fz weanlings at necropsy.

any lesions attributed to methylene chloride. These findings are consistent
witﬁi those .of Bornmann and Loesgr (1967), who reported that ingestion of
CHZCiZ in the drinking w;ter did not affect the reproductive performance of
female rats. Thirty female Wistar rats were given 125 ppm_CHZCl2 in their
drinking water for 3 months. An equal number of control rats were given
drinking water alone. The estrous cycles of the females, evaluated by vaginal

smear tests, were unaffected by treatment.
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Fertilicy, -littgr size, neonatal growth and survival were evaluated in a two-
generacionﬁl study of F344 rats exposed to methylene chloride during the
gestation period (Nitschke et al. 1988b). Maternal and paterngl exposure to
0, 100, 500, or 1500 ppm CHZCI2 (six hours/day, five days/week for fourteén
weeks) caused no adverse reproductive or neonata; effects in eithe; the Fl or
Fz generation; histopathologic examination did not reveal any lesions
attributable to CH2C12. The exposure to levels as high as 1500 pPpm did not
appear to significantly effect reproductive parameters in mice (Nitschke

et al. 1988b).

Based on the available information, inhalation of high, maternally toxic
concentrations (1250-4500 Ppm) by pregnant ro&ents throughout Pregnancy can
result in fetotoxicity as evidenced B& reduced fetal body weight and changes
in ossification of the fetal skeleton. The results to date indicate that
CH2012 is of ;ow teratogenic potential in rodents, but no firm conclusions as

to the potential human health impact of CH Cl2 exposure can be drawn.

2
 Experiments performed to date have been limited in that, except for rat
studies, either they employed only one dose level, -utilized relatively few

numbers of test animals, or demonstrated signs of maternal toxicity possibly

as a result of carboxyhemoglobin formation.

An epidemiological study conducted among women in the pharmaceutical industry
found that with increasing frequency of exposure to CHZCIZ, the odds of having
2 spontaneous abortion were increased, although the statistical significance

was borderline (Taskinen et al. 1987). No estimation of the range of exposure

concentrations was given.
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6.0 GENETIC TOXICITY

6.1 Introduction

CHZCI2 has been tested in a variety of in vitro and in vivo systems designed

to detect gene mutations, chromosomal aberrations, and other DNA binding or
damage (see Table 6-1). This section summarizes the existing data and
discusses what .

conclusions may be drawn. Individual studies, with references, are summarizgd

in Appendix A.

6.2 Mutagenicity

CH2612 has been tested in bacteria, yeast, Drosoghila,'Panagrellus, and

.

cultured mammalian cells. CH2C12 showed a positive, dose-related response iﬁ
Salmonella strains TA1535, TA98, and TA100, bo;ﬁ in the presence énd absence
of a metabolic activating system, when tested as a vapor in a sealed chamber
in seQeral laboratories (see Table A-1 for references). Cytotoxicity data
(survival of bacteria) and the.purity of the CH2C12 were not given in most of
the published reports. (However, the most common contaminants in the ppm range

are phosgene and cyclohexene, neither of which is genotokic in the Ames test.)

The additionm . of rat liver cytosol to the assay system slightly increased the

mutagenicity of CH Clz in Salmonella, which is consistent with formation of
the electrophilic .intermediate S-chloromethylglutathione following enzyme-
mediated conjugation by the glutathione-S-transferases (see Section 3) (Green

1983, Jongen et al. 1982). The EPA (1985a) stated that on the basis of data

obtained from Dr. . Eugene Barber of the Eastman Kodak Company as a personal
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communication, the mutagenic responses at the highest dose (115 umoles/plate)
for strains» TA1535, TA98, and TAlO00 weré 0.0006, 0.005, and 0.003
.revertants/umole, respectively. These determinations were made on the basis
of GC/MS measurements of CH2C12 concentrations in the bacteria-containing
aqueous phase of the petri dish and the vapor-phase head space of the closed
incubation ;hamber, and as such, reflect the actual concentrations to which
the bacteria were exposed (Barber et al. 1980). These results indicate that
éHZCIZ is a much weaker mutagen in Salmonella than benzo(a)pyrene or 3-(2-
chloroethoxy)-1,2-dichloropropene. Benzo(a)pyrene induces 121,000
revertants/umole in Salmonella (McCann and Ames 1977), and 3-(2-chloroethoxy)-
1,2-dichloropropene, a volatile chloroallyl ether, induces 74,400

revertants/pmole, based on the amount incorporated into the assay and not

accounting for volatilization (Distlerath et al. 1984).

Methylene chloride has exhibited mutagenic activity in two strains of E. coli,

Wu361089 (tyr’) (tested for mutation to tyrosine prototrophy) and K49, a lamda
lysogenic strain (tested for prophage induction). (However, as indicated by
the authors, difference in solubility and volality made it difficult to
estimate the doses and thus to compare these results to the mutagenicity of
other substances [Osterman-Golkar et alj 1983]). CH2612 was not ﬁutagenic in
the B. subtilis rec assay, with or without the addition of a microsomal

enzyme-activating system ‘(Kanada and Uyeta 1978).
CH2C12 was tested for gene conversion, mitotic recombination, and reverse

mutation in two strains of the yeast Saccharomvces cerevisiae without the

addition of exogenous enzymes (Callen et al. 1980, Simmon et al. 1977).
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TABLE 6-1

SUMMARY OF TESTS OF THE GENETIC TOXICITY OF METHYLENE CHLORIDE

System

Results

Positive Negative

Equivocal

Salmonelfa typhimurium

(vapor exposure)

E. coli
tyrosine prototrophy
(in desiccator)

B. subrilis rec assay

- Saccharomyces cerevisige

Drosophila sex-linked

recessive lethal test

Mammalian cell mutation
(V79, cHO, L5178Y
cells)

Mammalian cell transformation
(C3H-10T-1/2,
BALB/C-3T3, F1706 cells)
Syrian hamster embryo
(adenovirus-transformed
foci (vapor exposure))

Unscheduled DNA synthesis

Mammalian cell cytogenetics
Chinese hamster ovary cell
(chromatid gaps, chromatid
breaks) —_—
Sister chromatid exchange
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CH2012 had weak effects on mutation and recombination in one strain and no
effects in the other. Callen et al. (1980) observed a greater than tw§-fold
dose-related response in S;ccha;omxces cerevisise for each of three endpoints,
gene conversion, mitotic recombination, and reverse mutation. :Thése yeast
strains contain endogenous cytochrome P450 and hence are capable of metabolic
activation. The differences in response between the two strains may be
attributable to differént levels of P450 or different experimental conditionms.
Extending the incubation period £from 1 to 4 hours eliminated tbe genotoxic
activity of CHZCI2 in the one positive strain. Since an extended incubation
time usually increases mutagenicity as a result of increasea metabolic

activation, the positive result may have been artifactual. Alternatively, the

longer incubation time may have permitted detoxication and DNA repair.

Two feeding studies and an injection study were conducted with CH Cl2 to

detect sex-linked recessive lethal mutations in Drosophila (Abféhamson and

Valencia 1980, Gocke et al. 1981). CH2012 was negative in the injection study

and in one of the feeding studies, but it was weakly mutagenic at very high
doses in one of the three broods tested in the other feeding study. Several
mammalian cell culture systems have been used to test the mutagenic potential

2772

cells to both 1liquid- and vapor-phase CHZCI2 in a sealed container and

obtained negative results for the induction of 6-thioguanine resistance over

of CH,C1,. Jongen et al. (1981) exposed V79 and Chinese hamster ovary (CHO)

the dose range tested. Thilagar et al. (1984a) reported that CHZCI2 was
negative as a mutagen at the thymidine kinase locus of mouse lymphoma L5178Y

cells.



T
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6.3 Chromosomal Aberrations

Several studies to evaluate the ability of CH2012 to cause chromosomal

aberrations have been performed. Sprague-Dawley rats were exposed to CHZCI2
via - inhalation (Burek et al. 1984) and NMRI mice were exposed
intraperitoneally (Gocke et al. 1981). Chromosomal preparations of bone

marrow cells from the fats showed no increase in specific aberrations or in
the frequency of abnormal cells. Bone marrow smears from the mice were
examined for micronuclei,. and at the two highest dose levels an increaseAin
polychromatic erythrocytes was observed. Since the tesponse was not dose-

related’ and did not double the control value, the results are inconclusive

although suggestive of a positive response.

Sheldon et al. (1987) also evaluated the ability  of CHZCIZ' to induce

micronuclei in mice. Bone marrow samples were taken 24, 36, 48 and 72 hoﬁrs

after oral dbsing with 1250, 2500 or 4000 mg/kg of CHZCI2‘ No significant

increase in the incidence of micronuclei over control values were observed for

any of the test groups (Sheldon et al. 1987).

-Thilagar and Kumaroo (1983) exposed CHO cells in vitro to CH,.Cl. and found a

2772

replicable, dose-related positive response for specific aberrations, number of
aberrations per cell, and total cells with chromdsomal aberrations. A
positive response was also reported for human peripheral lymphocytes and mouse

lymphoma L5178Y cells in culture (Thilagar et al. 1984b).
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6.3.1 Sister Chromatid Exchange

CHZCI2

and without §9 for its ability to induce sister chromatid exchange in vitro,

has been tested at concentrations of 0.5%, 1.0%, 2.0%, 3.0% and 4% with

and it exhibited a weak posi;ivé response in Chinese hamster V79 cells (Jongen
et al. 198l) and CHO cells (McCarroll et al. 1983). At lower doses in CHO
cells (up to approximately 1.5%), the response was not significant (Thilagar

and Kumaroo 1983).

6.3.2 Unscheduled DNA Synthesis

CH2012 has been -reported to be negative as an inducer of unscheduled DNA
synthesis for V79 cells and primary human fibroblasts or lymphocytes with and
without metabolic activation (Jongen et al. 1981, Perocco aﬁd Prodi 1981); it
indiced a 'margisal positivé response” in primary rat hepatocytes (Thilagar et
al. 1984a3). Oral exposure of rats or inhalational exposure of mice and rats
to methylene chloride did not cauﬁe. any unscheduied DNA synthesis in
hepatocytes 1isolated from exposed animals (Trueman and Ashby 1987).

Additional unpublished studies on unscheduled DNA synthesis have been reviewed

in the recent draft EPA documents (EPA 1987a,b).

6.3.3 DNA Alkylation

The potential of CHZCI2 to alkylate DNA in vivo has also been evaluated. DNA

was 1isolated from the liver and salivary tissue of rats and hamsters that had

been exposed to !4CH via inhalation (Schumann et al. 1983). Some labeling

)

of DNA was detected, but it appeared to be associated only with normal bases
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and - nucleosides; no alkylated bases or nucleosides were detected above a
detection _level' of <12 and 1 aikylation per 10® nucleotides for nucleosides
and .bases, respectively. 1Incorporation of lA‘C may have occurred through
normal biogynthetic pathways (one-carbon pool) or by unstaBle adduct
form;tibn. Another study examined the labéling of DNA in mouse and rat liver
and lung tissue and allowed for a distinction between alkylation and labeling
via the one-carbon pool; no evidence for DNA adduct formation was found (Green
et al. 1988). The sensitivity of the assay was reported in éerms of a
covalent binding index (CBI), which is used as a measure of DNA alkylation in
relaéion to dose (Lutz 1979). The minimum detectable CBI was 0.002 for the
liver and 0.01 for the lung for mice. By comparison, the strong aklylating
ageng dimethylnitrosamine has CBIs of 5500 and 500 for mouse liver and lung
DNA,zlrespec;ively (Lutz 1979). CHZCI2 was reported not to bind covalently to

DNA.ffollowing incubation w1th isolated rat hepatocytes (Cunnlngham et al.

1981); however, the limit of detectzon was not known (Slpes 1987).

Green et al, (1986a, 1988) studied the 4in vivo interaction of methylene

chloride and its metabolites with F344 rats and B6C3Fl mouse lung and liver
DNA followlng a three-hour exposure to 4000 ppm !¢C-methylene chloride. The
DNA was isolated from the exposed animals either 6, 12 or 24 hours after the
start of exposure, and was found td contain radicactivity at all time points.

ngher radioactivity levels were obtained in the lung than in the liver, and
levels in the mouse were higher than levels in the rat. The radioactivity
associated with DNA in lung ~and liver tissue following methylene chloride
exﬁosure was compared to that produced by an intravenous dose of I‘C[formafe].
Chromatographic comparison of hydrolyzed DNA indicated that the major

nucleotide peaks were likely to be the result of radioactive incorporation via



the C-1 pool instead of direct alkylation. However, chromatographic analysis
of hydrolyzed DNA from lungs and livers of mice exposed to CH2012 exhibited a
different radioactivity fingerprint and considerably moré radicactive "noise”
than that in animals given !4C[formate]. This study is consistent with other -
genotoxicity studies indicating the mutagenic potential of _CHZCI2 is

relatively weak.

6.4 vNeoglastic Transformation

Purified, food-grade CHZCI2 did not induce neoplastic transformation in
BALB/c-3T3 or C3H-10T-1/2 cells (Siyak 1978, Thilagar et al. 1984a). Reagen?-
grade CHZCIZ, without further purification, was reported to elicit a positive
response for transformation using an F1706 cell line (Price et al. 1978). Thg
authors asserted ;hat, the ﬁositive response for reagent-grade CH2C12 was
presumably due to a contaminant because no'posicive response was elicited whgg
_ the purified sample tﬁat had been negative in the BALB/c-3T3 system was tested
in the F1706 cell 1line. To be respomsible for'transformation of the Fl766
cells, a contaminant of CH2C12 would have to be present in large quantities 6#
be a very potent mutagen (i.e., similar to benzo(i)pyrene). DHS staff members
have been told in telephone convefsﬁtions with chemical supply companies :haé
reagent-grade methylene chloride is 99% to 99.9% pure; the two primary
contaminants .are phosgene and cyclohexene neither of which is a potent
mutagen. It should be noted that since reagent grade CH2C12 is as pure or
~purer than the high volume chemical used primarily in industrial operations,

human exposures are likely to include exposure to any contaminants as well as

CHZC12'



Roghani et al. (1987) demonstrated thac CH2C12 as well as chloroform and
carbon tetrachloride are potent activators ”of protein kinase C. This
phospholipid-dependent kinase has' a pivotal role in the transduction of
various effectors triggering cell activation by polyphosphoinositide turnover

and has been implicated in the tumor-promoting activity of phorbol esters

(Sukla and Albra 1987, Castagna et al. 1982),

6.5 Conclusions

CH2C12 is weakly mutagenic in Salmonella, Saccharomyces, and E. coli using a
variety of endpoints. In contrast, mutagenic activity has not been

definitively demonstrated in mammalian systems. There is evidence that

exposure of mammalian cells to CH2612 in vitro can result in chromosomal

abérrations‘and DNA damage. However, the evidence for DNA adduct formation in

mammalian tissues is scant. 1In summary, methylene chloride is-a mutagen in’

prokaryotes (Salmonella; E._coli) and lower eukaryotes (yeast). 1In mammalian

cells, CH2C12 exhibits clastogenic (chromosome damaging) activity. Thus,

methylene chloride should be classified as genotoxic.
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7.0 CARCINOGENICITY
7.1 Introduction

This chapter reviews the epidemiological and experimental evaluations of the
carcinogenicity of CHZCIZ' Two cohorts of workers exposed to CH2C12 have been
Studied, and several studies of rodents exposed orally or via inhalation have

been reported. The animal studies are summarized in this section and

discussed in greater detail in Appendices B and C.

7.2 Egidemiological Studies

7.2.1 Kodak_ Employees Friedlander and colleagues . studied male workers.
employed by the Eastman Kodak Company at its filﬁ-making opefation in
Rochester, Ney York, where CH2012 was used as the ﬁrimary solvent (Friedlander
et al. 1978; Hearne and Friedlander 1981, Friedlander et al..1985 [a report
issued by the Eastman Kodak Company] , Friedlandef et al. 1986 [a presentation
at a .to¥icology forum], Heafne .et al. 1987). In#ustrial hygiene surveys
conducted there. had found airborne 1levels of methylene chloriae in the
workroom ranging, in general, from 30 to 100 ppm. As control groups, fhe
researchers considered (1) males in New York State not including New York Cicy
(this area was called "upstate New York" although it includes "downstate"
areas such as Nassau and Suffolk Counties on Long Island) and (2) other males
employed by Kodak in Rochester. - Questionnaire data indicated that the
Prevalence tobacco use in the exposed cohort was about as extensive as in the

control groups; however, the investigators did not note whether other relevant



variables, such as average duration of cigarette smoking and the number of

cigarettes smoked per day, were similar (Hearne et al. 1987).

The major findings are contained in the papers of Friedlander et al.-(1985)
-and Hearne et al. (1987), both of which are described below. In both reports,
the investigators employed two tests to determine whether observed-expected
differences were statistically significant: (1) a one-tailed test of
significance;_at p<0.05 for outcomes that the investigators hypothesized might
be associated with methylene chloride (such as lung and liver cancer and
ischemic heart disease) and (2) a two-tailed test of significance at p=<0.01

for nonhypothesized outcomes (including pancreatic cancer).

The 1985 report from Friedlander and colleagues noted that overall,
signifigantly fewer deaths occurred during the follow-up period.(January 1964
thru Decembgr 1984) than expected based on the New York State data (165 Qs.
231.1) (Friedlander et al. 1985). However, the numbef of deaths among exposed
workers was similar to that of the other Kodak employees (165 vs. 167.0).
Thirty-nine deaths £from maligﬁant neoplasms were observed in the exposed
cohort compared to 54.7 expected based on the New York State data or 43.2
expected on the basis of the data from other Kodak employees. The follow-up
rate for this ‘report was 94% for the exposed cohort (N=751). The above
findings are consistent with the "healthy worker effect,” in which working

populations tend to experience lower mortality tham the general population.

Using the statistical tests employed by the investigators, no czncer site
'displayed a significantly elevated death rate. Nevertheless, eight deaths

from pancreatic cancer were observed compared to 3.0 expected based on the New
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York data or 2.6 based on the other employees’ data. Although this finding
Was not considered significant based on the two-tailed test described above,

4n exact one-sided Poisson test using the other Kodak employees as the COntrol
group yields a p- value of 0.0053 and suggests a possible relatlonshlp between
exposure to CH2C12 andtpancreatlc cancer mortality. Somewhat smaller-than-
expected death rates were observed for certain tumor sites, including the

colon, and the- genital and urinary organs; these observations did not reach

statistical significance.

In the subset of the cohort which had been exposed for a minimum of 26 years
by 1964 (N=252), fewer cancer deaths were observed than expected when eompared
to the New York State data (23 wvs. 33.8) or to the data from other Kodak
employees (23 vs. 27.0). a slight excess of deaths from pancreatic neoplasms

was , observed here (4 compared to 1.9 or 1.6 expected). Nope o# these

differences were statistically significant.

“This report noted that the study had insufficient power to address mortallty

from rare disorders such as liver or male breast cancer. Assuming comparable
smoking characteristics, the study had 97% power to detect a relative rlsk of
2.0 for lung cancer in the entire exposed cohort and 85% power in the 252 -man
subset with the upstate New York controls. With the Kodak employee concrols,
the corresponding power figures were 91% and 74%. To detect a relative risk

of 1.5, the power figures were 62% or 41% with the upstate New York controls

and 50% or 33% with the Kodak employee controls).

In the most recent report (Hearne et al. 1987), the investigators presented

estimates of exposure and expanded the exposed cohort teo 1,013 men who had at
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.least one year of experience in the methylene chloride operation between
January 1964 and December 1970. The 1985 report analysed,approximafely 14,000
person-years of follow-up in the exposed cohort; this 1987 report presented
data from 19,465 person-yeafs, with a follow-up rate of 99%- for the exposed
cohort. Again, compared to either ;%ncrol group, no statistigally significant
difference was found between observed and expected deaths for respiratory or
hepatic cancer mortality, based on a one-sided test, p<0.05. Among the
nonhypothesized outcomes, workers exposed to CH2C12 still experienced more
than a two-fold greéter rate of mortality from pancreatic éancer (8 observed .
vs. 3.2 or 3.1 expected [New York State or Kodak controls]). The SMR for this
site was 2.5 with 95% confidence limits of 1.1 to 4.9. DHS staff calculations
indicate an exact one-sided Poisson test using the New York State data as a
control yields a p-value of 0.017. Thus, the results still suggest a possible
rglationship between exposure to CH2C12 énd pancre;cic caﬁcer mortality. The
nﬁmber of deaths remained somewhat smaller than expected for certain
malignancies; including those of the large intestine (2 observed vs. 8.0 or
6.9 expected) and the genitourinary organs (3 observed vs. 8.0 or 7.6
expected). Overall cancer mortality in the exposed cohort was still low (41
observed vs. 59.3 or 52.7 expected). None of these differences was

statistically significant at the 1% level (p>0.01) based on a two-tailed test.

Exposure estimates were based on over 1200 area and task-specific air samples
collected between 1945 and 1985 and more than 900 full-shift personal samples
collected between 1980 and 1986. Longstanding job progression patterns
facilitated estimation of career methylene chloride exposure. The bulk of the
cohort was exposed to eight-hour time-weighted average (TWA) CHZCl2

concentrations averaging 10-100 ppm. Over 150 members of the cohort were
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eéxposed to peak concentrations of 10,000 ppm an average of three times per
day, 190 days per year. The majority of the cohort was exposed to peak
concentrations of 500 PpPm, an average of three times per day, 10 or 40 days
Per year (depending on occupational classiflcatlon) Other solvents,
including 1,2- -dichloropropane and '1,2-dichloroethane. were present at lower
levels in the workroom The sampling results, in combination with information
on the amount of tzme each employee spent in each™ job, were used to develop a
career exposure index in pPpm-years. For the analysis, nine subgroups were
created corresponding to three categories each of exposure (<350 350-749 and
>750 ppm-years) and latency, the time between initial eéxposure and the end of
follow-up (<20, 20-29 and >30 years) ‘Each person-year of qbservatlon for
each worker was assigned to one of the nine cells - (subgroups) The
researchers found no evidence of a dose- response relatlonshlp according to
career exposure, latency or both indexes for any of the hypotheslzed outcomes

©T total cancer mortality.

Hearne and colleagues also compared their observations of lung and liver
cancer wmortality with risk estimates based on the NTP (1986) animal bioassay.

They estimated excess risk for the three career exposure categorles using a
unit risk estimate (O 014 for lifetime exposure to 1 ppm CHZCIZ) derived from
the EPA (1985b) risk assessment. They then presented an animal-based

prediction of cancer mortality for lung and liver (36.3, an excess of 14.5

- over the New York State control rate) and noted that the observed 14 cases

(all lung cancer) were 51gn1ficant1y lower than the animal- based predictions.

The investigators concluded that the projections based on animal data were

"clearly inconsistent® with their observations (Hearne et al. '1987). Using

data provided by Friedlander (personal communication), DHS staff members
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concur with other researchers in finding such a conclusion is not warranted

{Mirer et al., 1988, Tollefson et Ql., 1988). (See Appendix D).

Dr. Hearne has reported (November 1988) to ﬁHS staff that pr;iiminary findings
of an update of mortality results in the Kodak cohort for an additional three
years (through 1987) are consistent with the earlier data indicating fewer
total cancer deaths than eipected among exposed workers. Furthermore, there

was no increase in pancreatic cancer deaths in the update, however, in these

three years, 0.6 pancreatic cancer deaths were expected.

7.2.2 ggglgxggg;ggf;_Eigg;_gggggggign_glégg. In a series of reports, Ott and
colleagues (Ott et #1. 1983a-e) evaluated the health of employees working at a
fiber production plant in Rock Hill, South Carolina, where CH2012 was used as
part of a solvent system. Workers in this plant were exposed to a mixture of
methylene chloride and methanol from one process and to acetone from a second
process. Median 8-hr TWA CHZCI2 concentrations in the plant’s two main work
areas were 140 ana 475 ppm. Health evalﬁations of these employees were
compared to those of employees at a similar fiber production plané in Narrows,
Virginia, wﬁere only acetone was used. One of the reports (Ott et al. 1983b)

2772

Smoking habits were not considered in the analyses, although age was

evaluated whether exposure to CH,Cl, was associated with cancer deaths.

controlled. for.

The target population was production and service employees who had worked for
at least three months in the preparation or extrusion areas of either plant
between January 1, 1954, and December 31, 1976. Mortality experience within

the two cohorts was followed through June 1977. Few nonwhites wer: in either
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cohort, so many of the analyses were restricted to the whites. The cohorts

were characterized as follows:

COHORT | YEAR OF FIRST EXPOSURE! | YEARS OF EXPOSURE!

. | 1954-59 1960-69 1970-76 | <1 1-4 . 5-9° 310
Exposed (N=1271) | 45% 31s 2% | 17% 398 g6 28%
Unexposed (N=948) | 36% 382 26% | 15% 323 l4s 39%

..............................................................................

Compared with United States death rates, no excess mortalicy from any cause in
either cohort was evident. a slight deficit in the observed deaths from
cancer was noted among exposed white workers (7 observed vs. 12 A expected).

The cancer mortality experience of the methylene chloride-exposed workers was
not significantly different from that of the reference cohort. One death from
pancreatlc cancer was reported in the exposed cohort. Of the seven cancer

deaths in the reference cohort, one was from pancreatic cancer (Bond 1988).

ScEtistically significant risk ratios (RRs) for mortality from all causes
(RR=2.2), circulatory diseases (RR=2.2), and external causes (including
accidents and suicides, RR=2.5) were found among white men when comparing the

two cohorts.

This study. is of somewhat limited usefulness for evaluating the association
between exposure to methyleneschloride and cancer mortality. It had limited
power to detect increases in malignancy rates in the exposed cohort. In that
cohort, only 54 deaths, of which 7 were from cancer, were reported. There
were no deaths observed among the 108 nonwhite women in the study. 1In
addition, the follow- -up period was probably insufficient for any carcinogenic

effects from CH2C12 éxposures to be manifested.

7-7



7.2.3 Conclusions Based on Epidemiological Studies

International Agency for Research on Cancer (1986) has concluded that no
excess rtisk of death from malignancies was observed in these-epidemiologicqi
studies, but noted that the studies had a limited power to detect excess risk.
To date, epidemiological studies on methylene chloride do not provide

sufficient evidence either to prove or disprove human carcinogencity.

7.3 Summary of Chronic Toxicity/Oncogenicity Studies in Rodents

The effects of long-term (2-year) exposure to methylene chloride by inhalation
have been studie& in rats, mice, and Syrian hamsters, and by ingestion of
drinking water in rats and mice. These ;tudies are evaluated in detail in
Appendix B, and the results are summarized in this'section. In Appendix C,

the biological relevance of the exposure-related neoplasms is discussed.

There have been five long-term rodent bioassays examining the effects of
inhaling CHZCIZ: two using an outbred stock of Spartan/Sprague-Dawley (SD)
rats (Burek et al. 1984, EPA 1985a, Nitschke et al. 1988a), ome with inbred
Fischer 344 (F344) fats (NTP 1986), one using hybrid B6C3Fl mice (NTP 1986),
and one with Ela:Eng (Syr) Syrian hamsters (Burek et al. 1984). The NTP
(1986) scudie# ha;e also been pﬁblisbed by Mennea; et al. 1988. Bioassays
exposing animals orally to 'CH2612 in drinking water were conducted in F344
rats and B6C3Fl mice (Serota et al. 1986a; 1986b). Tﬂe ?xperimental designs
of these bioassays and the results obtained are summarized in Tébie 7-1. The
NTP also conducted a bioassay in which CH,Cl, was administered by gavage in

2772

7-8



6=L

("

R R R R R

' A
' ' o

iy

TABLE 7-1

SUMMARY OF CHRONIC TOXICITY/ONCOGERICITY STUDIES OF HETHYLENE CHLORIDE IN RODENTS

MRS ELA RS LR LR R D RN R e N LR

No. in Route of Duration of Exposure
Species/Strain Sex Group Exposure  Exposure Levels Results | Reference
Rat/Sparten M. F 129 (95 Inhala- & hr/day, 0, 500, Neoplasms: Sarcomes of the salivary gland Burek et sl.
Sprague Douley chronic; tion 5 day/wk, 1,500, region in males. Increase in benign 1984, EPA
34 interim for 2 yr 3,500 ppm mamnary tumors per tumor-bearing rat 1985a (Dow
sac, & (both sexes). 1980)
ancillary onneoplastic (e $: MHepatocellutar vacuo-
studies) lization in males and femates,
Multinucleated hepatocytes in females;
increased nurber of foci and areas of hepa-
tocellular alteration in high dose females.
Hamster/ M,F 107-109 Inhala- & hr/day, 0, 500, No exposure-relsted neoplasms or Burek et o,
Ela:Eng (Syr) (95 chron- tion 5 day/wk, 1,500, nonneoplastic teslons, 1984, EPA
‘ - ic; rest for 2yr 3,500 ppm 19858 (Dow
for inte- : o 1980) *
rim sac. &
ancillary
studies)
Rat/Spartan M, F 90 (70 Inhals- 6 hr/day, 0, 50, Neoplasms: Some incresse in benign EPA 1985a
Sprague Dawley chron‘i:c) tion 5 day/uk, l’(ll)é 500 mammiry tumors in tumor-bearing females_. (Dow 1982)
500/0 :25F for 20 ppm Nonneoplastic tesions: Hepatocelluler vacuo-  (Nitschke et
O/SOGC:ZSF (males) lization end multinucleated hepatocytes in al. 1988a)
or 24 females.
(females)
months
liat/ﬂ“ MF 85 c1° and Oral/ 7 day/wk, 0, Sy, 50, Meoplasms: The EPA's Carcinogen Assessment Serota
' treated; drinking for 2 yr; !256 250  Group reported borderline increase in liver (et al,
S0 (:2a end water recovery mkd tunors (combined neoplastic nodule and hepato- 19848)
25 high group- - cellular carcinomas) in females. Serota
dose reco- 78-wk et al. considered this response not signifi-
very group treatment cant because incidence was within the
& 2- Wk 'laboratory's historical controt range.
recovery Honneoplastic lesions: Hepatocellular fatty

change and foci of cellular alteration in males

and females.
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TABLE 7-1 (continued)

No. in Route of Duration of Exposure
Species/Strain Sex Group Exposure Exposure Levels Results Reference
Mouse/B4C3F1 M Cl1:60 Oral/ 7 day/wk 0,60,125, Heoplasmg: Increased incidence of liver Serota
" €2:65 drinking for 2 yr 185,250 tumors (combined hepatocetiular adenoma end et of.
60 mkd :200 water wkd carcinoma) in males at 125 and 185 mkd and (1986b)
125 » ;100 . borderline increase at 250 mkd compared to
185 » :100 conbined control groups.
250 » 3125 . Honneoplpstic tesions: Hepatocellular fatty
F 50/group ) changa in high dose males and females.
Rat/F344 N,F 50 inhala- 6 hr/day, 0, 1,000, Mecoplasms: Treatment-related increase in NIP 1986
tion 's day/wk, 2,000, benign manmary tumors (fibrosdenoma, adenoma, (Mennear
' for 102 wk 4,000 ppm or fibroma in males; fibroadenoma or adenoms et al,
in females). ) 1988)
Yonneoptastic lesions: Treatment - but not
dose - related increase In hepatocytomegaly,
cytoplasmic vacuolization, hemosiderosis,and
bile duct fibrosis in both sexes.
Mouse/B6CIF1 H,F 50 Inhala- & hr/day, 0, 2,000, MNeoplasms: ODose-related increase in inci- NIP 1986
tion S day/wk, 4,000 ppm dence and multiplicity of alveolar- (Mennear
for 102 wk bronchiolar lung tumors (adenoma and carci- et ol.

noma) in both sexes. Elevated Incidence and 1988) -
sultiplicity of liver tumors Chepatocellular
carcinoma or combined hepatocellular adenoma
and carcinoma) in high dose males. Dose-
related increase in incidence of hepatocellular
adenoma and carcinoma and in multiplicity of
liver tumors in females.

Nonncoplastic lesfons: Liver cytologic
degeneration in both sexcs. Atrophic and
degenerative lesions in reproductive organs
considered secondary to severe lung and liver
cancer.

aCl = control 1 group; €2 = control 2 group.

_mkd = mg/kg/day.

“agditivnal groups: 50070 = 500 ppe for 12 months, air for 32 months; 0/500 = no exposure to meibylenc chioride for 12 months,
then 500 pran for 12 months, it



c¢orn oil to F344 rats and B6C3F1 mice. On July 23, 1983, the NTP announced
that the results of these bioassays would not be published in final form. The
NTP’'s decision was "based on some recently discoverqd significant
discrepancies in experimental data that comprémise a clear interpretation®
(Fed. Reg. 1983). The NTP did notyéiﬁe this study in its technicalAfepsrt
(NTP 1986) when summarizing the"results of two-year studies on CH2C12,
however, “it is expected that NTP will release the final results without a

statistical evaluation.

7.3.1 Rats 1In the Dow (1980) study, male and female Sprague-Dawley rats were
exposed to CHZCIZ by inhalation for two years (EPA 1985a, Burek et al- 1984)
(For concentrations of CH2C12 used exposure durations, and other details of

this and the other studies dlscussed, see Table 7-1.) The most notable

increase in tumor incidence was in sarcomas in the salivary gland reglon of

male rats, These tumors d1d not appear to arise from the salivary gland

itself but were thought to involve the salivary gland.

Control and exposed female rats all had a high incidence (above 80%) of benign
mammary tumors. However, female rats exhlblced a dose-related increase in the
number of benign mammary tumers per tumor- -bearing anlmal The proportion of
male rats with Jdammary <umors increased somewhat at the highest exposure
level, but the increase was not statistically significant. (For a more
detailed description of the numbers and types of tumors found at various doses

for this and the other studies discussed, see Appendix B).

~ In another 2-year inhalation study of CH2C12 (Dow 1982, Nitschke et al. 1988a)

using male and female Sprague-Dawley rats, a slight increase in the number of
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tumor-bearing female rats was observed (EPA 1985a). No other significant
effect on tumor incidence was noted. However, the doses were con§iderably

lower than in the first study.

In an NTP inhalation study (NTP 1986, Mennear et al. 1988), Fischér 344 rats
of both sexes were exposed to CH2012 for 2 years and exhibited a dose-related
increase in the number of animals with benign mammary tumors (5oth sexes),
which was statistically significant by life ta?le tests (p<0.001) and azso by

-

incidental tumor tests in females (p<0.001).

A study in which CH2012 was administered to F344 rats in drinking water for 2
years was conducted by the Natiomal Coffee Asso;iation (Serota et al. 1986a).
Male rats showed no treatmenﬁ-related tumor response. .There was an increase
in 1liver tgmors' in female rats éompared to concurrent controls (p<0.05),

particularly for the 50 and 250 mg/kg groups. However, the increase was not

significant when compared to historical controls. .

7.3.2 Mice Male and female B6C3Fl mice were exposed to CH2C12 by inhalation
for 2 years (NTP 1986, Mennear et al. 1988). Both sexe§ of mice had
statistically significant, doSe-;elated increases 1in the 1incidence and
multiplicity of adenomas (p<0.00l) and carcinomas (p<0.00i) of the lung.
However, concurrent controls had 1lower incidences of such tumors than
historical controls. Male mice had an elevated incidence of hepatocellular
adenomas (p<0705) and carcinomas of the liver at the high dose (p=0.02), while
females had dose-related increases of both hépatocellular’adenomas (p<0.001)

and carcinomas (p<0.001) of the liver.
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B6C3Fl mice were also exposed to CH2012 in their dfinking water for 2 y;ars in
the National Coffee Associatlon study (Serota et al. 1986b). No treatment-
related effect on tumor incidence was seen in female mice. Male mice had a’
slight increase in hepatig tumors of borderline statistical significance.
However, the incidences fell within the range of historical controls.
Compared to the rats exposed in a similar study (Serota et. al. 1986a), mice

appear to be as sensitive or less sensitive to the effects of CH, C1

2 "2

7.3.3 Hamsters An inhalation study in which Syrian golden hamsters were

exposed to CH2C12 for 2 years was conducted by Dow (EPA 1985a, Burek et al.

1984). - No exposure-related tumors were reported.

7.3.4 Conclusions The: strongest evidence for the carcinogenicity of CH,Cl

2772
to rodents was provided by the NTP inhalation bioassays. Under the conditions

of the study, benign mammary tumors were 1nduced in F34A .rats, and the female

rats exhibited a2 dose-related response (p<0.001). Further evidence of
exposure-related Qammary tﬁmorigenesis in female rats was provided by a dosef
relatéd increase in the number of benign mammary tumors per‘tumor-bearing.rat
in the Dow (1980) inhalation study, although the High spontaneous incidence of
mammary tumors in éontrol SD females obscured any dose-related response in the

incidence, i.e., in the number of tumor-bearing animals.

Subcutaneous sarcomas of the ventral cervical-salivary gland region occurred
in male SD rats exposed by 1nhalat10n to 1,500 and 3,500 ppm of CHZCl2 but not
in F344 rats exposed to 1,000, 2,000, and 4,000 ppm. In the Dow and the NTP
studies, there was evidence that the rats had been infected by

sialodacryoadenitis virus and rat-coronavirus based on clinical signs in SD
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rats (Burek et al. 1984) and serological results in F344 rats (NTP 1986,
Mennear et al. 1988). Burek et al. (1984) suggested that the combination of
this wviral infection and exposure to high concentrations of CH2012 may have
been associated with thé»cumor.response in SD rats in the Dow‘étudy. However,
F344 rats equse& to-higher CH2C12 concentrations and the same viral agent
did not develop similar fumors in the salivary gland region.

In B6C3Fl1 mice, exposure to CH,Cl, by inhalation (NTP 1986, Mennear et al.

. 2772
1988) was associated with an increased incidence and multiplicity of alveolar
and bronchiolar tumors: (adenoma and carcinoma) in the lungs pf both sexes.
The 1incidence and muitiplicity of liver tumors were also increased in both
sexes. Male mice had aﬁ increased incidence of hepatocellular carcinomas and
of adenomas or carcinomgs (combined) at the high exposure level, while female
mice had dose-related increases in hepatocellular adenoma.and hepatocellular

carcinoma. The survival in both male and. female high dose groups was

significantly (p<0.001, trend test) decreased as compared to controls.

Treatment-related increases. in the combined incidence of liver tumors,
hepatocellular adenomas, and carcinomas occurred in B6C3Fl mice exposed orally
(via drinking water) to lower doses (125 and 185 mg/kg/day) of CHZCI2 but were

not significant in the highest (250 mg/kg/day) exposure group.



8.0 RISK ASSESSMENT

8.1 Introduction

Qualitative evaluation of the carcinogenicity of an agent is an essential part
of the assessment of the hazard posed by that agent. However, to quantify
human risk, the observed animal cancer response mﬁst be extrépolated from high
to low doses and, in some cases, from rodents to huméns.' Such egtrapolatiéns

commonly involve the use of mathematical dose-response models.

Several different cancer dose-response models are discussed in this section.
To demonstrate how different extrapolation models will affect low-dose risk,
the risks from ambient exposures are calculated using both mechanistic and
distribution models. Additionally, the Andersen et al. (1987) physiologically‘
based pharmacokinetic (PBPK) model is used to estimate the delivered dose of
CH2C12 to the mouse lung. The cancer risk is then estimated for humans using

this calculated delivered dosage.

8.2 Mathematical Models

This section will briefly discuss some of the dose-response models used for
low-dose extrapolation. A more detailed mathematical description of the

different forms of the multistage models can be found in Appendix C.

8.2.1 Multistage Models Most mathematical models of multistage

carcinogenesis are simplifications of the original time-dependent model.

8-1



developed by Armitage and Doll (1954; See Appendix C). More rgcently,
Moolgavkar and Venzon (1979) suggested a generalized two-stage form of this
model, which Thorslund et al. (1987) subsequently simplified to a time-
independent form and modified to a dose-dependent form by incorporating the
effect of environmental agents on cell transition rates and first-stage
proliferation rates. These two-stage models are discussed in Appendix C.

8.2.1.1 Linearized multistage model (Global 82)

Guess and Crump (1977) generalized the multistage model as a time-independent
form with a less restrictive polynomial form. This form of the multistage

model is described in Appendix C.

8.2.1.2 Time-to-tumor model (WEIBULL 82) This model was originally intended

to estimate the cancer risk when.thé death raté due to the agent is dependent
on the exposure level and independent of the tumor of concern. Under this
model the estimation of the tumor incidence requires the specification of
whether the tumor caused death or was only found incidentally at necropsy.
Few veterinary pathologists have reported this distinction. However, the
model can be used for a modified lifetable analysis of the tumor rate when the
agent of concern does mot induce lethal tumors with very short latency
periods. The Weibull 82 model‘is used to correct for mortality which does not
have as its underlying cause the tumor(s) of concern. A mathematical

description of the model is provided in Appendix C.

8.2.2 Other Mathematical Models A number of alternatives to the multistage

model have been suggested as being potentially useful for estimating low-dose
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cancer risk. Among them are the probit, logit, Weibull, and .gamma multihit
models. The computer program RISK 81 was used to estimate the parameters in
these models (Kovar and Krewski 1981). Whittemore (1978) and Whittemore and
Keller (1978) note that the un&erlying biological basis of each of these
models is inconsistent with our present understanding of carcinogenesis. Even
so, these models are useful in representing the potential range of estimates
that mighe resulﬁ Aue to the.selection of a particular parametric form. It
has been shown (Crump et al. 1976) that if background tumor rates are caused -
by factors that are dose-additive with the cafcinogenic agent, low-level‘
linearicy is rapidly achieved as exposures are decreased from the high levels
used 1in animal bioassays. 1In this case, the farametfic form of the model has

only a limited effect on low-dose risk estimates.

8.3 Estimates of Cancer_Risk Based Upon Animal Bioassay Data

The. tumor types used t§ obtain risk éstimates were judged to be both
biologically relevant and sigﬁ;ficaﬁtly different statistically from controls.
Biological relevance was defined as a malignant tumor or a benign tumor with a
reasonable chance of progressing to a malignant form. Statistical
significance was measured by a Cochran-Armitage trend test that had a "p"
value of 1less than 0.05 associated with it. The following tumor types met

both of these criteria:

o Sarcomas of the cervical-salivary gland region in Sprague-Dawley male
rats (Table B-1, Dow, 1980 inhalation study, reported by Burek et‘al.

1984),
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o Alveolar and/or bronchiolar neoplasms of the lung in B6C3Fl male and
female mice (Table B-9, NTP, 1986 inhalation study; Mennear et al.

1988), and

o Hepatocellular adenomas or carcinomas in female B6C3Fl mice (Table B-
10, NTP, 1986 inhalation study, Mennear et al. 1988).
The tumor dose-response data that are used to estimate risk are shown in

" Tables B-1, B-9, B-10, and B-12 and are summarized in Table 8-1.

8.3.1 Linearized-Multistage (L-M), 95% Upper-Bound Estimates for All

Significant Data Sets

* -
Standard unit .risk estimates (ql in units ppb 1) were obtained for these
endpdints using the (L-M) 95% upper-bound approach as discussed in Appen&ix C.

These results are shown in Table 8-1.

The lung tumors in mice are used as a basis for a more detailed, quantitative,

risk-modeling effort. The rationale for this is:
o The lung is the organ of direct contact for inhalation exposures.
o The tumor data indicate a strong increasing response with dose (p =

0.001 by Cochran-Armitage trend test) and are consistent with the

multistage models.



TABLE 8-1

TUMOR DOSE-RESPONSE DATA USED TO ESTIMATE RISK TO RODENTS

Alveolar and/or Bronchiolar Adenomas Hepatocellular

Sarcomas of the or Carcinomas in B6C3Fl Mice Adenomas or
Cervical/Salivary  --eececcccccccmaaaananaaaaa.. Carcinomas in
Exposure Level Gland Region ip SD B6C3F1 Female
(ppm CHZCIZ) Male Rats Male Female Mice®
0 1/93 5/50d 3/50 3/50
-500 0/94 : .- - -
1,500 5/91 -- -- --
2,000 -- 27/50 30/48 ' 16/48
3,500 11/88 -- -- .-
4,000 -- 40/50 41/48 . 40/48
95% upper bound® :
linear term
qy in ppb’’ 2 x 107/ 3 x 1076 3x10°¢ 9 x 1077

i
S Animals w

A 0O

L]

ere exposed 6 hours per day, 5 days per week.

Dow 1980 inhalation study. '

NTP 1986 inhalation study, Mennear et al. 1988

No exposure group included at this level.

Lifetime excess risk for continous exposure. Adjusted for experimental conditions.

NOTE: All Cochran-Armitage trend tests are significant at p<0.00l level. All
Fisher exact tests are significant at p<0.001 level except control versus
500 and 1,500 ppm in Dow study, which were not significant, i.e., p>0.05.
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o The response is consistent between sexes.
o The largest 95% upper-bound linear coefficient (ql) for the four data

sets considered is associated with the lung tumor response in female

mice.

8.3.2 Risk Estimates Based on Lung Tumors and Various Forms of the Multistage

Model .
A statistically significant, monotonically increasing dose-response

relationship was obtained for both sexes of B6C3Fl mice in the NTP (1986)
study (see Tables B-Q.and B-10). The lung tumor response to be used in this
analysis is alveolar and/or bronchiolar adenomas and carcinomas, since these
stages of lung tumors are thought to bg part of the same etiologic entity.

Stimulation of cell proliferation is believed to be a possible mechanism of
tumor induction. However, a model based on this mechanism was rejected for
both sexes in this case since the observed data did not exhibit sufficient
curvature to be consistent with the hypothesis of preneoplastic cell

proliferation.

Other two-stage models based on mechanistic descriptions of tumorigenesié
adequately fit the data for both sexes. An exact fit is always obtained under
certain conditions described in Appendix C. An exact fit was obtained for
“the 1lung tumor data sets from both male and female mice. As a result, the
two-stage, different transition rate model (Equation 3, Appendix C) and the

standard multistage model (Equation 7, Appendix C) give identical results.
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However, a goodness-of-fié test is meaningless since the number of parameters
estimated is equal to the number of exposure groups. The more rest;icted
model, with identical transition rates, is also consistent with the observed
data based on the chi-square goodness-of-fit test (p>0.1). The risks obtained
from the Garious forms of the models are summarized in Tablé 8-2. The
‘estimates obtained from the two-stage models are relatively consistent. The
largest risk is associated with female mice .using the upper-bound time-
dependent multistage model with all tumors regarded as "incidental."™ This
analysis uses the term "incidental" tumors for all tumors found at necropsy,
including those discovered at terminal sacrifice. This terminology is used to
distinguish between the "fatal” tumor analysis which excludes tumors found at
terminal sacrifice. Using the female mice tumor data, the maximum likelihood
estimates of risk and tﬁe 95% upper bounds are compared f&r the various models

in the next section.

8.3.3 Cdmgarison of Various Risk Models Using Female Mouse Lung Tumors.

-

The muitistage time-dependent and time-independent models can be compared to a
number of alternative models that have 5een used in risk assessment (Table §-
3. The risk values in Table 8-3 assume that human and animals exposed to
equal doses of a carcinogen on a mg per surface area basis, for an equivalent
proportion of a lifetime will encounter the same degree of risk. This is the
surface area conversion for virtually completely absorbed gases. The basis
for this conversion and methodology are shown in Appendix F. Since the
observed background rates are not equal to zero, the various models give very

comparable results as shown in Table 8-3. This is indicated by the ratio of

8-7



TABLE 8-2

MAXTMUM LIKELTHOOD ESTIMATES OF RISK FOR MICE BASED ON VARIOUS FORMS
OF THE MULTISTAGE MODEL AND LUNG ALVEOLAR AND/OR BRONCHIOLAR
ADENOMAS OR CARCINOMAS IN B6C3F1 MICE

Mathematical Model

Biological Hypothesis

Lifetime Excess Risk from
Exposure Under Experimental

Conditions to 1 ppb CH2012a

Male Female

Two-stage, dose-dependent,
preneoplastic cell pro-
liferation

Two-stage, dose-dependent,
different transition
rates

Two-stage, dose-dependent,
identical transition
rates

(L-M) GLOBAL 82

Multistage time-to-tumor
WEIBULLS2
(incidental tumors)

Mitogenic stimulation
of preneoplastic
cells

Genotoxic at two
different loci

Genotoxic at same
locus on homologous
chromosomes

Exposure additive with
other factors causing
background rates

Multiple linear
unspecified events

Model rejected based on chi-
square goodness-of-fit

_ test, p<.01
2 x 1078 3 x 1076
9 x 107/ 9 x 107’
2 x 1078 3 x 1078
2 x 1073 1x 108

qLinear term multiplied by age function evaluated at 104 weeks and the values were
aijusted for continuous exposure.



—~ TABLE 8-3

COMPARISON OF HUMAN RISKS OBTAINED USING DIFFERENT MODELS
ASSUMING CONSTANT LIFETIME INHALATION EXPOSURE

. a,b
*TO 1 ppb CHZCI2

(Risk from CHZCI2 Minus Background Tumor Rate)

" Excess Risk from Continuous Exposure to 1 ppb

in Air
' Maximum Likelihood 95% Upper

Model Used . Estimate Confidence Limit
Multistage (Global 82) i} 7 x 10°° 9 x 1075
Time-dependent multistage - ‘

I assuming all tumors are

g incidental (Weibull 82) 4 x 1078 10 x 1075
Probit ' 4 x 1078 8 x 1078
Logit 3 x 1078 7 x 1078
Weibull 7x 1077 2 x 1077
Gamma multihit 4 x 1078 7% 1078

aCrump multistage Global 82, Weibull 82, and Risk 81 (with additive

background), surface area corrected for conversion from animals to humans.

1-’Based on female B6C3FL mice with alveolar and/or bronchiolar adenomas or
carcinomas of the lung observed in the NTP (NTP 1986, Mennear et al. 1988)

- inhalation bioassay.
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the highest to the lowest value is only about a factor of two for the 95%

upper-bound estimates.

Dose-additive forms for logit, probit, Weibull and gamma multihit models were
used for the comparison. If a iajor portion of the béckground tumor rates
were 1induced by a mecﬁanism different from that of CHZClz, the dose-additive
assumption would not be valid. ©Under the alternative assumption of

independence, much greater variability in risk estimates would be expected.

8.4 Postulated Mechanisms of Action for Observed Tumor Responses Induced

by Methylene Chloride

Several of the carcinogenicity studies of CH2C12 using both rats and mice
yielded 'significantly increased incidences of tumors in organs of species and
strains that have been reported;:to have relatively high.spontﬁnecus tumor
incidences (Tarone et al. 1981). afhese included mammary tumors in 334@ and
Sprague-Dawley rats following inhalation exposure, liver tumors in B6C3Flvmale
mice exposed via ingestion and inhalation, and liver tumors in B6C3Fl female

mice exposed via inhalation (see Table 7-1 in Chapter 7).

The mechanism of formation for ﬁumors wity high spontaneous inéidence is
controversial. Some authors have associated the increased incidence rates for
these tumors with exposure to chemicals that have nongenotoxic mechanisms,
i.e., do not interact directly withbDNA. However, this does not imply that
these tumors cannot aiso be caused by known genotoxic substances. Several

potential nongenotoxic and genotoxic mechanisms might account for an increased

rate of tumor formation specifically for the B6C3Fl mouse liver tumor.
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The role of cell proliferation in tumofigénesis is not fully understood. It
has been suggested that since the total number bf spontaneous mutatioﬁs in a
tissue is proportional to the total number of mitotic divisions (Knudson
1985), cell proliferation results in mére Qutatioﬁs, and in turn may yield

more tumors.

The NTP (NTP 1986, Menn;ar et al. 1988)'stﬁdy in which B6C3Fl mice were
exposed chronically to CH2C12 | via inhalation revealed that hepatic
"cytological degeneration" occurred as a result of treatment in both male and
female mice. This lesion was not déscribed further in the report and the NTP
provided no dose-response information. Hepatocellular toxicity can be
followed by regenerative hyperplasia, a common response when a tigsue attempts

to replace damaged cells by increasing the cell proliferation rates of the

' ﬁndamaged cells. Thus, CH2C12 could induce mouse liver tumor formation simpiy

by  stimulating cell proliferation in that organ in response to cytotoxicity.
However, there are no experimental studies using CHZCI2 that can be used to

specifically document regenefative hyperplasia resulting in tumor formation.

Chemicals that are cytotoxic, i.e., that cause cell death and stimulate
cellular regeneration, may damage ' DNA by virtue of cell lysis (Sina et al.
1983), perhaps through the release of lysosomal contents containing DNA
hydrolases (Bradley 1985). Indirect cytotoxicity and genotoxicity may resu}t
from the stimulation of peroxisomal proliferation and concomitant
overabundance of reactive oxygen species (Reddy et al. 1980). There is no
direét evidence, however, that the carcinogenic effects of CH C12 are-due to

2

any of these mechanisms.

8-11



CHZCIZ may produce tumors via direct genotoxic action. The mutagenic activity

of CH2012 has been demonstrated in the Salmonella mutagenicity assay.' DNA
adducts have not been observed, alﬁhough alkylation of DNA may have océurred
below the detection limit in the experiments designed ~;o detect adduct
formation. The possibility of DNA binding is also suggested by covalent
binding of CH2C12 metaboiites to microsomal 1lipids and proteins, which
demonstrates the formation of highly reactive intermediates. DNA alkylation
may be significant for carcinogenesis at levels below the limit of detection

for an experimental assay. Such alkylation might lead to mutation, so the

possibility that CH2C12 interacts with DNA directly cannot be ruled out.

8.5 Estimation of Risk Adjusted for Pharmacokinetic Information

In ad&ition to ?s;imates derived under.;he standard "applied dose" approach,
risk estimates for CH2C12 have been derived using variations of the
- physiologically-based pharmacokinetic model [PBPK] descfibed by Andersen.et
al. (1987). The purposé of such modeling is to identify the dose of actual
carcinogenic agént that will be present at the target tissue as accurately as
possible. This type of approach requires the extensive use of data om the
phy;iology of the species under study and on the pharmacokinetics of the
substance being considered. The apprééch.uses data available on the chemical
in a quantitative manner whereas previously such data was only considered
qualitatively. TAus, by using more information, it is the intention of the
modelers to develop a more accurate picture of the potential for the-chemical.
'to induce cancer in humans. The limitations of the method basicly reflect the

limitations of our knowledge of the chemical. Although DHS staff have not

independehtly derived PBPK values for this risk assessment, staff of the EPA
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(1987a,b) " and the U.S. Consumer Product Safety Commission (Cohn 1987) have
done so through the U.S. Interagency Hazard/Risk Assessment Committee of the
Integrated Chlorinated Solvents Project (HRAC). The purpose of this
subsection is to discuss application of .the PBPK model to risk assessment and
to indicate which values should be uée@ in reporting the range of risks from

CHZCIZ_exposure.

8.5.1 Identification of Carcinogenically Active Metabolites

Use of the PBPK model fequires‘determination of the active species involved in
CHZC12 carcinogénesis. Several hypotheses have been generated concefning the
biologically active form of CH2012 responsible for tumor induction in mice.
One hypothesis 1is that the observed effects are related to the parent
chemical. Due. to the low reactivity.of CHZC].2 and evidence suggesting that it
behaves like a weak alkylating agent, it is unlikely that CH2C12 functions as
a direct-acting carcinogen. However, none of the available evidence pfeéludes
the possibility th;t the parenﬁ compound is carcinogenically active (EPA
1987a). As indicated in Section 6 (p;ge 6-1) positive dose-related résponses

in Salmonella strains TA1535, TA98 and TAl00 have been reported both in the

presence and in the absence of a metabolic activating system.

As indicated in Section 2, metabolism of CHZC].2 has been demonstrated to occur
by two péthways (Ahmed and Anders 1978). One is catalyzed by mixed-function
oxidase (MFO) cytochrdme P450, while the other is catalyzed by glutathione S-

transferase (GST)-. Each metabolic pathway involves formation of an active

intermediate that is theoretically capable of irreversibly binding to cellular
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macromolecules such as DNA (Ahmed and Anders 1976, Ahmed et al. 1980, Kubic

and Anders 1978, EPA 1985b).

A second hypothesis. is that the tumorigenicity of CH2012 i§~related to the
formation of metabolites derived from oxidative metabolism via the MFO
pathway. Several 1lines of evidence suggest the production of genotoxic
intermediates by this pathway. Jongen et al. (1982) reported that the
addition o% either microsomes (i.e., MFO) or cytosol (i.e., GST) increased the
mutagenic response of CH2012 in TA100 using a 6-hour incubation period. Snow
et al. (1979) reported that with the addition of S9 (an MFO-containing
fraction) from Syrian Golden Hamsters there was an increase in mutagenic
response at all dose levels. These results are in contrast to Green T. (1983)
who reported that the additionvof cytosol increaséd the mutagenic response of
CH2C12 in TA100, but the a@ditign of an SS9 fraction or of microsomes did not.
However, Green T. (1983) incubated the assay for 3 days which is much longer

than most other investigators. Consequently, the MFO pathway appears to

exhibit mutagenic activity.

Compounds closely related to CH2612 exhibit the production of mutagenic
metabolites via the MFO pathway. The mutagenicity of chloroflucromethane was
increased in TA100 by the addition of S9 (Green T. 1983). There was a marked
increase in mutagenicity of dibromoethane and diiodomethane when microsomes or
cyéosol were added to the medium and incubated 15 minutes (Van Bladeren et al.

1980). Thus,. for three closely related compounds the MFO metabolism produced

mutagenic metabolite(s).
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As demonstrated in unpublished data of Green et al. (1987b) submitted to DHS,
the nonciliated Clara cell of the bronchiolar epithelium of the mouse lung
exhibited toxic effects and MFO daﬁage'fgllowing CH2C12 exposure. It appears
that in this cell type the oxidative route. produced metabpliteé which
destroyed the enzymes from which they were formed, and caused cytotoxicity;
fhat is, the MFO pathway produced reactive intermediates, which ;eacted with
proteins and consequently may react‘with and damage DNA. Therefore there is a
direct and indirect evidence that the metabolic inter&ediate(s) produced by

the MFO pathway are mutagenic and possibly genotoxic.

'dther data suggests that the MFO pathway is not important with regard.td the
formation carcinogenic metabolites. Cytochrome P450 appeared to be sat;raced
at 500 ppm in rats (McKenna et al. 1982), while a dose-related increase in
tumor incidence is observed in mice at higher concentrations. Indirect
evidence has been presented (Andersen et al. 1987) which indicapés that the-
MFO patﬁway may not be the primary .carcinogeﬁic-pathway. This evidence
consists of comparing the results of the NTP (1986) inhalation study, where
fumors were clearly observed, with those of the National Coffee Association
(NCA) drinking water study (Serota et al. 1986a,b) where therg was a
borderline‘ increase in tumors (see Appendix B, page B-11). The PBPK target
dose by the MFO pathway was higher in the NCA study, but the GST target dose
was lower. Cohn (1987) of the CPSC concluded that the MFO pathway was
saturated in both studies, and indicated that if the MFO pathway were of
primary importance, similar carcinogenic responses would have occurred in the
two studies. However, ;he basis for the conclusion is limited. First, the
difference 'in carcinogenic response in the two studies can also be explained

in terms of the applied dose since the dose in the NIP study was, on a mg/kg
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basis, more than 10 times greater than the dose in the Serota et al. study.
The EPA (1985b) stated that the response in the Serota et al. study was
consistent with the calculated carcinogenic risk based on the potency
estimated wusing data from the NTP study, without adjustments for
pharmacokinetics. Second, this comparison does not imply that the MFO pathway
is unimportant in terms of the .carcinogengc response since it may still
produce a significant amount of carcinogenic intermediates. Third, comparison
‘of the two studies would be consistent with production of caréinogenic
intermediates via botﬁ metabolic pathways. Fourth, Cohn’s conclusion assumes
that the calculation of the MFO target dose by the PBPK method is correct.
This target dose has not been directly measured experimentélly.

Cohn (1987) indicated that the "dose-response relafionship for lung and liver
would not be expected to be as pronounced as in the NTP bioassay if the MFO
pathway was of primary-‘importance," since this ﬁathway is expected to be
saturated based on the PBPK model. However, he states further that "this
argument does not eliminate the MFO pathway from consideration with regard to
a roie in the carcinogenic response of methylene chloride, but it does
indicate that some other pathway or chemical species is likely to be of
greater importance.” Although saturation of the total MFO pathway, as
measured by CO production, and the PBPK analysis indicate overall MFO and GST
activity they do not indicate the n;mber of reactive iﬁcarmediates produced by
each pathway. Thus it is the opinion of DHS staff that the carcinogenicity
data - in animals do not indicate which pathway(s) produce carcinogenic
metabolites. However, PBPK models have focused on the GST pathway as the
primary producer of the carcinogenic metabolite, and have placed less weight

on the metabolites produced via the MFO pathway, as is discussed below.
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A third hypothesis suggests that CH,Cl, metabolites formed by the GST system

2772
are responsible  for tumoripenicity. This hypothesis is supported by several
lines of evidence: One is that the increased production of GST pathway

. metabolites is consistent with the treatment-related tumor incidence, since

the GST pathway was assumed to be not saturated at the exposure concentrations
used in the inhalation bioassay. Second, -the addition of a cytosolic fraction
increased the yield of bacterial mutagéns in a Salmonella assay system (Jongen
et al. 1982, Green - 1983). The latter observation also finds support from
studies of the activaéion-of two ocﬁer halogenated hydrocarbons by glutathione
(GSH) , 1,2-dich16roethane (Guengericﬁ et al. 1980) and 1,2-dibromoethane
(Rannug et al. 1978). The third type of evidence implying that the GST
pathway 1is important‘in carcinogenesis is the indication that the MFO pathway

is unlikely to be fully responsible for the carcinogenic activity of CH2012

The obscrved tumorigénicity of CH2C12 appeérs to be related to the formation
of GSH >conjugates via the GST pathway. Howéver, it is unclear as to how
significant a role ﬁhe GST pathway plays and whether the contribution of the
MFO pathway 1is significant. That is, there is considerable uncertainty with
regard to the ident;fication of the methylene chloride-glutathione (CH2012-
GSH) conjugate as the sole metabolite responsible for carcinogenicity in -
laboratory animals and with regard to the exclusion MFO activity from the
production of carcinogenic métabolités. The HRAC (EPA 1987a) indicated that
"the mechanism of carcinogenic action of [methylene chloride] remains
problematical..." and:"...there remains some uncertainty as to whether or not
the GST pathway .is the sole path to carcinogenicity.” The CPSC document

(Cohn 1987) stated "again, of course, some or all of the intermediates of the

various pathways, or the parent compound, may contribute to the carcinogenic
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process.” Although there 1is uncertainty in positively identifying the
cafcinogenic species, EPA and CPSC staff concluded that the MFO pathway only
plays a minor role in the carcihogenic process in animals, and risk estimates
were made using the PBPK model asssumiﬂg'that the carcinogenic .activity of CHZCIZ

1s not dependant on the MFO pathway.

An exte?sive analysis of the PBPK model was presented in the federal
interagency :health/risk assessment committee (HRAC) draft report (EPA 1987a).
The HRAC suggested that pharmacokinetic model adjustments consisted of two
separate analyses (EPA  1987a). The first analysis adjusts for saturated
metabolic pathways during the experimental exposure (referred‘to as a high-to-
low-dose adjustment). The second adjusts for interspecies differences in the
handling of the substance (referred to as the species-to-species adjustment). -
The HRAC analysis concluded that the PB?K model could bé used to adjust for
saturation of the MFO pathway in.calculating the risk estimate for CHZCIZ.
The EPA analysis (EPA 1987b)v§ent further and suggested that an adjustment for
interspecies differences could also be ' made using the PBPK model. The
analyses discussed below will be based on the HRAC report (EPA 1987a), the
CPSC report (Cohn 1987), and the EPA report'(EPA 1987b); The PBPK model is

itself described in Appendix E.

8.5.2 Adjustment for MFO Saturation: High-to-Low Dose Adjustment

The CPSC analysis (Cohn 1987) concluded that "based on the weight of evidence,
some adjustmentvﬁtilizing pharmacokinetic data would appear to be appropriate
when extrapolating from high to low dose in the case of [methylene chloride]."

Based on data discussed in Section 2.2.2 and the PBPK model, the MFO pathway
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is expected to> be saturated at all dose levels ip mice in the NTP (1986)
inhalation bioassay. CPSC viewed the PBPK model as geqeraliy able to estimate
levels of CH2C12 in bloqdé lung and liver. The HRAC'report (EPA 1987a)
indicated that the PBPK.model appeared sensitive to changéQ in-the metabolic
constants KF (the first 'orderv rate constant for the GST pathway), KM (the
Michaelis-Menten constant for the MFO pathway), and VMAX (the maximum velocity
of metabolism by MFO). Based upon data the CPSC obtained frpﬁ the authors of
the PBPK model for estimates of the three constants in humans (KF=0.53; KM=
0.58; VMAX-=118.9), the CPSC reported that consideration of the pharmacokinetic

data required an adjustment of 2.2 for the lung tumor data (Cohn 1987). A

sensitivity analysis' to determine how large changes in the -above three

. variables (KF, KM, and VMAX) would influenée‘ the _adjustment factor was

conducted. The adjustment was shown to be relatively insensitive (varying

from 1.6 to 2.4) even if the three metabolic variables were in errorAby an

order of magnitude. Consequently, consideration of the pharmacokinetic

adjustments from high-to-low dose would reduce the estimated lung cancer

potency by approximately 2.2-fold.

It is not possible to validate the appropriateness of this adjustment. As
indicated in Table 8-1 the wupper bound estimate of risk was baséd on the
incidenée of alveolar and/or bronchiolar adenoma§ or carcinomas in mice in the
NTP (1986) inhalation study. The dose-response data are presented in Table B-
10 in Appendix B. If the cancer dose-response model using an adjusted dose
f£it the data better, that .would . support the'high-toalow dose adjustment.
However, Awhen' the several carciﬁoma and adénoma endpoints in Table B-10 of
Appendix B are examined, there is considerable variability in fit with the

applied doses. For alveolar/broncheolar adenomas the doubling of applied dose
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does not correlate well with the increase in tumor response (56 to 75%), and
may indicate a séturacing metabolism. However, for élveolar/bronchiolar
carcinomas, the doubling of the applied dose correlates very well with the
tumor response (27 to 60%). As indicated abové, the carcinogenic response
would not be expected to increase with dose if the MFO pathway was the only
pathway producing carcinogenic iﬂtermediates and if the MFO pathwﬁy was
saturated in the NTP (1986) study. However, the response would be expected to
increase with dose if ége MFO and GST pathways both contributed appreciably to
the production of carcinogenic intermediates. Thus, considering the wide
variability in dose-response, support for or against the high-to-low dose
adjustment does not appear to be available based on an iﬁproved modcl fit of

the tumor data.

8.5.3 Species-to-Specics Adjustment

Extrapolation between species involves numerous factors, including metabolism
and pharmacokinetics. As Cohn (1987) indicated "the ability to elucidate one
component of a species difference does necessarily indicate what, if any,
adjustments should be made; it does not provide more ceftainty than the
empirical process currently used; in fact, making the necessary assumptions
may introduceqeveﬁ more uncertainty than the present empirical procedure.” As
a result, the CPSC did not make a species-to-species adjustment for CH2C12..
However, in addition to the high-to-low dose adjustment, the EPA did calculate
an adjustmeﬁt.factor for species-to-species extrapolation (EPA 1987b), and the

results are described below.
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Two PBPK models were studied by HRAC (EPA 1987a). One was the model developed

by Andersen et al. (Andersen et al. 1984, Andersen et al. 1987) which is based

" on inhalation of CH2C12. The other model was developed by Angelo et al.

(Angelo et al. 1984, Angelo and Pritchard 1984, Angelb et ai. 19863,b) which

is based on intravenous and oral exposure to CHZCIZ.. The two models differ

significantly iﬁ structure. EPA (1987b) chose to develop risk estimates

based on the Andersen et al. (1987) apprdach and to use the Angelo et al.

(1986a,b) model to obtain greater insight into the Andersen et al. model.

The Anderson et al. model is briefly deséribed in Appendix E and references -
to the "PBPK" model refer to the Anderson et al. model unless otherwise

stated.

The Andersen et al. model estimates tissue-level doses for_CH Cl, and its

2772

metabolites.. Andersen et al. (1987) concluded that the estimate of risk from
CH2C12 cxpoéure to the human lung was 144-fold lower using the PBPK approach
compared to the applied-dose approach. EPA (1987b) indicated that this

difference was composed of an 11.3-fold difference based on the estimated dose

adjustment, and a 12.7-fold factor used for surface area correction for dose

when extrapolating across species. EPA further indicated that the difference

between the two approaches was overstated for several reasons. Andersen et
al. (1987) used a lower human breathing rate that represented a resting state

(12.5 m3/day) instead of a 24-hour average (20 m3/day). Andersen et al.

(1987) used a higher mouse breathing rate (0.084 m3/day) than the standard EPA

estimate (0.043 m3/day). Furthermore, Andersen et al. compared their
estimates using their breathing rates to the EPA estimates using EPA
breathing rates. When the same breathing estimates are used in the applied;

dose and PBPK approaches, the estimated PBPK dose is not 11.3-fold lower but
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only 3.6-fold (using Andersen et al. rates) to 9.4-fold (using EPA rates)

lower.

Using the PBPK model developed by Andersen et &l. (1987), tgé average daily
concentration of CHZCI2 metabolites in the lung via the GST pathway was
calculated for mice expoged to 2,000 or 4,000 ppm. The HRAC calculated the
internal mouse and human dose levels as indicated in Table 8-4 based on the
female mouse lung tumor data of the NTP (1986) bioassay. The internal dose
calculated for humans in the lung from a 1 ppm exposure was 0.008386 mg/L/day.
The unit risk reported by HRAC (EPA 1987a) was 1 x 10'6(ppb)'l (or 3 x 10”7
(yg/m3)-1). The risks from CH2012 calculated from the female mouse.lung tumor
data using Qarious assumptions are shown in Table 8-5. Approximately a 9-foid
reduction in estimated risk is achievéd by the combined high-to-low dose and
species-to-species adjustments. This reduction is mostly due .to the
. assumptions concerning the species-to-species adjustment. As indicated in
VSection' 8.5.2, accounting for saturation of CH C12 metabolism (high;to-low

2

dose adjustment) would account for about 28% of the total adjustment.
8.5.3.1 Use of a Surface Area Corection Factor.

The HRAC (EPA 1987a) analysis differed with the approach suggested by Anders;n
et al. (1987) regarding the surface area correction on applied dose. Andersen
et al. (1987) assumed that the.gdjustment for metabolic differences across
species in the PBPK model should-replace the surface area adjustment (EPA
1987a) . However, in this case the HRAC concluded that the surface area
conversion factor (12.7) is still needed to account for interspecies

differences in sensitivity of the tissues to the internal dose. Currently,
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TABLE 8-4

HUMAN AND MOUSE CHZCI2 INTERNAL DOSE LEVELS BASED UPON THE RESULTS
OF A PHYSIOLOGICALLY BASED PHARMACOKINETIC MODEL?

_ Exposure Level - Internal Lung Dose of CHZClZ:’
(ppm) (mg/liter blood)
Mice Humans
4,000 | 240
2,000 ’ A" 110
1 o : 0.008

4pased on the model of Andersen et al. (1987) as reported by EPA (1987a,ﬁ).
The values were adjusted for—icontihdous ex?dsure. That is, the mouse
exposure in ppm was multiplied by (6 hours/day)/(ZA‘ hours/daij(S
days/week) /(7 dayS/week)..‘The concentrations are calculated from the female
mouse lung tumor data (NTP 1986). ‘

8-23



TABLE 8-5

COMPARISON OF HUMAN CANCER RISK ESTIMATES FROM A 1 ppb CHZCl2
EXPOSURE, BASED ON LUNG TUMORS IN FEMALE MICE,
WITH AND WITHOUT ADJUSTING FOR METABOLISMa
Approach Lifetime Risk
-1 3,.-1
—Dbpb Lpg/m™) —
Applied Dose 9 x 10-6 3 x 10-6
High-to-Low Dose Ad.justment:b 4 x 10.6 1x 10-6
Total PBPK Adjustment® 1x 10°6 3 x 10.7
Total PBPK Adjustment without
Surface Area Correétiond 9 x 10.8 3 X 10'8
2a11 values were adjusted fof continuous exposure. That 1is, the mouse

exposure in ppm was multiplied by (6 hours/day) /(24 hours/day) x (5
days/week)/(7 days/week). The concentrations are calculated from the female
mouse lung tumor data (NTP 1986). The extrapolation was also corrected for
surface area (a factor of 12.7) unless indicated otherwise. The risks are
based on the linearized multistage model.

bHigh-to-low adjustment for saturation of MFO pathway based on the HRAC report
(EPA 1987a). '

cHigh-t:o-low adjustment for saturation of MFO pathway and the species-to-
species adjustment based on the HRAC report which includes a 12.7 surface
area correction (EPA 1987a). ’

¢High-to-1ow adjustment for saturation of MFO pathway and the species

adjustment based on the HRAC report (EPA 1987a), except without use of a
surface area correction.
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the PBPK model itself does not inéqrpor&te a'susceptibiiity factor. .The CPSC
analysis (Cohn 1987) indicated that ﬁhe surface area adjustment has been used
to account for the many differences between species (e.g., metabolic
activation rates, ciearance, distribution, ceil sensitivity, numbef of cells
in exposed tissue, immunosurveillance, DNA lo;gevity,. efficiency of DNA
repair, and cell proliferation rates). Knowledge of a single iﬁterspecies
difference, such as the pharmacokinetics, does not shed light on the total
interspecies correction since other factors may be -compensating for the

effect, such as the pharmacodynamics (i.e., the effect the chemical has on a

living system).

There is 1likely to be 'difference in tissue suscgptibility within species.
Réi:z et al. (1988) recently réported the PBPK inté;ngl dose estimates for
lung and liver for the NTP (1986) mouse bioassay. The internal doses (in mg
equivaleﬁt CHZC].2 /1i§er volume of tiséue) are reportgd in Table 8-6. As
shown in the table, despite a higher PBPK dose ‘delivered to ﬁhe liver“than to -
the 1lung, the tumor response is slightly lower in the liver chaﬁ the lung.
The potency of the PBPK dose was calculated for each tissue and the lung was
found to be approximately 9-fold‘ more sensitive to the PBPK dose than the

liver. Thus, for this very homogeneous species, there was a substantial
difference 1in tissue susceptibility t§ the PBPK dose. Consequenély. the PBPK
dose should not be considered the sole factor affecting intraspecies or

interspecies differences.

There may be differences in susceptibility across species to the PBPK dose.At
present an estimate of the difference cannot be made'using published PBPK

doses. One possible comparison would be production of lung tumors in female
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mice to production of mammary tumors in female rats. This would compare the
most sensitive sites of two species. However, the PBPK model is currently not
able to calculate an internal dose for mammary tumors. A second possible
comparison, would be of combined liver tumors in rats to that_éf mice based on
the Serota et al. (1986a,b) studies. PBPK doées for all dose levels for these
studies have} not been published .although they could be calculated. The
difficulty in interpreting this comparison would be the borderline significant

tumor response obtained in the studies.

In summary, the PBPK model assumes that seﬁsivitity to the same target dose is
identical in different species. However, based on the 9—f$1d difference
between two tissues in the mouse NTP (1986) study, there is likely to be
differences 1in susceptibility across speéies. Conséquently, staff at DHS
agree that the application of the sutfaée area correction to account for
sensitivity differences is justified, partiéularlyvin light of the numerous
unceftainties involved in the PBPK procedure{és discussed in Section 8.5.3.2,
and questions regarding whether the.carcinogenic pathway has beén identified
in humans. Furthermore, an uncertainty factor (such as the surface area
correction) is needed to account for the potential variability in huﬁan
response to CH2C12 exposure. Thus, DHS staff choose to use the uncertainty

factor, (referred to as the surface area correction), adopted by EPA in the

HRAC (EPA 1987a) document.
8.5.3.2 Concerns Regarding the Species-to-Species .djustment.

There 1is a large number of variables and equations used in the PBPK models.

As indicated above, a sensitivity analysis has been conducted on a few of the
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paramQCers ‘(Cohn 1987). A complete analysis of all the parameters would
assist in 1identifying which parameters have thé gfehtest impact on the final
numerical outcome of the model. Onée the most influqntial parameters have
been identified, reporting that information would be verf helpful in

evaluating how such complex models operate.

The roles of either the CHZCIZ-GSH conjugates or MFO reactive metabolites have

not been elucidated in human carcinogenesis. There is limited information

onthe in vitro GST activity with CHZCI2 in human and rodent liver (Rietz et

al. 1988). Based on a per mg protein basis, mice produce 6- to 10-fold more

reactive metabolite in vitro. However, the human liver (2198g) is more than

1000-fold larger than the mouse liver (1.84g) and would still be expected to
pfoduce 100-fold more of the putative metabolite pér liver. The information
for GST activity in the.lung is more.-limited. Comparison of a single in vitro
mouse tissue experiment to a single in vitro human tissue experiment (Riétz
et al. 1988) indicated a 20-fold differeﬁce in GST activity on a per mg
protein basis. The human lung (1065g) is more than 5000-fold larger phan the
mouse lung (0.2g) (Crosfili _and Widdicombe 1961), and would be exﬁected to
produce 250-fold more of the putative metaboliﬁe per lung. The importance of
this information to risk assessment ‘probably depends on the relative

contribution of other differences between species as discussed in Section

8.5.3.1.

‘Currently the PBPK modél is restricted to considerating only the liver and the
lung metabolism of CHZCIZ. Tumors at several sites have been associated with
CH2C12 exposure in rodents. These tumors include salivary gland sarcomas in

rats (quek et al. 1984), mammary gland tumors in raﬁs (Burek et al. 1984, NTP

8-27



1986), combined liver tumérs in rats (Serota et al. 1986a), hepatocellular
adenomas and carcinomas in miée (Serota et al. 1986b, NTP 1986), and
alveolar/bronchiolar adenomas and carcinomas in mice (NTP 1986). Increases in
tumors in a variety of organs indicates that the carcinogenic activity of
CH2C12 is not tissue-specific. Humans may respond to an extent similar to
other animals though at a different site. The relative distributions of GSH
and GST throughout the body in laboratory animals versus humans have not been
identified; thus, some human tissues may exhibit greater (or lesser)
production of the CH2C12~GSH conjugate than their counterparts in rodents.

Furthermore, more information needs to be developed regarding the relative

activicies of the MFO and GST pathways in various tissues across species.

-

PBPK models have to rely on information from the test species. Human

estimates of enzymatic activity in vivo have been limited to methods relying
on exhalation of CO or carboxyhemoglobin (COHb) levels. Measurements of
enzyme activities and rates of formation of products in vitro are not
available for ‘all animal tissues and are only available for a few human liver
and lung samples. Using 1,2-dibromoethane as a substrate to measure GST
activity 1in the rat indicated that the highest act}vity occurred in the liver
and kidneys and significant GST activity was reported in the lung, ctestis, .
spleen, and heart (Hill et al. 1978). Thus, based on GST activity levels,
other tissues are pos;ible sites of carcinogenicity for CH2C12. Studies by
Black and Howerton (1984) and Mukhtar et al. (1981) suggest that both anigal
and human pancreatic tissue exhibit significant GST activity; as discussed in
Sections 7.2.1 and 8.5, there is some suggestive evidence of increased
pancreatic cancer in humans resulting from CH2C12 exposure (Hearne et al.,

1987). However, it is not possible to estimate a PBPK dose for the pancreas
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based on the data currently available. Although the primary site of GST and
MFO activity is the liver, carcinogenicity is not restricted to that tissue.
In extrahepatic organs, GST activity may predominate o§er MFO activity. Based
on the limited data of Rietz et al. (1988), CST actiyity'is>more'impoftant in

the human than the mouse relative to ‘MFO_ﬁctivity (the ratio of GST/MFO

activity is greater for humans). Another possibility is that simple formation

of a toxic metabolite may not be the overriding factor in carcinogenesis.

Instead, the relative toxifying and detoxifying activities in the specific

organ may be more important.

In addition to the above general comments regarding the PSPK approach, DHS
staff have some specific concerns regarding use of the Andersen et #1{'(1987)
model in risk assessment. Several métabolié_constants'incorporated into the
PBPK model (eig., VMAX for MFO in the>liver, KM for MFO, and KF for GST in the
liver) Qere developed by an optimization procedure to obtain the best fit of
the model to the data on the disappeargncé of the compound ftoﬁ the epr#ﬁfe
chamber (Andersen et al. 1987). The model does not account for sequestering
into 1lipid-rich compartments of some organs. In contrast to the sensiti§ity
analysis for the high-to-low dose adjustment, the results for a species-to-
specieé extrapolation is reportedly very sensitive to the value of KF (Cohn

1987, EPA 1987a). The human variébility in KF has not been established.

There is wuncertainty in the human variability of other physiological
parameters, partition coefficients, and metabolic’ constants used in
pharmacokinetic models. The catalytic affinity (KM) and maximum metabolic
capability (VMAX) for a particular substrate may vary widely due to different

MFO and GST isoenzymes predominénting in different individuals and tissues.
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These 1isoenzymes may also differ in the responses of the genetic systems
controlling their induction or repression to chrdnic exposure. GST is known
to have at least 7 isoenzymes which differ in catalytic activity, in substrate
specificity, and in both subcellular and tissue distribution. The specific
activity of GSTs may vary by orders of hagnitude for the same substrate Qhen
tested with different isoenzymes (Jakoby and Habig 1980). The isoéymes of GST
responsible for CHZCI2 metabolism have not been identified. It is not clear
if one or more isozymes is involved. The stability or variability of the
isozymes in the human liver assay have not been verified. Up to 50% of the
human population lack a specific GST isozyme present in the rest of the
population (Seidergard and Pero 1985, Seidegard et al. 1985, 1986). Thus, if
one or more of the pooled human livers lacked a potential CH2C12-specific
isozyme, there would be a decreased GST activity in the sample. Since very
few human livers have been assayed for GST acti?ity, the inter-individual
variagbility is not known. Furthermore, sinée.the livers used may hgve been
affected byvthe use of drugs or anesthetics in heroic measures to save trauma

victims, it is unclear how representative the these measurements are of the

general populacion.

The human internal dose estimates depend upon the parameter values selected
for use in the PBPK model. Key parameters used in the PBPK model are the
metabolic constants for the two biotransformation pathways proposed for the-
formation of specific metabolites in the liver’ and the lung. Due to the lack
of quantitative data on the metabolism of CH2C12 itself, surrogate substrates
were used to apportion the activity of the MFO and GST pathways éf each tgssuc
(Andersen et al. 1987, Gargas et al. 1986, Reitz et al. 1986) based on the

study of Lorenz et al. (1984). To partition activities between the liver and
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the 1lung, 2,4-dinitrochlorobenzene was used for the GST estimate, and 7-

ethoxycoumarin was used for MFO estimate.

Partition coefficients incorpor#ted. iﬁto the model were ogtained using
homogenized tissues an& a vial.equilibration technique (Andersen et al. 1987).
Homogenization alters the normal architecture of the tissue, destroys proteins
that may interact with the coﬁ;ound,;disrup;s normal membranes, deteriorates
the normal binding components and decreases the ability of the tissue to
metabolize the compound. Applying such metabolic constants measured in acute
experiments to chronic exposure may not take into account responses such as
enzyme induction, tolerance, or other long-term adaptive or pathological
tissue changes. Furthermore, due to the absence of available data, the PBPK
model assumed that the tissue/air partition coefficieﬁts for livg:; huscle and
fat in humans was identical to that measured in the rat (Andersen et al;

1987).

As indicated in Andersen et al. (1987), there is no data to allow direct

calculation of the first order rate constant KF for the GST pathway in humans.

R :
"Based on an apparent allometric relationship of intrinsic clearance (range of

36 to 59 ml/hr/kg) between rodent species, the human,value for the kinetic
constant KF was derived by scaling from the rodent values based on body weight
to the 0.7 power. However, Reitz et al. (1988) indicate that in witro KF

values are roughly equivalent to the scaled values.

Due to the use of test results from a variety of studies and procedures, there
may be considerable variability in the parameters due to experimental error,

systematic differences in assay methods, and tissue preparation which have not
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been taken into account. For example, the KM values for the metabolism of
CH2C12 to CO via the oxiditive pathway reportedly vary by a factor of 58
(ECETOC, 1987: 0.86 mM; Ahmed and Anders 1976: 50.1 mM), and the VMAX values
vary by a factor of 27 (ECETOC, 1987: 0.58 nmoles/min/mg piétein; Ahmed and
Anders, 1576: 15.5 nmoles/min/mg protein). The values for 2,4-
nitrochlorobenzene metabolism (used to partition lung and liver activities) in
rat liver cytosolic fractions for GST activity range over 8000-fold (Green et
al. 1986c: 0.16 nmol/min/mg; Moron et al. (1979): 567 nmol/min/mg; Lorenz et
al. (1984): 1380 nmol/min/mg). The values for 2,4-nitrochlorobenzene
metabolism in 'rat lung cytosolic fractions for GST activity had over a 6000-
fold range V(Green éc al. 1986c: 0.015 nmol/min/mg; Lorenz et al. (1984): 77
mmol/min/mg; Moron et al. (1979): 100 nmoi/min/mg); Andersen et al. (1987)
presented four estimates of the human VMAX for the MFO pathway that varied by
a factor of 2 (82 to 159 mg/hr). Thus, there is considerable variation in the
_-estimat; of many of the parameters used in the PBPK model. Variation in the

individual parameters may combine to inérease the uncertainty of the overall

outcome of the model.

References have been made to unpublished studies and draft reports throughout
this section. Generally, DHS staff do not rely heavily on such information
‘since unpublished data may be very preliminary in nature. Information that is
unpublished or peer-reviewed may be u#eful for clarification of the issues
discussed or to acknowledge those who have evaluated and analyzed the complex
issues involved in using the PBPK model. In several instances in this
document DHS staff have extensively evaluated the unpublished data. In some
caseé, the preliminary information has been found to be incorrect. For

example, the initial unpublished report submitted by the Halogenated Solvents
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~Industry Alliance (HSIA) to DHS indicated that ‘the activity of the human liver

GST was zero (ECETOC 1987). This result, obtained from a small sample size,
and an inadequate assay method, was reported to regulatory agencies and widely
to the scientific community. However,.the more recent submis;ions indicate
some activity (Green ‘et al. 1987a; Reitz et al. 1987, submission by DOW
Chemical Co. to EPA; ECETOC 1988). A recent publication (Rietz et al. 1988)

also reports GST activity in the liver.

In other instances, unpublished data may indicated results contrary to
information already published. For example, Green et al. (1986b, 1987¢c)
reported that mice exhaled more CO2 than rats and that there was a resulting

species difference. However the work of McKenna et al. (1982) and Angelo et

‘al. (1986a,b) indicate the absence of a species difference. In such

instances, the published information would be relied upon‘to draw conclusions.
Another example is that Ahmed_and Anderé (1976) reported that the metabolism .
of CHZCI2 to formaldehyde by rat liver cytosol was significantly gréatér than
that reportéd in Green et al. (1986c). In another example, the values of 2,4~

nitrochlorobenzene metabolism in liver and lung cytosolic fractions for GST

- activity were’ significantly lower in Green et al. (1986¢) than in eithér

Lorenz et al. (1984) or Moron et al (1979).

Other data in unpublished reports that appear contradictory often cannot be
explainedi For example, Green et al. (1986) describes exposure of mice for §
hours to CHZCIZ. In this study blood levels of CH2C12 for the 2000 ppm
exXposure were lower ag 6 hours (20 #g/ml) than at 1.5 hours (40 pg/ml). Such

information may simply reflect the prelimary nature of the experiment and of

scientific knowledge in this area.
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However, the use of unpubiished human data from studies conducted at DOW
Chemical Co. (VMAX and KM for the MFO pathway in humans) in the PBPK models is
of particular concern to DHS staff. Similar human data from other sources is
not available for comparison; In Andersen et al. (1987) the source of the
data is atctributed to unpublished data by Nolan and McKenna at Dow Chemical
Co. However, in a recent publication by Rietz et al. (1988) of Dow Chemical
Co. the human data is cited by referencing Andersen et al. (1987) without
mention of their anubl}shed nature. This circular referencing may lead to
the misunderstanding that the data and study have been peer-reviewed and
published.

In summary, while the general approach and structuré of the PBPK model is
attractive and seems reasonable, several issues regarding the ultimate
~accuracy of the PBPK model over the concentration;_ of interest remain
unresolved. . More information is needed with regafﬁ to validation of the
predicted results of the PBPK model. The effects of some variations in model
design on tﬂe final results needs to be quantified: Further research is
needed to elucidate the relative importance of the methjlene chloride-
-glutathione conjugates and the MFO pathway in humaﬁ~carcinogenesis. The
accuracy of éstimates of the individual parameters isnhighly variable. The
sensitivity of the model to changes in parameter vaiues should be further
evaluated with regard to the uncertainty in the parameter values. In
addition, sites other than the lung and liver should be assessed in terms of
their contribution to metabolism and their susceptibility to carcinogenicity.
On the other hand, the PBPK approach does allow for consideration of pertinent
data that cannot be taken into account in the applied. dose approach. Thus,

despite the concerns enumerated above, cautious application of the PBPK model
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to methylene chloride risk assessment is appropriate in conjunction with other

more traditional approaches.
8.6 Conclusions

A variety of approaches were used to develop models to obtain estimates of
cancer risk associated with exposure to CH2C123 The results obtained from
those models, which DHS “staff conclude are .most reievant to the risk
assessment of airborne CHZCIZ. are summarized in.Table 8-7. The values shown
represent the potential increase in cancer ri#k associated with continuous
lifet;me exposure to 1 ppm of CH2012 in ambient air. The risks estimated for

a 1 ppb lifetime exposure to CHZCIZ, based on induction of lung tumors, range

from 1 x 1078

to 10 x 10°° (0.3 to 3 x 1078 for 1 pg/m3 for exposure). The
State of New York reportedvA unit risk of 2.7 x'?.10.6 for a lifetime expésure
to 1 yg/m3 (Riano and Rest.1986). The PBfK-adjusééd values'required parameter
estimates from a model as reported by HRAC (EP& 1987a), EPA (1987b) and the
CPSC (Cohn 1987). The lower estiﬁate'(l X 10'6/§pb) incorporates a complete
pha:macokinetic adjustment as calculated by EPA'(1987b). DHS staff believe

that the complete pharmacokinetic adjustment retains considerable uncertainty.

In contrast, the applied dose wvalue (10 x 10'6/ppb) does not incorporate any

of the available pharhacokinetic information, and thus ignores information -

regarding saturation of the MFO pathway in the NTP study; the likely result is
that the applied dose value overestimates the risk. The high-to-low dose
adjustment used by CPSC to generate a risk of 4 x 10'6/ppb incorporates

information regarding saturation of the MFO pathway in the NTP study.

However, the high-to-low dose adjustment assumes a negligible contribution by .

the MFO pathway to the cancer risk of CH2012, and thus may underestimate the
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risk. EPA staff have indicated that incorporation of the MFO pathway would
increase the value only slightly. DHS staff conclude that the full range of
values presented above is scientificall& plausible, however, after evaluation
of the HRAC data (EPA 1987:) and other available evidence preséhted Sections 2
and 8, the CPSC adjusted value (Cohn 1987) of 4 x 10-6/ppb appears to be the

most likely estimate of the risk of CH Cl2 exposure.

2

Air monitoring in several areas in California indicates that approximately
20.3 million .people are exposed to a range of CH2C12 concentrations from 1.1
to 2.4 ppb weighted by population. This range of exposure would be associated
with an upper 95% confidence interval of risk ranging from 1 x 10'6 (1.1 ppb x
1 x 10'6/ppb) to 26 x 10-6 (2.4 ppb x 10 x 10'6/ppb). With an estimated
exposed population of 20.3 x 10§, the 95% upper confidence limit range of
estimates of e#cess cancer cases over a lifetime exposure to CH2012 would be
20 to 500. Thi; is the range of plausible upper bound estimates, and due to

the wuncertainties in the risk extrapolation process (over five orders of

magnitude), the actual number of excess cancer cases may be as low as zero,

Air monitoring of CHZCI2 in the South Coast basin has yielded an estimated
range of ambient concentrations of 1.5 to 3.1 ppb weighted by population.
This exposure would _be. associated with an upper 95% confidence interwval of
risk ranging from 2 x 10°6 (L.5 ppb x 1.2 x 10.6/ppb) to 3.0x ].0.5 (3.1 ppb
x 10 x 10-6/ppb). With an estimated population of-10.09 X 106, the 95% upper
confidence limit range of estimates of excess cancer cases over a lifetime due

to exposure to CHiCl2 would not 1likely exceed 20 to 300. Due to the

uncertainties in the extrapolation process (five orders of magnitude) the

actual number of cancer cases may be as low as zero.
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-~ Table 8-6

DIFFERENCES IN TISSUE SUSCEPTIBILITY TO THE PBPK DOSE

LUNG
a
Exposure _ b
(ppm) ' PBPK Dose. Tumors
0 0 3/50
2000 321 30/48
4000 482 41/48
Potency of PBPK dose® 3.9:{10.3

(per PBPK unit)

LIVER
PBPX Dose ' Tumors
0 3/50
785 16/48
1670 40/48
4.5%10"%

aExposure of B6C3Fl mice for 6 hours/day,:S days/week.

bInternal dose calculated by Rietz et al. (1988) in éverage mg equivalents of

CH2C12 metabolized by GST pathw;y per day per liter volume of tissue. The values

were corrected for fraction of a lifetime exposed.

pathway per day per liter volume of tissue.
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TABLE 8-7

SUMMARY OF HUMAN CANCER RISKS ASSOCIATED WITH CONTINUOUS

LIFETIME EXPOSURE TO 1 ppb CH,Cl, BASED ON

LUNG TUMORS IN FEMALE MICE USING VARIOUS MODELS AND ASSUMPTIONS?

Increased Lifetime
Cancer Risk Due. to
Continuous Lifetime
Exposure to 1 ppb

Exposure Model Mathematical Model Endpoint CHZCI in Ambient Air
Applied Dose Linearized Multistage Lung Tumors 9 x ].O'6
Applied Dose Time-Dependent Multistage Lung Tumors 10 x ].O°6
High-to-Low Doseb Linearized Multistage Lung Tumors 4 x 10‘6
High-to-Low Dose Time-Dependent Multistage Luhg_Tumors ; 5% 10-6
Total PBPK® Linearized Multistage Lung Tumors 1x 10'6

a . . : . -
~Surface area conversion for rodent to human risks. Risk estimates are reported
at 95% upper bound values.

bHigh-to-Low dose adjustment for saturation of MFO pathway based on the HRAC report
(EPA 1987a). ’

cHigh-to-Low dose adjustment for saturation of MFO pathway and species-to-species
adjustment based on the HRAC report (EPA 1987a).
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9.0 CONCLUSIONS

The Aevidence characterizing acute, subchronic, and chronic health effects of -
exposure to CH2C12 may be summarized as follows. Acute toxicity studies
conducted in 1laboratory animals indicate that the central nervous system is
the primary target organ, with nervous system deﬁression.appearing at dose
levels as 1low as 500 ppm. The available experimental studies of acute hum;n
exposure to CH2C12 suggest that it caused central nervous system depression
and altered behavior at similar concentrations. The levels of CH2C12 required

to elicit such effects are well above those which can be expected to be

encountered in ambient air.

Subchronic or chronic‘exposure of experimental animals to 500 to 1,000 ppm or
more of CH2C12 has been reported to cause behavioral changes, hepatic
dysfunction, and, less frequently, luné.lesions. There hgve Seen relaﬁively '
few reports of subchronic or chronic toxic effects resﬁlting from exposure of
humans to CHZCIZ' Subchronic and chronic effects reported include alterations
in carboxyhemoglobin levels, enéephalosis, toxeﬁia, and bilateral temporél
lobe degeneration. In many cases, it is unclear whether the reported
toxicities were caused by the direct action of CH2C12 or by the indirect
action of carbon ’ﬁpnoxide, a major metabolite of CHZCIZ. These effects are

unlikely to occur at ambient concentrations.

The reproductive and teratogenic potential of CH2C12 cannot be adequately
characterized because the data to evaluate toxicity to germ cells and

potential teratogenicity are limited. The minor effects that have been
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observed may have resulted - from maternal toxicity due to

carboxyhemoglobinemia.

Methylene chloride is a weak mutagen as indicated by positivé'respenses in the
Salmonella and E. coli bacteria test systems and in the yeast Saccharomyces.
Methylene chloride induces cell transformation and chromosomal aberrations in

vivo. Other  in yvitro and jin vivo test systems designed to detect gene

mutations and DNA binding have resulted in negative or equivocal results,

although tests of clastogenic potential were positive.

There is sufficient evidence to regard CH2012 as a probable human carcinogen
based on responses in the B6C3Fl mouse liver and lung and the F344 rat mammary
gland.  Although a positive response was not obtained in the B6C3F1 micé
exposed to CH2C12 in drinking w;ter, the dose levels pef unit bodyweight were
lower than the levels resulting in positive effects in B6C3Fl mice exposed via
inhalation. The available evidence from human epidemiology.studies should be
regardea as 1inadequate. Applying the EPA’'s criteria for evaluating the
overall weight of evidence of carcinogenicity to humans places CH2C12 in Group
B2. The EPA suggests that agents classified in Group B2 are "probable” human
carcinogens. This category includes agents for which there is inadequate
evidence from human epidemiologic studies and sufficient evidence from animal
studies. An International Agency for Research on Cancer working group has
recently evaluated the potential carcinogenicity of CH2C12 and also found
sufficient evidence for carcinogenicity in animals, inadequate evidence in
humans, and thus it recommended that CH2C12 be classified as a Group 2B agent

(IARC 1986). International Agency for Research on Cancer suggests that agents

classified in Group 2B are "possibly carcinogenic to humans.”
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There 1is no evidence from the known metabolic pathways for CH to suggest

2%,
that there may be a biochemical threshold for carcinogenic action.
Additionally, because the metabolism of CH2012 results in mutagenic

metabolites, a carcinogenic threshold dose cannot be estimated.

Mathematical models for the prediction of cancer risk associated with CH2C12
consistent with géﬁotoxic and cell proliferation mechénisms of tumor induction
were discussed. Cancer risks were estimated using models based on standard
assumptions regarding biological mechanisms of carcinogenesis that fit the
experimental data. Low-dose linear terms for the models were estimated and
used as measures of cancer potency. The -Andersen et al. (1987) PBPK model was
also used and adjusted to account fdr exposure to a delivered dose of the

putative biologically active CH2C12 metabolite. Estimation of delivered dose

‘was based on several additional assumptions, so the potency developed in this

. manner should be viewed with caution: The DHS staff have presented the

potency estimates developed by the:EPA_and'the U. S. Consumer Product Safety

Commission using a PBPK model. Thus, the range of risks presented include

standard applied dose calculations and internal dose calculations.

Assumiﬁg that the airborne concentratjons of CHZCI2 to which anima}s were

exposed can be extrapolated between specigs, potency estimates for CH2C12 were

calculated using dose-response models that are linear AC low doses. The 95%
6

upper bound for unit risk estimates span the range 1 x 10'6 to 10 x 10~ per

ppb (or 3 x 10”77 to 3 x 107 per (ug/m )).
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APPENDIX A
RESULTS OF GENETIC TOXICITY TESTS OF METHYLENE CHLORIDE

The following table 1lists individual studies of different aspects, of the
genetic toxicity of CHZCIZ. These investigations include mutation in both
prokaryotic and eukaryotic systems, mammalian cell transformation, and indica-

tions of DNA damage such as sister chromatid exchange and unscheduled DNA
synthesis. Results of each study are summarized in the table, and discussed in

the text in Section 6.0. The table is an updated and corrected version of
that found in EPA (1985a). ‘ '

A-1
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TABLE A-1  Results of Genetic Toxnicity Tests of ﬁethylenv Chiloride

(Adapted from EPA 19858)

Simenn and
Kauhanen, 1978

o Rk T Bt A T e dbes e B T S LIRS, DT & LT BBt B WT S e dbe O R (R ¥ S QR [ A A T Ch W o A V. ‘Fe b s MR I o w B e e e e
Activation
Relerence fest Syslem Strain Systen Concentralion/Results Coasents
Simmon el al., 1927 Salmonella/s9 1A1535 None (Eatrapolaled Trom (Latrapolated trom Fagure 17) 1. loxscity not reported.
vapor eaposure ALY hwguie 17) 0, 50, LCYIUE 2. Nusder of reverlanls observed
1A1514 100, 200, 400, ani Do~ (pl) Resertanto/plate for 1A100 not sprcified nuservially
1898 0o ;179 hites 170 ). Data nol pre-ents s lor stsaim
1100 desie ator “o 20 other then 1AJO0 ~
0 Jon 4, Purily snd seurce of componnd
1] (11) nol provided
40 650 . Posilive response
(4] 13%
1AL0L
roevertants
Het
Salmanella/s9 TALOO Aroclor 1254 0and ) mi/% liter #n  Act  lrested  Control 1. loricity mot reporled
vipor expasure induced rat desic.atur fur 6.5 b4 . 6h 2 Purily and scurce of compuund
liver micro- ond ¥ houry ¢ [ RLL] 110 not pruvided
sone 5Y mis a - 81l 192} 3. Used as a posilive control in
¢ 912 158 the testing of 2:chloruethyl-

chloraformate.
4. Fosilwve response

——— e p—————

{continued on the following paye)
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TABLE A-1 (Continued)

TeESmESETT . SR AT, HSE RIS LTTE A edietl BT XIRST a2 R

]
T e DTN+ el e BeET B T MBS

IR - SRR KL R =
’ Activation . :
Reference Test Systes Strain Syslea Concentration Results Comments
" Kanada and . Salmonella/s9 TA98 PCB induced rat Nol reported C”2C|2 reported negati 1. Resulls summsrized in adbstract
Uyeta, 1978 and T1A100 Viver microsone tor both slrains lnq ve lorm.
8. subtilis $9 mia 8. subtilis and positive 2. Positive results of "Ames*®
rec assay Tor Dol Tn §. typhiouriue testing supports reports by
Lesting other authors using same systesm.
Jonyen et el., . Salsonella/s9 Ja98 Phencbarbita) (ppn a 10Y) TAl00* 1a98* . 3. Tlesting conducted in gos tignt
1974 Vapor exposure TAl00 induced rat *5-9 -39 459 =59 perspex boxes.
. liver sicrosone 0 AT 10N IS 2. Dnl{ highest dose exhibited less
$9 min 5.7 329137 24012 S415 410 Lthan 8)X survival, .
1.4 S15¢26  40/:4? LIt 56110 ). Purity of CHaClonot reported.
4.1 157182 562156 9 66312 4. Positive response.
2.0 065182  €53189 123:10 9611
8.0 12012191 740194 149142 110142
*Results from three experiments, live plates/dose.
» . ) ) L " Revertants/Plate _
. ' T i : S 1A153% T A8 ’
Relerence Test System PPH Vapor pyooles/plate® -$9 +59 -$9 859 -39 59 Coaments
E.D. Barber ot al. Salsonella/s9 0 0 2) 28 ‘) 39 254 264 1. lested redistilled sample of CHCLy
1880 vapar exposure 3,600 18 40 6. 259 208 152 3182 299.9% pure. . .
7,200 7% 59 S (1]} 29 1440 960 2. Revertanis/rmole at highest dose
9,100 96 19 10 459 mn 2640 Ju9s for TAI5)S, 1A90, and 1A)00 were
10,900 115 64 %0 ni 479 3060 240 0.0006, 0.006, and 0 03, respectively:
. ). Dats shown for lcsl;ng in gas

tight chamber,’

4. Negative response In standard
test; positive response in gas Light
chasber. )

:EE2CIZ concentration measured by GC/NS in aqueous phase of petlri dish

(continued on the lollowing pege)
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TAOLE A-1 (Continucd) ‘

LS N T R AANTEE T S de PN DL T el « SR AN DTN RN ST CIAL IS < Tli el ..-;..1.:.1-_-1.&“- LRI wFacn w—— e ek T b deblis LA REE Sl R L. A i e B o BT e IR
Activation
Relerence Test Systea Strain Systen Cancentration/Results Commenty
WcGregor, 1919 + Saleonella/s9 1R15)% None Almaspheric Concentrationk Plate Concentrition 1. ‘Purity of CHzCly not reported.
vapor expolure lhcor;ﬂul Actual N . levorlsa_gg 2. Posilive responie
nd n 1
0. 0.4 245 20 .
1.0 0.33 . 600, %95, %30 5
2.0 0.6} 14no %0
4.0 1.€0 S 15
10 nd nd 80
Nestsmann el Salsonella/$9 TALS1S Araclor- induced 1. Dala not presented.
al , 1980 vapor eaposure TAISN? ral liver 89 2. Negalive response ia standard
. 1A1538 test.
1A98 - 3. Positive response in gas
TA100 Light chamber.

Doubling in reverlant counls .
for 1A153%; 6-lold increase

for 1A100.
Activation
Relerence Test System Strain Sysiea Quse - Retults Comments
Snow et 3b., Salsonella/$9 1198 Hethylene chloride (pl/Chanber) 1A100** 1A98 . Purily of CHxClgnat reported
1979 , vapor eaposure  TA100 induced Syrian . O Gt 3%) %3 2. Mo iaforwatiun %bnul variability
Golden Hamster. 0 “Bb 13} b 19 of results.
Viver §9 micro~ 100 1124 142 47 n 3. Positive response.
sose nia 300 W®Wy 24 69 46
500 642 468 92 61
1000 9/2 61 13 n

sopean calculated from three plates/dose. {continued on the following page)
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TASLE A-1 (Continued)

i R Pt LY

Activation
Systes

BRI, oMLl s oDl MR

Coxaents

Green, T. 1983 Salmonella/89

vapor enposure

=Y

Rat liver
fractions

BN -
—-roa

3. Preliminary resully presented

in abstract form.

2. Metabolic studies conducled in

rat tissue and JAL00. Similar
aetabolise in bolh systems.
Radiolabel reposted Lo bing to
bacterial UNA but not Lo rat
liver DNA.

3. Purity of DM not reported.
4. Positlive response. Author-
thinks Lhis I3 due to close
proaimity of cyloplaseic en-
tymes and intersediates Lo DMA
ta bacteria and that negative
responses would be obtained in
higher organises. Positive re-
sponses in other tests argue
dgainst this. See discussion
in teat, .

(continued on the folluming paye)
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TABLE A-1 (Contirud)

Activation .
Reterence Test Systea Strain Systen Concentration/Resuits Coenzents
Nestimarn et Saimonel14/59 TA1515 Aroclor 125%4- 1. Llevels of C"zClz in exposure chasbe
al., 149} vapor exposure T1A1532 induced rat related directly Lo the sutational
TA1538 liver $9 dose-elfect curves of 3 paint re-
{31} aovess,
TALOO 2. 0ata shown for one paint resover
only. Other 2 gave similar response.
3. Purity of CHyClanot reported.
§. Positive response for paint re-
wovers likely due to Chacly
Exposure Level (mg/l)
, Katerial hise Revertants/Plate® CHatl, Hethanol Ethanotd
- Type Weight {#q) Time ™ ™ Waia Gh ¢
Added  VaporTied TAL1535 TAL00 1A90 Averaged” Calculated” Measured
Paint 0 - 16 144 25 A .oe =-- ven .o
resover 20) 144 22 310 k| 12.7 15.% 1.0 0.5 eve
- 370 24 18 ) 42 21.9 25.5 2.0 0.9 .ee
790 9 23 563 76 40.1 49.9 45.0 0.7 “ee
1435 90) k] 185 o 80.2 95.4 06.0 1.9 .o
(T}
Rix 0 . 1 154 32 a-- “ee we- b voe
[90:5:5 0.1 0.1 | 1 260 4] 12.2 12.8 1.5 <«0.5 «0.9
v/viv CHyCly 0.2 0.2 b1 401 1 26.9 25.3 2.5 <0.5 0.7
ezlhanol 0.4 6.4 25 189 jls $0.6 50.8 5.0 0.9 1.
ethanol ) 0.8 0.8 n 1084 164 9.1 101.0 9.5 2.6 2.1
(111) - - Ly 1627 cee cee e bl . mee
(Average
values from
triplicate
plates in 4
experinents
(a) Average values from triplicate plates., (b). Oetermined (rom an area under curve for (continued on the following page)

concentration ageinst Lise, (c).
vagurized, in 9] chasber. (d).

Calculated from amount vaporized assuming only CHaCly
Maxiaum aeasured.



Ly

TABLE A-1 (Contirued)

Aclivation . .
Relerence Test System Strain Systes Dose fResults Comments
Green, 1983 Salmonella/s9 TA100 ?roclor-l?&d i " Revertants l.' Baclerial and sammalion mela-
vapor exposure " induced rat liver Vapor %9 -39 ¢+ Cytosol  bolism similar.
$9, aicrasoses, ‘l 100 100 — . Cvlosel ind flulathlom catalyre
and cytoso! 2.8 458 386 490 CHaCly to formaldenyde and 13
. 5.0 00 120 — chlotonthylglnulhiom is & p tas
8.4 9%0 900 - tive intersediate.
J.CH Clz onverted Lo carbon eo-
noxide in'the presence of aicro-
sosts. formy) chloride is ¢
putative intersediate.
4. Purity of CHClp not given.
S. Positive response. See entry
for Green (1960).
Goche et Salmonel1a/59 TAIS)S . Aroclor-1254 ‘ . Revertants 1. Spontaneous revertants for
1., 1981 vapor exposure  1AlS)) rat liver §9 11/desiccator 159 -$9 TAJ00 too low.
1A1538 ] 3010 40t 2. No infursation presented for
1A98 125 L 1TV 84927 toxicity.
1A100 250 606232 $10214 3. Purily of CHxCla not given.
500 10507 195221 4. (lquivocal positive response.
150 203832 29547
Jongen et Salmonella/s9 TAL00 Aroclor-1254 g Lo
)., 1982 vépgr exposure rat livee 9, Activation 0 0.15 0.} ). 4 1. Purity of CHCla not given.
nicrosomes, .es 150 2. Positive response.
and cytosa) $9 150 240 410 130 .
Cytasol 150 220 420 8io
Hicrosomes 150 215 380 610
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TABLE A1 (Continued)

. o1

Response/10% Survivors

trped
Conversion

Recoabiinat ion

Bl | il B Sl SO e T Tl - SRR SRS - o e bl

Cosaents

16
28
w

1.- Positive response

2. Active selabolites prodced
by this systes are sade inlra-
cellularly eather then by an
exogranus ly reployed activalion
system.

Bt d 5" Be ol e b B e A TEE bl ST e BB "
Relerence Test Systea

Callen Saccharomyces

et al., 1980 Terevisiae L

Sismon Saccharomycey

et al., 197 Cerevisiae

FRNERF A SR Ty PRI SRS S P

suspension Lest

I. Data not provided but
repurted negitive lor sitotic
recosbination,

2. Strain ditlerrnces and
differences in trealnent condi-
Lions (4 e., tise and temeera
ture) say be the cause of dil-
ferences between this study and
that of Callen et ad. {1940)

3 Cytochrome P430 concentration
not known. Callen et al (1980)
report dilferent yeast straing
have dillerent levels.
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TABLE A-1 (Cont inued)
Ll - s LIRS = ¥ e PEReY
# Chromosones Corrected
Reference Test Systea Strain Chemical Route Tested # Lethals  Lethals (X) Comments
Abrahasson Orosophila FHS Ens fed 1 L] $.69 1. Mo precaution taken
and Valencla, seu-ignica females, Tris fed 42 35 1.0 to design exposure cham
1580 recessive Canton Neg. Controls Fed oF Inj. 94491 210 0.213 bers to prevent evapora-
lethal test $ males CHaCly fed 14682 B 1] 0.204 Lion of Lhe corpound for
In} 8262 18 0.187 feeding experiment.
. . . No concurrent nega-
Live controls reported
for the injection esperi-
sent. :
1. Negative response at
dose tested (204 wi1).
Gocke et Drosophila Basc Lethals/Brood (Percent) . 1. Positive response for
al., 1981 sen-ilniea feaales, CHACLD (on 1 ? ) Brood 1 Indicating CHyCly is
recessive Beriin "‘—& B - o, ;ulqoe:::: to sperm in
Yethal test K males 2 0. . roso 3.
7. Righer dose used than

-

125

620

Total
Lreated

1673632 2/2519  ¢/1310
(0.44) (0.00) (0.46)

8/121) /1S $/71005 *
(0 66) (0.41) (0.50)

24/4845  5/3114 1/231%
(0.50) {0.16) (0.47)

P00

in test by Abrahasson and
Valencia (1980).

(continued on the following page)
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VABLE A-3 (Continued)

=oRs

Concentration Mutation frct)uenc¥ Toxicity

Reference Test System (mol/L) (Letha) nutations/10% loci) (Survival rel. to controls) Coaments

Samaitof! Panagrelus cHLly u 1. Equivecal positive response.

et al., redivivas '57. 6.0 L2 12-1) L1314 Adult 2. Mot dose-related.

1980 sex-Tinked 1079 10.0 Juveniles  Moll _ HMolt Kolt 3. Socs2 positive controls geve
recessive 1074 9.8 5 . . xiy negative (e.g. ENS) or only
lethal test ) 1.2 1.00 0.88 0.1% sarginally positive response

Proflavine 1.00 1.00 o0.88 0.1 {e.9. 3-ssthylcholanthrene).
1078 12.9 : 4. Test system not valldated.
10_¢ 10.0
104 26.6
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TABLE A-1 (Contlinued)

PR N—

ik S T e T e

A T s - ied b h v,g cm
. ' . Concentration Mutants/10% Survival Hutants/10% Survival
Reference Test Systes (X) .Survivors (%) Survivors (Y) Comments
Jongen et 6-thioguanine (170, S 2 -400 1.9 : 100 1. Equivocal negative response.
al., 1981 resistance in | 1.8 90 1. 90 2. Highest dose only resulted in 20X decrease
: V19 and CHO 2 2 95 . 0s in survival. Higher doses up (o about 80T
cells | 3.7 8% 0.9 80 toxicity should be tested.
4 1.6 80 2.1 .
5 2.5 13
s 9 2
2 n
4 3)
Thilsgar et  Mutetion at 1. Reported negstive in meeting abstract.
al. 1984a thynidine kinase 2. Experimentsl details not given.
locus in mase
{ymphome C5178Y
celis ond neo-
plestic trans.
formation in
C3H1071/2 cells




cL-y

YABLE A-§ (Continued)

WWM

Concentration (%) foci/Plate Survival (X) Conment s
Sivak 1978  Neoplastic transfor-’ ~~ (CHxCly 0 Co 0.1 ¢ 0.07 -100 - “ . .1, Food grade purity CHaCly -
mation In SALB/C-3T3 110’3 0.28+0.16 60
‘cells 104 0.47+0.15 S8

w13 0.11+00 7
w10°2 0.40 ¢ 0.13 64

K 0 0.11 ¢ 0.07 100
210 3694052 29

Price et al, Neoplastic transfor- 0 0 ) 1. Reagent grade purity
1978 matfon in F1076 cells .16 T ChaCly wos used.
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TAGLE A-1 (Continucd)

TUAET ot SfR TSMIL i:‘i: _a.'... AT .._nr:.;i.;n RYT TRETE TR 7 TR Tt i " SR MM T L IR TR, LR e S iR RS M
Reference Strain/Tissve Exposure Dose Chromatid Chromosoce Dicentrics Rings fachanges Comments
Burek et al., Male and lemale Inhalation 0 0.930.9 0.210.4 0 0 0 1. 9 anivals/sen/
1984 Sprague-Dawley $00 0.513 0.71 0.210.42 1] 0 ] dose.
rat/bone sarrow 1500 0.510.9 0.120.32 0 0 0.1120.32 2. 200 cells/
. 3500 0.7 2 0.480 0.2 0.4 (] 0.2 ¢ 0.42 0 anisals.
3. Dose Lo bone
aarrow cells may
have been low.
- 4. Negative response.
: . Breaks Nusber of Cellsw/
Reference Test Systes Dose RCG*  Chromatig Isochromatlid Exchange Aberrations/Cel? Aberration (X) Cosments
Thitagar Cultured C10 c"chZ(s'/"l 1. Positive responss.
and Kusaroo, cells 100 2 0 ] 0.02 2 2. Ffour esperisents
1983 2 9.4 4 0 2 0.06 6 yielded sinllar re-
S 75.3 8 14 8 0.34 26 sponse.
10 66.7 12 34 10 0.5 39
{4,
. ] N.D. 22 10 L} 0.96 66
*RCG = Relative cell growth. ' !
Route of Oose Oreaks . ,
Reference Strain/Tissue Exposure ppa Chromatid Chrososoae Dicentrics Rings Exchanges Cosment s
Gocke et Male and female i.p. No. injection x mq/kq Micronucleated Polychromatic Erythrocytes (%) 1. Probable positive
al , 198} WR] mice/bone Injection 0 0.19 response; aulhors $ndi-
sarrov 2 n 425 0.19 cate negative response.
2 » 650 0.3% 2. Dose Lo bone marrov
. 2 x 1700 0.20 celis may have been low.
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TAOLE A-1 (Continued) ,
[}

BT BT TR TR EER LA SR M F b U D AL AR LT

= T - -‘mdmav---—l‘-u-—“ -‘_‘-—“’-I.l'-.'“‘ .- EF [ YRR R 1 A ] [ TU - 3R R
Relerence . Test Systea Dase Results . Comments
. : SCE/Celd
Jonyen et ol., SCE/VIS cells X txperiseat # 1. Cxposure time 1 hour, .
198} in culture C"z“g 1 7 . 2. Positive response. Significant Increases in
: SCls (P <0.001). :
0 0.2 3002 03038 0.0) 3. Sase type ol dose-response odserved in experi
0.5 0.40 3 0 02 .=- scnts 2-6 (dats nol shown).
}.0 0.46 1t 0 02 0.4720.02 4. DHSD did not increase incidence of SCE.
2.0  0.451 0.0 0% 0.0 :
o0 . wee 0.58 ¢t 0.0)
4.0 0.50 ¢ 0.0 0.6110.0)
$CE/Cel) °
Reference Test Systen Dose {x 2 30) Range of SCE's N N ey Comments
) 1tured CHO CHCL2 (1/a)) : ‘
! ::;O" E:ll:n ¢ ‘; - 10.286 ¢ ). 12 517 0 3 9 : ls!caalnﬂ. but not significent increas.
. . [ . : .
::;;'“. 2 11.36 3 3.09 kL) 0 )6 04 2. Tnree other experisents yielded sianil
: responses.
1) 12.% 8 2.9% 2-18 6 5S¢ 40 3. Resulls not inconsistent with test by
Jongen et ab. (1981) yhere highest dose
10 12.36 3 3.3% "3-2) 4 % ¢ was Lhree times greater (i.e., 471 ot vs
. 156 aM).
Iriethylene oclsaine
v 025 ug7li 47.74 9 L. 26 39-61 4 O €
McCarroll et Cultured CHO cells ' 1. A dose-releted increase
at, 1983 ' ' in SCE's was obzerved

over the dose ronge
1.8, 3.6, 5.4, and 7.0X
Ch cly following a 24-
hour exposure in the
otmosphere.

2. FRcported o3 a menting
sbstract; sctusl re-
sults pot given.

a8

M - percentege of cells ot first mitosis,

M - Percentaaer of cells st second mitosis.

M3 . pargcent of cells betwren first and sec: nd mitosic.
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TABLE A~V (Contirued)

Comments .

Reference ' Test System Dose * Unscheduled DNA Synthesis
[)
|
Jongen et sl. V79 cells 0 (X) 1. Negotive results re-
1981 0.5 ported.
2.0 2. Positive results ob-
3.0 tained for 4NA0 o3 &
4.0 positive control.
Thilager st Primary l’l.l 1: Reported negstive in
al. 1984c hepatocytes meeting abstract.
2. Enperimentsl details
not glven,
3
Reference Test System Dose $9 Mix H-TdR Upteke
Perocco snd Primary humn 0 . 715024 (cpm) 1. CHClp was negative o3 on
pProdi 1981 lysphocytes 2.5 .. 593+24 Indxcer of unscheduled
S . 491027 ONA synthesis.
10 . 532a31
0 . 612026
2.9 + 573¢35
5 . 510040
10 + 537039 .

*-XcH
ZClz
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TABLE A-1 (Continued)

Reference ‘Test System Dose Results Comments
Osterman-Golkar E. Coli K39 (1)), 10 ul positive 1. Qualitative Test
et al. 1983

prophage induction

Procedure

2. Obtained strong
positive response
(+++ on a scale of
+ to ++H+)



APPENDIX B

DETAILS OF CARCINOGENICITY BIOASSAYS

AND DESCRIPTION OF TUMOR TYPES

The following section describes in detail the results of the chronic bioassays

. performed using CH2C12.
B.1 Dow 1980 Inhalation Study in Sprague-Dawley Rats (EPA 1985a and Burek et

al, 1984)

Rats were housed no more than three per cage in 8x8x8-foot rooms. During
nonexposure periods, animals remained in the chambgr rooms with filtered air.

Controls were continuously exposed to filtered air.

During the first 2 months of the .study, there was an outbreak of
sialodacryoadenitis virus infection involving control and>exposed rats. This
virus has been associated with acute inflammation and diffuse coagulative
necrosis of the parotid and submandibular salivary glands and Harderian glanq.
Inflammatory edeﬁa and inflammatory cells are prominent in salivary and
Harderian glandular interstitial and periglandular connective tissue. Squamous
metaplasia of glandular epithelium occurs in the reparative phase of the
disease. High morbidity may occur during outbreaks of disease, but mortality
is negligible (Jacoby et al. 1979). Burek et al. (1984) suggested that the
combination .of wviral infection and high exposures to CH C12 may have been

2

associated with the salivary gland tumors.
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Toward the end of the study, there was a statistically significant increase in

mortalitx
increased
Mortality
mortality

published

in males exposed to 1,500 and 3,500 ppm  at 21-22 months and
mortality in females exposed to 3,500 ppm between 18-24 months.
was high; however, in control groups of both sexes, with 85%
in males and 78% in females at éa months (EPA 1985a). No data were

on the reasons for the poor survival of controls.

Carboxyhemoglobin blood 1levels were increased in exposed animals, but this

elevation was not dose-related.

Neoplasms.

As noted in Table B-1, the carcinogenic end points in this study

were sarcomas arising in the ventral cervical/salivary gland area in males and

benign mammary tumors.

TABLE B-1
SARCOMAS OF THE CERVICAL/SALIVARY GLAND REGION
IN SD MALE RATS
(Burek et al. 1984)

CH2C12
(ppm) Incidence
-0 1/93 (1%)
500 0/94
1,500 A : 5/91 (5.5%)
3,500 . 11/88 (12.5%)*
Historical
laboratory
control ' 0-2%

* p < 0.05, Fisher's Exact Probability Test
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The sarcomas were compbsed of round to spindle cells with ﬁigh mitotic
activity; 1local invasion of tissue by tﬁmo; cells and necrosis within the
tumor were frequent. Areas of different histologic types (fibrosarcoma,
neurofibrosarcoma) often occurred within a single tumor; other sarcomas were
anaplastic (undifferentiated). All sarcomas involved fhe salivary glands but
did not appear to arise from glandular components. Ultrastructural examination

Trevealed no evidence of epithelial origin (abseﬁce of desmosomes or secretory

products).
Incidences of benign mammary tumors in both sexes of rats were as follows:

TABLE B-2

BENIGN MAMMARY TUMORS IN SD RATS
. (Burek et al. 1984)

Males Females
CHECI Rats with No. Rats with No. Avg. No.
(ppm% ) Tumors Tumors Tumors Tumors Tumor/Rat
0 7/95 ( 7%) 8/95 79/96 (82%) 165/96 1.7
500 3/95 ( 3%) 6/95 81/95 (85%) 218/95 2.3
1,500 7/95 ( 7%) 11/95 80/96 (83%) 245/96 2.6
3,500 14/95 (15%) 17,95 . 83/97 (86%) 287/97 3.0
Historical
laboratory
control 10s 80%
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High-dose males had a slight increase in the number of benign mammary tumo;s
compared to concurrent controls and a slight increase in the number of tumors
per tumor-bearing rat. Incidences of benign maﬁmary cumors~in females were
similar in control and exposed rats and comparable to historical laboratory .
controls. However, the total number of mammary tumors increased in exposed
. females in a dose-related manner. There was no exposure-related increase in

the number of animals with malignant mammary tumors in either sex.

As was the case for all rat and mouse studies listed in Table 8-1, exposure-
related nonneoplastic lesions were present in the liver. The primary exposure- .

and dose-related lesion was hepatocellular vacuolization-consistent with fatey

change (Table B-3).

TABLE B-3

HEPATOCELLULAR VACUOLIZATION IN SD RATS
(Burek et al. 1984)

CHZCI2 : i

(ppm) Male Female
0 17% 34%

500 383* S52%*

1,500 45%% 598

3,500 - S4g* 65%*

P < 0.05 using Fisher’s Probability Test
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B.2 Dow 1980 Inhalation Study in erian Hamsters (EPA 1985a, Burek et al.
1984)

Animal husbandry and conditions of experimental exposure were similar to those
of the Dow 1980 inhalation study in rats. Hamsters were housed three or four
to a cage during the first year, then individually for the remainder of the

study. An infestation 6f mange mite (Demodex) occurred during the study in

- control and treated animais_but did not result in increased mortality.

There were no exposure-:;iated increases in mortality in males, although
mortality was high at 2; months (82% in control ﬁales, 85% in high-do#eA
males)’. In females, controls had 100% mortality at 24 months, a value higher
than any of the exposed gro&fs (95.7%--500 ppm, 89.5%--1,500 ppm, 90.3%--3,500
opm). . . : _

Blood carboxyhemoglobin lévels weré elevated in all exposed groups at 22

months with a slight dose-related trend in females.

Neoplasms. No exposure-related neoplasms occurred.

Nomneoplastic lesions. No exposure-related nonneoplastic lesions occurred.

Systemic amyloidosis was common in control animals and occurred at a decreased

incidence (the decrease was dose-related) in exposed animals.
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B.3 Dow 1982 Inhalation Study in Sprague-Dawley Rats (EPA 1985a).

The toxicology report was not available for review; therefore, this discussion
is excerpted from secondary sources (EPA 1985a). This study has recently been

published in the literature by Nitschke et al. (1988a).

As the study was conducted at Dow, the majority of animal husbandry and
experimental exposure conditions presumably were similar to the previous rat
study (Section B.2). Hoﬁever, the study pathologist noted that rats were kept
in chambers during the exposure period, then housed in conventional animal
rooms overnight and dﬁiing the weekends. He noted that female rats housed
under these conditions often had lower incidences of mammary tumors than rats

kept in chambers 100% of the time (Food Solvents Workshop 1984).

A total of 360 male and 492 female'Sprague-Dawléy rats (Spartan‘substrain, 6
to 8 weeks old) were uséd in this study. Groups of 90 rats/sgx were exposed
by 1inhalation to O (g&ntrol), 50, 200, and 500 ppm (0, 173, 692, and 1,735
mg/m3) CHZCI2 (technical grade, lot #TA 05038, with purity of at least 99.5
percent) 6 hr/day, 5 days/week, for 20 (males) or 24 months (females). 1In
~addition, 30 extra female rats, identified as 500/0, were exposed to 500 Ppm
CH2612 for the first 12 months of the study and were housed as control rats
for the duration of tﬁe study (last 12 months). Another 30 female rats,
identified as 0/500, were housed in the same mahner as control rats for the
firs; 12 months of the study and were exposed to 500 ppm CHZCI2 for the
remaining 12 months of the study. To determine the rate of DNA synthesis in

the liver, 18 female rats were included in each group. After 6, 12, 15, ahd

18 months of exposure, five rats of each sex at each exposure level were
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sacrificed. In addition, five female rats from each of the 500/0 and 0/500

groups were sacrificed at the 18-month interim necropsy

Exposure-related increases in mortality did. nét occur duriﬁg the study.
Mortality in males at 20 months was: control--70%, 50 ppm--70s, éOO ppm--fQ%.
and 500 ppm--66%. Because of the high mortality rate, males were terminated at
21 months of the study. Mortality in females at 24 Qonths was: control--64%,

50 ppm--76%, 200 ppm--67%, 500 ppm--61%, 500/0--72%, and 0/500--52%.

Neoplasms. In females, there was a nonsignificant increase in the number of

benign mammary ‘tumors per tumor-bearing rat (Table B-4).

Rats exposed to 500 ppm during the first 12 months of the study ("500/0") had
a higher average number of tumors per animal than did the rats exposed to 500 .

Ppm only after 12 months ("0/500").

Nonneoplastic lesions. An outbreak of sialodacryoadenitis infection (based on
clinical signs) occurred after 2 monghs in exposed and control groﬁps, and
lasted approgimateiy 3 weeks. Blood c&rboxyhemoglobin levels were elevated in
all exposed groups. High-dose females had hepatocellular vacuolization
(control--4/45 (9%), 500 ppm--11/42 (26%)); high-dose and 500/0 females had an
elevated incideﬁce of multinucleated ‘hepatocytes (conttol--8/70 (11l%), 500

ppm--27/70 (39%; p =~ 0.0002 by Fischer Exact Test),ASOO/O--9/25 (36%; p =

0.009 by Fischer Exact Test))
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TABLE B-4

BENIGN MAMMARY TUMORS IN SD FEMALE RATS
Dow 1982 Inhalation Study

Average No. Tumors

CH2612 No. of rats Total No. . per Tumor-Bearing
(ppm) with tumors/ of Tumors/ Rat
Total No. of Rats Total No, of Rats
0 52/70 105/70 2.0
50 58/70 133/70 2.3
200 _ 61/70 135/70 2.2
500 55/70 147/70 2.7
500/0 23725 60/25 2.6
0/500 23725 50/25 2.2

B.4 National Coffee Association 1982 D;inking'Water Study in Fischer 344 Rats

(EPA 1985a, Serota et al. 1986a)

Rats were caged_ipdividually.in stainless steel hanging wire mesh cages iﬁ a
Bioclean 1laminar flow facility and given the compound in deionized drinking
water in water bottles at doses of 5, 50, 125 and 250 mg CH2C12/kg/day for iOA
weeks. An additional grou?, the recovery‘group. received 250 mg CH2C12/kg/day
for 78 weeks followed by a 26-week recovery period. Control animals and the
recovery group recei§ed only dionized water. Cdmplete histopathology was
performed on the ~control groups, high-dose group, and recovery group; liver

(target organ) and tumors were examined in the low-dose groups.

Administration of CH2C12 did not appear to effect mortality; survival was more

than 70% in control animals of both sexes at the end of 2 years.
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Neoplasms. Exposure-related neoplasms did not occur in male rats. 1In
females, there was an increase in liver tumors (combined neoplastié nodules
and hepatocellular carcinomas) whenvcompared'to concurrent controls.. However,
concurrent controls had a lower tumor incidence (zerec) than historical

laboratory controls (Table B-5).

TABLE B-5

LIVER TUMORS IN FEMALE F344 RATS
Drinking Water Study (EPA 1985a)

CH,Cl " Neoplastic Hepatocellular

(mg/%g/aay) Nodule Carcinoma Combined

0 : 0/85 . 0/85 0/85

0 0/49 0/49 0/49 '

5 1/85 (1.2%) 0/85 - 1/85 (1.2%)

50 2/83 (2.4%) 2/83 (2.4%) 4/83 (4.8%)a
125 1/85 (1.2%) 0/85 1/85 (1.2%)
250 - ’ 4/85 (4.7%) 2/85 (2.4) 6/85 (7.1%)b
'250/recovery”® . 2/25 (8%) 0/25 | 2/25 (8%)
Historical _ .

control 19/419 (4.5%) 5/419 (1.2%) 24/419 (5.7%)

:p < 0.05 Fischer'’s Exact Test.
P-< 0.01 Fischer'’s Exact Test. _ :
Exposed to methylene chloride for 78 weeks and allowed to recover.

Based on concurrent Concfols, EPA’s Carcinogen Assessment Group (CAG)
considered the liver tumor data to represent a borderline neoplastic respon$¢
(EPA 1985a). However, Serota et al. (1986a) coﬁ#idered the findings not
significant based on historical control liver tumor'incidence, which was

higher than concurrent controls (Serota et al. 1986a).
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Nonneoplastic Lesions. There were statistically significant (p < 0.05 or p <
0.01) increased incidences of hepatocellular fatty change.(125 and 250 mg/kg)
and foci of hepatocellular alteration (50, 125, and 250 mg/kg and 250 mg/kg
. ?ecovery group) in both sexes. These incidiences were .analyzed using

Fischer’s Exact Test-

B.5 National Coffee Association 1982 Drinking Water Study in B6C3F1 Mice (EPA

1985a, Serota et al, 1986b)

Animal husbandry and conditions of experimental exposure were the same as for

rats (see Section B.4).

There was no effect of CH2012 exposure on mortality, and survival was good in
all dosed groups of mice. During the study, control and treated mice
developed ciinical signs of convulsions, particularly when the mice were

weighed. An etiologic agent was not identified.

At necropsy, there was a dose-related increase in gross lung masses, but these
were not identified histologically. This finding could indicate that lung
masses were not trimmed in from wet tissue; however, the study received an
intensive external aﬁdit, which did not note the presence of "missed” lung

masses (Food Solvents Workshop 1984).
Neoplasms. Exposure-related neoplasms did not occur in female mice. In

exposed male mice, there was an increased incidence of liver tumors (Table B-

6).
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These results were considered borderline evidence of chemically induced

’ts; neoplasia by the EPA Carcinogen Assessment Group (EPA 1985a). The results
were deemed not significant by the National Coffee Association because
incidences in exposed groups were within the National Toxicology Progrém's

: historical control range as of 1981 (mean of 32%, Tarone et al, 1981).

“J Incidences in historical NTP male controls as of 1986 also were similar:

540/1,784 (30% + 8%) (NTP 1986).
Nonneoplastjc lLesions. Fatty change in 1liver cells occurred in males and
females receiving 250 mg/kg/day (high dose).
TABLE B-6
LIVER TUMORS IN MALE B6C3F1l MICE
s
CHZCI2 Hepatocellular Hepatocellular d
(mg/kg-day) , Adenoma - Carcinoma Combined ,;
0 6/60 (10%) 5/60 (8%) - 11/60 (18%) -
0 4/65 (63) . 9/65 (l4g) 13/65 (20%)"
60 20/200 (10s%) 33/200 (17%) 51/200 (26%)a
125 147100 (14%) 18/100 (18%) 30/100 (30%)a
185 A 14799 (14%) 17/99 (17%)c 31/99 (31%)b
- 250 . 15/125 (12%) 23/125 (18%) 35/125 (28%)"

. “EPa (1985a) -- Statistically significant using combined control incidence of
b24/125 (p < .05). '

Borderline (EPA 1985a). '
Fischer's Exact Test, p = 0.0114 compared to the first control group (Serota
et al. 1986b) 4 : .

dBy trend test, p =_0.03.
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B.6 National Toxicology Program 1986 Inhalation Study in Fischer 344 Rats
(NTP 1986, Mennear et al. 1988)

Rats were housed individually in stainless-steel mesh cages in exposure

chambers and remained in the chambers during nonexposurerperiods.

Sialodacryoadenitis virus/rat corona virus infection occurred during the study
as indicated by positive serologic titer results at 19 and 24 months on study.
Rats also had titers to a number of other infectious agents: Sendai virus,
pneumonia virus of mice (PVM), Kilham rat virus (KRV), and Mvcoplasma
pulmonisg. Of the latter agents, all but KRV are primarily respiratory system

pathogens. .

Mortality was high in.all dose groups of males (66%-82%),'with the majority of '
deaths occurring during the final 16 weeks of the study. There Qas an
unusually high incidence of advanced mononuclear cell leukemia in all groups
of male rats. Mortality was significantly increased in high-dose females
after 100 weeks on -study. Otherwise, ‘there was no correlation between

exposure and mortality.

Because of the aberrant elevated incidence of leukemia in control males (Table
B-7), NTP could not make an unequivocal cbnclusion about elevated leukemia
incidence in 2,000- and 4,000-ppm fehales (23/50, 46%, for both exposed

groups.)
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TABLE B-7

MONONUCLEAR CELL LEUKEMIA IN CONTROL F344/N RATS

NTP (1986)
Male Feméle
Concurrent control 34/50 (68%) 17/50 (34%)
Laboratory histor-
ical control 36/100 (36%) 27/99 (27%)
NTP hiscoriﬁal control 458/1,727 (27% % 9%) 307/1,772 (17% * 6%)

Neoplasms. . Male and female rats exposed to CH2012 had dose-related increasés
in incidenée of benign mammary tumors (Table B-8), which NTP interpréted as
"clear evidence of carcinogenicitj” in female rats and "some evidence of

carcinogenicity" in male rats.

Dose-relate&f multiplicity of mammary tumors was not discussed in the NTP
technical report. 1Incidence of benign mammary tumors in concurrent control
females wasilower than in hisﬁofic#l laboratory or NTP controls. However, the
incidence observed in the high dose feﬁéle 1s statistically significant when
compared with incidence in -either historical laboratory (p = 0.0003) or

historical NTP (p = 0.01) controls.
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TABLE B-8

BENIGN MAMMARY TUMORS IN F344/N RATS

NTP (1986)

CHZCIZ,(ppm)

0 1,000 2,000 : 4,000
MALES
Fibroadenoma, ade- d - ab.e
noma, or fibroma 1/50 (2%) 1/50 (2%) 4/50 (8%) 9/50 (18%)" '™’
Historical controls: '
Fibroadenoma:
Laboratory 0/100
NTP 51/1,727 (3% + 3%)
Fibroma:
Laboratory 6/100 (6%)
NTP 91/1,727 (5% * 3%)
FEMALES
Fibroadenoma . : .
or adenoma 5/50 (10%) - 11/50 (22%) 13/50 (26%) 23/50 (46%)
Life Table Test p<0.001 p = 0.045 p - 0.022 p < 0.001
Incidental Tumor . ' _
Test p < 0.001 p = 0.092 p = 0.083 p < 0.001
Cochran- Armitage .
Trend Test p < 0.001
Fisher Exact Test p - 0.105 p - 0.070 p < 0.001
Historical controls,
fibroadenoma:
Laboratory 16/99 (l6%) .
NTP 492/1,772 (28% * 10%)
:Life Table Test p=0.002

Incidental Tumor Test p=0.008
Fischer Exact Test p=0.008
Cochran-Armitage Trend Test p =< 0.001

S 0
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Nonneoplastic Lesjions. Hepatocytomegaly, hemosiderosis, cytoplasmic

vacuolization, and bile duct fibrosis were more frequent in treated than
control rats of both sexes, but the incidence did not increase in a dose-

related manner.

B.7 National Toxicology Program 1986 Inhalation Study in B6C3F1 Mice (NTP

986, Mennear et al 988)

-Animal husbandry procedures and conditions of experimental exposure were the

same as for the CH'ZCI2 rat inhalation study performed at Battelle Pacific

Northwest Laboratories (see Section B.6).

Based on serologic titers at the. terminal kill, mice had concurrent infections
with pneumonia virus of mice (PVM) and mouse hepatitis virus (MHV) during the

course of the study.

Mortality was significantly gréater thaﬁ contrqls in exposed male mice:
control--11/50 (22%), 2,000 ppm--26/50 (52%), 4,000 ppm--41/50 (82%). Female
high-dqse mice had significantly greater mortality (84%) than control (50%) or
2,000 ppm (50%) animals (p < 0.001 for life table trend test for a decreasing
survival_ of male mice with incteasing dosé; and p = 0.002 for the same test

for female mice (NTP 1986)).
Neoplasms. Both sexes of mice had dose-related increases in incidence and
multiplicity of alveolar-bronchiolar tumors (adenomas, carcinomas) of the lung

(Tables B-9, B-10). Male mice exposed to 4,000 ppm had an elevated incidence
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of liver tumors--hepatocellular c;rcinoma and combined adenoma or carcinoma
(Tables B-11, B-12). Female mice had dose-related increases in both
hepatocellular adenoma and carcinoma. These findings were interpreted by NTP
as "clear evidence of carcinogenicity" in B6C3Fl mice. As.éoted in the NTP
technical report, the incidences of alveolar/bronchiolar neoplasms in the
concurrent control grogps were lower than the historical laboratory control
groups from Battelle and, particularly for the males, lower than historical

NTP controls.

Nonneoplastic Lesions. A treatment-related increase in cytologic degeneration
occurred .in the iivers of both sexes of mice. Increased incidences of
testicular atrophy in exposed males and ovarian and uterine atrophy in exposed
females were considered by NTP to be secondary to the extensive lung and liver

neoplasia.
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APPENDIX C

MATHEMATICAL MODELS FOR LOW-DOSE EXTRAPOLATION

Multistage Models

Armitage and Doll (1954) derived a mathematical model for carcinogenesis-
that assumes a complex, time;dependent process. This model assumes that a
cell must undergo a total of k ordered transformations t§ evolve into a
neoplastic cell. If the tréﬁsformation rates are constant over time and

linearly related to exposure, the probability of a tumor response P(d) may

. be expressed as

k -
P(d) = l-exp -| = (a,+b.d)
-1 *1

where k is the numbe; of stages, a; > 0 and is proportional to the back-
ground transition rate of the ith stage, bi = 0 and is proportional to the
transition rate for the ith stage.per unit of exposure, and d is a>constant
exposure rate. The number of stages, k, that have transition rates that are
exposure-dependent (i.e. bi > 0) defines the degree of the polynomial
relationship. The exponént of the multistage model in this form is a con-
Stant times the product of k linear equations. In the resulting polynomial,
each of the coefficients associated with terms of order m or less exist
(i.e. are greater than 'Zero) and are subject to certain nonlinear
constraints. For example, if the coefficient corrésponding to the jth power

is denoted as Cj and two stages are exposure-dependent, it follows that Cj >

0 for j =0, 1, 2 and ¢, = 2(C,C,) " (Kalbfleish et al. 1983).



Iwo-Stage Models. Since the original multistage model did not account for
the proliferation of preneoplastic cells and only two stages are required to
explain the age-dependence of tumor rates, Armitage and Doll (1957) proposed
“an alternative two-stage model. Their updated model of carcinogenesis is
based on the assumption that stem cells become p;emalignant cells that
divide at a constant rate, producing an exponential gr;wth of preneoplastic
clones. A preneoplastic cell is then transformed into a cancerous cell,

which may ultimately develop into a tumor.

More ' recently, Moolgavkar and Venzon (1979) generalized the two-stage model
by allowing for a.variable number of cells at risk over time and a stochas-
tic rather than deterministic growth of preneoplastic cells. The evolving
biological basis for this model is diséussed in detail in Moolgavkar and
AKnudson (1981) and Moolgavkar (1986). Ihorsluﬁd et al. (1987) have extended

this form of the two-stage model to incorporate the effects of envirommental |
agents on cell transition rates and first-stage cell proliferation rates. A
number of models can be generated from these extensions in which the
parameters havé a biological basis. Three simple forms of this model that
can' be used to estimate cancer risk witﬁ the limjted bioassay data usually

available are briefly presented here.

(1) The first form is based upon the assumption that both transition

rates are exposure-dependent. This form may be expressed as

P(d) = l-exp-[(al+bld)(a2+ bzd)]
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where the terms are defined as for the hulcistage model. This form may be
reparameterized so that the resulting parameters are estimable and have a

biological interpretation. The reparameterized model may be expressed as:

P(d) = 1~exp-[A[l+(S+I)d](1+Sd)],

-

where 1l-exp-A > 0 and is the background tumor rate, S > 0 and is the smal-
lest of the relative exposure-dependent transition rates, and I =2 0 and is

the incremental change between the largest and smallest relative transition

rates.

(2) The §econd model is a specific case of the first, which assumes
that both transition rates are the same linear function of dose d. As
pointed out by Moolgavkar (1986), this Situation wduid occur when twovgene
on homologous chromosomes that - regulate cell growth experience criﬁic#l
point mutations, which would feduce the control on growth. Knudson (1985)
lists a number of human cancer types that are consistent with this

hypothesis. If these point mutations are linear functions of dose, the

dose-response relationship may be expressed as
P(d) = [1-exp-A(1+Sd)2].

(3) The third simple form of the two-stage model can be used when it
is reasonable to hypothesize that preneoplastic cell proliferation occurs,
It is based on the assumption that the carcinogenic agent stimulates the

growth rate G of transformed first-stage cells proportional to dose. Under



this assumption, the dose-response model has the form

P(d) = l-exp-[ZA[exp(Gd)-l-Gd]/(Gd)z],

- ot
where 1l-exp-A 1is the background tumor rate and G is the change in the
preneoplastic cell growth rate per unit of exposure.

All of the multistage models discussed above have the common property that
they are 1linear in form at low doses, and as a result give conservative

estimates of cancer risk.

The multistage model can also be generalized to account for age or duration
of exposure. One such formulation for the multistage model may be expressed

as -

k k
P(d,t) = l-exp- Z [(ai+bid)(t-to) ],
i=1 -

where t is age or duration of exposure and €, is the latency period. Other
formulations are possible, but computer programs to implement their use are

not readily available at this time.

Based upon the various multistage models, a number of algorithms or ap-
proaches to bound or predict cancer risk can be employed. A brief
discussion of some of these approaches, with an indication of the strengths

and weaknesses of each, is given in the following sections.
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Linearized multistage model (GLOBAL 82). To avoid computational problems

posed by the original multistage model, Guess and Crump (1977) "generalized"

the multistage model by giving it a less restrictive polynomial form:

k
i
T cdl,

P(d) = l-exp-|
. i=-0

where k is the number of éxposure levels used in a bioéssay and C, 2 0 for i

i
-0, 1,..., k.

As a first step when using this apﬁroach, the maximum likelihood estimates
for the C's are obtained. Next, the unique polynomial is derived that gives
the maximum risk at a specified levgl of expdsure, subject to a goodness-of-

fit constraint. The linear term in this polynomial tiﬁes an environmental
exposure level is, to a very close approximation, the statistical upper

bound on cancer risk at low doses.

The advantage of this method is that a unique upper-bound estimate can be
routinely obtained. The disadvantages are: (1) the é}gorithm cannot be used
to obtain a stable point estimate of risk for the MLE; (2) only aAmodified
goodness-of-fit test exists for the method; and (3) the mathematical form is
based upon an extraneous arbitrary factor, the number of exposure levels

used in the bioassay.

Iime-to-tumor model (WEIBULL 82). A time-to-tumor model of the product

form:

P(d,t) = l-exp-
i=0-

u A
i k
Z c.d (t-c) }
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can be used to estimate cancer risk when the ages at which a tumor is ob-
served are available for individual animals. Such an approach is eritical
when the death rate due to the agent, independent of the tumor of concern,
is exposure level-dependent. For the spécific case where k > 1 and is not
restricted to integers and m is equal to ﬁhe number of exposure levels, the
"WEIBULL 82" computer program can be used to obtain cancer risk estimates
and their upper bounds. To use this program, one must specify whether a
tumor was incidental or-;he proximal cause.of death. The advantages of this

approéch are:

(1) it supplies a method for adjusting for differential, exposure-

induced mortality, and

(2) it gives estimates that are a. time-dependent extension of the

linearized multistage upper—bound‘épproach.
A number of disadvantages also exist. Among them are:
(1) the model does not have an underlying biological rationale;

(2) it is necessary to classify tumors as incidental or fatal, which in

many cases is difficule;

(3) when the presence of a tumor influences the death rate due to a

competing cause, a bias of unknown magnitude is created; and
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(4)

it must be assumed that the competing risk-adjusted rate at the end
of the observation period is a réuuonnbln measure of the lifetime

risk.

Direct use of the two-stage model. It is possible to obtain estimates of

risk directly using one of the three specific forms of the two-stage model.

The advantages of this approach are:

(1)

(2)

3)

)

(3)
(6)

(7)

At low doses, the models converge to a linear no-thréshold form so

that conservative estimates are obtained,

A stable point estimate of risk can be obtained directly.

Several forms of the models have only two parameters that have to
be estimated, so that goodness-of-fit tests can be run on the data
from the standard bioassay with one control and two exposure

groups.-

The mathematical form of the model follows directly from one cur-

rent hypothesis about the mechanisms of cancer induction.
Effects of cell proliferation can be taken into account,
Steep dose-response data can be fitted with the model.

The parameter estimates are biologically meaningful.
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It should also be noted that when only two exposure levels exist, the two-
stage transition rate model " and the linearized multistage model give
identical results if the parameter estimates of the latter approach are
consistent with the constraints imposed by the multistage theory.
The disadvantages of using the two-stage model are that:
(1) only approximate maximum likelihood estimates can be obtained for
the parameters until extensive computer programs that are being
developed are completed;

- (2) no method exists to adjust for time-to-tumor data; and

(3) a positive estimate of the background tumor rate is required.

c-8
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APPENDIX D.
HUMAN EPIDEMIOLOGICAL DATA AND RISK ASSESSMENT

As noted in Section 7.2.1,Asugge;tive evidence of an elevated pancreatic
cancer mortality rate associated with Cﬂzciz exposure was_?eported in an
epidemiological study of Kodak workers (Hearne et al. 1987). These data
were not used in a formal risk assessment.because (1) the association be-
tween CH2612 exposure and excess cancer was not s:acisticaliy significant at

a site for which an a priori hypothesis_from animal data existed, and (2) a

dose-related trend was not observed, (3) confounding factors may have been.

responsible for the apparent association and (4) the result could be an
artifact of multiple statistical testing. Nevertheless, even epidemiologi-
cal studies which yield ﬁegative results in a hypothesis test may be useful
in evaluating the plausibility of ‘risk estimates derived from animal

studies,

DHS staff undertook two approaches . to evaluate the compatibility of the
animal and human results. First, a prediction derived by fitting the

linearized multistage model to animal data was compared to observed cancer

mortality. .Second, one of the authors of the epidemiological study supplied

additional data that enabled quantitatiﬁe estimation of risk (Friedlander,
1987). A relative risk model was fitted to these data and the resulting

unit risk was compared to the animal-based unit risk.
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Comparison of Animal-Based Risk Predictions with Human Epidemiological Data

- Hearne et al. (1987) reported that the occupational data in their study were
inconsistent with an animal-based risk assessment. Using the EPA’'s unit
risk, they calculated that 14.5 excess lung and liver tumbrs would be
predicted among the exposed workers. However, there is no reason ﬁo assume
that the most sensitive site in animals will be the most sensitive site in

e«

humans.

Therefore, DHS staff compared the predictions based on the lung tumors in
mice to the cancer site having the greatest relative risk among workers
occupationally expoéed: the pancreas. The expected number of pancreatic
cancer deaths in this cohort was 3.2 based on rates in the New York State
population outside of New York City. Using the upper 95% confidence limit
on the unit risk derived (in this document). by fiéting the linearized multi-
stage model go lung tumor data for female mice in the NTP (1986) Study, 9.7
excess cancers wvere prédicted for this cohort (see Table D-1 for
calculations). 1If the 9.7 predicted from exposure are added to the 3.2
expected background pancreatic cancer deaths, a total of 12.9 such deaths

would be predicted for this cohort.

Considering that the animal-to-human extrapolation is over two orders of
magnitude of exposure, and that the animal and human exposures were tem-
porally dissimilar, this prediction (12.9) is qulte close to the observed
mortality: eight pancreatic cancer deaths 95% confldence interval =- (3.5,

15.8).
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In general, DHS staff do not assume that the most sensitive target site is
the same organ in humans as it is in the test species used for
extrapolation. NeverL‘ eluss. stall & co that the cenclusion here would
remain the same even ualinyr the wome izrzet edier i€ the 14 5 excess ;ancgt
deaths predi;ted by Hearne et al. (1987) are added to .the 21.8 backgroﬁnd
expeéted lung and 1liver cancer deaths. the resulting prediction is also
within a fa;;or of 3 of the observed 14 deaths due to cancers at these
sites. Thus, given the confidence limits about the human data, DHS staff
believe that the human data could be consistent with animal data, contrary
to the assertion of Hearne et al. (1987) that they are incons;stent Other

investigato;s have reached conclusions similar to those of DHS staff (Mirer

et al., 1988, Tollefson et al., 1988).
Calculation of Risk Based on'Human.E idemiolo ic ata

The second approach to ﬁtilizing the ‘human epidemiological study was to fit
a model to the data relating methylene chloride exposure and pancreatic
cancer deaths The data used for this analysis are in Table D-2. A rela-
tive risk model was fitﬁed to thesé'&ata: this model assumes that the excess
cancer rate due to the exposure is proportional to the backgroun¢ cancer
rate. An absolute risk model was not used because in extrapolating from
adult workers to the general population, this modei assumes the excess raﬁe
to be independent of age; the relative risk model assumes excess risk will
follow the same distribution #s the background risk, a more plausible

assumption.
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Details of the model fitting are shown below. The slope was estimated as
0.584 with a variance of 0.1323. The pancreatic cancer death rate was
significantly elevated when compared to the control population, however the

trend with dose was not, resulting in a large variance for the slope.

Using the background incidence of 0.008 pancreatic cancer deaths based on
U.S. 1981 Vital Statistics, the lifetime exposure to 1 ppb CH2012 is 9 x
10-6. This value can be compared to unit risks for the same exposure shown

in Table 8.7 for the purpose of ascertaining the general consistency between

the data sets.

Methods for Fitting Model and Deriving Excess Risk

The relative risk model assumes that the background cancer rate is increased
by a proportional amount R per unit of exposure. Under this model

E[Oij] - eij + Rx.e,., = (1+Rx

%15 " °ij 1)

where E[+] denotes the expectation of a random variable, subscripts i and j
denote dose-level and age respectively (i=0 for the control group); and:
x5 = the 1lifetime continuous equivalent (LCE) in ppm for exposure

group i,

eij = the expected number of cases based upon Kodak controls,
0ij = the observed number of cases, and

R = unknown slope parameter to be estimated from the data.
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Thc observed number of cases, oij, is assumed to follow c Poisson
distribution. The estimate of R and its asymptotic variance were obtained
using the maximum likelihocd m2thed {c2e Craser (1946) for a ciscussion of
the general approach]. The excess risk for an individual with continuouc

lifetime exposure to x ppm is then:
. P(x) = PORx

where Po denotes the average lifetime background(risk of pancreatic cancer.
In the context of the model, Po can be interpreted as the expected number of
cases for the averaée individual. Values for Po are obtained from NCI
(1981) vital statistics and are based upon the sum of risks up to age 75 fcr
the total U.S. population (Table D-3). A 95% cohfidence interval is ob-

tained for the risk by substituting R % 1.64[V(R)] Y2 for R in the risk

equations.

Conclusions

In sucmary, the human epidemiological data are inadequate eithcr to estab-
lish or to rule out carcinogenicity of methylene chloride in humans.
Nevertheless, several investigators have compared the human epidemiological
data with thct of the animal risk assessment data to ascertain if they are
generally consistent with each other. In this report two procedures were
used to .compare the human epidemiological data and the animal risk assess-
ment data. Based on these comparisons, DHS staff conclude that the human

data could be consistent with animal data.
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TABLE D-1
CALCULATION OF PREDICTED EXCESS CANCER DEATHS
- AMONG KODAK EMPLOYEES USING LINEARiZED-MULTISTAGE"-

MODEL FITTED TO LUNG TUMOR DATA IN NTP INHALATION BIOASSAY

1 Lifetime continuous 650 ppb 1790 ppb 3810 ppb
exposure ‘ : :
95% UCL of 1 -6 _ -6 -6
slope L-M (ppb ) 9 x10 9 x 10 9 x 10

2 Individual excess 6 x 1078 17 x 10°° 36 x 10°°
risk . -

3A Number of workers 350 353 310

3B Number excess deaths 2.1 5.9 11.1
predicted to age 70 :
if all workers live

4C Adjustment for less than  0.21 0.42 0.61 .
lifetime follow-up :
(from Hearmne et al. 1987)

Total
5 Number excess deaths A 2.5 6.8 - | 9.7

To use ahy other estimate of slope, take numbers iﬁ row 5, divide by L-M slope,
multiply by choice of (alternate) slope, e.g., using 1.1 x 10-6, row 5 has:

0.05, 0.2, 0.7.

The only difference between these numbers and those Hearne et al. (1987) is that the
DHS unit risk (slope = 9 x 10'6) is based on lung tumors only while EPA’'s (14 .x 10‘6)

is based on combined liver and lung tumors.
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VABLE D-2

PERSON-YEARS, OBSERVED AND EXPECTED DEATHS FROM PANCREATIC CANCER FOR KODAK EMPLOYEES EXPOSED 10 Cllzl:l.

2
WITH FOLLOW-UP THROUGH 1984

Age Group

Cohort 15-24 25-34 35-44 45-54 55-64 65-74 75+ Total

<350 ppm-years
(LCE=x =0.65): . ‘
Persgn-yeurs . 1,109.9 3,381.7 2,808.3 1,047.4 612.8 306.2 88.2 .-
Pancreatic cancer deaths:
Observed °1j 0 0 0 0 1 0
.000 .030 134 .163 226 107 _ .058 .718

350-749 ppm-years
(LCE=x _=1.79): . :
Persgn-years 0 135 1,737.1 1,986.9 1,334.0 683.8 132.0 .-
Pancreatic cancer deaths:
Observed o 0 0 0 1 : (1] 1 0 2
Expected e, . +000 .00 . o083 310 - 49% . - 239 .087- .13
750+ ppm-years
(LCE=x =3.81): . .
Persgn-years 0 0 165.8 -1,112.3 1,643.5 1,005.2 174.8 .
Pancreatic cancer deathss
Observed o, 0 0 0 0 1 3 0 4
.000 .000 .008 A74 607 .351 116 1.256

.....
-.....-.-.....-.-.-----.---..---o----...o...--.-.\-.-.-.-.----.------c.-p----.--..........-..-.......... --------------------------------




TABLE D-3

PERSON-YEARS, OBSERVED PANCREATIC CANCER CASES AND

RATES FOR KODAK EMPLOYEE CONTROL GROUP FOLLOW-UP THROUGH 1984

ganc;eétic Cancer
Age-Specific

Age Person-

Group Years Deaths Rate
15-24 56,887 - ' 0. 0
25-34 113,789 1 0.88x10°>
35-44 83,627 4 ' 4.78x107°
45-54 76,934 ' 12 15.60x10"°
55-64 67,713 25 36.92x10"7°
65-74 42,910 15 34.96x10'§

75+ 22,689 15 66.11x10
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APPESNDIX E

PHYSTOLOGICALLY-BASED PHARMACOKINETIC MODEL

The Andersen et al, (1987) physiologically-based pharmacokinetic model
({PBPK) consists of a series of mass balance differential equations'
N describing the concentration of CHZ.CI2 in five compartménts, organs or
tissue groups, i.e., the lungs, the liver, fat tissue, richly perfused

tissues (e.g., kidqey. brain and viscera), and slowly perfused tissue (e.g.,
skin and muscle) and a sixth compartment for gas exchange. The lung
compartment is placed between che.gas exchange compartment and the systemic
arterial blood supply (Figure E-1). This model provides a mathematical
description for the aﬁsofﬁtion, concentration, metabolism and elimiﬁation of

CHZCI2 to determine the effective dose at the animal target organs.

With this model CHZCIZ-may enter the body by inhalation in the gas exchange

compartment, or by ingestion with absorptian directiy into the liver
compartment. It is assumed that absorption of ingested CH2C12 occurs by a

- Zero-order process entering the liver at a constant hourly rate.

This PBPK model requires three types of biochemical and physiological data:
(1) partition coefficients for the different types of tissues, (2)
physiological constants for blood flow and tissue volumes, and (3)

biochemical constants for the critical biotransformation pathways.

The vpartition coefficients for liver, muscle and fat tissues were

~ experimentally determined in vitro by measuring the distribution of CH2012

. using a tissue homogenate. The tissues were homogenized as a 1:3 w/v
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mixture using 0.9% saline and then partition coefficients determined with a
closed v;al equilibrium technique for various tissues including blood. The
authors took the ratio of the air/blood to air/tissue coefficients to derive
the tissue/blood p;rtition coefficients. Blood/air partition coefficients
were measured for mouse, rat, and human blood. Tissue/air partition
coefficients for mouse and human tissue were not detefmined and were assumed
to be equal to those measured in the rat. Physiological constants for
tissue volume and blood flow were obtained from the published literature,
and enzyme activities were obtained either from the literature, from in
vitro studies, or through computer optimization of results from closed
inhalation chambers. For dpportioning the the enzyma:i; actiQitigs between
liver and 1lung, the authors selected values from Lorenz (1984) using 7-
ethoxycouharin for the MFO pathway and 2,5-dinitrochlorobenzene for the
gluthathione S-transferase (GST) pathway. Andersen et al. (1987) used a
computer curve-fitting technique.in the optimization procedure to obtain the
"whole tissue” kinetic constants for KM, VMAX and Kf. However, since there
was no human data for KF, the cytosolic GST rate constant, allometric
scaling of body weight to the 0.7 poﬁer from mouse, hamster and rat data was
used to obtain a human value. A cross-species comparison is conducted with

this model.

The model is designed to estimate the tissue concentration of CH2C12 (or
metabolites) in lung and liver for a given animal or human exposure. Liver
and lung are assumed to be able to metabolize CH2012 by both the cytochrome
P450 (MFO) and eytosolic GST pathways. The P450 pathway is considered to
be saturated at the experimental doses of the NTP (1986) bioassay, while the

GST pathway was presumed not saturated, but first order. In this model, the
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GST-pathway is assumed o be the only source of a carcinogenic intermediate.

DHS staff are concerned about the method usad to derive the tissue partition
coefficients since these values may substantially influence ‘the final
result. The use of tissue homogenace destroys the integrity of critical.
cell membranes and may significantly distort the true pPartitioning of
materials. In a review of this model, the EPA concluded that the model
overestimates postexposure blood concentrat1on of CHZCI2 by inhalation and
suggested that this may be due to the data from the in vitro equilibrium
studies (EPA 1985b). Additionally, the EPA noted that the MEO and the GST-
activities selected by Andersen et al. hay' not reliably reflect the
approp;iate rates or specific activity of CHZCI2 in‘each tissue. For
example, the specific activity of GST varies significantly depending on the
subst:ate. used for the assay, there is approximately a 15- fold difference

between specific activities of 1l-chloro- 2,4-dinitrobenzene and 1,2-dichloro-

4-nitrobenzene.

The DHS staff believe that this model requires experimental validation. The

authors could have used noncarcinogenic endpoints, e.g., acute toxicity, to

demonstrate the model’s ability to predict biological responses. The

computer optimization procedures, based on the loss of CHZCI2 from closed

chamber inhalation studies, used to derive the whole tissue kinetic

constants is inexact. The fit of the model to the experimental data is a

- ¢ircular argument, since the fit was optimized to the exper1menta1 data and

it does not accurately reflect the model’s ability to predict the

experimental data,
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DHS staff are aware that in vitro studies of CH2C12 GST studies in humans,
mice, rats and hamsters are in progress at several different laboratories.
This may help to clarify the role of the GST pathway in humans as compared
to- mice. DHS staff believe that the MFO pathway also produces reactive
metabolites that may contribute to the observed tumorigenic response, and
the focus on the GST pathway may be inappropriate.w However, the basic
purpose of the PBPK model, to incorporate additional data to improve the
_expdSure asséssment, is sound. The model represents a scientifically

plausible estimate of human exposure. Consequently, a risk estimate, based

on the PBPK dose is presented in Section 8.
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AM1L - Amount of CH2C12

Cl2 metabolized by gluthathione S-transferase (GST) in

metabolized by MFO in liver.

AM21, - Amount of CH2

liver.

AM1LU - Amount of CHZCI2 metabolized by MFO in lung.

AM21U - Amount of CH2C12

CA - Concentration of (mg/l) CH261

metabolized by GST in lung.

2 (mg/1l) in arterial blood.

CAl - Concentration of (mg/l) CHZCI (mg/1l) in blood leaving gas

2

exchange campartment.
CI = Concentration of CH2C12 (mg/1) in ihhaled air.

CV . - Concentration (mg/l) of CHZCI2 in mixed venous blood.

CVL - Concentration (mg/l) of CH2012

CVF - Concentration (mg/l) of CH2C12

in venous blood leaving liver.
in venous blood leaving fat
compartment.

cvs - Concehtration (mg/1) of CH,Cl

261, in venous blood leaving slowly

‘perfused tissues.

CVR - Concentration (mg/l) of CH,Cl

2¢1, in venous blood leaving richly

perfused tissues.

CX - Concentration (mg/l) of CH2C12 in alveolar air.

KF - First-order rate constant for lung GST pathway.
KF2 - First-order rate constant for liver GST pathway. -

Kh - Michaelis-Menten constant for MFO pathway.

KZER - Zero-order rate of input of CH 612 to liver.

2
QC - Cardiac output (1l/hr).
QF - Blood flow through fat compartment (l/hr).

QL - Blood flow through liver compartment (l/hr).
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QR - Blood flow through richly perfused compartment (1/hr).
QS - Blood flow through slowly perfusad com avement (i/hr).

Vmax - Maximum velocity of metaboiism by MFO.

(Andersen et al. 1987)




TABLE E-1

. QUALITATIVE EVALUATION OF PARAMETERS AND ASSUMPTIONS

IN THE PHYSIOLOGICALLY-BASED PHARMACOKINETIC MODEL?

SS tion Mouse Dat:ab~
Model structure is reasonable Bd
MFO saﬁurates at high concentrations A
MFO saturation concentration identified - B
Identification of ultimate carcinogen(s) D
Restriction of metabolism to lung and liver c
Restriction of lung and liver as target organs B
Input Parameters Mouse Data
Partition coefficients D
Concentration of CH,CL, in alveolar air B.
First-order rate c;nstanc-for lung GST pathway (KF) C
First-order rate constant for liver GST pathway c
Michaelis-Menten constant for MFO pathway (KM) Cc .
Maximum velocity of metabolism by MFO c
Zero-order rate of input of Cﬂzci2 from GI tract

to liver- c
Cardiac output. B
Ventilation rate B
Tissue weights B
Tissue volumes B
Blood flow through fat compartment c

Human Datac

c

c

Human Data
D

B




TABLE E-1 (Continued)

Calculated Parameters _ Mcuse Data Human Data

Blood flow througﬁ liver compartment c c
Blood flow'through richly perfused compartment c c
Blood flow through slowly perfused compartment c c
Amount of CH2612 metabolized by MFO in liver B D
Amount of CHZCI2 metabolized by GST in liver B D
Amount of CH2C12 metabolized by MFO in lung c F
Amount of CHZCI2 metabolized by GST in lung c ‘ c
Concentration of CH2612 in arterial blood B c
Concentration of CHZCI2 in blood leaving
gas exchange compartment | c | D
doncentration of CHéCl2 in inhaled air A A
Concentration of CH)Cl, in mixed venous blood . B D
- Concentration- of CH2C12 in venousAblood
leaving liver c F
Concentration of CH2012 in v;nous blood
leaving fat compartment D . F
Concentration CH2012 of in venous blood
leaving slowly perfused tissues D ' F
Concentration of CH2012 in venous blood
leaving richly perfused tissues c ' D

*This table reflects a subjective rating of the confidence DHS staff have in
. the values, parameters and assumptions used in the PBPK model of Andersen

et al. 1987 as applied by Epa (1987a,b).
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"TABLE E-1 (Continued)

Mouse data refers to test data or assumptions used by CPSC and EPA in
applying the PBPK model. This evaluation refers to the bigh-co-low dose
: adjustmeat used by CPSC (Cohn 1987, EPA 1987a).
“Human data refers to test data, extrapolated data or assumption used by.EPA

(1987a,b) in applying the’PBPK model for their estimate of risk from CH2C12

exposure.

.dA indicates high confidence in value or assumption, F indicates low

confidence in value or assumption.
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APPENDIX F .
CALCULATION OF HUMAN EQUIVALENT DOSAGES

To extrapoiate the absorption of an inhaled .substance across species, there
are two alternate baseline assumptions: (1) the carcinogenic agent is a
water-soluble gas and is absorbed in proportion to the amount of air

inhaled; or (2) the agent is not wéter-soluble; thus, after equilibrium is
reached the rate of absorption is proportional»lo the metabolic rate (EPA
1985a). Methylene chloride is moderately water-soluble (2 g/100 ml); tﬁus;
it is likely to be absorbed by the 1ung§ to a high degree in Soth humans and
rodents. Andersen et al. (1987) directly measured the blood/air partition
coefficient in B6C3F1 mice and in humans as 8.29 and §.7, respectively.
Klassen (1986) considers a blood-gas solubility of about 1.2 as the
demarcation between the two solubility cases defined by low solubility, thus
perfusion limited, and gases with high solubility and hence ventilation
limited, Thus, CH2612 should be considered as a very soluble gas at low
concentrations and the application of an interspecies correction based on
surface area appears appropriate. The EPA treated CHZCi2 as a water-soluble
agent and estimated the risks to humans at low doses using the interspecies
conversion formula b;sed on surface area (EPA 1985b). The draft update (EPA
1987b) also used the surface area correction although it is used primarily

to account for interspecies differences in CHZCI2 pharmacodynamics.



F.l1 Conversion of Rodent Exposures to Lifetime m da

The inhalation rates for the rodents were estimated using the following
formulas (EPA 1985b):
2/3 m3

For mice: I = 0.0345 [wt(kg)/0.025(kg)] /day

2/3 33 4ay

For rats: I = 0.105 [wt(kg)/0.113(kg)]
Inhalation rates were calculated using the NTP (1985) average weights for
mice and rats (both sexes) at the midpoint (51 weeks) of the bioassay, since
the NTP report does not give the average animal weight over ;he whole study
period (Table F-1).

TABLE F-1

ESTIMATED INHALATION RATES FOR NTP (1986)
TEST ANIMALS (EPA, 1985b)

Weight at Bioassy Estimated 3
Midpoint (kg) Inhalation Rate (m~/day)
Male Rat 0.462 - 0.268
Female Rat 0.278 0.191
Male Mouse 0.037 0.0448
Female Mouse 0.032 0.0407

Dose conversion factors can be calculated between the NTP dosing schedﬁle (6
hr/day, 5 days/week) and a continuous mg/kg/day exposure assuming a lifetime
exposure:
Continuous exﬁosure
= (Experimental Dose) x-(6 expt hours/day + 24 hours/day) x (5 expt
days/week + 7 days/week)

= (Experimental Dose) x (0.17857)

F-2



a5,

R,
L

An inhalation exposure in pPpm can be converted to an estimated inhaled dose
in mg/kg (assuming 1 ppm = 3.47 mg/m3) as shown in the following example:

Average inhaled dose for mouse breathing 2000 ppm CH,C1

2“2 ‘
= (2000 ppm) =x (3.47 mg/m3/pp%£ X (0.0407m3/day) x (0.17857) +
(0.032kg)

= 1576 mg/kg-day

F.2 Calculation of Human Equivalent Doses

Equivalent human CH C1 doses are calculated using the Carcinogen
2 2

Assessment Group (CAG) methodology for well-absorbed vapors. The CAG

assumed that humans and animals exposed to equal doses of a carcinogen on a

-(mg/kg)z/3 basis over equivalent proportions of a lifetime will encounter

the same degree of cancer risk. This implies that a rodent with weight Wk,
exposed to a dose of D mg/kg/day and a human with weight Wﬁ, exposed to a
dose of D ( Ve )-1/3 mg/kg/day encounter the same lifetime cancer risks

(EPA 1985b).

Using this inforhation, the surface area correction, based on an inhaled
rodent dose can be calculated by the following formula where C is the
exposure conceﬁtration and BR refers to the breathing rate of humans (H) or

rodents (R).

Estimated Human Dose Equivalent
- Cx [ BRy/Wy ) x ("n/"n]'w’f ( /3Ry )

-c [BRR/BAH] x (W )% (%)
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