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Agent GA

DA (1974) (secondary source) reported an LCty, of 960 mg"min/m® for
a 10-min exposure.
Agent VX

Bide and Risk (2000) cite an earlier study in which the LCt;, values for
a VX aerosol was reported to be 22.1 mg"'min/m*® (Punte and Atkinson
1960).
3.1.7. Cats

NDRC (1946) reported an LCt,, value of 100 mg"min/m?* for a 10-min
exposure. Bide et al. (1999) and Yee et al. (1999) developed a three
dimensional probit model to calculate lethality values (LCs, LCs, LCys)
from historic laboratory data and to estimate equivalent human values.
Using the species-specific constants provided by Bide et al. (1999), the 30-
min LCj, value for cats was calculated to be 3.9 mg/m’.
3.1.8. Goats
Agent VX

A single 10-min LCts, of 9.2 mg'min/m’ has been reported for goats
(Table 1-6) (Koon et al. 1960, as cited in NRC 1997).
3.1.9. Hamsters
Agent VX

Bide and Risk (2000) cite several earlier studies in which the LCts,

values for VX aerosols were reported to be 17 mg"'min/m’ (whole body)
(Krackow 1956) and 14.7 mg"'min/m’® (Punte and Atkinson 1960).
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3.1.10. Summary of Acute Lethality Data in Animals

Acute inhalation lethality data for agents GB, GA, GD, GF, and VX for
several laboratory species are summarized in Tables 1-13 through 1-17.

In addition to the data presented in Sections 3.1 through 3.9, Tables 1-
13 through 1-17 contain data obtained from several historical reference
handbooks (NDRC 1946; DA 1974). The DA (1974) reference source also
contains LCts, values for exposure times less than 10 min (i.e., from 2 s to
2 min). Christensen et al. (1958) used data sets for agent GB to develop
LCts-exposure time curves for each species. The original sources of the
lethality data are cited by Christensen et al. (1958). A similar data set
(exposures from 2 s to 12 min) was also used by Yee (1996) (see also Yee
etal. [1999] and Bide et al. [1999]) who evaluated the relationship between
lethal concentrations and exposure times.

3.2. Nonlethal Toxicity
3.2.1. Nonhuman Primates
Agent GB

Increases in high frequency beta activity were observed by Burchfiel
and Duffy (1982) in the EEGs of rhesus monkeys who had been injected
with agent GB (sarin) 1 y earlier (with either a single 5 ug/kg intravenous
dose or with a series of intramuscular injections of 1 pg/kg, given once per
week for 10 wk). Control animals did not show any changes in EEG.
Neurobehavioral tests were not conducted on the exposed animals. In a
similar series of tests in which marmosets were injected intramuscularly
with 3 pg/kg, a slight but nonsignificant increase in beta activity was
observed 15 mo after the exposure (Pearce et al. 1999). Behavioral tests
indicated no deleterious effects on cognitive performance. RBC-ChE
activity was reduced by 51.3% in the dosed animals.

Christensen et al. (1958) cite several earlier studies (Cresthull et al.
1957; Callaway and Crichton 1954) in which the incapacitation Ct;, for GB
for monkeys was reported to be 67-75% of the LCt;, value. The ICt,, value
is estimated to be 47 mg"'min/m’ for a 2-min exposure (derived from the
graphic presentation of the data given by Christensen et al. [1958]). Incapa-
citation was defined as convulsions, collapse, or death. Anzueto et al.
(1990) reported that inhalation of 30 pg/kg (2 times the LDsy) by four
baboons resulted in cardiac arrhythmias, apnea, and a significant decrease
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in mean blood pressure. Single intramuscular injections of 6 pg/kg to
marmosets resulted in adverse behavioral effects when the animals were
tested for hand-eye coordination, but no adverse effects were seen in a
visual discrimination test (Wolthuis 1992). A dose of 3 pg/kg had no
adverse effects on behavior, and hand-eye coordination was improved
(versus each individual animal’s baseline performance prior to exposure) in
three of six animals (Wolthuis 1992).

Ashwick and deCandole (1961) reported that subcutanecous GB doses
of greater than 0.04 mg/kg would result in convulsions in monkeys.

van Helden et al. (2001, 2002) exposed nearly equal numbers of male
and female marmosets (Callithrix jacchus, Harlan, United Kingdom)
(whole-body) to GB vapor concentrations at 0.05 to 150 pg/m* for 5 h. The
lowest cumulative exposure at which the internal dose became measurable
(based on fluoride-regenerated GB from blood BuChE) was 0.04 = 0.01
mg'min/m* (N = 5). The LOAELs for miosis, EEG effects, and visual
evoked response (VER) were determined by testing one animal at each of
the following concentrations: 7.5, 15, 25, 50, and 150 pg/m®. Controls (N
= 5) were exposed to air for 5 h. For miosis, the LOAEL (10% decrease in
pupil size compared with controls; estimated at approximately 20%
decrement in pupil area; p <0.05) was reported to be 2.5 £ 0.8 mg"min/m’.
The LOAEL (p < 0.05) for changes in EEG parameters was 0.2 mg"min/m’
(indicative value), and the LOAEL for VER was 25 mg'min/m’ (indicative
value). The blood AChE activity for marmosets was significantly (p <
0.05) inhibited at all GB vapor exposure concentrations and exhibited dose
dependence. Although van Helden et al. (2001, 2002) reported that the
EEG signal appeared to be more sensitive to GB than the eye, they noted
that the EEG effects are more complex and concluded that “the miotic
response, showing a clear dose-relationship, might therefore be considered
at this moment as the most reliable biomarker of exposure to low levels of
GB.”

Agent GD

Anzueto et al. (1990) reported that inhalation of GD at 13.14 ug/kg (2
times the LD,,) by five baboons resulted in cardiac arrhythmias, apnea, and
a significant decrease in mean blood pressure. Lipp and Dola (1980)
reported that intramuscular injections of 30-75 pg/kg would result in seizure
activity and convulsions in female rhesus monkey.
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3.2.2. Dogs

Agent GB

Harris et al. (1953) exposed four mongrel dogs in a chamber to an
average Ct of 10.5 mg'min/m’ for an exposure duration of 20 min/d
(equivalent to an average concentration of 0.53 mg/m?), 5 d/wk for 2 mo.
The only reported clinical sign was miosis, which appeared with each
exposure but disappeared prior to the next exposure. However, when each
daily exposure was increased to 15 mg'min/m’, toxic signs (body tremors,
dyspnea, loss of muscle control, convulsions) occurred within 7-10 d and
several dogs died. When the Ct was again reduced to 10 mg"'min/m’, all
signs but miosis disappeared and RBC-AChE stabilized at a level between
zero and 20% of normal in the surviving dogs. Sixty-one percent of the
total blood ChE activity in dogs is found in the RBC (Osweiler et al. 1985).

Fogleman etal. (1954) exposed three beagle dogs (average body weight
11.4 kg) to agent GB (sarin) vapors (face-only) for three successive
exposure periods (4, 6, and 6 wk) with intervening time periods to allow for
complete recovery of RBC-AChE (recovery times not reported). During
each test period, the animals were exposed for time periods ranging from
8-24 min/d for 5 d/wk. In the first exposure period (series I), a concentration
of 0.24-0.26 mg/m’ for 8, 16, or 24 min/d for a total of 17-20 exposures
produced only mild salivation and rhinorrhea. These effects were thought
to be due to the type of mask used on the animals (the Snell dog mask).
RBC-ACHhE activity was not recorded. In series 11, in which the Saunders-
Fogleman dog mask was used, 39 exposures over 6 wk at a concentration
of 0.73-0.75 pg/L (0.73-0.75 mg/m?) for 8, 16, or 24 min/d produced
dyspnea when the daily total amount of agent GB (sarin) retained exceeded
2 pg/kg. One of the three dogs in series II exhibited gluteal muscle
fasciculations when the total retained dose reached 64.5 pg/kg (after about
23 exposures). In series 111 (exposures at 2.38-2.43 mg/m’ for 8, 12, or 16
min/d and a total of 30 exposures over 6 wk), dyspnea and fasciculations in
the region of the gluteal muscle occurred when the daily retained dose
exceeded 2 pg/kg. RBC-AChE activity of all three dogs dropped to
approximately 65% of normal (percent of preexposure value) after the first
exposure. After the fourth exposure, RBC-AChE activity in the dog
exposed for 16 min/d dropped to zero while the RBC-AChE activity in the
other two dogs was about 35% of normal (range of 32-38% for the 12-min
and 8-min exposure animals, respectively). Analysis of expired air allowed
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for the estimation of the total amount of agent GB (sarin) retained in the
body; average measured retention rates ranged from 78.9% to 84.3% in the
series I1I tests.

Jacobson et al. (1959) exposed male beagle dogs (three per group) at
0.04 mg/m®, 4 h/d, 5 or 7 d/wk for 6 mo or at 0.50 mg/m’, 20 min/d, 5 or 7
d/wk for 6 mo. The lowest test concentration of 0.04 mg/m’ for 4 h/d
resulted in decreased RBC-AChE activity (to less than 30% of the baseline
values), miosis, dyspnea, increased salivation, and rhinorrhea. The effects
were more severe in animals exposed 7 d/wk rather than 5 d/wk and in
animals exposed to the higher concentration for 20 min/d rather than the
lower concentration for 4 h/d. Miosis persisted throughout the entire 6-mo
test period. Jacobson et al. (1959) autopsied two dogs in each exposure
group at the end of the 6-mo period and found “some thickening of the
musculature of the bronchioles and alveolar ducts ... dilation of the mucous
glands in the bronchial trees and some flattening of the epithelium ... (and)
... some emphysematous areas and interstitial pneumonitis.” Histopathology
of other organs was not reported. Brain ChE activity (measured in one dog
per exposure group and in one control at autopsy, by the manometric
method of Ammon [1933] as modified by Cohen et al. [1954]) was not
significantly affected by the GB exposure except possibly in the dog
exposed at 0.5 mg/m’, 20 min/d, 7 d/wk. In the latter case, brain ChE
activity was 45% of the control value. Weekly electrocardiograms (EKGs)
did not show any changes in the exposed animals except those that might
be associated with hypoxia. Hematological counts showed no significant
changes; clinical chemistry was not reported.

Weimer et al. (1979) exposed purebred beagle dogs at 0, 0.0001, or
0.001 mg/m® for 6 h/d, 5 d/wk, for up to 52 wk. Four male and eight female
beagles were exposed to each test concentration; however, only two females
per exposure group were exposed for the full 52-wk period. In the exposed
animals, statistically significant changes in RBC-AChE activity occurred
occasionally (blood samples drawn after 1 and 2 wk of exposure, and
thereafter on a monthly basis). However, these changes did not follow a
clear dose-response or duration-response pattern. Two of 12 dogs exposed
at 0.0001 mg/m*® and three of 12 exposed at 0.001 mg/m’ exhibited
abnormal EKGs at the time of sacrifice (one each at 4, 12, and 52 wk and
two at 24 wk); elevated P waves were suggestive of right atrial hypertrophy.
However, there was no evidence of enlargement or physical abnormalities
of the heart. Weimer et al. (1979) noted that the anomalies could have
been preexisting conditions. Baseline EKGs, which were available only for
four dogs exposed for 2 mo and for four dogs exposed for 36 wk (and
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surgically modified to allow for periodic physiological measurements), did
not reveal any evidence of EKG abnormalities. The absence of baseline
data for the other test animals precludes identifying the reported EKG
changes as being caused by the GB exposure, and statistical analysis of the
data is not possible because of the small number of test animals (only two
animals per exposure group were tested for each exposure duration).

3.2.3. Rats
Agent GB

Kassa et al. (2001) exposed male albino Wistar rats for 60 min in an
inhalation chamber once or repeatedly to GB concentrations at 0.8, 1.25, or
2.5 mg/m’. The lowest concentration (level 1) was reported to be
asymptomatic based on clinical and laboratory measurements. The second
concentration (level 2) was reported to be asymptomatic based on clinical
signs but produced a significant inhibition of RBC-AChE (by 30%). The
level 2 concentration was tested using a single exposure or three exposures
during 1 wk. The highest test concentration (level 3) was reported to be a
nonconvulsive symptomatic exposure. Controls were exposed to pure air
only. Three months following the exposure, the control and exposed
animals (10 per test group) were evaluated for GB-induced effects using
biochemical, hematological, neurophysiological, behavioral, and
immunotoxicological methods. None of the exposed animals showed any
clinical signs of intoxication 3 mo after exposure; their body weights did
not differ significantly from control values, and there were no changes in
hematological or biochemical parameters, including blood and brain
cholinesterase. Test animals exposed at 0.8 mg/m’ (level 1) for 60 min
showed no alterations in immune function, as measured by in vitro
spontaneous or lipopolysaccharides-stimulated proliferation of spleen cells,
or by in vitro evaluation of the production of reactive nitrogen intermediates
(N-oxides), indicative of bactericidal efficacy of peritoneal macrophages.
Level 1 test animals also showed no neurotoxic effects after 3 mo when
monitored using a functional observatory battery (FOB) and a test of
excitability of the CNS on the basis of the observation of convulsive
activity after intraperitoneal administration of pentamethylenetetrazol. The
only significant effect (p < 0.05) observed in rats exposed once to 1.25
mg/m’ was an increase in stereotyped behavior. Effects observed in rats
exposed three times to 1.25 mg/m* included a significant increase (p < 0.05)
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in the excitability of the CNS, significant alterations of mobility score (p
< 0.01) and gait disorder (p < 0.001) characterized by ataxia, and a
significant increase in stereotyped behavior (p < 0.001). Animals exposed
once to 2.5 mg/m? exhibited significant changes in some immune functions
(p < 0.05), mobility score (p < 0.01), activity (p < 0.01), gait score (p <
0.01), gait disorder (p < 0.001), and stereotyped behavior (p < 0.01).

Henderson et al. (2000, 2001, 2002), Conn et al. (2002), and Kalra et
al. (2002) exposed male F344 rats at 0.0, 0.2, or 0.4 mg/m’ (nose-only) for
1 h/dfor 1d,5d, or 10 d, with sacrifices at 1 d after exposure and at 1 mo
after exposure. Tests were conducted under normal temperatures (25 °C)
and under heat stress (32 °C) conditions (core body temperature raised 1
°C). Study parameters included overt symptoms of toxicity, body
temperature and activity, body weight, breathing patterns, cytokine levels
in brain, Con-A-stimulated mitogenesis in splenic lymphocytes, number of
cholinergic receptor sites in brain, and apoptosis in brain cells. It is
reported that no overt symptoms of neurotoxicity (tremors) occurred at
either exposure level after a single, 1-d exposure. Single exposures were
associated with little inhibition of RBC cholinesterase activity (inhibition
of “7 and 11% for the low- and high-exposure groups, respectively”)
(Henderson et al. 2002); after the 10-d exposure, RBC-ChE activity was
reduced 60% for the high-exposure group. Inhibition of plasma
cholinesterase activity in heat-stressed animals was greater (approximately
20%) following a single exposure than after repeated exposures (no
significant activity changes after 10 d; p # 0.05) (Henderson et al. 2002).
Cholinesterase changes measured after single exposures were not associated
with clinical signs. Repeated exposures induced some signs of suppression
of the immune system in terms of reduced ability to maintain body
temperature, and a dose-dependent reduction in the response of splenic
lymphocytes to mitogens was recorded. In addition, dose-dependent
induction of cytokine expression (IL-1$, IL-6, and TNF-"") was observed
in the brain. No signs of increased apoptosis were seen in any of the rats
exposed for 1, 5, or 10 d. Further, heat stress in combination with sarin
exposure led to an increase in the number of M3 receptor sites in olfactory
and adjacent areas of the rat brain. Repetitive heat stress alone reduced
body weight gain; sarin exposure did not affect body weights (Henderson
et al. 2002).

To better characterize the relationship between miosis and GB vapor
exposure concentration and duration, Mioduszewski et al. (2002b) exposed
young adult (8-10 wk) male and female Sprague-Dawley rats to GB vapor
atarange of concentrations (0.01-0.48 mg/m®) and three time durations (10,
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60, and 240 min). A total of 283 rats (142 female, 141 male) were exposed
whole-body “to GB vapor in a 750-L dynamic airflow inhalation chamber”
following published protocols (Mioduszewski et al. 2001, 2002a).
Including range-finding experiments and controls (N = 130), a total of 423
rats were employed in this well-conducted study. Approximately 30 min
postexposure, rat pupil diameters were assessed by means of individual
examination with a simple microscope fitted with a reticule eyepiece.
Blood samples were also collected (24 h preexposure, 60 min postexposure,
and 7 d postexposure at sacrifice) from tail vein and heart (postmortem
only) for RBC and plasma carboxylesterase (CaE) and cholinesterase
activity determinations using a modified Ellman method (Ellman et al.
1961). Animals were also observed for development of clinical signs
during 7 d postexposure. The miosis data were used to generate EC, and
ECts, values for both genders for each of the three exposure durations
(female EC,, was 0.068 mg/m’ for 10 min, 0.020 mg/m* for 60 min, and
0.012 for 240 min or 0.68 mg"min/m’ for 10 min, 1.20 mg'min/m’ for 60
min, and 2.88 mg"min/m’ for 240 min) (male EC5, was 0.087 mg/m’ for 10
min, 0.030 mg/m® for 60 min, and 0.024 mg/m® at 240 min or 0.87
mg'min/m’ for 10 min, 1.80 mg"min/m* for 60 min, and 5.76 mg'min/m’ at
240 min). The Mioduszewski et al. (2002b) study defined the EC;, and
ECt,, points as the statistical concentration (or cumulative exposure [Ct])
required for postexposure pupil diameters of 50% or less of the pre-
exposure pupil diameter in 50% of the exposed population. Gender
differences (females more susceptible) were statistically significant at 10
min (p = 0.014) and 240 min (p = 0.023), but not at 60 min (p = 0.054).
Whole-body exposure to GB vapor did not result in significant activity
inhibition for any blood enzyme monitored—RBC-AChE, plasma BuChE,
or CaE for any GB vapor concentrations and duration tested. The authors
conclude that “observable clinical signs associated with whole-body GB
vapor exposure can be limited to miosis, even in the absence of significant
changes in AChE, BuChE, or CaE activity” (Mioduszewski et al. 2002b,
p. 21).

This is the critical study and data set (female Sprague-Dawley rats) for
determination of AEGL-1 values for agent GB.

In tests conducted by Cohen et al. (1954), hypertonicity and
hyperactivity of the musculature, increased response to stimuli, rigidity, and
convulsions were seen in some test animals exposed at 50 mg"'min/m® (1
mg/m’ for 50 min, daily). Brain cholinesterase activity became depressed
only after erythrocyte cholinesterase activity had dropped to about 30% of
the normal levels (after approximately 58 d exposure at a Ct of 75
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mg'min/m?®). All rats exposed to an LCts, at 300 mg"'min/m?* for 10 min had
brain ChE values below 5% of normal.

Noninhalation studies have demonstrated that single exposures to GB
can result in neurobehavioral changes. An intraperitoneal dose of 50 pg/kg
resulted in decreases in rearing and grooming behavior and locomotive
activity in male Wistar rats (Nieminen et al. 1990). A subcutanecous
injection of 61 pg/kg increased spontaneous motor activity in male
Sprague-Dawley rats; a dose of 71 ug/kg produced conditioned flavor
aversions; 84 and 115 ug/kg caused significant decreases in spontaneous
locomotive activity; and doses of 98 and 115 ug/kg resulted in significant
decrements in rotorod performance. Atexposures #84 pg/kg, no significant
effects in rotorod performance were observed (Landauer and Romano
1984). Male Sprague-Dawley rats exposed to a single 100 pg/kg
intramuscular dose of GB (LDs,) showed significant inhibition of
cholinesterase in brain and blood plasma and an increase in choline acetyl
transferase activity in cortex and brain stem, but not in the mid-brain (Khan
etal. 2000a, b). Olson et al. (2000) reported that subcutaneous doses of GB
(once per day for 4 d) sufficient to lower whole blood cholinesterase by 20-
30% caused no neurobehavioral or neuropathologic effects in rats. That
finding is consistent with what Cohen et al. (1954) reported above.

Young et al. (2001) evaluated the correlation of blood cholinesterase
levels with sarin-induced toxicity in female, nonpregnant CD rats
(Crl:COBS CD [SD BR Rat Outbred]) treated by gavage with type I sarin
at 380 ug/kg once per day for 10 d. Based on the results of previous
studies, a dose of 380 pg/kg was expected to result in 30% mortality.
Baseline blood cholinesterase values were determined before treatment.
After the first dose, there was a drop in plasma cholinesterase which
remained low throughout the 10-d test period. A statistically significant
correlation (p < 0.0001) was found between body weight loss and plasma
cholinesterase levels during the period of dosing. However, RBC-
cholinesterase levels were not different between control and treated animals.
Neither plasma nor RBC-AChE baseline cholinesterase activity levels nor
the relative or absolute decline in cholinesterase values could be used as
predictors of mortality in the treated animals.

Abu-Qare and Abou-Donia (2001) examined the ability of a single
intramuscular dose of agent GB (80 ug/kg) alone, or in combination with
a single oral dose of pyridostigmine bromide, to induce markers of
oxidative stress. Urine samples of treated and control adult SD rats were
collected at various times post-treatment (16-96 h). No increase in the
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concentrations of stress markers 3-nitrotyrosine and 8-hydroxy-2'-
deoxyguanosine was detected following a single dose of sarin.

Jones et al. (2000) investigated potential subchronic neurotoxic effects
of GB concentrations administered in fractions of the LD,, dose
(intramuscular at 0.01, 0.1, 0.5 , and 1 x LD,,) to male Sprague-Dawley
rats, after which the rats were maintained for 90 d. Potential changes in
blood-brain barrier (BBB) permeability were monitored in the cortex,
brainstem, midbrain, and cerebellum; other parameters monitored included
plasma butyrylcholinesterase activity as well as m2-selective muscarinic
acetylcholine receptor (m2-mAChR) and nicotinic acetylcholine receptor
(nAChR) ligand binding. Plasma butyrylcholinesterase activity recovers
rapidly and cannot, therefore, serve as a reliable biomarker for potential
long-term toxicity of sarin exposure. Ninety days after single sarin
exposure, changes in brain regional binding densities of the two receptors
were noted; the clinical significance of those changes was not reported.

In a subchronic inhalation study conducted on Fischer 344 rats, no signs
of toxicity were observed in animals exposed to GB at 0.0001 or 0.001
mg/m® 6 h/d, 5 d/wk (excluding holidays), for up to 24 wk (Weimer et al.
1979). In a continuation of these studies, Sprague-Dawley/Wistar (colony)
and Fischer 344 rats were exposed at 0, 0.0001, or 0.001 mg/m* 6 h/d, 5
d/wk, for up to 52 wk (Weimer et al. 1979). Fifty animals of each gender
of each strain were exposed to each test concentration, and blood samples
were drawn for RBC-ChE determination at the time of sacrifice. During a
3-wk period, the test animals exhibited heat stress due to loss of chamber
temperature control (temperatures exceeded 90 °F) and many of the rats
died (16 in the low exposure group and 12 in the high exposure group).
Fluctuations in blood chemistries (including RBC-AChE) for the exposed
animals were no greater than controls, and although statistically significant
changes in RBC-AChE occurred occasionally, the changes did not follow
a clear dose-response or duration-response pattern. Atrophy of the seminif-
erous tubules was observed in Fischer 344 rats exposed to GB; however,
Weimer et al. (1979) noted that this inbred strain of rat is susceptible to
numerous genetically based defects that may appear under experimental
conditions of stress. The tests were repeated using the same experimental
protocol for 12 and 24 wk, and none of the exposed rats in the second assay
exhibited testicular atrophy. A high incidence of tracheitis occurred in both
the Fischer rats and in the colony rats exposed to GB. The most severe
cases reportedly occurred in the high-exposure group. The incidence of
tracheitis in colony rats is summarized in Table 1-18; the results were
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analyzed statistically using the Fisher Exact Test (statistical analysis was
not provided by Weimer et al. [1979]). Although there were statistically
significant differences between exposed and control groups after 4, 8, and
12 wk of exposure, the differences were not significant for longer exposure
durations. A similar response was seen in Fischer rats (i.e., a few cases of
tracheitis early in the study, but none in animals exposed for 52 wk).

Tracheitis was often common in animal colonies during the time of the
Weimer et al. (1979) study and is now considered reflective of incomplete
infectious-disease control in the colony. This evidence of disease, coupled
with the loss of chamber temperature control and subsequent heat-stress
deaths of test animals, compromise the results and disqualify Weimer et al.
(1979) from use as a critical study for AEGL estimation.

Agent GD

Walday et al. (1991) exposed male Wistar rats to GD at 0.05 or 0.2
mg/m’ for a single 40-h period. No clinical signs of toxicity were seen
during the exposures. Acetylcholinesterase and butyrylcholinesterase were
significantly inhibited in all tissues except the brain.

Agent GF

A recent study of lethal GF vapor exposure toxicity in male and female
SD rats also reported sublethal clinical signs of tremors, convulsions,
salivation, and miosis following whole-body dynamic chamber exposures
(Anthony et al. 2002). Blood samples were also drawn for BuChE activity
determinations. A range of near-lethal vapor concentrations were employed
for three exposure durations (10, 60, and 240 min). Because the
experimental protocol was designed for LCy, lethality-effects determination,
effective concentration determinations (ECs,, ECts) for nonlethal effects
were not estimated by Anthony et al. (2002). Miosis was observed in all
exposed rats during the first hour postexposure; the effect was reversible
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TABLE 1-18 Incidence of Tracheitis in Colony Rats Exposed to Agent
GB*

Exposure Group

Exposure Period ~ Control 0.0001 mg/m* 0.001 mg/m®
4 wk 0/10 5/10° 0/10

8 wk 0/10 4/10° 9/10¢

12 wk 0/10 5/8¢ 5/7°

16 wk 0/9 0/10 1/10

20 wk 0/10 0/5 2/6

24 wk 1/10 1/5 0/6

36 wk 0/9 2/5 2/7

52 wk 2/10 1/10 6/10

6 mo 0/19 7/19¢ 9/28¢

“Statistical analysis using the Fisher Exact Test.

’Significantly different from control, p < 0.05.

“Significantly different from control, p < 0.01; the postexposure population was
made up of groups of each rodent strain held for 6-mo observation after the
experimental exposure period ended.

Source: Weimer et al. 1979.

and pupil sizes were normal at 14 d postexposure. Preliminary analysis of
BuChE activity indicates statistically significant depression “immediately
after exposure” and statistically significant elevations at 14 d postexposure
to near-lethal vapor concentrations; at neither time period is the BuChE
delta correlated with cumulative exposure (Ct) (Anthony et al. 2002).

Agent VX

Crook et al. (1983) conducted VX vapor exposure studies in male and
female Sprague Dawley rats. Crook and his colleagues consider their
results to be nonverifiable and suspect for the reasons outlined earlier.
These data are thus considered too unreliable for any application to
development of AEGL estimates for agent VX.
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3.2.4. Mice
Agent GB

Signs suggestive of delayed neuropathy have been observed in female
Swiss albino mice (N = 6) exposed to GB at 5 mg/m’ for 20 min daily for
10 d (Husain et al. 1993). Muscular weakness of the limbs and slight ataxia
occurred on the day 14 after the start of the exposures (the number of
animals showing these effects was not specified). Significant (p < 0.001)
inhibition of NTE activity in the brain (59.2%), spinal cord (47.4%), and
platelets (55.4%) was observed in the test animals (N = 6). Histological
examination of the spinal cord revealed focal axonal degeneration that was
reported to be moderate in two animals and light in four. The same
exposure inhibited blood AChE by 27.3% and brain AChE by 19.2% but
was not associated with any anti-AChE symptoms. The LCts, for this strain
of mice was reported to be 600 mg'min/m® (Husain et al. 1993), presumably
for a 1-min exposure.

Agent VX

Crook et al. (1983) conducted VX vapor exposure studies in male and
female ICR mice. Crook and his colleagues consider their results to be
nonverifiable and suspect for the reasons outlined earlier. The data are thus
considered too unreliable for any application to development of AEGL
estimates for agent VX.

3.2.5. Guinea pigs
Agent GB

Van Helden et al. (2001, 2002) exposed male Dunkin-Hartley albino
(HSD-Harlan [Harlan]) guinea pigs (whole-body) to GB vapor
concentrations at 0.05 to 150 pg/m® for 5 h. The lowest cumulative
exposure at which the internal dose became measurable (based on fluoride-
regenerated GB from blood BuChE) was 0.010 + 0.002 mg'min/m’ (N =
12). The LOAELs for miosis, EEG effects, and visual evoked response
(VER) were evaluated at 7.5, 15, 25, 50, and 150 pg/m® (N = 2 per group).
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Controls (N = 6) were exposed to air for 5 h. For miosis, the LOAEL (5%
decrement in pupil size compared with controls; estimated to be equivalent
to approximately 10% decrement in pupil area; p < 0.05) was reported to be
1.8 £ 0.3 mg'min/m’. The LOAEL (p < 0.05) for changes in EEG
parameters and VER was 0.8 mg"'min/m’ (indicative value). There was no
significant decrease in blood AChE activity at any GB vapor exposure
concentration tested.

Atchison etal. (2001) reported that subcutaneous injections of 0.4 LD,
GB once per day, 5 d/wk, for 13 wk in young male Hartley guinea pigs (600
g) resulted in no clinical signs of acute toxicity and no changes in body
weight, body temperature, complete blood counts, or blood chemistry;
however, RBC-ChE activity was decreased by about 90%. The
subcutaneous LDy, for guinea pigs was reported to be 42 pg/kg.

Agent GD

Benschop etal. (1998) evaluated the toxicokinetics and effects of single
inhalation exposures of the four stereoisomers of soman to guinea pigs. The
test animals (male albino outbred guinea pigs of the Dunkin-Hartley type,
450-620 g body weight) were anesthetized and atropinized and then
exposed, nose-only, for 5 h to each of the four stereoisomers, at a
concentration of 20 ppb (160 + 16 ng/m?®). During the exposure there was
a gradual increase in the inhibition of RBC-AChE, which correlated well
with the increase in the concentration of the toxic stereoisomers (C(x)P(-)
soman) in the blood. Inhibition of AChE in the brain and diaphragm was
not significant at the end of the exposure period.

Atchison etal. (2001) reported that subcutaneous injections of 0.4 LD,
GD once per day, 5 d/wk, for 13k w in young male Hartley guinea pigs
(600 g) resulted in no clinical signs of acute toxicity, no agent related
pathology, and no change in blood chemistry other than a 91% inhibition
of RBC-ChE. The subcutaneous LD, for guinea pigs was reported to be 28

ng/ke.

Agent VX

Atchison et al. (2001) reported that subcutaneous injections of 0.2 LDy
VX once per day, 5 d/wk, for 13 wk in young male Hartley guinea pigs
(600 g) resulted in no clinical signs of acute toxicity and no changes in body
weight, blood count, blood chemistry of gross, or histopathology; however,
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RBC-ChE activity was inhibited about 90%. The subcutaneous LD, for
guinea pigs was reported to be 9 pug/kg.

Crook et al. (1983) conducted VX vapor exposure studies in male and
female Hartley guinea pigs. Crook and his colleagues consider their results
to be nonverifiable and suspect for the reasons outlined earlier. These data
are thus considered too unreliable for application to development of AEGL
estimates for agent VX.

3.2.6. Rabbits

Callaway and Dirnhuber (1971) performed a study in which pupil area
decrement was measured from electronic flash photographs of dark-adapted
eyes for which baseline pupil area had been previously determined. The
nominal cumulative exposure (Cts) necessary to produce 50% and 90%
decrement in total pupil area were determined and compared for GB vapor
(46 eye measurements from 14 rabbits), GD vapor (153 eye measurements
from 48 rabbits), and T-2715 (GF analog) vapor (85 measurements on 19
rabbits). The cumulative exposure needed to produce miosis sufficient to
generate 90% pupil area decrement was 2.71 mg'min/m’® (95% CI = 1.84-
4.00 mg"'min/m®) for agent GB, 2.19 mg'min/m® (95% CI = 1.45-3.29
mg'min/m’) for agent GD, and 1.79 mg'min/m® (95% CI = 1.40-2.29
mg"min/ m’) for agent GF. The cumulative exposure needed to produce
miosis sufficient to generate 50% pupil area decrement was 1.32 mg"min/m’
(95% CI = 1.05-1.67 mg-min/m®) for agent GB, 0.59 mg-min/m’ (95% CI
= 0.49-0.70 mg"'min/m’) for agent GD, and 0.75 mg'min/m’ (95% CI =
0.65-0.87 mg'min/m’) for agent GF.

Callaway and Dirnhuber (1971) also evaluated the “miotogenic
potency” of GB vapor in rabbits exposed to GB “under goggles” (43 miosis
responses in 10 albino rabbits). The “goggle” experiments were designed
to deliver GB vapor directly to the air volume around the eye and enclose
the vapor as a means of controlling the exposure (no inhalation or
percutaneous exposure) and delivering the vapor directly to the surface of
the eye (thereby reducing variability). An airstream of GB vapor was
delivered to the space enclosed by each goggle. The unexposed pupil area
of each eye was considered to be the baseline for pupil area decrement
determinations for each eye. Exposure periods ranged from 10 min to 5 h.
Callaway and Dirnhuber (1971) reported a 50% decrement of pupil area in
the rabbit dark-adapted eye (goggles) at a Ct of 2.33 mg'min/m’ (95% CI
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=1.65-3.31 mg"'min/m®). A 90% decrement of pupil area occurred at a Ct
of 7.68 mg"min/m* (95% CI = 4.90-19.50 mg"'min/m®).

Agent VX

Crook et al. (1983) conducted VX vapor exposure studies in male and
female New Zealand white rabbits. Crook and his colleagues consider their
results to be nonverifiable and suspect for the reasons outlined earlier.
These data are thus considered too unreliable for any application to
development of AEGL estimates for agent VX.

In tests conducted by Goldman et al. (1988), blood cholinesterase levels
were monitored in female rabbits (three per dose group) injected
subcutaneously with VX at 0, 0.25, 1.0, 4.0, or 8.0 ug/kg once per day for
7 d. The 8.0 ng/kg dose was severely toxic (1/3 died, 2/3 ataxic). RBC-
ChE activity was inhibited to 0.71 of the control value in the 0.25-pg/kg
group, to 0.36 of the control value in the 1-pg/kg group, and to 0.24 of the
control value in the 4.0-pg/kg group.

In a study of miotogenic potency, Callaway and Dirnhuber (1971)
exposed the eyes of male and female “albino” rabbits (N = 45; no strain
identified; 94 observations) to concentrations of VX agent vapor ranging
from approximately 0.5 pg/m® to 25 pg/m’ for varying time periods
(approximately 2-400 min). Pupil diameters were recorded only after
attaining maximal decrease, and decrease in pupil area per Ct was expressed
as a percentage of the original area of the same eye. Maximal pupil diameter
decrease usually occurred at times >30 min postexposure. The “percentage
decrease” data underwent probit transformation to derive Cts necessary to
produce 50% and 90% decrease in pupil area in the dark-adapted eye. For
comparison, experimental exposures to nerve agents GB and GD under a
similar protocol were also performed by the authors (Callaway and
Dirnhuber 1971). Their results are reported in Table 1-19 below.

3.2.7. Summary of Nonlethal Toxicity in Animals

The summary of animal toxicity data has focused on short-term,
subchronic, or chronic exposures to agent GB (Table 1-20). Results of
inhalation exposure studies are emphasized; however, some pertinent data
for other exposure pathways are included.
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TABLE 1-19 Miosisin Rabbits Following Vapor Exposureto Agents
VX, GB, and GD

50% Pupil Area 90% Pupil Area

Decrease Decrease Slope
Agent  (mg-min/m®) 95% ClI (mg-min/m3) 95% ClI (b)
VX 0.04 0.03-0.05 0.23 0.12-0.45 1.70
GB 1.32 1.05-1.67 2.71 1.84-4.00 4.11
GD 0.59 0.49-0.70 2.19 1.45-3.29 2.24

Source: Callaway and Dirnhuber 1971.

The miotogenesis studies of GB vapor exposure recently published by
van Helden et al. (2001, 2002) (male and female marmosets and male
guinea pigs) and Mioduszewski et al. (2002b) (male and female SD rats)
were well conducted, employed modern protocols, and examined arange
of exposure durations significant to the AEGL process. Mioduszewski et
a. (2002b) isthe critical study for deriving AEGL -1 values for agent GB;
van Helden et d. (2001, 2002) is asecondary and supportive study.

3.3. Neurotoxicity

The G agents (GA [tabun], GB [sarin], GD [soman], and GF) and agent
V X aretoxic organophosphate ester derivatives of phosphonic acid. They
are commonly termed “nerve” agents as a consequence of their potent
anticholinesterase properties and subsequent adverse effects on both
smooth and skeletd muscle function as well as the central and peripheral
nervous system. Although the inhibition of cholinesterases within
neuroeffector junctionsor theeffector itself isthought to be responsiblefor
the major toxic effects of nerve agents, these compounds can apparently
affect nerve impulse transmission by more direct processes as wdl (for
example, direct effects on muscarinic receptors) (see Section 4.2).

As described in Section 3.2.3, Kassa et al. (2001) evaluated the
neurotoxic effects of agent GB in male albino Wistar rats exposed for 60
min, once or repeatedly, to concentrationsat 0.8, 1.25, or 25 mg/m®. The
lowest concentration was determined asymptomatic based on clinical and
laboratory measurements. The second concentration was determined
asymptomatic based on clinical signs, but produced asignificant inhibition
of RBC-AChE (30%). The highest test concentration was anonconvulsive



TABLE 1-20 Nonlethal Toxicity of Agent GB Vapor to Animals®

Species Exposure Duration End Point Comments Reference
Dog 10.5 mg'min/m?® 2 mo LOAEL Miosis Harris et al.
20 min/d 1953
Dog 15 mg-min/m? 7-10 d° LOAEL Body tremors, dyspnea, loss of Harris et al.
20 min/d muscle control, convulsions 1953
Dog 0.24-0.26 mg/m’; 8, 17-21times NOAEL Nose only exposures; no reported Fogleman et al.
16, 24 min/d over 4 wk toxic signs; ChE was not monitored 1954
Dog 0.73-0.75 mg/m>; 8, 30 times LOAEL Dyspnea, gluteal muscle Fogleman et al.
16, 24 min/d over 6 wk fasciculations in one of three test 1954
animals
Dog 2.38-2.43 mg/m?; 8, 30 times LOAEL Dyspnea; gluteal muscle Fogleman et al.
12, 16 min/d over 6 wk fasciculations; RBC-ChE levels 0, 1954
35%, and 35% of normal after 4 d
Dog 0.04 mg/m* 6 mo LOAEL Decreased RBC-ACHE; dyspnea, Jacobson et al.
4 h/d, 5 d/wk salivation, rhinorrhea, miosis 1959
Dog 0.001 mg/m3 52 wk NOAEL Abnormal EKGs in some dogs; Weimer et al.
6 h/d, 5 d/wk however, baseline measurements 1979
were not available for all the test
animals
Rabbit 1.32 mg-min/m* 10 min to ECty, 50% miosis Callaway and
5h Dirnhuber

1971
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Rabbit 2.71 mg'min/m’ 10 min to ECts, 90% miosis Callaway and

5h Dirnhuber
1971
Guinea pig 0.8 mg'min/m? 5h LOAEL EEG changes and visual evoked van Helden et
response al. 2001, 2002
Guinea pig 1.8 mg-min/m* 5h LOAEL Miosis van Helden et
al. 2001
Marmoset 0.2 mg-min/m’ 5h LOAEL EEG changes van Helden et
al. 2001, 2002
Marmoset 2.5 mg-min/m? 5h LOAEL Miosis van Helden et
al. 2001, 2002
Marmoset 25 mg'min/m’ 5h LOAEL Visual evoked responses van Helden et
al.2001, 2002
Mouse 5 mg/m3, 20 min/d 10d LOAEL Muscular weakness of the limbs Husain et al.
and slight ataxia; inhibition (p < 1993

0.001) of NTE activity in the brain
(59.2%), spinal cord (47.4%), and
platelets (55.4%); focal axonal
degeneration of spinal cord; blood
ACHE inhibited by 27.3% and brain
AChE by 19.2%

Rat 0.068 mg/m’ 10 min ECy, Miosis Mioduszewski
(female) et al. 2002b
(Continued)

£01



TABLE 1-20 Continued

Species Exposure Duration End Point Comments Reference
Rat 0.020 mg/m? 60 min ECs, Miosis Mioduszewski
(female) et al. 2002b
Rat 0.012 mg/m?* 240 min ECy, Miosis Mioduszewski
(female) et al. 2002b
Rat 0.087 mg/m® (male) 10 min ECs, Miosis Mioduszewski
et al. 2002b
Rat 0.030 mg/m® (male) 60 min ECy, Miosis Mioduszewski
et al. 2002b
Rat 0.024 mg/m® (male) 240 min EC,, Miosis Mioduszewski
et al. 2002b
Rat 0.8 mg/m’ 60 min NOAEL Asymptomatic Kassa et al.
2001
Rat 1.25 mg/m® 60 min NOAEL Asymptomatic but with significant Kassa et al.
inhibition of RBC-ChE 2001
Rat 2.5 mg/m’ 60 min LOAEL Changes in immune system and Kassa et al.
neurobehavioral effects 2001
Rat 0.4 mg/m® 1d NOEL No overt neurotoxicity (tremors) Henderson et
1 h/d observed al. 2000, 2001,
2002
Rat 0.001 mg/m’ 24 wk NOAEL No observed inhibition of blood Weimer et al.
6 h/d, 5 d/wk ChE 1979

801



Rat 0.001 mg/m’ 52 wk
6 h/d, 5 d/wk

NOAEL

No observed inhibition of blood Weimer et al.
ChE; tracheitis occurred in some 1979

animals (see text); atrophy of the

seminiferous tubules was not

considered to be agent-related

“Experimental data.

’Following a 2-mo exposure to a Ct of 10.5 mg-min/m°.

601
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symptomatic exposure. Controls were exposed to pure air only. Three
months following the exposure, the control and exposed animals (10 per
test group) were evaluated for GB-induced effects using biochemical, he-
matologica, neurophysiological, behavioral, and immunotoxicological
methods. Noneof the exposed animal s showed any clinica signsof intoxi-
cation 3 mo after exposure. Test animals exposed to GB at 0.8 mg/m®
exhibited no neurotoxic effects after 3 mo, when monitored using a func-
tional observatory battery (FOB) and atest of excitability of the CNS, on
thebasisof observation of convul siveactivity after intraperitoneal adminis-
tration of pentamethylenetetrazol. The only significant effect (p < 0.05)
observed in rats exposed once to GB at 1.25 mg/m?® was an increase in
stereotyped behavior. Effects observed in rats exposed threetimes at 1.25
mg/m® included a significant increase (p < 0.05) in the excitability of the
CNS, significant alterations of mobility score(p < 0.01), gait disorder (p <
0.001) characterized by ataxia, and a significant increase in stereotyped
behavior (p <0.001). Animalsexposed onceat 2.5mg/m? exhibited signifi-
cant changes in mobility score (p < 0.01), activity (» < 0.01), gait score (p
< 0.01), gait disorder (p < 0.001), and stereotyped behavior (p < 0.01).

3.4. Developmental and Reproductive Effects

Dueto the limited database for eval uating devel opmental or reproduc-
tive effectsof nerve agent vapor inhal ation exposure, other exposure routes
were also examined.

3.4.1. Rats
Agent GB

The reproductive and developmental toxicity of GB was evaluated in
a pilot study in which Sprague-Dawley rats were exposed to GB vapors
(Denk 1975). In one series of inhalation tests, male rats were exposed to
GB at 0.1 or 1 pg/m? for 6 h/d, 5 d/wk, for 1, 2, 8, or 12wk or 6, 9, or 12
mo and then mated to unexposed females. Nineteen days after mating, the
females were sacrificed and examined for number of corpora lutea,
deciduomata, number of fetal deaths, and number of live fetuses. Mated
pairs of rats were also exposed to the same GB concentrationsfor 1, 2, or
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3wk or until the pupswere whelped. Theincidence of intrauterine deaths
was recorded and al fetuses were examined for abnormalities. Inathird
series of tests, males and femal es were exposed to agent GB (sarin) for 10
mo and then mated. The F, generation was mated at 12 wk of age, as was
the F, generation. The number and gender of offspring, number of pre-
weaning deaths, number weaned, and pup weights at various ages were
recorded. Denk (1975) reported reduced ratesof whe pingintheF, genera-
tion, but reduced whelping rates were also seen in the controls, and this
effect was thought to be due to the age of the animals at mating (12 mo
old). No other adverse effects with respect to dominant lethal mutations,
reproducti ve performance, fetal toxicity, and teratogenesis were observed.
Oral exposurestudiesin laboratory animal sindicatethat devel opmental

or reproductiveeffectsarenotlikely, even at doseleve sthat arematernally
toxic. LaBorde and Bates (1986) (see also LaBorde et al. [1996]) con-
ducted developmental toxicity studies on agent GB type | and GB type Il

using CD rats. Thetest animalswere dosed with 0, 100, 240, or 380 pg/kg
orally on days 6-15 of gestation. Femal eswere weighed on gestational day
0, gestational days 6-16, and before death on gestational day 20. The test
anima's were observed for clinical signs of toxicity. At sacrifice, gravid
uteri wereweighed and examined for number and status of implants (alive,

resorbed, or dead). Individual fetal body weight and internal or external

malformationswere recorded. Maternal toxicity (evidenced by excessive
salivation, ataxia, lacrimation) and mortality (8/29 for GB typel and 13/29
for GB type Il) occurred inthe high-dose group. Therewere no significant
differencesamongtreatment groupsintheincidence of resorptionsor inthe
average body weight of live fetusesper litter. Theonly fetal morphol ogical

anomaly was fetal hydroureter, which occurred at arate of 5.2%, 1.9%,
5.3%, and 2.1% with GB type|; and 4%, 5%, 3.2%, and 0.5% with GB type
Il in the 0-, 100-, 240-, and 300-g/kg dose groups, respectively. The ob-
served effect was not dose related and wastherefore considered a spontan-
eousvariant. Skeletal and cartilage variantsoccurred between dose groups,
but they were nat statistically significant.

Agent GA

There are intraperitoneal and subcutaneous exposure studies of agent
GA in which developmenta and reproductive toxicity were studied in
maternal CD rats (Bucci et a. 1993). In both studies, the LOAEL for ma-
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ternal toxicity (salivation, lacrimation, nasa discharge, diarrhea) was at-
tained in the absence of fetal malformations or adverse effects on fetal
implantations or fetal weight.

Agent GD

Developmental studies in maternd rats orally exposed to agent GD
(soman) were reported by Bates et al. (1990); the protocol was the same as
that employedinthe GB oral exposure studiesof LaBorde and Bates (1986)
and LaBordeet a. (1996) reported earlier. At dosesthat produced signifi-
cant maternal toxicity and mortality, there was no evidenceof fetal toxicity
or prenatal mortality asevidenced by postimplantation loss, average body
weight of livefetuses per litter, or malformations (Bates et al. 1990).

Agent VX

In studies conducted by Schreider et a. (1984), pregnant rats were
dosedwith VX at 0.25, 1.0, or 4.0 pg/kg by subcutaneousinjection on days
6-15 of gestation (doses higher than 4.0 ug/kg were expected to cause
excessive deaths). Theanimalswere sacrificed on day 20 of gestation. The
examined fetuses showed no evidence of maformations. Fetal body
weight, litter size, and gender ratio were within normal limits.

Goldman et al. (1988) administered VX by subcutaneous injection to
Sprague-Dawley rats on days 6-15 of gestation. The administered doses
were0, 0.25, 1.0, or 4.0 ng’kg/d. Body weight, frequency of visceral and
skeletal abnormalities, litter size, and gender ratioswere evaluated. There
was no statistical evidencethat VX affected any of the parameters studied.
Blood cholinesterase |level s were not monitored.

In amodified dominant lethal study, Goldman et al. (1988) adminis-
teredV X by subcutaneousinjection to maleand/or female Sprague-Dawley
ratsand observed the effects on variousparametersincludingterminal body
wel ght, testeswei ght, testi cul ar histopathol ogy, maternal weight, implanta-
tion sites, resorptions, andtotal corporalutea. Thetest animalswere dosed
with VX at 0 (saline control), 0.25, 1.0, or 4 ug/kg/d for 10 wk.
Triethylenemelamine was used as a positive control. Exposure to VX
produced no significant changes in body or organ weights. VX had no
adverse effects on pre-impl antati on losses as evaluated by number of im-
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plants, live fetuses, dead fetuses, and resorptions. Microscopic examina-
tion of the testes did not reveal any abnormalities that could be attributed
to VX exposure.

In a three-generation study, male and female Sprague-Dawley rats
weredosed by subcutaneousinjection with VX at 0 (saline controls), 0.25,
1.0, or 4.0 pg/kg/d, 5 d/wk (Goldman et al. 1988). The F, generation (11-
12 males and 24 females per dose group) was dosed for about 105 d after
which they were mated, and the dosing continued through gestation and
weaning (total duration of dosing 21-25 wk). Dosing of the F, generation
began after weaning and continued for approximately 126 d after which
they were mated, and dosing continued through gestation and weaning
(total duration 24-27 wk). Five malesand five females of each dose group
of the F, generation were sacrificed at weaning. The study included analy-
sis of pup mortality in each of the generations, body and organ weight
changes and hematological parameters in the F, generation, and
histopathol ogical examination of tissues (including nervous system, repro-
ductive system, gastrointestinal tract, lung, liver, and kidney) of the F,
parental malesand femal es, the F, weanlings, and the F, weanlings. Blood
cholinesterase activity levels were not monitored during the study. VX
exposure had no adverse effect on the number of pupsbornintheF, or F,
generation. Perinatal mortality (i.e., percent of pups born dead or dying
within 24 h of birth) wasnot significantly different among dose levelsfor
both generations; however, perinatal mortality in the high-dose group
(5.7%) was considerably higher than that inthelower-dosegroups (1.2%).
Pup mortality from birth to weaning was significantly related (» < 0.01) to
V X exposure, primarily for the F, generation pupsin the 4.0-ug/kg/d dose
group. Goldman et al. (1988) attributed this increase to the effect of VX
on the dams, which resulted in an increased cannibalism of the pupsby the
dams. The investigators concluded that under the conditions of the test,
there was no evidence of direct VX reproductive toxicity. The hemato-
logical studies conducted on dosed males of the F, generation revealed no
significant VX-associated effects In femdes dosed with VX at 4.0
po/kg/d, statistically significant decreasesoccurred in hemoglobin, hemato-
crit, mean corpuscular volume, and mean corpuscular hemoglobin. Body
and organweight analysisand hi stopathol ogical examination reveal ed three
effectsthat may have been dose-rel ated changesin brain weight, incidence
of eosinophilic gastritis, and incidence of pituitary cysts; however,
Goldman et al. (1988) attributed thefirst two effects to statistical chance
and considered the third not biologically sgnificant. The overall conclu-
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sion of the investigators was that there were no organ-weight or micro-
scopic changes that could be attributed specifically to the action of VX.

3.4.2. Guinea Pigs

Pregnant guineapigswere administered GD oraly (7 pg/kg/d) on ges-
tation days 42, 43, and 44 (Mehl et al. 1994). It had been determined prior
to the study that a dose of 13 pg/kg, while tolerated by nonpregnant fe-
males, was “highly toxic” to pregnant animals. The administered dose of
GD caused no significant changein brainweight of neonates, the end point
of concern, or in total body weight.

3.4.3. Rabbits
Agent GB

LaBorde and Bates (1986) (seeaso LaBordeet al. [1996]) conducted
developmental toxicity studies on agent GB type | and GB type Il using
New Zealand rabbits. The same protocol as previously outlined for the rat
oral studies by these same investigators (see Section 3.4.1) was employed
in the rabbit study. The test animals were dosed with GB at 0, 5, 10, or 15
po/kg orally on days 6-19 of gestation. No fetal toxicity or teratogenicity
was observed. Theonly observed fetal anomaly wasretinal folding, which
occurred at arate of 6.8%, 3.9 %, 4.3 %, and 7.4% for GB type | and 17%,
18%, 25%, and 19% for GB typel in the 0-, 5-, 10-, and 15-pug/kg dose
groups, respectively. The frequency of the anomaly was not dose-rel ated
and was, therefore, considered to be a spontaneously occurring malforma-
tion. Maternal toxicity, evidenced by excessive salivation, ataxia, and
lacrimation, occurred at the highest dose.

Agent GA

The developmental and reproductive toxicity of GA was studied in
maternal New Zealand white rabbitsdosed intraperitoneal ly or subcutane-
ously (Bucci et al. 1993). Inboth studies, the LOAEL for maternal toxicity
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(salivation, lacrimation, nasal discharge, diarrhea) was attained in the ab-
sence of fetal malformations or adverse effects on fetal implantations or
fetal weight.

Agent GD

Developmental studiesin maternal rabbits ordly exposed to agent GD
(soman) were reported by Bates et al. (1990); the protocol wasthe same as
that employedinthe GB oral exposure studiesof LaBorde and Bates(1986)
and LaBorde et al. (1996) reported earlier. At dosesthat produced signifi-
cant maternal toxicity and mortality, therewas no evidence of fetal toxicity
or prenatal mortality as evidenced by post-implantation loss, average body
weight of livefetuses per litter, or malformations (Bates et al. 1990).

Agent VX

Goldman et al. (1988) administered subcutaneous doses of VX at 0,
0.25, 1.0, and 4.0 pg/kg/d to New Zealand white rabbits on days 6-19 of
gestation. Animalswerealso observed daily for signsof toxicity. Thedoes
were sacrificed on day 29 of gestation. Body weight, fetal weights, fetal
deaths, frequency of visceral and skeletal abnormalities, litter size, and
gender ratios were evaluated. There was no statistical evidence tha VX
affected any of the parameters studied. Blood cholinesterase levels were
monitored in a7-d pilot study, which also included adose of 8 ug/kg. The
8-ug/kg dose was severely toxic to the rabbits (1/3 died, 2/3 ataxic). The
dose of 0.25 pg/kg resulted in a level of RBC-AChE inhibition equd to
0.71 of the control value, but produced no signs of toxicity.

3.4.4. Sheep
Agent VX
The effectsof VX onthe devel opment and reproduction of sheepwere

evaluated by Van Kampen et al. (1970) following an accidental rel ease of
VX in Skull Valley, Utah. Of some 6,300 affected animals, about 4,500
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died or were killed (Van Kampen et al. 1970). Seventy-nine surviving
animd s pregnant at the time of exposure, and their lambs, were evaluated
for changes in RBC-AChE activity and for signs of toxicity over a 6-mo
postexposure period. RBC-AChE activity in the ewes remained signifi-
cantly depressed for about 4 mo and then returned to normal. Ewes that
were sacrificed at 2-wk intervals had no gross or microscopic evidence of
damage to the central nervoussystem. Torticollis(wryneck) developedin
one ewe 1 wk following exposure and persisted for 9 mo. (Van Kampen et
al. [1970] reported that asimilar effect was seen in one of 38 ewes dosed
in the laboratory with an undisclosed amount of VX.) Of the lambs born
2-3 mo after the exposure of theewes, only one (total number examined not
reported) exhibited adeformity (extraoral openingbel owtheright ear), but
Van Kampen et al. believed the anomay originated developmentally and
before the poisoning episode. None of the lambs displayed neurotoxic
signs or symptoms, and their whole blood cholinesterase activity was not
reduced even when suckling from exposed and aff ected ewes. Five months
after exposure, the ewes exposed inthefield aswell asewes dosed with an
undisclosed amount of VX 4 mo prior were mated to unexposed males.
Examination 4 mo later indicated that fetal growth and devel opment were
normal except for one fetus tha appeared stunted (total number examined
not reported). Theinvestigators concluded that VX had little or no effect
on fetal growth or development.

3.4.5. Summary

Animal datafrom vapor and oral exposure studiesfor agent GB suggest
that agent GB does not induce reproductive or developmental effects in
mammals. Oral exposure studies of agents GA and GD in laboratory ani-
malsaswell asinjection exposure studies of agent GA suggest the lack of
reproductive or developmental effects for these agents. Available data
indicate that agent VX does not cause reproductive or developmental ef-
fects.

3.5. Genotoxicity
Agent GB

In bioassays using bacteriaand mammalian cell cultures, agent GB was
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not genotoxic or mutagenic when tested with or without metabolic activa-
tion (Goldman et al. 1987). GB did not induce biologically significant
increases in mutations (e.g., highest concentration tested failed to exceed
adoubling of the spontaneous rate) when tested in the Ames Salmonella
assay using five revertant strains (TA135, TA100, TA98, TA1537, and
TA1538) (Goldman et al. 1987). GB type | and GB type Il did not induce
significant increases in forward mutations when tested on mouse L5178Y
lymphomacellsat concentrations of 50, 100, or 200 ug/mL (Goldman et al.
1987). Anincrease in sister chromatid exchanges (SCE) was not observed
in Chinese hamger ovary cells exposed in vitro to GB at 200 pg/mL
(Goldman et d. 1987). Mice treated in vivo with a maximally tolerated
intraperitoneal dose of GB at 360 pg/kg did not exhibit a significant in-
creasein SCE in splenic lymphocytes (Goldman et al. 1987). Exposure of
rat hepatocytesto GB concentrations ashigh as 2.4 x 10° M resulted ina
decrease in DNA repair synthesis, leading Goldman et al. (1987) to con-
clude that GB probably did not damage DNA directly but that it might
inhibit DNA synthesisafter non-agent-induced DNA damagehad occurred.

Agent GA

Genotoxicity and mutagenicity data for agent GA are avalable from
microbial assays and invitro and in vivo testson laboratory animals (Wil -
sonet al. 1994). GA wasfound to be weakly mutagenic ineight of 11 Ames
Salmonella assays using the revertant strains TA98, TA100, TA 1535, and
TA1538 and S-9 activaion. GA also induced dose-related increases in
mutation rates when tested on mouse L5178Y lymphoma cells without
metabolic activation; the increase observed at a test concentration of 100
png/mL was nearly 3timesthat of thecontrol. Anincreasein sister chroma-
tid exchanges (SCE) was observedin Chinese hamster ovary cellsexposed
invitroto GA concentrationsat 25-200 ug/mL . Dose-responseswerelinear
and highly statistically significant; however, the number of SCEs did not
exceed twicethe control valueat any of the concentrationstested. C57B1/6
micetreated in vivo with amaximally tolerated intraperitoneal dose of GA
at 700 pgkg did not exhibit a significant increase in SCE in splenic
lymphocytes. Exposure of rat hepatocytesto GA concentrations as high as
200 pg/mL resulted in inhibition of unscheduled DNA synthesis. From the
resultsof thesestudies(i.e., three positive responsesinfiveassays), Wilson
et al. (1994) concluded that GA was a weakly acting mutagen.
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Agent VX

In tests on microorganisms and mammalian cdl cultures, VX was not
found to be mutagenic or was only weakly mutagenic (Crook et al. 1983;
Goldman et al. 1988). Crook et al. (1983) reported that VX gave negative
results when tested in the mouse micronucleus assay (exposures for 6 h/d
for9dto VX at 0.002 mg/m®) and when tested inthe Ames assay with five
strains of Salmonella typhimurium (compared with positive controls; no
other datareported). VX did not induce biologically significant increases
inmutationswhentested inthe Ames Salmonella assay usingfiverevertant
strains (TA135, TA100, TA98, TA1537, and TA1538) with and without
metabolic activation (Goldman et al. 1988). In tests using the yeast
Saccharomyces cerevisiae, VX did not induce recombinants following
exposures to concentrations as high as 100 pg/mL (Goldman et al. 1988).
VX asofaled toinduceforward mutationswhentested on mouse L5178Y
lymphoma cells at concentrations less than 50 pg/mL (Goldman et al.
1988). Although doses of VX at 50 and 100 pg/mL resulted in increased
numbers of mutations; thesewere not morethan 1.5 timesthe control level.
(A 2-fold increase was considered the minimum required to establish a
positive result.)

Crook et al. (1983) reported that V X gavenegative resul tsfor mutagen-
icity when tested in the sex-linked recessive lethal assay using Drosophila
melanogaster.

Summary
AgentsGB and V X were not found to be genotoxic in aseries of micro-

bial, cellular and mammalian assays. Agent GA wasreported to beweskly
mutagenic in some microbial assays.

3.6. Carcinogenicity
Agent GB
As part of the chronic inhalation studies conducted by Weimer et al.

(1979), the tissues of animals exposed to GB for up to 1 y were examined
for microscopic lesions including tumors. The test speciesincluded ICR
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Swiss mice, strain-A mice, Sprague-Dawley/Wistar rats, Fischer 344 rats,
and purebred beagle dogs. The exposures were to GB at 0.0001 or 0.001
mg/m* 6 h/d, 5 d/wk. Weimer et al. (1979) reported that agent-related
tumors did not occur in any of the exposed species. Pulmonary tumors did
occur instrain-A mice; after 52 wk of exposure, pulmonary adenomaswere
present in 3/19 animds exposed to GB at 0.0001 mg/n?’, in 3/20 animals
exposed to GB at 0.001 mg/m?, and in 0/20 controls. For animds main-
tained for 6 mo postexposure, the incidence rates for pulmonary
adenocarcinomaswere 5/19, 6/18, and 9/29, respectively. However, these
lesions were not considered to be agent-related. Strain-A mice have ahigh
natural propensity to form pulmonary tumors; theincidence of spontaneous
pulmonary tumors being about 53% in animals 12 mo of age and 90% in
animas 18 mo of age (Heston 1942). Overall, the studies of Weimer et al.
(1979) indicate that agent GB is not carcinogenic.

Agent GA

No long-term animal carcinogenicity studies have been carried out on
GA. Neoplastic lesions were not observed in mae and female CD rats
injected intraperitoneally with GA at up to 28.13, 56.25, or 112.5 pg/kg/d
for 90 d (Bucci et al. 1992); however, this subchronic study was of insuffi-
cient duration to fully evaluate tumor incidencerates. No other animal data
are available to assess the potential carcinogenicity of GA.

Agent VX

Standard |ong-termcarcinogenicity studieshavenot been conducted on
laboratory animals exposed to agent VX. Neoplastic lesions were not
observed in male and female CD ratsinjected subcutaneously with 0.25,
1.0, or 4.0 ng/kg/d for 90 d (Goldman et al. 1988). No other animal data
are available to assess the potential carcinogenicity of VX.

Summary
Thereis no evidence that agents GB, GA, or VX are carcinogenic. It

isnoted that a 90-d study, such asthat performed by Bucci et al. (1992) for
agent GA, isof insufficient duration to fully evaluatetumor incidencerates.
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3.7. Summary
G Agents

Acutelethality datafor inhalation exposuresto the G agents are avail-
able in the form of LCt,, values for exposure times of 10 min or less. In
only one published study wasinformation presented from which alethality
threshold could be estimated for agent GD (Aaset al. 1985). Acuteinhala-
tion studies on rats exposed to agent GB vapor for the time periods of 10,
30, 90, 240, and 360 min have been conducted by the U.S. Army’s
Edgewood Chemical Biologicd Center (ECBC) at Aberdeen Proving
Ground, Maryland (Mioduszewski et a. 2000, 2001, 2002a).
Mioduszewski et al. (2000, 2001, 2002a) is the critical study for deriving
AEGL-3valuesfor agent GB. Nonlethal toxicity studiesconducted primar-
ily on dogs indicate that low concentrations of the G agents may cause
miosis, salivation, rhinorrhea, dyspnea, and musclefasciculations. Studies
on dogs and rats indicate that exposures to GB at 0.001 mg/m? for up to 6
h/d are unlikely to produce any signs of toxicity.

Animal data from vapor and oral exposure studies suggest that agent
GB does not induce reproductive or developmental effects in mammals.
Oral exposure studiesof agents GB and GD in lab animalsaswdl asinjec-
tion exposure studies of agent GA suggest the lack of reproductive or de-
velopment effects for these agents. Agent GB was not found to be geno-
toxic in a series of microbial and mammalian assays, but agent GA was
reported to be weakly mutagenic. Thereisno evidencethat agents GB and
GA are carcinogenic.

Agent VX

Credible acutelethality datafor vapor inhalation exposure to agent VX
vapors are available for only two species (mice and goats) (Koon et al.
1960, as cited in NRC 1997). LCt,, values are 13.6 mg-min/m® for mice
and 9.2 mg-min/m? for goats. In ashort-term inhalation study, no signs of
toxicity except mioss were seen inrats, mice, guinea pigs, or rabbits ex-
posed to VX vapor concentrations at 0.0002 mg/m?® or less (6 h/d, 5 d/wk,
for 2 wk) (Crook et al. 1983).

The available data indicate that VX does not cause reproductive or
developmental toxicity. Thereisno evidence suggesting that VX is geno-
toxic or carcinogenic.
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4. SPECIAL CONSIDERATIONS
4.1. Metabolism, Toxicokinetics, and Disposition
4.1.1. Absorption

Although nerve agents may be absorbed through any body surface, the
route through which absorption is most rapid and complete is the respira-
tory tract. It has been reported that as much as 70% of an inhaled dose of
agent GB isretained in guinea pigs, dogs, and monkeys (Oberst 1961). In
studies conducted on human volunteers, Oberst et al. (1968) found that
mean percent retention of an inhaled dose of agent GB ranged from about
80% to 90%. Resting men (minute volume 6.9-7.9 L/min) retained asimi-
lar percent of the inhaled dose regardless of whether they were breathing
exclusively through the mouth or nose; however, exercising men (minute
volume42.5 L/min) retained asignificantly lower percentage (80%). Tox-
icity studieson nonhuman primatesindicate that the intravenous and inha-
lation dose levels producing a similar level of effect are about the same,
al so suggesting that absorption through the respiratory tract may be close
to 100% of the inhaled dose (Johnson et al. 1988; Anzueto et al. 1990).
However, in species such as rodents that are nasal breathers, a proportion-
ally greater amount of toxicant may be removed before reaching the lungs
(the mechanisms of removal are thought to be hydrolysis or areaction with
epithelial tissues). In guineapigs, Allon et al. (1998) found that approxi-
mately 29% of an inhaled dose of aracemic mixture of agent GD (soman)
reached the blood.

4.1.2. Toxicokinetics

Spruit et al. (2000) conducted toxicokinetic gudiesof (x) sarinin anes-
thetized, atropinized, restrained guinea pigs. The test animals were ex-
posed (nose-only) to doses corresponding to 0.4 and 0.8 LCt,, for 8-min
exposuretimes. Toxicokineticswasalso studied after an intravenousbolus
corresponding to 0.8 LD,,. The LC,, for sarin was calculated by probit
analysisto be 47 mg/m? (95% CL = 44-50 mg/m®), and the L Ct,, for an 8-
min exposure was estimated to be 376 mg-min/n?. Inboth theintravenous
and inhalation studies the concentration of the nontoxic (+) isomer in the
blood was below detection limits (<5 pg/mL blood). In the intravenous
test, the toxicokinetics of the toxic (-) isomer followed a bi-exponential
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equation. In the inhalation tests, the blood AChE activity decreased to
about 70% of control valuesat 0.4 L Ct,, and to about 15% of control values
at 0.8 LCt,,; however, there were no effects on respiratory parameters
(respiratory minute volume or respiratory frequency). Thetoxic (-) isomer
appeared to be rapidly absorbed and the toxicokinetics followed a discon-
tinuous process with amono-exponential equation for the exposure period
and a bi-exponential equation for the postexposure period.

Benschop et al. (2000) (see also Benschop [1999]) studied the
toxicokinetics of several VX sterecisomers [(£)-] in hairless guinea pigs
(intravenous and percutaneous exposures) and marmosets (intravenous
exposuresonly). Following an intravenous dose of 28 ug/kg (marmosets)
or 56 pg/kg (guinea pigs), VX was found in the blood at toxicologically
relevant levels even after 6 h. Detoxification proceeded at a slower ratein
marmosets than in guinea pigs. The VX metabolite, O-ethyl methyphos-
phonicacid (EMPA), was found in the blood of the exposed animal s; how-
ever, the metabolite contributed only 5% to the recovery of the phosphony!
moietiesrelated to the VX dose. Metabolites of VX were aso evaluated
inin vitro studies by treating liver homogenates and plasma from hairless
guinea pigs, marmosets, and humans with the radio-labeled compounds,
¥SV X and[*CH,-P]-VX. Thepotential toxic metaboliteV X-N-oxidewas
not found. Desethyl-V X wasfound after incubation of VX in plasmaof all
three species; however, because of its slow rate of formation, Benschop et
al. (2000) concludedthat it would be unlikely that thiscompound would be
present at toxicologically relevant level safter administration of VX invivo.
In vitro studies with *S-VX revealed that a significant part of the thiol-
containingleavinggroup (S-2-(N, N-diisopropylamino)ethanethiol, DPAT)
was bound to proteins such as albumin. 1t wasfound that the sulfur-con-
taining leaving group was also transformed into a variety of oxidation
products.

4.1.3. Disposition and Metabolism

Thereareanumber of enzyme systemsin mammalian blood andtissues
capable of the binding with and/or metabolically detoxifying organophos-
phate nerve agents. A primary disposition pathway is the binding of the
compounds with blood cholinesterases and carboxylesterases. Of the
cholinesterases present in blood (RBC- and plasma-ChE), VX preferen-
tially inhibits RBC-ChE (Sidell and Groff 1974). Plasma cholinesterase
may likely serve as abuffer to offset the binding of nerve agents (and pref-
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erential binding of agent VX) to RBC-AChE. It has been reported that
pretreatment with human plasma cholinesterase protected laboratory rats
(Ashani et a. 1993) and monkeys(Raveh et al. 1997) from lethal and other
acute toxic effects of VX exposure.

The G-agents have a strong affinity for carboxylesterases (Jokanovi¢
1989), in contrast to agent VX, which has a quaternary ammonium group
that prevents it from being a substrate for carboxylesterases. In tests on
male SD rats, Maxwell (1992) experimentally confirmed that endogenous
carboxylesterases provide “ significant protection” against invivo toxicity
of the organophosphorous (OP) agents GA, GB, and GD, but nat VX.
Maxwell (1992) goesonto concdudethat “ CaE [ carboxyl esterase] detoxifi-
cation does not appear to beimportant” against exposuresto lethal concen-
trations of agent VX in thelaboratory rat.

Because of the lack of other reactive esterases, agent VX induces a
toxic response at lower concentrations than the G agents.

While carboxylesterases were once widely considered to be absent
fromthe blood plasmaof humans, carboxylesterases are, indeed, presentin
human erythrocytes and monocytes aswell asin human liver, kidney, lung,
skin, and nasal tissue (Cashman et al. 1996). Additional literature docu-
mentsthe presence of carboxylesterasesin many human tissuesand fluids,
including brain, milk, mammary gland, pancreas, small intestine, colon,
stomach, placenta, and plasma and serum (Chanda et al. 2002; Kaliste-
Korhonen et a. 1996). The lung carboxylesterases are associated with
alveolar macrophages (Munger etal. 1991). Further, carboxylesterasesare
present in human tissues and organswhere exposure to nerve agent vapors
would likely first occur (nasal tissues and the lung), would be distributed
(erythrocytes, monocytes, plasma), and woul d gener ate effects (brain, stom-
ach, colon, etc.). Carboxylesteraseisalso presentin human serum. Chanda
etal. (2002) indicatethat full characterization of the OP-protective capabil -
ities of carboxylesterases requires assessament not only of the amount but
also of the affinity exhibited by carboxylesterases for the inhibitor as well
as the total carboxylesterase activity unlikely to be inhibited (inhibitor
resistant esterase activity [IRE]). The detoxification potential of
carboxylesterases is multifaceted and is an arearequiring further experi-
mental characterization.

It is acknowledged that the CaE profile in humans is not well known
and that therearefew datafrom whi ch to characterize the contributionsthat
CaE may make to human protection from anticholinesterase poisoning.
Chanda et a. (2002) consider that full characterization of CaE amount,
affinity, and IREin humantissueswill be necessary before accurate predic-
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tions can be made regarding CaE detoxification potential following
anticholinesterase exposures to humans.

Phosphorylphosphatases associated with the hydrolysis of GD
(somanase), GA (tabunase), and GB (sarinase) have been reported. Sterri
et a. (1980) reported that the liver of ratswas capable of hydrolyzing GD
at arate of 743 umol/g of liver per hour. At low substrate concentrations
some phosphoryl phosphatases have been shownto bestereospecificintheir
activity. Sarinase from the plasma of rats preferentially catal yzes the hy-
drolysis of the less toxic isomer of agent GB (Christen and van den
Muysenberg 1965); however, tabunase targets the toxic stereoisomer of
agent GA (reviewed by Gupta et al. [1987]). Somanase from rat liver
(Wahllander and Szinicz 1990) or swine kidney (Nordgren et al. 1984;
Benschop et a. 1981) preferentidly inhibitsthe lesstoxic isomers of agent
GD; however, another hepatic enzymein rat liver has been reported to be
capable of hydrolyzing all four isomers of GD (Little et al. 1989). The
same hepatic enzyme also catalyzed the hydrolysis of agents GA and GB
(Littleet al. 1989). In studies conducted on rats dosed subcutaneously with
agent GB, GD, or GF a 75 ug/kg, Shih et al. (1994) found that the major
metabolite formed by a nonsaturable mechanism and excreted in the urine
was an alkylmethyl phosphonic acid. Little et al. (1986) identified *H-
labeled GB metabolitesinthetissuesof micefollowing intravenousadmin-
istration of a sublethd dose (80 ug/kg). Most of the label was associated
withfreeisopropyl methylphosphonic acid (IMPA), the hydrol ytic metabo-
lite of GB. In individuals alegedly exposed to GB, Noort et al. (1998)
found O-isopropyl methylphosphoni c aci dinserum samples, and Nakajima
et a. (1998) reported that methylphosphonic acid and isopropyl
methyl phosphoni ¢ acid were detected asurinary metabolitesof GB. Distri-
bution of thelow-sarinase all el e gppearsto be somewhat ethnically related.
The Japanese population has a higher frequency of the low-sarinase iso-
form (alele frequency of 0.66) than other ethnic groups (0.24 to 0.31)
(Yamasaki et a. 1997).

A-esterases (paraoxonase/arylesterase) present in the blood and liver
are also capable of hydrolyzing phosphate esters (Cashman et al. 1996).
Paraoxonase is one A-ederase from humans known to hydrolyze the
phosphorus-fluorine bond of the nerve agents GB and GD (Davies et al.
1996). A-somanaseisolated from human liver (Wang et al. 1998) is capa-
ble of hydrolyzing agent GD aswell as agent GA with P-F or P-CN bond-
ing, but cannot hydrolyze paraoxon or nerve agent VX with P-O or P-S
bonding. Agent GB was not tested in thestudies of Wang et al. (1998). A-
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esterases are considered to provide protection against the adverse effects
of some OP compounds (Pond et al. 1995).

Paraoxonase is polymorphic in human populations, and individual
differencesarewide (LaDu et a. 1986, as cited in Davies et al. 1996; Fur-
long et al. 1988, 1989). In one population tested, differencesin paraoxon-
ase activity among three genotypes was approximately 6-fold (Kujiraoka
et a. 2000). Among a“caucasoid” population sampled in Seattle, Wash-
ington, a 40-fold variation in human serum paraoxonase activity was ob-
served (Furlong et al. 1989) and was associated with three phenotypes:
homozygotes for the low-activity allele, heterozygotes, and homozygotes
for the high-activity allele.

Individuds expressing certain isomeric forms of the enzyme with low
hydrolyzing activity are considered to be more susceptible to organophos-
phate anticholinesterase poisoning (Yamasaki et al. 1997). The polymor-
phic paraoxonase gene (PON1) has an important role in the detoxifying
metabolism of nerve agents and OP insecticides. The PON1,,,, paraoxon-
ase isoform hydrolyzes agents sarin (GB) and soman (GD) slowly when
compared with the PON1,,,, isoform (Furlong et al. 2002, Davies et al.
1996). The human population can be organized into three PON1*192
genotypes: PON1,,,, homozygotes, heterozygotes, and PON1,,, homozy-
gotes(Furlong et al. 2002; Allebrandt et al. 2002). Frequency distributions
of the PON1*192 variants have been examined in ethnically diverse popu-
lations(Allebrandt et al. 2002). Thealleleexpressing low activity for agent
GB and agent GD hydrolysis (PON1;,,,) is significantly morefrequent in
African Americans (sampled in Brazil and North America) and Asians
(sampled in China, Japan, and Canada) than in individuals of Indo-Euro-
pean descent (sampled in East India Turkey, Canada, Russia, Germany,
North America, England, France, the Netherlands, and Brazil). Neverthe-
less, Furlong et al. (2002) point out that “genotyping alone provides no
information about PON1 levels, which can vary upto 13-fold betweenindi-
viduds’ (homozygous for the low-activity allde) (seealso Furlong et al.
[1989] and Davies et al. [1996]).

The serum paraoxonase activity ranges observed by Furlong et al.
(1989) and discussed in Davies et al. (1996) illustrate the presence of hu-
man genetic variability in one of several metaboli c detoxification systems
that can denature certain G agents. It is understood, however, that mere
determination of serum paraoxonase activity aloneisnot sufficient to char-
acterize whole-organism susceptibility to anticholinesterase exposure.
There are many other metabolic detoxification mechanisms that are & so
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simultaneoudy active (e.g., RBC-ChE, tissue carboxylesterases). Further
experimentationwill benecessary before 13-time or 40-timedifferencesin
human serum paraoxonase activity can betranslated into quantitative dif-
ferencesinwhol e-organism susceptibility to anticholinesterase compounds.

Some investigators have previously considered that low levels of
paraoxonase in newborns may contribute to the observed sensitivity of
newborn rats to organophaosphate insecticides (Benke and Murphy 1975;
Burnett and Chambers 1994, ascitedin Davieset al. 1996). A recentinves-
tigation (Chanda et al. 2002) presents in vitro and in vivo evidence that
carboxylesterases“ arecritical for explaining age-related sensitivity” of rat
pups to the OP insecticide chlorpyrifos. The presence of low carboxyles-
terase activity, however, doesnot sufficiently characterize the greater sus-
ceptibility of rat pups to neurotoxic effects of some OP insecticides
(Chanda et al. 2002).

A novel mouse-liver enzyme, unrelated to the paraoxonases, has been
found to hydrolyze agents GB and GD (Billeckeet a. 1999) in anin vitro
assay of soluble fraction extracts from commercialy available frozen
mouse livers.

4.1.4. Distribution and Excretion

Several studies have examined the tissue distribution and excretion of
G agents and their metabolites following parenteral administration to ro-
dents. In studies conducted on rats dosed subcutaneously with agent GB
(sarin), agent GD (soman), or GF at 75 ug/kg, Shih et al. (1994) found that
the major route of elimination for all three agents was urinary excretion.
For GD, the lung was the major organ of accumulation. McPhail and Adie
(1960) dosed rabbits with radio-labeled (**P) GB and found the highest
levelsof radioactivity inthelungsandkidney. Kadar et al. (1985) injected
mice intravenously with aL D, dose of *H-labeled agent GD. High levels
of radioactivity were found in the lung and skin at 5 min to 24 h after the
injection, with very small amountsinthe CNS. Considerableaccumulation
of the label occurred in the urine, gall bladder, and intestinal lumen, sug-
gesting that these were the main pathways of excretion. Littleet d. (1986)
measured thedistribution of *H-labeled agent GB (sarin) and sarin metabo-
lites in the tissues of mice following intravenous administration of a sub-
lethal dose (80 pgrkg). Within 1 min all tissues contained large amounts
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of the label, of which less than 10% represented agent GB (sarin). High
concentrations of the metabolite werefound in the kidneys and lungs, and
only trace amounts of *H-labeled agent GB (sarin) were found inthe brain
within 15 min. Inacontinuation of these studies, Littleet al. (1988) evalu-
ated the distribution of *H-labeled agent GD (soman) and agent GB (sarin)
in the brain of mice following sublethd intravenous doses (25 pg/kg and
80 pg/kg). The nerve agents were distributed evenly throughout the brain
tissue with the exception of a2- to 5-fold greater concentrationin the hypo-
thalamus.

4.2. Mechanism of Toxicity

The acute toxicity of the nerve agents is considered to be initiated by
inhibition of acetylcholinesterase (A ChE), an enzymeresponsi blefor deac-
tivating the neurotransmitter acetyl choline at neuronal synapses and myo-
neural junctions. Nerveagentsphosphorylatethe enzyme, thereby prevent-
ing deactivation of acetylcholine. Although the inhibited cholinesterase
can be reactivated by the process of dephosphorylation, that isnot possible
once the nerve agent-cholinesterase complex undergoes “aging,” which is
thought to happen because of aloss of an alkyl or alkoxy group. Agent GD
ages very rapidly, with at, (timerequired for 50% of the enzyme to be-
come resistant to reactivation) of 1.3 min (Harriset al. 1978). The aging
hal f-time for agent GA is 46 h, as calculated from arate constant of 2.5 x
10 per minute (de Jong and Wolring 1978), and the z,, for agent GB has
been reported to be 5 h (Sidell and Groff 1974). Inthe latter case, approxi-
mately 5% of the GB-enzyme complex reactivated spontaneously. In con-
trast to the results of these latter studies, Grob and Harvey (1958) had ear-
lier reported that both GA and GB combined with ChE almost irreversibly
within 1 h when tested in vitro. The complex formed between ChE and
agent VX does not age sgnificantly (half-life about 48 h), and the rate of
spontaneous reactivation in humans has been reported to be as fast as 1%
per hour (Sidell and Groff 1974).

Although nerve agents exert toxic effects on the central and peripheral
nervous system indirectly through AChE inhibition (Koelle 1976, 1981),
nerve agents may also affect nerve impulse transmission by additional
mechanisms at neuromuscular junctions(Somani et al. 1992) and at neuro-
transmitter receptor sitesin the CNS. Rao et al. (1987) reported that VX
caused an increase in acetylcholine release at neuromuscular junctionsin
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the frog by an interaction with the nicotinic acetylcholine receptor-ion
channel complex. Aas et a. (1987) reported alterations in muscarinic
receptorsin rat bronchi and lung tissue after subacuteinhal ation exposures
to agent GD. In the CNS, nerve agents may act directly on muscarinic,
nicotinic, and glutamate receptors. Bakry et a. (1988) reported that nano-
molar concentrations of agent GD affected muscarinic ACh receptors that
have a high affinity for [*H]-cis-methyldioxalane binding. Rocha et al.
(1998, 1999) reportedthat, in cultured rat hi ppocampal neurons, VX at 0.01
nM reduced the evoked release of the neurotransmitters y-aminobutyric
acid (GABA) and reduced the amplitude of evoked GABAergic
postsynaptic currents. VX concentrations>1 nM decreased the amplitude
of evoked glutamatergic currents. Inthe presence of aNa" channd blocker,
V X increased the frequency of GABA- and glutamate-mediated miniature
postsynaptic currents, a Ca” dependent effect reported to be unrelaed to
cholinesterase inhibition (Rocha et d. 1999). Chebabo et al. (1999) re-
ported that 0.3-1 nM of agent GB reduced the amplitude of GABA-medi-
ated postsynaptic currents but had no effect on the amplitude of
glutamatergic-mediated postsynaptic currents. The observed effect was
thought to be dueto thedirect interaction of GB with muscarinicacetylcho-
line receptors present on presynaptic GABAergic neurons. Chebabo et al.
(1999) suggest that the sel ectivereductionintheacti on-potenti al -dependent
release of GABA in the hippocampus might account for GB-induced sei-
zures. Lalement et al. (1991a,b) had earlier suggested that GD-induced
overstimulation of glutamatergic receptors contributed to maintenance of
seizures. Although these data indicate that nerve agents may have direct
effects on the nervous sysem unrelated to AChE inhibition, the in vitro
data do not provide ameans of relating electrophysiological alteraionsin
rat hippocampal neurons or determining a dose conversion to the integra-
tive end point of whole-body lethality. Neither do they allow qualita-
tive/quanti tative comparisonsdirectly relevant tolethality. Theresultswere
obtained largely from single cells in isolation from whole organisms and
systems, and extrapolation from observations on individual cells is not
presently possible. At present, nM-induced amplitude changesin postsyn-
aptic currents in rat hippocampal neuronsin vitro cannot be correlated to
dose levels resulting in multisystem failure and death such as are needed
for AEGL estimation.

It should be further noted that the effects of nerve agents on
GABAergictransmission in the CNS may have profound implications for
behavioral effectsin laboratory animals and humans and may al so contrib-
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ute to the induction of convulsions at higher doses (Bakshi et al. 2000).
Nevertheless, given the present undefined gpplication of noncholinergic
data to AEGL estimation, reliance on the primary assumption of
anticholinesterase action is consistent with recognized opinion (Bakshi et
al. 2000).

Recent studies with cholinesterase inhibitors such as galantamine,
which affect neuronal nicotinic AChE receptorsin asimilar manner to that
reported for VX, have shown that such compounds havetherapeutic bene-
fits for patients with mild to moderately severe Alzheimer's disease
(Maelickeet al. 2001). Assuch, these compounds might be hel pful in stabi-
lizing behavior in such patients by improving memory and cognitive and
daily function.

As pentaval ent phosphorous-contai ning compounds, the G agents may
a soindirectly generate neurotoxic effectsthrough anoncholinergic mecha-
nism involving the kinase-mediated protein Ca®*/calmodulinkinase |l (Ca
#*/CaM kinase I1) (de Wolff et al. 2002; Abou-Donia and Lapadula 1990).
The Ca */CaM kinase Il protein becomes activated by OP-induced
phosphorylation and reacts with the cytoskeletal proteins found in
neurofilamentsto produce axonal degeneration inthelarge-diameter tracts
of the spinal cord.

It is also understood that OP compounds interact with detoxification
enzymes such asthe carboxylesterases and A-esterases and that the degree
of such interaction may alter the magnitude and extent of the toxic cascade
following AChE inhibition (Pope and Liu 2002). Recent studies indicate
that full characterizationof the OP-protective capabilitiesof carboxylester-
ases requires assessment not only of the amount but also of the affinity
exhibited by carboxylesterases for the inhibitor as well as the total
carboxylesterase activity unlikely to beinhibited (inhibitor resistant ester-
ase activity [IRE]) (Chanda et al. 2002). The detoxification potential of
carboxylesterases is multifaceted and is an area requiring further experi-
mental characterization.

4.3. Relative Toxic Potency

Because of the sparse animal and human toxicity datafor agents GA,
GD, GF,and VX, AEGL sfor those agentswill necessarily bederived from
the AEGLsfor agent GB by arelative potency method. The database for
the nerve agents asagroup is considered reasonably completein that there
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exist (1) experimental data for multiple species, including humans; (2)
documented nonlethal and lethal end points that follow an exposure-re-
sponse curve; (3) aknown mechanism of toxicity common to all the nerve
agentswith the all end points representing aresponse continuum to inhibi-
tion of cholinesterase activity; and (4) no uncertainties regarding other
toxic end points such as reproductive or developmental effects or carcino-
genicity.

Because the mechanism of action is the samefor all the nerve agents,
data uncertainty is reduced and target organ effects are expected to be
identical and to differ only in magnitude. Thus, a comparative method of
relative potency analysis from the more complete data set for agent GB is
appropriate. This approach has been applied before, in the estimation of
nerve agent exposure limits (Watson et al. 1992; Mioduszewski et al.
1998). The relative toxic potency of cholinesterase inhibitors can be ex-
pressed in several ways, based onin vitro or in vivo data.

4.3.1. In Vitro Potency

The in vitro potency can be measured by either the bimolecular rate
constant (k,, in M/min) for the reaction of the agent compound with the
enzyme or by the molar concentration causing 50% inhibition of the en-
zyme (I,) invitro. Therelationship between |, and k, for afixed time (¢)
of incubation is expressed by the following equation (Eto 1974):

0695
1] % k:‘

Assummarized by A.D. Little, Inc. (1985), &, valuesfor GB arein the
range of 1 x 10° to 2 x 10" M*/min™® for acetylcholinesterase in rat brain
tissue, and 1 x 10" M*/min* for butyrylcholinesterase in human serum.
Reported &, values for agent GD are 3.7 x 10" M™*/min™ for acetylcholin-
esterasein rat brain tissue, and 1 x 10’ M*/min™ for butyrylcholinesterase
in human serum (A.D. Little, Inc. 1985). Morerecently, Maxwell (1992)
reported k, valuesof 4.5(x 0.7) x 10° M*/min* for agent GA, 1.2 (£ 0.3)
x 10" M"*/min* for agent GB, and 3.6 (+ 0.5) x 10’ M*/min* for agent
GD inin vitrotests conducted on rat brain AChE.

I, datafor several G agents have been tabulated by Dacre (1984). The
pl., (negative log of the molar concentration causing 50% inhibition of
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cholinesterase) was reported to be 8.4-8.6 for GA and 9.2 for GD (Dacre
1984; Holmstedt 1959). Grob and Harvey (1958) reported that theinvitro
potency of GB (I5, = 0.3 x 10® mol/L) was5 times that for GA (I, = 1.5 x
10°® mol/L).

The &, values for agent VX have been reported to be 1.4 + 0.3 x 10°
M/min, respectively, for in vitro tests conducted on rat brain AChE
(Maxwell 1992). Incomparison, Maxwell (1992) reported ak, value of 1.2
+ 0.3 x 10" M/minfor agent GB. Thecorresponding |, valuesare5.8 x 10
® M for agent GB and 5.0 x 10° M for agent VX. The GB:V X ratio for the
I, valuesis 11.7, indicating that VX is nearly 12 times more potent than
GB ininhibiting rat brain acetylcholinesterase in vitro. This comparison
isone way to express the relative potency of agent VX.

4.3.2. In Vivo Potency

Relative potency of nerve agentscan also be expressed in terms of the
in vivo dosenecessary to produce the same toxic effect by aspecific expo-
sure route.

G Agents

A summary of the estimated inhal ation and visual effectsvaluesfor the
G agentsisgivenin Tables 1-21 and 1-22. The information presented on
animal toxicity valuesisderived from Callaway and Dirnhuber (1971) and
Mioduszewski et al. (2002b) for nonlethal visual effects; and Oberst
(1961), Calaway and Blackburn (1954), Mioduszewski et al. (2001,
2002a), and Anthony et al. (2002) for lethality. Another source is the
largely unpublished experimental data summarized by the NDRC in 1946.

Estimates of lethality and severe effect levelsin humans are based on
extrapolations from animal data and on modeling studies. Several of the
estimatesare presented in Table 1-21, together withthe limited human data
for miosis. For the end point of miosis, ratiosfor ECt.,, ECt,,, and thresh-
old effects are summarized in Table 1-21 for both experimentally derived
and estimated toxicity values. For miosis as a critical effect, comparison
of effective doses to achieve 50% pupil area decrement in the eye of the
albino rabbit (Callaway and Dirnhuber 1971) indicates that agents GD and
GF are more miotogenic than GB at approxi mately 50% of the GB Ct (GB/
GD of 2.24; GB/GFof 1.76; relative potency to agent GB of approximately



TABLE 1-21 Comparison of Visual Effects Values for G Agents

Toxicity value (ECt [mg-min/m?]) Ratios
Species GB GA GD GF GB:GA GB:GF GD:GF  References
Human (10 min to 5 h) 13.85 Callaway and
(ECty,, miosis) Dirnhuber 1971
Human (20 min) 4 Johns 1952
(ECts, miosis)
Human 2.5 7.5 0.4 0.33 Wells et al. 1993
(ECts, incapacitation)
Human (10 minto 5h)  2.33 Callaway and
(ECty,, miosis) Dirnhuber 1971
Human (20 min) 1.2 McKee and
(No effect, miosis) Woolcott 1949
Human (2 min) 0.5 0.5 0.2 0.2 1.0 Reutter and
(ECts, , mild effects) Wade 1994
(unclassified
summary table)
Human (2 min) 0.5 0.5 0.25 0.25 1.0 Mioduszewski et
(ECts, , mild effects) al. 1998
Human (2-10 min) <2 NRC 1997
(ECts , mild effects)
Human (1 min) 0.5 McNamara and

(<ECty; , miosis)

Leitnaker 1971

cel



Rat (f, m) (10 min)
(ECtsy miosis)
Rat (f, m) (60 min)
(ECtsy, miosis)

Rat (f, m) (240 min)

(ECtsy, miosis)
Guinea pig (5 h)
(LOAEL, miosis)
Marmoset (5 h)
(LOAEL, miosis)

Rabbit (10 min to 5 h)

(ECt, 50% miosis)

Rabbit (10 min to 5 h)

(ECt, 90% miosis)

0.68,
0.87

1.20,
1.80

2.88,
5.76
1.8
2.5

1.32

2.71

0.59

2.19

0.75°

1.79°

2.24

1.23

1.76

1.51

0.79

1.22

Mioduszewski et
al. 2002b

Mioduszewski et
al. 2002b

Mioduszewski et
al. 2002b

van Helden et al.
2001, 2002

van Helden et al.
2001, 2002

Callaway and
Dirnhuber 1971

Callaway and
Dirnhuber 1971

“Secondary sources.

"Data for agent T2715, (2-methylcyclohexyl methylphosphonfluoridate), analog for agent GF.

€€l



TABLE 1-22 Acute Lethal Inhalation Toxicity Values for G-Agents

Species Toxicity Value (LCts, [mg-min/m*®])  Ratios
(Exposure Time) GB GA GD GF GB:GA GB:GD GB:GF GD:GF Reference
Monkey 74 187 0.40 DA 1974
Monkey 42 135 0.31 Oberst 1961; DA
(2 min) 1974
Monkey 150 250 0.71° NDRC 1946“¢
(10 min) 180
Geometric Mean (monkey data) 0.44
Rat (female) 118 135 110 0.87 1.07 1.23 Callaway and
(1-min) Blackburn 1954
Rat (male) 220 196 181 1.12 1.22 1.08 Callaway and
(1-min) Blackburn 1954
Rat (10-min) 220 450 230 0.49 0.87¢ DA 1974

279
Rat (female) 184 253 0.73 Mioduszewski et
(10-min; 24-h al. 2001; Anthony
lethality) et al. 2002
Rat (female) 387 334 1.16 Mioduszewski et
(60-min; 24-h al. 2001; Anthony

lethality)

et al. 2002

vel



Rat (female) 741 533 1.39 Mioduszewski et
(240-min; 24-h al. 2001; Anthony
lethality) et al. 2002

Rat (male) 231 368 0.63 Mioduszewski et
(10-min; 24-h al. 2001; Anthony
lethality) et al. 2002

Rat (male) 459 396 1.16 Mioduszewski et
(60-min; 24-h al. 2001; Anthony
lethality) et al. 2002

Rat (male) 1,040 595 1.75 Mioduszewski et
(240-min; 24-h al. 2001; Anthony
lethality) et al. 2002
Geometric Mean (rat data) 1.09 1.15

Overall Geometric Mean (rat and monkey) 1.09 1.15

“Secondary sources.

’Based on geometric mean of 212 mg'min/m’ for the two data points for GA.
‘Summary of largely unpublished experimental data.

“‘Based on geometric mean of 253 mg'min/m? for the two data points for GD.

gel



136 ACUTE EXPOSURE GUIDELINE LEVELS FOR SELECTED AIRBORNE CHEMICALS

2) and that the GD:GF ratio approximates 1.0 (equal to 0.79). For 90%
pupil areadecrement intherabbit, agents GD and GF are again more effec-
tive than agent GB for inducing this end point (GB/GD of 1.23, GB/GF of
1.51; relative potency range to agent GB of approximately 1.2to 1.5) with
aGD:GF ratio of 1.22. A protective determination of relative potency to
agent GB is 2.0. Thus, agents GD and GF are considered equipotent and
approximately twice as potent as agent GB for inducing miosis. For more
severeeffects, such aslethality, resulting fromvapor exposures, therelative
potency estimatespresented in Table 1-22 indicatethat agents GB, GD, and
GF are equally potent and are twice as potent as agent GA.

At apublic hearingin 2000 convened by the Chemical Demilitarization
Branch of the Centersfor Disease Control and Prevention, aU.S. Surgeon
General’ sreview panel concluded that because (1) the databasefor GBis
relatively robust, and (2) the data for the other G agents are limited, it is
appropriate to utilize arelative potency approach for comparing G agents
(67 Fed. Reg. 895 [2002]; DHHS 2002).

Agent VX

Thein vivo dosesof agents VX and GB required to produce the same
level of blood cholinesterase inhibition in the same species by a specific
exposure route are shown in Table 1-23. In humans, the experimentally
determined RBC-AChE,, for VX is0.0023 mg/kg for an oral dose (Sidell
and Groff 1974). In contrast, for agent GB, an oral dose of 0.010 mg/kgis
required to produce about thesame level of effect (Grob and Harvey 1958).
The GB:V X ratiofor thiseffect isapproximately 4.3. In studies conducted
by Guptaet al. (1991) in which ratswereinjected subcutaneously, VX was
found to be 10 times more toxic than GB for ChE inhibition and myonecro-
sis end points. The relative potency of agents VX and GB are shown in
Table 1-23.

In studies conducted by Maxwell (1992) on Sprague-Dawley rats,
subcutaneous LD, values for GB and VX were 0.51 and 0.027 pmol/kg,
respectively, indicating that VX is about 19 times more toxic than GB in
ratsfor subcutaneouslethality, onamalar basis (if the micromoles of each
compound are converted to grams using 140 asthe molecul ar weight of GB
and x 10° g/kgfor GB and 8.022 x 10° g/kg for VX, resulting in aGB:V X
ratio of 9.9). Analysis of parenteral data for Hartley albino guinea pigs
(subcutaneous) and SwissICR mice (intramuscul ar) instudiesby K oplovitz



TABLE 1-23 Relative Potency Estimates for Agents GB and VX Experimental Data

Species Toxicity End Point Units GB VX GB:VX Ratio
Human Inhalation Ct ChEs," mg-min/m’ 42 ~6.5 ~6.5
Human Oral RB C—ChESOb pg/kg 10 2.4 4.3
Human Intra-arterial/intravenous RBC-  pg/kg 3 1.1 2.7
ChE,
Monkey’ Intravenous LD,° pg/kg 20 6-11.9 1.8-3.3
Rat' Intravenous LDy, ng/kg 45-63 6.9-10 4.5-9.1
Mouse Intramuscular LDy,° png/kg 204.81 13.07 15.7
Mouse' Intravenous LDy,° pg/kg 100 12-15 6.7-8.3
Mouse' 10-min LCty,*“ mg'min/m’ 240-310 4-13 18.5-77.5
Mouse’ Percutaneous LDSOC'f ug/'kg 1000 36 -59 17 - 28
Guinea pig Subcutaneous LD, pg/kg 41.26 6.89 5.99
Rat Subcutaneous LD pumol/kg 0.57 0.03 19 (9.9)
Rat' Oral LDy, png/kg 870-1,060 77-128 6.8-13.8
Rabbit’ Percutaneous LCty,"" mg-min/m? 2,000 8.3-28 71-241
Rabbit Vapor exposure; mg-min/m?> 1.32 0.04 33
50% pupil area decrement’
Rabbit Vapor exposure; mg-min/m?> 2.71 0.23 11.8

90% pupil area decrement’

‘GB, Oberst et al. (1968); VX, Bramwell et al. (1963) (estimated from tabulated data; not verifiable).

LE]



*GB, Grob and Harvey (1958); VX, Sidell and Groff (1974).

‘DA (1974) (secondary source; not verifiable).

9Dacre (1984) (secondary source; not verifiable).
“Koplovitz et al. (1992)

/Liquid exposures.

SMaxwell (1992).

"Vapor exposures.

iCallaway and Dirnhuber (1971).

*Ratio shown in parenthesis based on grams per kilogram.
'Secondary source data.

8¢l
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et al. (1992) resulted in acute (24-h) LD, estimates as follows: in the
guineapig, LD, for GB of 41.26 pg/kg, LD., for VX of 6.89 pg/kg; andin
the mouse, LD,, for GB of 204.81 pg/kg, LD, for VX of 13.07 pg/kg.
Inhalation lethality data for mice include LCty, values of GB at 240
mg-min/m?® (forced activity); GB at 310 mg-min/m?* (resting animals); VX
at 4 mg-min/n?® (total animal exposures); and VX at 13.6 mg-min/m? (head-
only exposures) (DA 1974; Koon et al. 1960, as cited in NRC 1997).

The Cts necessary to generate 50% and 90% decrease in pupil areain
the albino rabbit eye (Callaway and Dirnhuber 1971) were summarizedin
Table 1-19. Thecalculated Ctsfor 50% decrease are 1.32 mg-min/m?’ for
GB and 0.04 mg-min/m*for VX (a GB:VX ratio of 33), while the Cts for
90% decrease are 2.71 mg-min/m? for GB and 0.23 mg-min/n? for VX (a
GB:VX ratio of 11.8) (see Table 1-23). Callaway and Dirnhuber (1971)
consider the 90% decrement to be a more definite end point; furthermore,
this degree of pupil area decrease has operationd significance. However,
because Callaway and Dirnhuber (1971) do not document incidence daa,
neither an EC,, nor an EC,, for a given percentage miosis, as defined by
current experimental protocols, can be reliably determined for their ex-
posed rabbit population.

Primary experimental datafor GB:V X comparisonsfor the same end
point are avail able for five mammalian species (human, rat, mouse, guinea
pig, rabbit; see Table 1-23). In all cases, agent VX is more potent than
agent GB (range of 2.7 to 33).

Human Estimates of GB and VX Toxicity

Estimates of lethality and severe effect levelsin humans are based on
extrapolationsfrom animal dataand on modeling studies. Several of these
estimates are presented in Table 1-24, together with the limited human
experimental data (vapor inhalation, oral, intra-arterial, and intravenous
exposures) for ChE,, levels. The GB:V X ratios for these experimentally
derived end pointsfall in the range of 2.7 to 6.5. For the end point of mio-
sis, ECt,, estimates range from 0.06 mg-min/nm? to 0.09 mg-min/m® for VX
and 0.5 mg-min/n? to 1.5 mg-min/m? for GB, resulting in overdl GB:V X
ratios of 5.6 to 25 (secondary sources and nonverifiable data).

Humaninhal ation exposures (Oberstet al. 1968; Bramwell et al. 1963),
human oral exposures (Grob and Harvey 1958; Sidell and Groff 1974), and
human intra-arterial and intravenous exposures (Grob and Harvey 1958;



TABLE 1-24 Human Toxicity Estimates for Agents GB and VX

Toxicity End Point (Exposure Time) GB (mg'min/m?) VX (mg'min/m?) GB:VX Ratio
Inhalation ChEs," 42° ~6.5¢ 6.5
Oral RBC-ChE,,* 10 pg/kg? 2.3 pg/kg’ 4.3
Intra-arterial/intravenous RBC-ChE 5,° 3 ngrkg! 1.1 pg/kg® 2.7
LCty, (2-10 min) 35/ 15/ 2.3
ECts, (2-10 min) 25/ 10/ 2.5
LCtys 20¢ 6° 3.3
ECtys (severe) 1¢ 58 3
LCt,, 104 - -
ECtys (mild) 8¢ 3¢ 2.7
No deaths 6" - -
ECtys (ocular, miosis) 1.5¢ 0.06% 25
Ocular threshold 1.0° 0.04' 25
ECts, (ocular, miosis; 2-10 min) 0.5/ 0.09/ 5.6
ECts, (ocular, miosis) >0.5" 0.09* >5.6

“Experimental data with human subjects; all other estimates are extrapolations based on animal data.
’Oberst et al. (1968); resting men, breathing 7 L/min.

‘Bramwell et al. (1963); estimated from tabulated data—not verifiable.

Grob and Harvey (1958).

Sidell and Groff (1974).

orl



/Reutter and Wade (1994).
SWells et al. (1993).

"DA (1987).

DA (1990b).

INRC (1997).

Lyl
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Sidell and Groff 1974) are included in the experimental database summa-
rized in Tables 1-23 and 1-24; reported end points for each human study
were ChE,,. The Bramwell et al. (1963) study of VX inhalation toxicity is
considered aflawed and nonverifiable source because the human subjects
were not exposed to a rigorously controlled atmosphere (breathing zone
concentrations could not be determined and potential effects of the carrier
solvent [benzene] on agent absorption by subject was not evaluated, etc.).
In consequence, the GB:V X ratio for inhal ation ChE,, (which includesthe
VX Ct from Bramwell et al. [1963]) is not as credible as the comparable
ratio derived fromthewell-conducted human oral exposure studiesof Grob
and Harvey (1958) and Sidell and Groff (1974).

4.3.3. Comparison of Exposure Standards
G-Series Agents

The current occupational exposure limitsfor the G-series nerve agents,
as published by the CDC (DHHS 1988) are 0.0001 mg/m? for GB and GA
to be applied as ano-adverse-health-effect level for 8-h continuous work-
place exposure. The resulting GB:GA ratio is 1.0. The current general
population exposure limits for the G-series nerve agents, as published by
the CDC (DHHS1988) are 0.000003 mg/m® for GB and GA, to be applied
asano-adverse-health-effect level for 24-h continuous exposure (provides
aGB:GA ratio of 1.0). AgentsGD and GF are not part of the unitary stock-
pile and were not evaluated by the CDC in 1988.

The U.S. Department of the Army has prepared ahealth criteria docu-
ment for the G-series agents (Mioduszewski et al. 1998) in which exposure
limits for the G agents were derived using the relative potency approach
and the currently accepted exposurelimitsfor agent GB. Aspart of aregu-
larly scheduled review process, the CDCiscurrently reeval uating the 1988
agent control limitswith application of recent risk assessment models and
updated scientific data (67 Fed. Reg. 895 [2002]; DHHS 2002). There-
view iscurrently (September 2002) in progress, and the CDC has not yet
released afinal position.

Agent VX

The current occupational exposure limit for VX, as published by the
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CDC (DHHS 1988), is 0.00001 mg/m®. Compared with the CDC recom-
mended value of 0.0001 mg/n?’ for agent GB, the resulting GB:V X rdiois
10. The current general population exposure limits for VX and GB, as
published by the CDC (DHHS 1988), are 0.000003 mg/m® for GB and
0.000003 mg/m? for VX, resulting in aGB:V X ratio of 1.

The U.S. Department of the Army has prepared a health criteria docu-
ment for VX (Reutter et a. 2000) in which exposure limits for VX are
derived using the relative potency approach and the currently accepted
exposure limits for agent GB (see Mioduszewski et al. [1998] and DHHS
[1988], as detailed above). The exposurelimitsdevel oped by Reutter et al.
(2000) were based on minimal effect levels, and miosis was considered to
be the most appropriate end point to use for comparison. Reutter et d.
(2000) consider a ratio of 10 to be a protective estimate of the relative
potency of miosis for agents GB and V X.

Embedded within the Army’ slogic (USACHPPM 1998; Reutter et al.
2000) regarding the choice of 10for therel ative potency of V X:GB aretwo
elements: downward adjustment to allow for the greater effect of VX onthe
eye, and upward adjustment to allow for the more rapid recovery (revers-
ibility) of eyeeffectsfromV X exposure comparedwith recovery following
GB exposure. These adjustments are based on the human intravenous
studies of Kimura et al. (1960) and a calculational model based on ChE
activity recovery (McNamara et al. 1973). Ocular exposure to VX vapor
is estimated to cause eye effects at approximately one-twenty-fifth of the
GB Ctrequired to attain the same effect. VX “ages’ (irreversibly bindsto
cholinesterase) very slowly (¢, of 48 h) when compared with agent GB (¢,
of 5 h) (Siddl and Groff 1974), and some spontaneous enzyme recovery
occurs even in the absence of antidote. In general, recovery from the ef-
fects of VX vapor exposure is 4 times greater than that for agent GB
(McNamaraet al. 1973). Thus, an effective concentration of VX relative
to GB isfour-twenty-fifths, or 0.16, or gpproximately one-sixth. Theratio
of 1:10 used by the Army in deriving exposure criteriafor VX (Reutter et
a. 2000) wasto allow for agreater margin of safety.

4.3.4. Selection of Nerve Agent Potency Values for Use in Deriving
AEGLs

Recent publication of science palicy by the EPA Office of Pesticides
to guide the use and application of dataon cholinesterase inhibition (EPA
2000) recommends a wei ght-of -evidence approach for eval uating toxicity
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end points for anticholinesterase compounds. Thisapproach is consistent
with that of Storm et a. (2000), who condgder tha the most defensible
means of deriving (occupational) inhalation exposure limits for
organophosphatesshoul dbe based on weight-of -evidence. In thewei ght-of -
evidenceapproach, first priority isgivento clinical signsand physiological
or behavioral effectsin humans and animals followed by

Symptoms in humans.

Cental nervous system acetylcholinesterase inhibition.
Peripheral nervous system acetylcholinesterase inhibition.
Red blood cell acetylcholinesterase inhibition.

Plasma cholinesterase inhibition in humans and animals.

Ingeneral, theguiddinesconsider blood ChE inhibition tobeanimper-
fect measure because of the need for individual baseline measurementsfor
comparison and the fact that there is no fixed percentage of blood ChE
activity change that can distinguish adverse from nonadverse effects (EPA
2000; Stormet a. 2000). A number of nerve agent exposureinvestigations
have noted the poor association between blood (RBC and plasma)
cholinesterase activity and anticholinesterase intoxication (Koelle 1994;
Sidell 1992; Rubinand Goldberg 1957; Mioduszewski et al. 2002b). Circu-
lating ChE activity does not parallel tissue ChE activity, and minimal blood
ChE activity has been observed in association with normd tissue function
(Sidell 1992). Inthe recent GB vapor exposure study of Mioduszewski et
a. (2002b), “miosis was not correlated with, or even accompanied by,
significant reduction of circulating AChE, BUChE, or CaE” as a conse-
guence of GB vapor whole-body exposureto SD rats. Theseresultsfurther
document the fact that miods alone, and in the asence of signs such as
ChE or CaE activity inhibition, is alocal effect and reflects an exposure
much less than that required to produce a systemic clinical effect. Thus,
selection of the local effect of miosisasacritical AEGL end point allows
agreater margin of protection against the potential for exposuresthat would
generate systemic effects.

The findings of Mioduszewski et al. (2002b) are consistent with those
for human volunteers exposed to GB vagpor in the study of Rubin and
Goldberg (1957).

Although RBC-ChE inhibition in the blood is an acceptable surrogate
for central nervous system inhibition, plasma ChE is more labile and is
considered a less reliable reflection of enzyme activity change at neuro-
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effector sites (EPA 2000; Young et a. 1999; California Environmental
Protection Agency 1998). In consequence, plasma-ChE activity inhibition
is considered a biomarker of effect and is here rejected as acritical end
point from which to develop areliable estimate of relative potency. Rela-
tive RBC-AChE inhibition or an observable sign (i.e., miosis) in a test
species are considered more appropriate end points for deriving relative
potency estimates.

G Agents

Experimental determination of mioss (90% decrease in pupil area) in
the eyes of albino rabbits directly exposed to arange of GB, GD, and GF
vapor concentrations for periods of time ranging from 2-10 min to 5-6
hours (Callaway and Dirnhuber 1971) is a suitable study for estimating
relative potency between the G-series nerve agents.

Although thereare acknowl edged anal yti cal weaknessesin theprotocol
and data of Callaway and Dirnhuber (1971), this experiment is the only
study found in the literature for which the same end point is measured in
the same species following exposure to each of several G-series agents.
There are no comparable human experimental data. The resulting potency
ratios, estimated from cumul ativeexposure (Ct) valuesin theliterature, are
presented in Table 1-21.

For AEGL-1 and AEGL -2 effects, GB and GA are considered equipo-
tent, and GD and GF are each considered equipotent to each other, and
more potent than GB by afactor of 2.0 for miosis (see Table 1-22 and the
review by Mioduszewski et al. [1998]). Thus, for an equival ent effective
concentration (EC) for mioss

EC of GA (mgn?®) = EC of GB (mg/m®);
EC of GD (mg/m?®) = EC of GB (mg/m?®) + 2; and
EC of GF (mg/m?) = EC of GB (mg/nt) + 2.

For AEGL -3 effects, GB, GD, and GF are considered equi potent, while
GA isconsidered |ess potent than agent GB by afactor of 2 (see Table1-22
and thereview by Mioduszewski et al. [1998]). Asprevioudy discussedin
Section 3.1.3, asecondary and short-term GD vapor inhalation study of rat
lethality was performed for GD dynamic chamber exposure times of <30
min (Aas et a. 1985). In addition, a recent study of GF vapor inhalation
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lethality in male and female SD rats reported 24-h LC,, and L Ct,, values
for 3 durations of exposure (10, 60, and 240 min) (Anthony et al. 2002).
The assumptionsfor agent GD and GF lethal potency relative to agent GB
isgenerally supported by analysis of the Aas et al. (1985) and Anthony et
al. (2002) rat lethality data. Thus, for lethal concentrations (LC) of the G
agents

LC of GB (mg/m?) = LC of GD (mg/m?) = LC of GF (mg/m?); and
LC of GA (mg/m®) = LC of GB (mg/n?) x 2.

Agent VX

TheAEGL standingoperating procedures(NRC 2001) statethefollow-
ing: “Itisimportant to emphasizethat only toxicity data obtained directly
from aprimary reference sourceisused asthe basisfor ‘key' toxicity stud-
iesfromwhichthe AEGL values arederived. Additionally, all supporting
data and information important to the derivations of an AEGL vaue is
obtained solely fromthe primary references.” In the studieslisted in Ta-
bles 1-23 and 1-24, the verifiable experimental datafor humans, rats, and
rabbits provide a range of VX:GB relative potencies (RPs) of 2.7 to 33.

Of the various animal data availablefor developinga GB:V X relative
potency factor, the rabbit miosis study of Callaway and Dirnhuber (1971)
offersadvantagesinthat VX and GB vapor weretested by thesameinvedi-
gatorsusing the same protocols and test species (see Table 1-23). Never-
theless, it isunderstood that agent measurements collected during the study
were hampered by the limited capabilities and techniques for determining
agent vapor concentrations in the early 1970s. Furthermore, when com-
pared with current low-light digita methods, the protocols employed to
measure rabbit miosisin Callaway and Dirnhuber (1971) aretoday consid-
ered semisubjective. In addition, the study documentation does not fully
report miosis incidence in the agent-exposed rabbit population.

When making cross-compound comparisons for use in developing
human exposure guidelines, there is a preference for human data sets.
Three exposure routes have been examined in the anaysis presented in
Tables 1-23 and 1-24. Remarkable concordance (RP range of 2.7 to 6.5)
is noted.

The flawed and nonverifiable study of Bramwell et al. (1963) was
described in previous sections. The GB:V X ratio for inhalation ChE,,
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(whichincludesthe VX Ct from Bramwell et al. [1963]) isnhot as credible
as the comparable ratio derived from the well-conducted human oral and
intra-arterial and intravenousexposure studies of Grob and Harvey (1958)
and Sidell and Groff (1974). Inaddition, the oral exposure studieseva uate
the effects of known agent doses (ug/kg). The GB:V X ratio resulting from
the oral exposurestudiesisconsdered more protective (RP =4.3) than that
derived from the direct systemic intra-arterial and intravenous studies (RP
=2.7). Of thevalues derived from available human data, the GB:V X ratio
calculated from oral dose exposures needed to achieve RBC-ChE;, is the
most appropriate for the present application.

With no adjustments for differences in recovery or reversibility (ag-
ing), direct application of experimental data from human subjects for the
ChE;, end point supports a GB:V X RP estimate approximating 4.3. With
rounding, the GB:V X RP equas 4.0. Because the ChE,, end point is part
of the continuum of response for these anticholinesterase compounds, itis
consistent to apply the same RP for estimaing AEGL-1, AEGL-2, and
AEGL-3 values for agent VX.

Until additional data from well-conducted experimental studies are
available, the current relative potency approach (RP = 4) is reasonable, is
supported by existinghuman experimental data, and meetstherequirements
of the standing operating procedures for developing AEGLs (NRC 2001).

4.4. Structure-Activity Relationships

Mager (1981) conducted a quantitative structure-activity analysis of
organophosphorus compounds having anticholinesterase properties. The
toxicity end point used in the analysis was the intraperitoneal LD, value
for the mouse. The calculated values were similar to the observed values.
The observed values (-log LD,,) were 0.70, 0.25, 0.22, -0.01, and 2.30for
GB, GD, GA, GF, and VX respectively; the calculated values (-log LD, )
were0.43,0.19,0.11, 0.01, and 2.41 for GB, GD, GA, GF, and VX, respec-
tively. Inthis andysis, agent GB was determined to be 3-4 times more
toxic than GD and GA; however, it was noted by Mager (1981) that only
the L-enantiomorph of GB wastested and that that isomer is 10-20 times
moretoxic than the D-isomer. The relative potency of the L-isomer is not
necessarily reflective of the rel ative potency for diff erent mixtures of GB
isomers. Theoptical stability of theisomers canbe maintained inthe labo-
ratory only under special sorage conditionsinvolving solvent solutionsand
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temperature control (Boter et al. 1966). Those same conditions are not
maintained in munition storage or thefield.

Thetoxicokineticsof VX stereoisomers|(+)-] have been examined and
preliminary results documented in recent reports from the TNO Prins
MauritsL aboratory (Benschop 1999; Benschop et al. 2000). Benschop and
hiscolleagues studied thetoxicokineticsof several V X stereoi somers[(z)-]
in hairless guinea pigs (intravenous and percutaneous exposures) and mar-
mosets (intravenous exposures only). Following anintravenous dose of 28
Mo/kg (marmosets) or 56 pg/kg (guineapigs), VX was found in the blood
at toxicologically relevant levels after 6 h. Detoxification proceeded at a
dlower ratein marmosetsthanin guineapigs. Desethyl-V X wasfound after
incubation of VX in plasmaof all species tested; however, because of its
slow rate of formation, Benschop et a. (2000) concluded that it would be
unlikdy that this compound would be present at toxicologically relevant
levels after administration of VX in vivo.

4.5. Other Relevant Information
4.5.1. Breathing Rates and Toxicity

For chemicals that are as acutely toxic as the nerve agents, and for
which the concentration-response curves are expected to be very steep, a
critical factor associated with the estimation of the potential inhalation
toxicity is the breathing rate of individuals who might be exposed. In the
case of the nerve agents, the vapor concentration producing asimilar level
of effect can be considerably different depending on theinhalationrate. In
studies conducted on 125 human volunteers exposed to nerve agent GB,
Oberst et a. (1968) demonstrated that the same end point (50% of RBC-
ChE depression) could be attained with 2-min exposures to GB concentra-
tions as high as 16.2-22.7 mg/m?® (average 20.7 mg/m®) in men breathing
5.6-8.4 L of air per minute; however, concentrations of only 3.9-4.53 mg
GB/m?® (average 4.19 mg/m®) were needed to produce the same effect in
exercising men breathing 41.5-64.9 L of air per minute. Oberst et al.
(1968) reported that the retained dose (mg/kg) in both test groupswasvery
similar.

Minute volumes up to about 25 L/min should cover most situations
involving civilian populations; however, breathing rates may be higher
under stressful evacuation conditions. Dosmetric adjustments based on
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breathing rate are not normally considered by the AEGL protocol (NRC
2001, 57-62). In thecase of the nerveagents, such adosimetric adjustment
would not be necessary for the AEGL -1 (and, to some extent, the AEGL-2)
values, which are based on a local effects to the eye (miosis) as the most
sensitive indicator of direct vgpor exposure toxicity (see also Section 2.7
of this document). Changes in breathing rate would not affect this end
point.

Asistruefor AEGL-3 determinationsfor agent GB, the composite UF
applied in the determination of an AEGL -3 for agent V X does not include
any adjustment for interspecies differences in dosimetry due to species
differencesin breathing rates, minute volumes, and body weight. For sys-
temic poisons that are 100% absorbed, the minute volume-body weight
normalization method resultsin ahuman equival ent concentration approxi-
mately 3.5 times greater than that for rats for the same end point (NRC
2001). However, for high exposure levels, such as those at the AEGL-3
level, absorption may be |ess than 100% and the estimated human equiva-
lent exposure may be excessively high, resulting in an underestimation of
the toxicity of the compound (NRC 2001). Another possible dosmetric
adjustment is one using the inhal ed dose against the body weight raised to
the three-fourth power (EPA 1992). This approach is supported by the
resultsof chronictoxicity studiesbut may not berelevant for acutelethdity
end points (NRC 2001). When applied to breathing rates, the adjustment
predictsthat rats would receive a dose about 4 times greater than humans.
When this adjustment for breathing rate is combined with the adjustment
for toxicity (EPA 1992), the two cancel each other out, and the conclusion
isreached that equivalent exposuresresult in equivalent resultsinboth rats
and humans (NRC 2001). Use of the EPA RfC dosimetric method for
systemicdly acting Category 2 gases (gases that are moderately water
soluble and intermediate in reactivity and would therefore be distributed
throughout the respiratory tract and readily absorbed into the blood stream)
resultsin the prediction that humans would receive a dose ranging from
6,000 to 50,000 times greater than arodent (depending on the species) for
an equivalent exposure (NRC 2001). These numbers are not considered
biologically reasonable or scientifically credible by the NRC (2001).

Giventhe uncertainties surroundingtheissueof dosimetric adjustment
across species, and the fact that no dosi metric correctionwould be the most
conservative public-health approach, the NAC/AEGL committee decided
that it would not use dosimetry corrections across species unlesstherewere
sufficient data on a specific chemical to support their use. Dosmetric
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adjustments for nerve agents are complicated by the fact that species re-
sponse to cholinesterase inhibitors are affected to an extent by levels of
endogenousenzymes that bind with theinhibitors. Some of these detoxifi-
cation pathways are present in rodents but not in humans (see Section
4.5.3). Therefore, a dosimetric adjusment alone may be insufficient to
account for interspecies differencesin response to nerve agents. In conse-
guence, no dosimetric adjustment isrequired for these compounds, includ-
ing nerve agents.

4.5.2. Delayed Neuropathy

Exposure to some organophosphate ChE inhibitorsresults in delayed
neurotoxic effects (distal neuropathy, ataxia, and paralysis, which hasbeen
referred to as organophosphate-induced delayed neuropathy [OPIDN])
several daysto several weeks after exposure. These effects, characterized
by axon and myelin degeneration, are not associated with the inhibition of
AChE and had been thought to be a consequence of the inhibition (and
subsequent aging) of an enzymeknown asneuropathy target esterase (NTE)
(Abou-Donial1993; Ehrich and Jortner 2002). Aspentaval ent phosphorous-
containing compounds, the G agents and agent VX may also indirectly
generate neurotoxic effectsthrough anoncholinergicmechanisminvolving
the kinase-mediated protein Ca ?*/calmodulin kinase Il (Ca?/CaM kinase
I1) (deWolff et al. 2002; Abou-Doniaand L apadula1990). TheCa*/CaM
kinase Il protein becomes activated by OP-induced phosphorylation, and
reacts(proteol oysis) with the cytoskel etal proteinsfoundin neurofilaments
to produce axonal swelling and degenerationin the large-diameter tracts of
the spinal cord. The proteolyssand axonal degeneration are accompanied
by accumulation of myelin debris, perturbed ionic gradients, and cellular
edema (de Wolff et al. 2002).

For some OPcompounds, delayed neuropathy canbeinducedin experi-
mental animals at relatively low exposure levels, whereas for others the
effect only is seen following exposure to supralethal doses, when the ani-
mal is protected by antidotes from acute cholinergic effects caused by ChE
inhibition. In either case, there is evidence that a threshold exists below
which delayed neuropathy does not occur. Studiesreviewed by Somani et
a. (1992) indicate that, in chickens (a species particularly susceptible to
delayed neuropathic effects), a 70% decrease in brain NTE activity 24-48
h after exposure is related empirically to the subsequent development of
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delayed neuropathy. AccordingtoHusainet al. (1995), aminimumof 45%
NTE inhibition is associated with delayed neuropathy after multiple expo-
sures.

G Agents

It has been shown that agents GB, GA, and GD inhibit NTE in vitro
(Vranken et al. 1982). Supralethal doses of all three G agents produced
delayed neuropathy in antidote-protected chickensin vivo (Gordon et al.
1983; Willems et al. 1984). Dosesof 120 x LD,,for agent GA resulted in
mild neuropathic signs, and delayed neuropathy was observed at 120-150
x LD, for GD inasingle surviving hen, but not at GD doses of 38 x LD,
Delayed neuropathy wasal so observedin chickens administered agent GB
at 30-60 x LD,,. Inall of these challengetests, nerve agentswere adminis-
tered to adult chickens previoudy protected from lethality by large antidote
doses (Gordon et al. 1983; Willems et al. 1984). Because chickens are
considered asensitive gpeciesfor thiseffect, it would appear that the poten-
tial for delayed neuropathy would be a concern only for those human indi-
viduds surviving a single exposure to concentrations greater than 30 x
LD, for the G agents. There are also some delayed neuropathy data for
animals receiving serial exposures.

Although not comparableto the single, one-time exposure assumption
basic to AEGL determinations, the serial exposure data are useful to illus-
trate the high-concentrations of G agents necessary to induce delayed neu-
ropathy. Signs indicative of delayed neuropathy have been observed in
chickens receiving serial subcutaneous injections of onetenth LD, of
agent GB on each of 10 successive days(atotal of 1 x LD,,) (Husain et al.
1995) and in mice exposed to GB vapors at 5 mg/m’® (one-sixth LD,) for
20 min/d on each of 10 successive days (atotal of 1.66 x LD.,; Husain et
al. 1993). Rats receiving daily gavage doses of GB for 90 d at the maxi-
mum tolerated (nonlethal) dose (MTD) did not exhibit neuropathy (Bucci
et al. 1991; Bucci and Parker 1992). Of thefour G agents evaluatedin this
report, agent GB hasthe greatest potential for inducing del ayed neuropathy
after single, large exposures in excess of those necessary to cause death.

Ancther type of delayed neuropathy that has been associated with
exposuresto some organophosphate anticholinesterase agentsisreferredto
asan “intermediate syndrome” (Senanayake and Karalliedde 1987; Brown
and Brix 1998). Recovery of muscle function after awell-defined cholin-
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ergic phase hasbeen foll owed by reappearance of paralysisbetween 24 and
96 h postexposure (Baker and Sedgwick 1996; Senanayake and Karalliedde
1987). This delayed response has involved respiratory and proximal limb
muscles, neck flexors, and motor cranial nerves (Senanayake and
Karalliedde 1987). Paralytic symptoms have been documented to persist
aslong as 18 d, and some cases require ventilatory support (Senanayake
andKaralliedde 1987). Intermediate syndromeisconsideredto bearevers-
ible neuromuscular effect resulti ng from a nondepol arizing neuromuscul ar
block. For the purposes of AEGL estimation, single fibre electromyo-
graphic changes observed in humansfollowing agent GB vapor exposures
are considered a subclinical and protective indication of syndrome onset
(Baker and Sedgwick 1996).

Agent VX

No clinical or experimental evidence is available to indicate that VX
causes del ayed neuropathy in humans (seeMunro et al. [1994] for review).
Delayed neuropathy wasnot observed inthree strains of antidote-protected
chickens given a single subcutaneous dose of VX as large as 0.15 mg/kg
(estimated to be 5-10timesthelethal level). Repeatedintramuscular injec-
tionsof VX (0.04 mg/kg/d and equivaent to 1.3 x LD, for this species per
day, 3 d/wk for 30 d or 5 d/wk for 90 d) also did not produce any signs of
OPIDN (Goldman et al. 1988; Wilson et a. 1988). For comparison, the
LD,, valuefor anintramuscular injection of VX in chickensis about 0.03
mg/kg (Goldman et al. 1988).

In 90-d subchronic studies conducted on Sprague-Dawley rats,
Goldman et al. (1988) found no incidence of tissue degenerationin brain,
spinal cord, or peripheral nervesthat could be associated with daily subcu-
taneous injections of VX at up to 4 pg’kg for 5 dwk. However, in tests
conducted on rats, Lenz et al. (1996) found that continuous subcutaneous
exposure (viaan osmotic pump) to 57 ng/kg/d (1.3 timesthe subcutaneous
LD,, of 45 pg/kg) for 14 d resulted in 75-90% reduction in NTE in the
brai nstem, midbrain, and soleus muscle. Myopathy was seen in the soleus
muscle of the test animals.

Thereisno clinical or experimental evidence that agent VX induces a
delayed neuropathy of the “intermediate syndrome’ type.

In summary, delayed neuropathy was not observed in three strains of
antidote-protected chickensgiven asingle subcutaneous dose of VX equiv-
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alent to 5-10 timesthelethal dose. Further, repeated supralethal intramus-
cular injections of VX (each injection being equivalent to 1.3 times the
LD.,) for either 3 d/wk over 30 d or 5 d/wk over 90 d produced no signs of
organophosphate-induced delayed neuropathy (Goldman et al. 1988; Wil-
son et al. 1988). Itistruethat, in rats, continuous subcutaneous exposure
via osmotic pump to adaily supralethal dose equivalent to 1.3 times the
subcutaneous LD, for 14 d isreported to generate myopathy in the soleus
muscle (Lenz et al. 1996). Nevertheless, application of the Lenz et al.
(1996) results seems appropriate only for individuals who survive expo-
suresto lethal concentrations (which arewell abovefinal AEGL-3 values).

4.5.3. Intra- and Interspecies Variability in Esterase Activity and
Response to Nerve Agents

Intraspecies Variability

Differences between individuds in blood cholinesterase activity may
affect their susceptibility to the toxic effects of nerve agents. It has been
shown that a small subpopulation of men and women possess genetically
determined variants in their plasma ChE resulting in very low activity
levels (Harris and Whittaker 1962; Lehmann and Liddell 1969) (see also
Jokanovi¢ and Maksimovi¢ [1997] for review). Studies reviewed by
Bonderman and Bonderman (1971) indicate that homozygous individuals
have plasma-ChE activity reduced to less than 25% of the normal value.
For heterozygousindividual s, mean plasma-ChE activity is64 % of normd
(range 28-114%) (Lehmann and Liddell 1969). Morgan (1989) reported
that about 3% of individuals may have genetically determined low levels
of plasma cholinesterase and may therefore be unusual ly sensitive to some
anticholinesterase compounds. Thefrequency of the atypical homozygous
phenotype is estimated at 0.025% (Hayes 1982).

Several studiesindicate that plasma- and RBC-ChE activity issignifi-
cantly lower inwomen thanin men (Rider et al. 1957; Reinhold et al. 1953;
Augustinsson 1955; Kaufman 1954; all as cited in Hayes 1982 and Wills
1972). Gender differences of 10% in plasma or RBC-ChE activity have
been reported (Wills1972). Plasma-ChE activity may also bedepressed in
pregnant women and in individuals with liver disease, heart disease, aller-
gic conditions, and neoplasms (Wills 1972). Such individuals may also be
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at agreater riskfromexposureto OP compounds. Although someinvestiga-
tors consider gender differences in plasma ChE ectivity to be confined to
young persons (Shanor et al. 1961), dataare avail abl e suggegting that adult
females may be more susceptible to nerve agents than males. Y okoyama
etal. (1998c) reported vestibul ocerebel lar effects (increased postural sway)
inasmall population of patientstested 6-8 mo after being exposed to agent
GB (sarin) during the Tokyo subway terrori st attack. Bothfemadeand male
patients (nine of each gender) had similar levels of plasma cholinesterase
inhibition following the attack, and in both genders, postural sway was
correlated with plasma-ChE activity; however, only in females was the
increase in sway sgnificantly greater than controls.

Females are here considered to be part of the susceptible subpopula-
tion. In the Mioduszewski et al. (2000, 2001, 2002a,b) studies on rats,
females were statistically more sensitive than males for the lethality end
point. For agent GF, LCt,, valueswere generally lower in adult femderats
than in adult male rats (Anthony et a. 2002). The observed increased
susceptibility of females is taken into account by the intraspecies uncer-
tainty factor (UF) for susceptible subpopulations in AEGL estimation.
Additional gender comparisonsfoundintheliteratureareincludedin Table
1-25.

While the biological role of plasma cholinesterase is at present un-
known, it is acknowledged that plasma cholinesterase may likely serve as
a buffer to offset the binding of nerve agents (and preferential binding of
agent VX) to RBC-AChE. For example, pretreatment with human plasma
cholinesterase has protected laboratory rats (Ashani et al. 1993) and mon-
keys (Raveh et al. 1997) from lethal and other acute toxic effects of VX
exposure. Thus, variability in plasmacholinesteraseactivity isaparameter
of concern for characterization of popul ation susceptibility to nerve agent
exposure.

As discussed in Section 4.1, A-esterases (paraoxonase/arylesterase)
present in the blood and liver are also capable of hydrolyzing phosphate
esters(Cashmanet al. 1996; Davieset al. 1996; Wanget a. 1998; and Pond
et a. 1995). Further, paraoxonase is known to be polymorphic in human
populations, and individuals express widely different enzyme levels (see
Section 4.1) (LaDu etal. 1986, ascited inDavieset al. 1996; Furlong et al.
1988, 1989; Kujiraoka et al. 2000).

Individuds expressing certain isomeric forms of the enzyme with low
hydrolyzing activity are considered to be more susceptible to organophos-
phate anticholinesterase poisoning (Yamasaki et al. 1997). The polymor-



TABLE 1-25 Comparison of Acute (1-10 min) Lethal Inhalation Toxicity Values for G Agents for Male and
Female Rats

Toxicity Value LCty, (mg-min/m?)

Agent GB Agent GD Agent GF

Ratio Ratio Ratio
Species Females Males F:-M Females Males F:-M Females Males F:-M
Rat (5-min)* 164 230 0.71
Rat (10-min)* 181 226 0.80
Rat (1-min)® 118 220 0.54 135 196 0.69 110 181 0.61
Rat (10-min)“ 184 231 0.80 253 368 0.69
Geometric Mean 0.70 0.69 0.64

Note: Entries from primary sources and known experimental data.

“Mioduszewski et al. (2000, 2001, 2002a).

bCallaway and Blackburn (1954).

‘Mioduszewski et al. (2001) for agent GB; Anthony et al. (2002) for agent GF; 24-h lethality.

SSl
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phic paraoxonase gene (PON1) has an important role in the detoxifying
metabolism of nerve agents and OP insecticides. The PON1;,,, paraoxon-
ase isoform hydrolyzes agents sarin (GB) and soman (GD) sowly com-
pared to the PON1,,,, isoform (Furlong et a. 2002, Davies et al. 1996).
The human popul ation can be organized into three PON1* 192 genotypes.
PON1,,,, homozygotes, heterozygotes, and PON1,,,, homozygotes (Fur-
long et a. 2002; Allebrandt et al. 2002). Frequency distributions of the
PON1* 192 variants have been examined in ehnically diverse populations
(Allebrandt et al. 2002). The alele expressing low activity for agent GB
and agent GD hydrolysis (PON1,,,,) is significantly more frequent in
African-Americans (sampled in Brazil and North America) and Asians
(sampled in China, Japan, and Canada) than in individuals of Indo-Euro-
pean origin (sampled in East India, Turkey, Canada, Russia, Germany,
North America, England, France, the Netherlands, Brazil). Nevertheless,
Furlonget al. (2002) point out that “ genotyping alone provides no informa-
tion about PON1 levels, whichcan vary upto 13-fold betweenindividuals’
(homozygousfor thelow-activity allele) (seealso Furlong et al. [1989] and
Davies et al. [1996]).

Some invedigators have previously considered that low levels of
paraoxonase in newborns may contribute to the observed sensitivity of
newborn rats to organophosphate insecticides (Benke and Murphy 1975;
Burnettand Chambers 1994, ascitedin Davieset al. 1996). A recentinves-
tigation (Chanda et a. 2002) presents in vitro and in vivo evidence that
carboxylesterases“ arecritical for explaining age-rel ated sensitivity” of rat
pups to the OP insecticide chlorpyrifos. Further, the presence of low
carboxylesteraseactivity, athough important, does not sufficiently charac-
terize the greater susceptibility of rat pups to neurotoxic effects of certain
OP insecticides (Chandaet a. 2002).

Distribution of thelow sarin-hydrolysisallele (PON1y,,,) appearsto be
somewhat ethnically related. The Japanese population has a higher fre-
quency of the low sarin-hydrolysis isoform (allele frequency of 0.66)
(Yamasaki et a. 1997) than Caucasian groups documented in the literature
(0.24t00.31) (Serrato and Marian 1995; Ruiz et al. 1995; Antikainenet al.
1996).

Carboxyl esterases are another enzyme group capable of binding with
certain OP compounds and are present in human erythrocytes and mono-
cytes as well as in human liver, kidney, lung, skin, and nasal tissue
(Cashman et al. 1996; Chanda et al. 2002; Kaliste-Korhonen et al. 1996;
Munger et al. 1991). Asdetailedin Section 4.1, the detoxification potential
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of carboxylesterasesis multifaceted and isan arearequiring further experi-
mental characterization.

Interspecies Variability

Differences exist among animal speciesin thetypes of esterasesfound
in the blood aswell asin their rel ative activity, and those differences may
affect aspecies susceptibility to specific OP compounds. Baseline RBC-
AChE activity in humansis slightly higher than that in monkeys but much
higher than levels measured in sheep, rats, and other species (see Table 1-
26) (Ellin 1981). Species differences also exist in plasma cholinesterase
levels. In humans, about 50% of the total blood ChE consists of plasma
ChE (Osweiler et al. 1985). Plasma-ChE activity constitutes about 40% of
the total blood ChE in dogs, about 30% in rats, and 20% in monkeys, but
only 10% in sheep, horses, and cows (Wills 1972). Cohen et al. (1971)
reported that plasma ChE activity in humans was 2 times greater than that
in mice and 4 times greater than that in rats. Because of its more rapid
turnover time when compared with RBC-AChE, pl asma ChE may function
as a repostory and primary detoxification pathway for many OP com-
pounds. Thislogic also appliesto the carboxylesterases, discussed more
fully in the earlier section on intraspecies variahility.

It is acknowledged that the CaE profile in humansis not well known
and that there arefew datafromwhichto characterize the contributionsthat
CaE may make to human protection from anticholinesterase poisoning.
Chanda et al. (2002) consider that full characterization of CaE amount,
affinity, and IREin humantissueswill be necessary before accurate predic-
tions can be made regarding CaE detoxification potential following
anticholinesterase exposuresto humans. Interspeciesvariaioninresponse
to some nerve agents may be accounted for largely by carboxylesterase
binding (Somani et a. 1992). The G agents readily bind with
carboxylesterases (Fonnum and Sterri 1981; Jokanovi¢ 1989; Clement
1994; Maxwell et al. 1987; Jokanovi¢ et al. 1996), and Maxwell (1992)
demonstratedthat endogeneous carboxyl esteraseactivity provided ratswith
protection against thelethal effectsof agentsGA, GB, and GD, but not V X.
In rodents, detoxification of G agents might be accounted for largely by
carboxylesterasesbinding, and inthe case of GD, binding appears to occur
specifically with the most toxic stereoisomer of the agent (Cashman et al.
1996). Inhibition of carboxylesterase activity significantly increased the
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TABLE 1-26 Baseline RBC-ChE Activity in Different Species’

RBC-ChE Activity Optimum Substrate
Species (umol/mL/min) Concentration (M)
Human 12.6 2x10-3
Monkey 7.1 2x10-3
Pig 4.7 1x10-3
Goat 4.0 2x10-3
Sheep 2.9 2x10-3
M ouse 2.4 2x10-3
Dog 2.0 2x10-2
Guinea pig 2.7 2x10-3
Rabbit 1.7 5% 10-3
Rat 1.7 5x10-3
Cat 1.5 5x10-3

“Ellin (1981); Acetylthiocholine iodide concentration for maximum RBC-ChE
activity.

acute toxicity of GD, GB, and GA to laboratory animals (Clement 1984;
Jokanovi¢ 1989; Maxwell et al. 1987), and induction of carboxylesterase
activity by pretreatment with phenobarbital substantially reduced the acute
toxicity of GD and GA, but not GB (Clement 1983, 1984; Jokanovi¢ 1989).
In contrast, selective inhibition of acetylcholinesterase or butyrylcholin-
esterase had no effect on the acute toxicity of GD to mice (Clement 1984).
Becauserodentshavehigh level sof plasma carboxylesterases, they may be
less susceptible to the G agents than humans.

Interspeciesvariability in responseto nerve agents can beevaluated in
terms of lethal and nonlethal end points.

G-series Agents

Available experimental agent GB L Ct,, datafor the monkey, dog, and
rat are presented in Table 1-13. Datafor rats (Table 1-25) show that fe-
males of these species are more susceptible than males. Comparisons of
female rat LCt,, values with those of dogs and monkeys indicate that, in
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terms of lethality, adult female SD rats are less susceptible to agent GB
than adult dogs or monkeys by approximate factors of 2.0 t0 4.0. Because
rats are a CaE-rich species and dogs and monkeys were once thought to
possessno plasmacarboxylesterase (A ugustinsson 1959), these differences
in susceptibility may be due, in part, to species differencesin CaE.

In the case of human lethality estimates, Bide et al. (1999) estimated
GB inhalation toxicity values for humans by applicaion of allometric
model extrapolation from extensive experimental animal data. The calcu-
lated 2-min adult human L Ct,,wasapproximately 31 mg-min/m?, equivalent
toa2-minLC,, of 15.5 mg/m®. In contrast, the 2-min LC,, for female SD
ratsis 52 mg/m® (derived from a 2-min L Ct,, of 104 mg/m® as reported by
Mioduszewski et al.[2000, 2001, 2002a]). Therefore, theratioof the2-min
LC,, values for female rats and humans is approximately 3.4 (52/15.5).
Thiscomparison indicatesthat, when challenged withalethal concentration
of GB vapor, adult female SD rats arelikely to be more resistant than adult
humans by afactor between 3.0 and 3.5.

Few comparative studies have been conducted for nonlethal end points.
However, someinformationisavail ableonthe miotogenicpotency of agent
GB in several species, including humans. 1nastudy conducted by Johns
(1952), 128 adult md evol unteerswere exposed to agent GB concentrations
ranging from 0.05-3.0 mg/n? for 2-20 min in an exposure chamber. Re-
gression analysis of 150 observations, including 55 controls, indicated that
the point at which a50% decrease in pupil diameter would be attained was
approximately 4.1 mg-min/m?, with 90% confidencelimits of about 2.7 and
5.7 mg-min/m?. At the lowest test exposurelevel (0.05 mg/m? for 20 min,
equal to aCt of 1 mg-min/n7) therewas amean maximum decreasein pupil
diameter of 0.82 mm in the right eyeand 1.00 mmin the left eye (total of
eight observations) compared with 0.36 mm in the right eye and 0.33 mm
intheleft eyein controls (55 observations). Although mild miosis(defined
by the author as adecrease of 1 to 2 mmin pupil diameter) was observed
in some subjects at a Ct of 1.0 mg-min/m?, other subjects exposed to the
same Ct exhibited mean maximal pupil decreases of <1 mm.

Callaway and Dirnhuber (1971) eval uated the* miotogenic potency” of
GB vapor in humansandrabbitsexposed to GB “under goggles’ (62 miosis
responses in 26 human volunteers and 43 miosis responses in 10 abino
rabbits). Nevertheless, itisunderstood that agent measurements collected
during this study were hampered by the limited capabilities and techniques
for determining agent vapor concentrations in the early 1970s. Further,
when compared with current low-light digital methods, the protocol s em-
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ployed to measure rabbit miosis in Callaway and Dirnhuber (1971) are
considered semisubjective. In addition, the study documentation does not
fully report miosis incidence in the agent-exposed rabbit population. An
airstream of GB vapor (flow rate 0.1 L/min) was delivered to the space
enclosed by each goggle. The unexposed pupil area of each eye was the
baseline for pupil area decrement determinations for each eye. Exposure
time periods ranged from 10 minto 5h. Callaway and Dirnhuber (1971)
reported a 50% decrement in pupil areain humans at aCt of 3.13 mg-min/
m* (with 95% confidence limits of 2.15-4.57 mg-min/n?) and in rabbits at
a Ct of 233 mgmin/m* (with 95% confidence limits of 1.65-3.31
mg-min/n?’). A 90% decrement in pupil areaoccurred in humans at a Ct of
13.85 mg-min/m’® (with 95% confidence limits of 6.00-32.02 mg-min/n7’)
and in rabbits at a Ct of 7.68 mg-min/m* (with 95% confidence limits of
4.90-19.50 mg-min/m?®). Callaway and Dirnhuber (1971) reported that
comparison of the values for 90% area decrement suggests that the human
eye “may be somewhat less sendtive to GB than the rabbit eye in that it
appearsto be more difficult to produce amaxima miosiswith low concen-
trations of GB vapor in humans thanin rabbits, but this has not been vali-
dated statistically.”

Van Helden et al. (2001, 2002) exposed marmosets and guinea pigs
(whole-body) to GB vapor concentrationsat 0.05 to 150 pug/m? for 5h. In
guineapigs, the LOAEL for miosis (5% decrement in pupil size compared
with controls; estimated to be equival ent to approximately 10% decrement
inpupil area; p < 0.05) wasreported to be 1.8 £ 0.3 mg-min/n?. In marmo-
sets, the LOAEL for miosis (10% decrease in pupil size compared with
controls; estimated at approximately 20% decrement in pupil area; p <
0.05) was reported to be 2.5 + 0.8 mg-min/n?.  Van Helden et al. (2001,
2002) reported that the guinea pig and marmoset LOAEL values were not
significantly different.

Mioduszewski et al. (2002b) exposed young adult male and female SD
rats(whole-body) to arange of GB vapor concentrations(0.01-0.48 mg/n)
for three time durations (10, 60, and 240 min). Theresults(ECt,, for mio-
sis) are summarized in Table 1-15.

The results of the Callaway and Dirnhuber (1971), van Helden et al.
(2001, 2002) and Mioduszewski et a . (2002b) studiessuggest that, interms
of miosis, the response of mammalian eyes appears to be quantitatively
very similar across species (including humans).
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Agent VX

Interspecies differences in susceptibility to VX have also been re-
ported. Insubacuteinhalation studies conducted on rats, mice, guineapigs,
and rabbits (exposures were 6 h/d, 5 d/wk, for 2 wk), Crook et al. (1983)
determined from cal culated L Ct,, valuesthat mice (L Ct,, = 0.9 mg-min/n)
were more sensitive to VX than rats (LCt,, = 24.9 mg-min/n?), and rats
were more sensitive than guinea pigs (L Ct,, = 238.6 mg-min/n?). Rabbits
were more resistant than guinea pigs.

Thedetoxification potential of endogenous carboxylesteraseto protect
against the lethal effects of nerve agent exposure was tested by Maxwell
(21992) in (male) SD rats. Nerve agents GA, GB, GD, or VX inisotonic
saline were administered by subcutaneousinjection. The degree of invivo
CaE inhibition was measured in the plasma, lung, and liver of exposedrats.
Invivo protection provided by endogenous CaE was esti mated by compar-
ing differencesin LD, following nerve agent exposures to rats with inhib-
ited CaE activity (following administration of the probe, 2-(O-cresyl)-4H-
1,3,2-benzodioxaphosphorin-2-oxide) versus nerve agent exposuresto rats
without inhibited CaE activity. Maxwell determined that endogenous CakE
intherat provided no significant protection againstin vivo lethal exposures
tonerveagent V X under the experimental protocol employed; furthermore,
Maxwell concluded that “CaE detoxification does not appear to be impor-
tant” against exposuresto lethal concentrations of agent VX.

In conclusion, the SD rat in vivo experimental results of Maxwell
(1992) indicate that endogenous CaE in this species confers no protection
against lethal exposures of nerve agent VX. Thus, rats exposed to VX
should not be considered more robust than other species possessing adif-
ferent CaE profile (e.g., humans).

4.5.4. Unique Physicochemical Properties

As discussed by Somani et al. (1992), organophosphate nerve agents
consist of stereoisomersresulting from the presence of achiral phosphorus
atom in the molecule. Limited data (mainly from studies with agents GD
and GB) indicate that the stereoisomers may differ considerably in their
toxic potency. In general, most toxicity studies have utilized racemic mix-
tures of these agents.
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The volatility of agent VX is 10.5 mg/m® at 25 °C (DA 1990). The
Department of the Army considers agent VX to be “about 2,000 timesless
volatilethan [nerve agent] GB” (DA 1990). A volatility of 3.0+ 0.5 mg/m®
was reported for atemperature of 25 °C in tests in which the vapor phase
was in equilibrium with the aerosol phase (Frostling 1974).

4.5.5. Concurrent Exposure Issues

Two issuesmight be of concern: (1) simultaneous exposureto multiple
nerve agentsor related organophosphate compounds, and (2) simultaneous
exposure through multiple exposure pathways.

Multiple Exposures to Similar Chemicals

Because of their similarity in mechanism of action, it can be expected
that the toxic effects of the nerve agents would be additive. Clement
(1994) and Luo and Liang (1997) reported that the toxicity of agents GB
and GF were basically additive when administered together by subcutane-
ous injection to mice. Nevertheless, the various nerve agents are deliber-
ately stored in separate locations and will undergo demilitarization and
destruction at separate times. Furthermore, the agents are deliberately
stored and secured separately prior to destruction. Thus, the chancefor the
release of more than one agent while under storage or during the disposal
processis minimal.

The acute toxicity for numerous organophosphate insecticides in cur-
rent useisidentical to that of the nerve agents(i.e., initiated by cholinester-
ase inhibition). The vapor concentrations of insecticides causing acute
toxic effectsare considerably higher than nerve agent vapor concentrations
producing the same end points. Information on lethality levels for some
organophosphate insecticides, listed on the Registry of Toxic Effects of
Chemical Substances (RTECS) (NIOSH 1999), are shown in Table 1-27.
The most acutely toxic of the insecticides listed in Table 1-27 is methyl
parathion, for which a 4-h LC,, value of 34 mg/m? has been reported for
rats. In comparison, the 10-min LC,, values for rats for agents GA, GB,
and GD are 45 mg/m?®, 22 mg/n?, and 23 mg/m?®, respectively. Using a
direct linear extrapolation, the corresponding 4-h LC,, values can be esti-
mated to be 1.9 mg/m? for GA, 0.92 mg/m? for GB, and 0.95 mg/m?® for GD,



TABLE 1-27 Inhalation Lethality Values for Organophosphate Pesticides

Chemical Species Exposure Time (h) LCs, (mg/m?) Reference

Tetraethyl Rat (f) 4 38 Kimmerle and Klimmer 1974
dithiopyrophosphate Rat (m) 4 59

Methyl parathion Rat 4 34 EGESAQ 1980

Parathion Rat 4 84 AMRL 1977

Phosmet Rat 4 54 Izmerov et al. 1982
Pirimiphos-methyl Rat 4 >150 Kagan etal. 1983
Methamidophos Rat 4 162 Hartley and Kidd 1983-1986
Disulfoton Rat NA 200 Klimmer 1971

Ethion Rat NA 864 FCH 1991

Naled Mouse 6 >1,500 Hartley and Kidd 1983-1986
Fonophos Rat 1 1,900 Hartley and Kidd 1983-1986
Acephate Mouse 5 >2,200 Berteau and Chiles 1978

Abbreviation: NA, not available.

€91
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or approximately 15- to 30-fold more toxic than methyl parathion. The
toxicity of VX is considerably greater; the 10-min LCt,, valuein miceis
only 4mg-min/m?. Thus, the organophosphateinsecticidesareconsiderably
less potent than nerve agents.

Comparison of the large differences in LC,, values between the G
agents, agent VX, and commercial insecticidesillustrates that the effects
of concurrent exposure would be dominated by the more potent nerve
agents. In conseguence, concurrent exposureisof far lesssignificancethan
exposure to each nerve agent alone.

Multiple Exposure Through Different Exposure Pathways

Nerve agents can be absorbed through the skin as well as through the
respiratory tract. The extent of skin absorption of avapor depends on the
physicochemical characteristics of the agent and the presence of moisture
ontheskin. A comparison of the relative toxicity of the nerve agent vapors
through inhalation and skin absorption can be made by evaluating the re-
ported LCt values for each pathway.

In studies on human subjects, Freemanet al. (1954) reported that doses
up to 400 mg of liquid agent GA applied to the skin of the forearm (5
mg/kg) and alowed to evaporate to dryness caused no clinica signs but
resulted in a 30% decrease in RBC-ChE activity. The degree of liquid
versusvapor absorpti on through the skin wasnot measuredin the Freeman
et a. (1954) study.

Although the human exposure study of Bramwell et al. (1963) might
have provided potential percutaneous ECt.,values for severe or threshold
effectsin humans, the study is flawed by a defective protocol (no reliable
estimate of agent exposuretothe subjects; seediscussonin Section 2.2.2).

Information on the percutaneoustoxicity of the G series nerve agents
and agent VX was reviewed by a subcommittee of the National Research
Council Committee on Toxicology in Review of Acute Human-Toxicity
Estimates for Selected Chemical-Warfare Agents (NRC 1997). Following
evaluation of relevant human and animal studies, the NRC summarized
humantoxicity estimates. Differencesbetween ECt,,valuesfor mildeffects
resulting from vapor i nhal ati on exposures (GA and GB, 0.5 mg-min/m?; GD
and GF, 0.2 mg-min/m®) and the ECt,,values for threshold effectsresulting
from percutaneous vapor exposures (GA, 2,000 mg-min/n? ; GB, 1,200
mg-min/m*; GD and GF, 300 mg-min/nv) areall inexcessof 10°. TheNRC
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(1997) considered the GD and GF percutaneous vapor valuesto bein need
of further research and the inhal ation vapor estimatesto be“low.” Never-
theless, the NRC recommendations suggest that, for mild effects, the vapor
inhalation pathway is several orders of magnitude (approximately 10%)
more effective than the percutaneous vapor pathway. There are similar
order-of-magnitude differences for severe effects (NRC 1997).

In Chapter 6 of NRC (1997), “ Review of Acute Human-Toxicity Esti-
matesfor VX,” relevant human and animal studies are summarized. The
NRC reported percutaneous vapor V X LCt,,sof 11.5 mg-min/m?® for mice
and 100-150 mg-min/m? for clipped goats (body-only) (Koon et al. 1960).
In comparison, awhole-body (inhalation and percutaneous) vapor L Ct;, of
9.2 mg-min/m?® was reported for goats; the comparable value for mice was
4.0 mg-min/m® (Koon et al. 1960). It appears that VX vapor exposures
involving inhalation are more effective in causing lethality than
percutaneousvapor exposures alone; the differencein effectivenessfor the
lethality end point isapproximately 3 for mice and between 11 and approxi-
mately 16 for goats.

Human toxicity estimates listed by NRC (1997) include a V X ECt,,
value of 0.09 mg-min/méfor mild effects resulting from vapor inhalation
exposures and an ECt,,value of 10 mg-min/m?for threshold effects result-
ing from percutaneousvapor exposures. Thelatter valuewas considered by
NRC to have an associated low degreeof confidence, and further research
wasrecommended. However, theserecommendati onssuggest that for mild
effects, the vapor inhalation pathway is several orders of magnitude more
effective than the percutaneous vapor pathway. For severe effects, the
NRC (1997) presented an ECt,, value of VX at 10 mg-min/m?® for vapor
inhalation exposures and an ECt., value of 25 mg-min/m’for percutaneous
vapor exposures as interim values (low confidence, further research
recommended), indicating that for this end point, theinhal ation pathway is
2.5 times as effective as the percutaneous pathway for the severe effects
ECt,,.

Theissue of differential toxicity associated with physica states of the
same compound has been illustrated in the case of certain industrial com-
pounds; an exampleisn-butyl acetate (OX O Process Panel 1995). n-butyl
acetate has commercial use in fine furniture manufacture as a vehicle in
spray finishapplication. In studies of ratsexposed to n-butyl acetate atmo-
spheresgenerated by either evaporation (vapor exposure) or “ atomization”
(submicron aerosol exposure), lethality was profoundly different and al-
most entirely dependent on the physical state of n-butyl acetate to which
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rats were exposed. Irritation and hypoactivity were noted in animals ex-
posed to n-butyl acetate as the vapor (6,800 ppm for 4 ho), but theanimals
recovered within 1 d and went on to gain weight during the 14-d recovery
period. Exposureto comparatively low concentrations (approximately 150
ppm v/v) of n-butyl acetate as the aerosol resulted in severe lung damage
and mortality. During industrial spray application of finishes in wood
furniture manufacture, aerosol particles of n-butyl acetate are extremely
short-lived, and measurement of worker breathing zone exposure found
only the vapor (OXO Process Panel 1995). In consequence, it was deter-
mined that toxicity information on the vapor form of n-butyl acetate was
more appropriate than information on the aerosol form in establishing »-
butyl acetate occupational exposure limits (ACGIH 1996).

The above examples support the need for research characterizing the
emissions profile expected during VX release. Parameters essential to
accurate quantification by modern methods and protocols include the fol -
lowing: generation and yield of vapors versus aerosols; rate of aerosol
conversion to the vapor; atmospheric degradation half-times; deposition
rates; and rates of degradation asinfluenced by humidity, temperature, and
ultraviolet light. Until these parameters are more fully characterized in
determinations of differential toxicity of VX vapor and aerosols, AEGL
determinationswill necessarily be based on the assumption of exposure to
VX as the vapor.

It isacknowledged that droplets and/or aerosolsmay be present during
certain release events. Neverthel ess, the community emergency prepared-
ness need for guidelinesis presently focused on vapor exposure. Thereis
interest and potential for devel oping acomparabl e guideline for exposures
to nerve agent aerosols at some future time.

4.5.6. Critical Effect End Point

Blood cholinesteraselevelsaretoo variabletouse ascritical effect end
pointsin deriving AEGL s for the nerve agents. Although there are some
estimates of enzymeinhibition level sthat are associated with acute effects,
individual response will vary not only with baseline ChE levels but also
with certain characteristics of physiological status (e.g., anemia, liver dys-
function or infection, pregnancy, etc.) which are transient and thus result
in dynamic individual susceptibility through time (Lessenger and Reese
1999; Bakerman 1984; Rider et a. 1957; Ciliberto and Marx 1998;
Haboubi and Thurnham 1986; Phillips 1995). Local effects on the eyes



NERVE AGENTS GA, GB, GD, GF, AND VX 167

(miosis) and upper respiratory tract (rhinorrhea) are more sensitive and
consistent indicators of exposure. A number of investigators consider both
miosisand rhinorrheato be early signsof exposureto cholinesteraseinhibi-
tors. The presence of rhinorrhea can be indicative of inhalation exposure
and/or development of systemic effects, although miosis alone in the ab-
sence of other signs or symptomsis alocal effect to the pupillary muscles
of theeye. In consequence, the presence of miosisis considered an appro-
priately sensitive indicator of direct vapor exposure and has the added
advantage of being readily recognized and quantifiable.

Thelogic of not using ChE depression as acritical effect is consistent
withthe science policy of EPA’ s Office of Pesticide Programs (EPA 2000).
Accordingto EPA, thereisno predetermined percentage of enzymeactivity
inhibition that separates adverse from nonadverse effects. The weight-of-
evidence analysis advocated by this science policy document for selection
of critical effects considersfirst the“ clinical signsand other physiological
and behavioral effectsin humans and animals,” after which “symptomsin
humans” are considered, and then changes in blood cholinesterase. The
recommended sequence is as follows:

1. Clinical signs and other physiological and behavioral effects in
humans and animals.
Symptoms in humans.
Cental nervous system acetylcholinesterase inhibition.
Peripheral nervous system acetylcholinesterase inhibition.
Red blood cell acetylcholinesterase inhibition.
Plasma cholinesterase inhibition in humans and animals.

oA WN

Miosiscan be observed before significant ChE depression can be mea-
sured; setting AEGL values on the basis of miosis (alocal effect) will
protect against significant ChE activity depression (a systemic effect).

5. DATA ANALYSIS FOR AEGL-1
5.1. Summary of Human Data Relevant to AEGL-1

G-Series Agents

Candidate human data from which to develop AEGL-1 valuesfor the
G agents are available in the studies of Harvey (1952) and Johns (1952),
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the study of McK ee and Woolcott (1949), and the study of Baker and Sedg-
wick (1996). In the study described by Harvey (1952) and Johns (1952),
several male volunteers who were exposed to GB at 0.05 mg/m® for 20 min
experienced mild effectsincluding miosis, rhinorrhea, and tightnessinthe
chest (see Tables 1-7 and 1-8). Miosis and rhinorrheawere clinically ob-
served. Harvey (1952) and Johns (1952) quantified miosis asthe maximal
decrease in pupil diameter measured with a modified fixed focus prism
telescopein aclinical setting. Inthe study of M cK ee and Wool cott (1949),
five male subjects were exposed to GB at 0.062 mg/m? for 20 min/d with-
out any signsof clinical effectsuntil day 4, when miosiswasobserved. A
single exposure to GB at 0.6 mg/m® for 1 min or 0.06 mg/m® for 40 min
resulted in miosis and slight tightness of the chest. Inthe Baker and Sedg-
wick (1996) study, eight healthy male servicemen who wereexposed to GB
at 0.5 mg/m?for 30 min devel oped miosisand several also exhibited photo-
phobia and dyspnea. In addition, RBC-ChE activity was inhibited to
approximately 60% of individual basdineat 3h and 3d postexposure, and
small but measurable changes occurred in single fibre electromyography
(SFEMG) of the forearm. The later, which were detectable in the lab
between 4 and 15 mo postexposure, were not considered clinically signifi-
cant by Baker and Sedgwick. The SFEM G changes were not detectable
after 15-30 mo.

In tests on 125 volunteers, Oberst et al. (1968) observed no signs or
symptoms of toxicity in resting men (breathing rate about 7 L/min) foll ow-
ing 2-min exposures to an average GB concentration of 20.7 mg/m? or in
exercising men (breathing rate 50 L/min) following 2-min exposuresto an
average GB concentration of 4.19 mg/m®. Linear extrapolation of thelower
concentration resultsin a 30-min exposure to GB at 0.27 mg/m?, less than
the exposure used in the Baker and Sedgwick (1996) study.

The above studies do not agreein identifying the concentration of GB
at which effectsfirst appear, and thereareeveninconsi stenci eswithin some
of the studies. One possibility for the conflicting resultsis human variabil -
ity, since few subjects were usedin each study. Another possibility isthat
the analytical measurements were not accurate. There are no details on
analytical proceduresinthe study of Harvey (1952) or Johns(1952), where
it is stated that “known concentrations’ were used. The Baker and Sedg-
wick (1996) study provides a description of the analytical method and
indicatesthat exposure concentrationswere verified beforeand after expo-
sure.
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Agent VX

Clearly defined human concentration-response datafor low-level inha-
lation exposuresto agent VX arenot available. The human toxicity studies
that have been conducted with VX are not considered adequatefor deriving
exposure limits. The study conducted by Bramwell et al. (1963) suggests
that an inhadation dose of about 8 pg/kg causes a 50% ChE depression as
well assignsof toxicity including miosis, rhinorrhea, and nausea; however,
this suspect study involved multiple exposures to the same individuds,
short exposure durations (maximum of 7 min), and an experimental proto-
col (open tunnel rather than exposure chamber) in which the individual
exposures to VX may have varied. The Bramwell et al. (1963) study is
therefore not considered credible because of itsserioudy flawed exposure
protocol.

Other experimental dataindicate that inhalation exposures equivalent
to internal doses in the range of 0.01-0.13 pg/kg result in mild signs of
toxicity and no change in ChE (Koon et al. 1959). As extrapolated from
historical animal data, the human ECt,, for miosis has been estimated at
0.09 mg-min/m’ (Reutter and Wade 1994).

5.2. Summary of Animal Data Relevant to AEGL-1
G-Series Agents

Acute inhalation toxicity data are available for agents GA and GB for
several animal species. In most cases, thestudiesweredesigned to estimate
L Ct,, values, andthey are not directly suitablefor applicationto an AEGL -
1 estimation. Several studies, however, have identified minimal effect
levels. Van Helden et a. (2001, 2002) reported LOAEL sfor miosisof 2.5
+ 0.8 mg-min/m?® for marmosets and 1.8 + 0.3 mg-min/m? for guinea pigs
exposed to agent GB for 5 h. The LOAEL values for miosis in the two
species were not statistically different (van Helden et al. 2001, 2002).
Mioduszewski et al. (2002b) reported ECt,, values for miosisin male and
female SD rats exposed (whol e-body) to GB vapor for timedurationsof 10,
60, and 240 min. Miosis was defined by the authors as “ post-exposure
pupil diameter 50% or lessof the pre-exposure pupil diameter.” The ECt,,
determinations for both genders are summarized in Table 1-21.
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In studies conducted by Harris et al. (1953), dogs were abletotolerate
daily exposures to GB at an average Ct of 10.5 mg-min/m® (equivalent to
an average concentration of 0.53mg/m® for 20 min), 5 d/wk, for 2mo. The
only reported clinical signwas miosis, which appeared with each exposure
but disappeared beforethe next exposure. However, when each daily expo-
sure was increased to 15 mg-min/m?, toxic signs (body tremors, dyspnea,
loss of muscle control, convulsions) occurred within 7-10 d and severa
dogs died. Henderson et al. (2000, 2001, 2002), Conn et al. (2002), and
Kalra et a. (2002) exposed male F344 rats to GB at 0.2 mg/m® or 0.4
mg/m® (nose-only) for 1 h/d for 1 d, 5d, or 10 d, with sacrificesat 1 d after
exposure and at 1 mo after exposure. Henderson et al., Conn et al., and
Kalra et al. reported that there were no overt signs or symptoms of
neurotoxicity (tremors) under non-heat stressconditionsat either GB expo-
sureconcentration andthat single GB exposures* did not alter body weight,
breathing patterns, routine brain hisopathology, or apoptosis in brain
cells.”

Agent VX

There are no single exposure studies available for deriving AEGL-1
values for VX. In anonverifiable study, Crook et al. (1983) reported no
signsof toxicity except miosisin rats, mice, guineapigs, or rabbits exposed
to VX vapor concentrations up to 0.0002 mg/m?® for 6 h/d, 5 d/wk, for 2 wk.
A test concentration of 0.004 mg/m?® resulted inrat and micemortality. The
available animal dataindicate that VX does not cause reproductive or de-
velopmental toxicity, and thereis no evidence suggesting that V X is geno-
toxic or carcinogenic.

In an examination of miotogenic potency, Callaway and Dirnhuber
(1971) consider that agent V X isan order of magnitudemore effectivethan
agents GB or GD at producing miosisin the eyes of male and female albino
rabbits.

5.3. Derivation of AEGL-1 for Agent GB
The estimation of interim AEGL-1 valuesrelied on the Harvey (1952)

study (66 Fed. Reg. 21940[2001]). Of 14 individual s exposed to the low-
est concentrationfor thelongest exposuretime(0.05 mg/m® for 20 min), the
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following signs and symptoms werereported: two headaches, two eyepain,
three rhinorrhea, one tightness in the chest, one cramps, one nausea, and
two malaise. Of human studies available, this anaysis gave the lowest
LOAEL of 0.05 mg/m?® for a 20-min exposure and was chosen as thebasis
for deriving the interim AEGL -1 values. The miosis effects data of Johns
(1952) were considered as supportive. The subjects were male “normal
human volunteer” service personnel between the ages of 22 and 59 and
under clinica supervision during the periods of exposure as well as for
postexposure periods of several months. Derivation of the interim values
isdetailed in Appendix A.

Thefinal analysisrelies on the Mioduszewski et a. (2002b) study of
miosis induction to young adult SD rats as the basis for AEGL-1 estima-
tion, with retention of van Helden et al. (2001, 2002; marmosets), Harvey
(1952) (humans) and Johns (1952) (humans) as secondary and supportive
studies.

The selection of miosisinduction asthebasisfor derivingfinal AEGL -
1 valuesissupported by the evaluation of aU.S. Surgeon General’ sreview
panel on agent exposure limits convened by the Chemical Demilitarization
Branch of the National Center for Environmental Health of the Centersfor
Disease Control and Prevention (CDC) (67 Fed. Reg. 894 [2002]; DHHS
2002). Although the CDC has not yet finalized its position, the review
panel generally concluded that cholinesterase activity depression is too
variable for application as a critical effect in the estimation of nerve agent
exposure limits and that miosis is an appropriate and readily quantified
critical effect.

The AEGL-1 valuesfor agent GB were derived fromawell-conducted
study on adult female Sprague-Dawley rats exposed whole-body in a dy-
namic airflow chamber to arange of GB vapor concentrations (0.01-0.48
mg/m®) over threetime durations (10 min, 60 min, or 240 min) (total of 283
agent-exposed rats, of which 142 were female and 141 were male)
(Mioduszewski et al. 2002b). With theinclusion of range-finding experi-
ments and controls (N = 130), a total of 423 rats were employed in this
well-conducted study documenting highly credible protocolsfor GB vapor
generation and measurement. A sufficient number of individual animals
were exposed at each interval (10 min, 52 female SD rats; 60 min, 35fe-
male SD rats; 240 min, 55 female SD rats). Analysisof rat pupil diameters
assessed pre- and postexposure allowed generation of EC,, determinations
for miosis (defined as a postexposure pupil diameter of 50% or less of the
preexposure diameter in 50% of the exposed populaion). Blood samples
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collected fromtail vein and heart at 60 min and 7 d postexposure indicated
no change from preexposure baseline in monitored blood RBC-ChE,
butyrylcholinesterase(BUChE) or carboxylesterase. Noother clinical signs
were evident throughout the duration of the study. Gender differences
(females more susceptible) were statistically significant at 10 min (p =
0.014) and 240 min (p = 0.023) but not at 60 min (p = 0.054). Asthe
female rat appears to be more susceptible than the male for at least two of
the AEGL exposure durations of interest, the AEGL-1 estimations are
calculated from the female data set. This data set sdection for the most
susceptible gender will provide a more protective estimation of AEGL-1.
Thisisawell-defined animal end point in asusceptiblegender and istran-
sient, reversible, and nondisabling. (Further details of this study are pro-
vided in Section 3.2.3.)

Datafrom the GB vapor study of nonhuman primates (marmosets; 5 h
exposures to GB vapor concentrations of 0.05 to 150 pg/m®) (van Helden
et al. 2001, 2002) and human volunteers (minimal and reversible effectsof
miosis, rhinorrhea, headache, etc., after a 20-min exposure to a GB vapor
concentration of 0.05 mg/m®) (Harvey 1952; Johns 1952) are considered
secondary and supportive. The human data of Harvey (1952) and Johns
(1952) indicate that some adult humans exposed to concentrations within
theexposurerangetested by Mioduszewski et al. (2002b) wouldexperience
some discomfort (headache, eye pain, nausea, etc.) in addition to miosis
corresponding to <50% pupil area decrement, but no disability (see defini-
tion of AEGL-1 provided in NRC [2001]). The studies of Harvey (1952)
and Johns (1952) also show that miosis is transient and reversible, with
reversibility occurring within hours to days (depending on degree of
miosis). Thisisconsistent with other human datadocumenting miosis after
nerve agent vapor exposures. In conseguence, with the knowl edge that the
EC,, exhibited by rats in the study of Mioduszewski et al. (2002b) isalso
transient and reversible, the determination is made that EC,, for miosisin
female SD ratsis an appropriate end point for estimating AEGL-1 values
(Mioduszewski et al. 2002b).

Because exposure-responsedatawere unavailablefor all of the AEGL -
specific exposure durations, temporal extrapolation was used in the devel-
opment of AEGL values for the AEGL-specific time periods. The
concentration-exposure time relationship for many systemically acting
vapors and gases may be described by C" x ¢ = k, where the exponent n
ranges from 0.8 to 3.5. The temporal extrapolation used here is based on
alog-log linear regression of the LC,, lethality of GB to female Sprague-



NERVE AGENTS GA, GB, GD, GF, AND VX 173

Dawley rats (Mioduszewski et al. 2000, 2001, 2002a) and alog-log linear
regression of female SD rat miosis data following GB vapor exposure for
time durations of 20 minto 240 min (Mioduszewski et al. 2002b). Regres-
sion analysis of the LC,, values yields an n value of 1.93 with an »* of
0.9948, while regresson andysis of the miosis data yields an » value of
2.00 with an »* of 0.4335 (24 data points; see Appendix B). Given that all
mammalian toxicity end pointsobserved in the data set for al nerve agents
represent different points on the response continuum for anticholinesterase
exposure, and that the mechanism of acute mammalian toxicity (cholines-
terase inhibition) is the same for al nerve agents, the experimentally de-
rived n = 2 fromtherat lethality and miosis data sets isused asthe scaling
function for all the AEGL derivationsrather than a default value. An n of
1.16 (+* = 0.6704) was calculated for comparison using other data (human
volunteer) and other end points (e.g., GB-induced miosis in humans; see
Appendix B). However, dueto uncertainties associated with some of the
exposure measurements in these earlier studies, the Mioduszewki et al. rat
data were determined to be the best source of an estimate for n.

Derivation of AEGL-1 Values Using Animal Data

AEGL-1 values can be derived from the data set presented by van
Helden et al. (2001, 2002) for GB-induced miosisin marmosets exposed to
agent GB vapor for 5 h, aswell asthe data set presented by Mioduszewski
et a. (2002b) for rats exposed to GB vapor for 10, 60, and 240 min.

VanHelden et a. (2001, 2002) reported aL OAEL for thresholdmios's
of 2.5+ 0.8 mg-min/m?, andconsidered miosisto be significantly different
(p < 0.05) from controls when a 10% decrease in marmoset pupil size was
observed (estimated to be equivalent to an approximate 20% decrement in
pupil area). Van Helden et al. (2001, 2002) al so reported that there was no
significant difference between the LOAEL for miosisin marmosetsandin
guineapigs. The EPA IRIS database and the NLM Hazardous Substances
Databank were searched for additional information on the miotogenic re-
sponse of marmosetsto cholinesteraseinhibitors, but no relevant datawere
found.

The recent miosis and lethality data of Mioduszewski et al. (2000,
2001, 2002a,b) in rats have been subjected to regression analysis (see Ap-
pendix B). In consequence, the nonlethality (miosis) and lethality data of
Mioduszewski and his colleagues are determined to be the best source of
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an estimatefor then valuefor GB response. The Mioduszewki et d. (2000,
2001, 2002a,b) data sets are robust and compound-specific for the most
completely characterized G-series nerve agent, agent GB. As outlined
earlier, the mechanism of mammalian toxicity for nerve agents is known,
and all end points observed in human and animal studies represent a re-
sponse continuum to anticholinesterase exposure. Accordingly, itisvalid
to apply an n value derived from compound-specific mioss and lethality
datato time scaling for nonlethal aswell aslethal effects. Thispositionis
consistent with that of the recently published science policy of the EPA
Office of Pesticide Programs (EPA 2000). Furthermore, this approach is
preferable to the use of default values.

For AEGL-1 derivation, an interspecies uncertainty factor (UF) of 1
and an intraspecies UF of 10 were used, resulting inacomposite UF of 10.
To estimate an interspecies UF, miosis data for a number of species were
compared. Van Helden et al. (2001, 2002) exposed marmosets and guinea
pigs (whole-body) to GB vapor to esimate a LOAEL for miosis in both
species. They determined that therewas no significant difference between
guineapigsand marmosetsat the5% level. Contact with leadinginvestiga-
torsinthefield (H. van Helden, Pulmonary and CNS Pharmacology L ab,
TNO, the Netherlands, persond communication; S. Tattersall, Biomedical
SciencesDivisionat Porton Down, United Kingdom, personal communica-
tion) was performed to determine availability of experimental data charac-
terizing miods following nerve agent vapor exposure to mammals. Dr.
Tattersall pointed out that Porton Down has not performed sysematic
measurements of miosis in recent years, and that the only other extant
report of relevant data was Callaway and Dirnhuber (1971), cited in this
document. These investigators have independently concluded that the
miotogenic response of mammalian eyes to agent GB vapor exposure is
guantitatively similar acrossspecies, including sandardlaboratory animals
(rabbits and guinea pigs), nonhuman primates (marmosets), and humans
(please see Table 1-21). In consequence, the interspecies UF for the
AEGL-1 end point of miosisin young adult female SD ratsis set equal to
1.

The intraspecies UF of 10 used in the derivation of the AEGL-1 is
based on the known polymorphic variation in human cholinesterase and
carboxylesteraseactivity that may make someindividual ssusceptibletothe
effectsof cholinesteraseinhibitors such asnerve agents. A factor of 10was
applied for protection of susceptible populations.

The database for agent GB is reasonably complete. Strong arguments
for not incorporating an additi onal modi fying factor include thefol lowing:
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» Dataare available for multiple species.

» Datacharacterizing both lethal and nonlethal end points havebeen
used in the analysis; the end points possess exposure-response data.

»  The mechanism of toxicity is known.

* The n value is derived from experimental data and is not the
default.

» Therearenouncertantiesregarding reproductive and devel opmen-
tal effects or issues of carcinogenicity.

In consequence, no modi fying factor wasused intheestimation of AEGL-1
values.

For comparison, from the marmoset data of van Helden et al. (2001,
2002), k was derived using a composite UF of 10.

([0.0083 mg/m?]/10) x (5 h) = k;
k=3.4x10° mg/m® x h.

From the experimental data of Mioduszewski et al. (2002b), k£ was derived
asfollows for the 10-min to 30-min extrapol ation:

([0.068 mg/n¥]/10)? x (10/60) h = k;
k=7.7x10°mg/m®x h.

For the 4-hto 8-h extrapolation, k was derived as

([0.012 mg/m?]/10)? x 4 h = k;
k=5.8x 10° mg/m® x h.

The Interim AEGL -1 estimates and the estimates from the van Helden
et a. (2001, 2002) (marmoset; 5-h exposure) and Mioduszewski et al.
(2002b) (femde SD rat; 10-min, 60-min, and 240-min exposures) data sets
are summarized for comparison in Table 1-28 below. The interim values
(66 Fed. Reg. 21940 [2001]) are bolded.

Comparison of AEGL estimates from thisrich databasefor GB vapor-
induced miosis in the eyes of mammals exhibits remarkable concordance
and corraoboration across species. Thereislittle to no change between the
interim estimates derived from historical human data (Harvey 1952; Johns
1952; 66 Fed. Reg. 21940 [2001]) and that derived from the female rat
miosis data published in 2002 (Mioduszewski et a. 2002b). Any differ-
encesareusually asingledigitinthefourthdecimal place. Estimatesbased
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TABLE 1-28 Alternate AEGL-1 Estimates for Nerve Agent GB

Time Interim Value (66 Fed. Reg. Alternate 1° Alternate 2°
Period 21940 [2001])“ (mg/m3) (mg/m?) (mg/m?)

10 min 0.0069 0.0045 0.0068

30 min 0.0040 0.0026 0.0039

1lh 0.0028 0.0019 0.0020

4h 0.0014 0.00092 0.0012

8h 0.0010 0.00065 0.0010

Note: n =2; interspecies UF = 1 (research staff of TNO and Porton Down consider
miosis response in all mammal eyes exposed to nerve agent vapors to be similar
across species); intraspecies UF = 10 (adjustment for possi bl e susceptibleindividu-
als); total UF = 10.

“Determined using human data from Harvey (1952) and Johns (1952) (20-min
exposure). See Appendix A for details of derivation.

’Determined using marmoset miosis data from van Helden et al. (2002) (5-h expo-
sures).

‘Determined using femal e SD rat miosisdatafrom Mioduszewski et a. (2002b) (10-
min, 60-min, and 240-min exposures).

on marmoset data (a single exposure period of 5 h) differ from theinterim
values by an approximate factor of 1.5. Given that variation of thismagni-
tude in the AEGL estimates does not reflect response differentiation with
any precision, theGB interimvaluesfor AEGL-1 arecons dered adequately
representative and protective against miosisresultingfrom GB vapor expo-
sureto the public. Thefemalerat miosisexperiment of Mioduszewski et al.
(2002b) is the critical study for final AEGL-1 determination.

Therecommended AEGL-1valuesaresummarizedin Table 1-29. The
calculations of exposure concentrations for femae SD rats and humans
scaled to AEGL-1 time points are shown in Appendix A.

5.4. Derivation of AEGL-1 Values for Agents GA, GD, and GF

Therelative potency approach wasusedto estimate AEGL -1 valuesfor
agents GA, GD, and GF. A discussion of the relative toxic potencies for
these agents is given in Section 4.3. It was determined that for the end
point of miosis, theeffect usually observed at the lowest exposure concen-
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TABLE 1-29 AEGL-1 Valuesfor Agent GB (mg/m?® [ppm])

10 min 30 min 1h 4 h 8h

0.0069 mg/n?  0.0040 mg/m? 0.0028 mg/m?  0.0014 mg/m?  0.0010 mg/m?
(0.0012 (0.00068 (0.00048 (0.00024 (0.00017
ppm) ppm) ppm) ppm) ppm)

trations, the potency of GA isidentical to that of GB. Agents GD and GF
are each considered approximately twiceas potent as agents GB or GA for
miosis, and equipotent to each other for AEGL -1 effects. Thus, the AEGL -
1 concentration values for agents GD and GF are equal to 0.5 times the
values derived for agents GA and GB (Table 1-30).

5.5. Derivation of AEGL-1 for Agent VX

Because of inadequaciesin the human and animal toxicol ogic database
for agent V X, the present analysis recommends that the AEGL-1 for agent
VX be derived fromthe critical study (Mioduszewski et al. 2002b) for the
agent-GB AEGL-1 using a relative potency approach. The experimental
protocol for the Mioduszewski et al. (2002b) study is described fully in
Section 3.2.1.

A relative potency (RP) of 4isused to derivethe AEGLsfor VX. The
well-conducted (and clinical ly supervised) human exposure studiesof Grob
and Harvey (1958) and Sidell and Groff (1974) report RBC-ChE,, values
followingsingleoral or intra-arterial/intravenous exposuresto GB and V X
(see analysis presented in Tables 1-23 and 1-24). Of the vdues derived
from available human data, the GB:V X ratio (RP = 4.3, rounded to 4.0)
calculated from oral dose exposures needed to achieve RBC-ChE;, is the
most appropriate for the present application. Details of thislogic are pro-
vided in Section 4.3. The comparative mioss study of Callaway and
Dirnhuber (1971) is considered secondary and supportive of the concept
that agent VX is more potent than GB for the miosis end point.

By applying an RP factor of 4 to the miosis data set of Mioduszewski
et al. (2002b), the comparative concentrationsfor VX were estimated to be
one-fourththat of GB, or 0.017 mg/m?, for a10-min exposure, 0.005 mg/m®
for a60-min exposure, and 0.003 mg/m?® for a240-min exposure. The VX
concentrations were further adjusted by a composite UF of 30; 1 for
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TABLE 1-30 AEGL-1 Valuesfor AgentsGA, GD, and GF (mg/m? [ppm])

Agent 10 min 30 min 1h 4 h 8h

GA 0.0069 0.0040 0.0028 0.0014 0.0010
mg/m? mg/m? mg/m?® mg/m?® mg/m?
(0.0010 (0.00060 (0.00042 (0.00021 (0.00015
ppm) ppm) ppm) ppm) ppm)

GD 0.0035 0.0020 0.0014 0.00070 0.00050
mg/m?® mg/m? mg/m? mg/m? mg/m?®
(0.00046 (0.00026 (0.00018 (0.000091  (0.000065
ppm) ppm) ppm) ppm) ppm)

GF 0.0035 0.0020 0.0014 0.00070 0.00050
mg/m? mg/m? mg/m? mg/m? mg/m?
(0.00049  (0.00028  (0.00020  (0.00010  (0.000070
ppm) ppm) ppm) ppm) ppm)

interspecies uncertainty (miosisresponseissimilar across species), 10 for
intraspeci esvariability to accommodate known humanvariationin ChEand
carboxylesterase activity (protection of susceptible populations), and a
modifyingfactor of 3forthesparse VX dataset. Toderive AEGL-1 values
for different time periods (10minto 30 min and 4 h to 8 h), the data were
scaled using therelationship C" x 1 = k (ten Berge et al. 1986). Ann value
has not been determined experimentally for VX; however, because the
primary mechanism of action (cholinesterase inhibition) isthe same asthat
for agent GB, the n value of 2 used in the derivation of the AEGL values
for GB isalso appropriatefor derivingall AEGL valuesfor VX. In conse-
guence, the experimentally derived n = 2 from the Mioduszewski et al.
(2000, 2001, 2002a,b) rat miosis and lethdity data sets for agent GB is
here used as the scaling function for the agent-V X AEGL-1 values, rather
than adefault value. Until additional datafrom well-conducted experimen-
tal studies are available, the current value of » is reasonable, is supported
by existing data, and meets requirements of the standing operating proce-
duresfor estimating AEGL values (NRC 2001).
ThelO-minto 30-min extrapolation was

Cxt=k
([0.017 mg/m?®]/30])2 x (10/60) h = k;
k=5.0x 10°® mg/m® x h.
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The 4-h to 8-h extrapolation was

Cxt=k
([0.003 mg/m?]/30)? x 4 h = k;
k=4.0x 10 mg/m® x h.

The resulting AEGL-1 values for VX are summarized in Table 1-31.
The calculations of exposure concentrations for humans scaled for all
AEGL-1 time points are shown in Appendix A.

6. DATA ANALYSIS FOR AEGL-2
6.1. Summary of Human Data Relevant to AEGL-2

Human data to derive an AEGL -2 for the G agents are provided inthe
studies of Harvey (1952), Johns (1952), and Baker and Sedgwick (1996).
In the Harvey (1952) study an array of signs and symptoms, including
headache, eye pain, dimness of vision, twitching of eyelids, rhinorrhea,
salivation, throatirritation, tightnessinthechest, cramps, nausea, vomiting,
giddiness, diffi culty in concentrating, and malaisewerereportedinindivid-
uals exposed to GB at 0.3 mg/m? for 20 min. Twelve subjects were ex-
posed at this GB concentration—all experienced rhinorrhea, eight suffered
from headaches, and seven reported dimness of vision. In the Baker and
Sedgwick (1996) study, eight healthy mal e servicemen who were exposed
to GB at 0.5 mg/m* for 30 min developed miosis, and several also exhibited
photophobiaand dyspnea. In addition, RBC-ChE activity wasinhibited to
approximately 60% of individual basdine at 3h and 3 d postexposure, and
small but measurable changes occurred in single fibre electromyography
(SFEMG) of theforearm. The latter effects, which were detectable in the
lab between 4 and 15 mo postexposure, were “not significantly different
from the control value,” with “control” defined as preexposure baseline
readings for each individual subject (Baker and Sedgwick 1996). The
SFEMG changes were not detectable after 15-30 mo.

6.2. Summary of Animal Data Relevant to AEGL-2

Animal inhalation data are insufficient to derive AEGL -2 values.



180 ACUTE EXPOSURE GUIDELINE LEVELS FOR SELECTED AIRBORNE CHEMICALS

TABLE 1-31 AEGL-1 Vaues' for Agent VX (mg/m?® [ppm])

10 min 30 min 1h 4h 8h
0.00057 0.00033 0.00017 0.00010 0.000071
mg/m?® mg/m? mg/m? mg/m?® mg/m?*
(0.000052 (0.000030 (0.000016 (0.0000091 (0.0000065
ppm) ppm) ppm) ppm) ppm)

“The AEGL values are for vapor exposures only.

6.3. Derivation of AEGL-2 for Agent GB

The present analysis applies the Baker and Sedgwick (1996) study as
the basis of the AEGL-2 values. Of the human studies conducted on GB
that were availablefor eval uation, the Baker and Sedgwick study isrecent,
was conducted following arigorous experimental protocol, and used mod-
ern analytical methodsfor determining theexposure concentrations(GB at
0.5 mg/mé for 30 min). Furthermore, thisstudy was performed under Hel-
sinki accordsand clinical supervision and was conducted with the coopera-
tion of fully informed human subjects (N = 8, “fit male servicemen”). The
observed effects included miosis in eight of eight subjects, dyspnea and
photophobiain some individuals (number not given), inhibition of RBC-
ChE to approximately 60% of individual baseline at 3 h and 3 d postexpo-
surein (eight of eight subjects), and small but measurable changesin single
fibreelectromyography (SFEM G) of theforearm (infive of eight subjects).
Nevertheless, thefact that the SFEM G abnormalitiesweredetectableinthe
lab between 4 and 15 mo postexposure makes these effects long-lasting,
and they are therefore included under the definition of AEGL-2.

Respiratory effectsresolved within minutes, and visual effectsresolved
within 48 h. The SFEMG changes noted in the study were not dinically
significant, and were not detectabl e after 15-30 mo. Baker and Sedgwick
considered SFEM G changesto be apassibleearly indicator or precursor of
the nondepol arising neuromuscul ar block found associaed withintermedi-
ate syndrome paralysisin severe organophosphorousinsecti cide poisoning
cases (Senanayake and Karalliedde 1987). The study concluded that these
el ectromyographic changes were persistent (>15 mo), but that they were
reversble and subclinical. Subclinical and reversible effects are not nor-
mallyincluded within the definition of AEGL -2 effects. However, because
SFEM G changes may be aprecursor of intermediate syndrome (see Section
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4.5.2), and because of the seepness of the dose-response curve for nerve
agents, the use of this end point for establishing AEGL -2 valuesis consid-
ered a protective approach. This concept of added precaution for steep
dose-response is consistent with emergency planning guidance for nerve
agents previously developed by the National Center for Environmental
Health of the Centersfor Disease Control and Prevention (Thacker 1994).

As previously described in the devel opment of AEGL-1 valuesfor the
G agents (Sections 5.3 and 5.4), an n value of 2 derived from alinear re-
gression of both miosisand lethality datafor GB vapor exposureto female
SD rats (Mioduszewski et a. 2000, 2001, 2002a,b) is appropriate for use
as a scaling function for all nerve agents. AEGL-2 values for exposure
timesdifferent from theexperimental timeof 30 minwerethusscaled using
ann of 2.

A composite UF of 10 was used in the calculation. To accommaodate
known variation in human cholinesterase and carboxyl esterase activity that
may make some individuals susceptible to the effects of cholinesterase
inhibitors such as nerve agents, afactor of 10 was applied for intraspecies
variability (protection of susceptible populations). Because human data
wereused, aninterspecies UF washot required. The databasefor agent GB
isreasonably complete. Aswastruefor the AEGL -1 estimations, there are
strong arguments for not incorporati ng an additional modifying factor. In
consequence, no modifying factor was used in the estimation of AEGL-2
values.

From the experimental data, & was derived as

([0.5 mg/n¥]/10)2 x (0.5 h) = k;
k =0.0013 mg/m? x h.

The resulting estimates of AEGL-2 are summarized in Table 1-32.

6.4. Derivation of AEGL-2 Values for Agents GA, GD, and GF

The relative potency approach is used to estimate AEGL -2 values for
agents GA, GD, and GF. A discussion of the relative toxic potencies for
these agents is given in Section 4.3. It was determined that for the end
point of miosis, the effect usually observed at thelowest exposure concen-
trations, the potency of GA isidentical to that of GB. Agents GD and GF
are each considered approximately twiceas potent as agents GB or GA for
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TABLE 1-32 AEGL-2 Vduesfor Agent GB (mg/m? [ppm])
10 min 30 min 1h 4 h 8h

0.087 mg/m®  0.050 mg/m® 0.035mg/m® 0.017 mg/m®  0.013 mg/m?
(0.015 ppm)  (0.0085 ppm) (0.0060 ppm) (0.0029 ppm) (0.0022 ppm)

miosis, and equipotent to each other for AEGL -2 effects. Thus, the AEGL -
2 concentration valuesfor agents GD and GF are equal to 0.5 times those
values derived for agents GA and GB (Table 1-33).

6.5. Derivation of AEGL-2 Values for Agent VX

Acute inhalation toxicity studies on animals have identified median
lethal concentrations; however, these studies are inadequate for deriving
AEGL-2 values because of the lack of dose-response datafor the appropri-
atetime periods. Someinformationfor agent VX isavailablefrom arepeat
exposure study in which a VX concentration of 0.004 mg/n?® for 6 h/d, 5
diwk, for 2 wk resulted in severe signs of toxicity (tremors, convulsions,
salivation, and bloody tears) and 100% mortality of mice, 35% mortality in
rats, and 3% mortality in guinea pigs (Crook et al. 1983). Exposure to
0.0002 mg/m? under the same experimental protocol resulted in no toxic
signs but miosis and ChE depression. The Crook data set is considered
nonverifiable. An AEGL-2 effect for a single 6-h exposure would most
likely fall within the range of 0.0002 and 0.004 mg/m?°.

There are no definitive data identifying the minimal exposure level at
which severe, irreversible, or escape-impairing effectsof acute exposureto
agent VX would occur. Because of the inadequacy of the human and ani-
mal toxicologic database for agent VX, the AEGL-2 for agent VX is de-
rived from the AEGL-2 for agent GB using a relative potency approach.

The Baker and Sedgwick (1996) study of GB vapor exposure in human
volunteers is used as the basis of the AEGL-2 values for agent VX, as
described in Section 6.3.

By applying arelative potency of 4, the comparable VX exposure is
one-fourth that of GB, or 0.125 mg/n?®, for a 30-min exposure. The VX
concentration was adjusted by a composite UF of 30; 1 for interspecies
uncertainty (human data), 10 for intraspecies variability to accommodate
known human variation in ChE activity (protection of susceptible popula-
tions), and a modifying factor of 3 for the sparse VX dataset. To derive
AEGL-2 values for different time periods, the data were scded using the
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TABLE 1-33 AEGL-2 Valuesfor AgentsGA, GD, and GF (mg/m? [ppm])

Agent 10-min 30-min 1-h 4-h 8-h

GA 0.087 0.050 0.035 0.017 0.013
mg/m? mg/m? mg/m?* mg/m?* mg/m?
(0.013 (0.0075 (0.0053 (0.0026 (0.0020
ppm) ppm) ppm) ppm) ppm)

GD 0.044 0.025 0.018 0.0085 0.0065
mg/m?® mg/m? mg/m?® mg/m? mg/m?
(0.0057  (0.0033 (0.0022 (0.0012 (0.00085
ppm) ppm) ppm) ppm) ppm)

GF 0.044 0.025 0.018 0.0085 0.0065
mg/m? mg/m? mg/m? mg/m? mg/m?
(0.0062  (0.0035 (0.0024 (0.0013 (0.00091
ppm) ppm) ppm) ppm) ppm)

relationship C" x ¢ = k (ten Berge et a. 1986). An n value has not been
determined experimentally for VX. However, because the mechanism of
action (cholinesterase inhibition) is the same as that for agent GB, the n
value of 2, as used in the derivation of the AEGL values for GB, is aso
appropriatefor deriving AEGL valuesfor VX. Inconseguence, the experi-
mentaly derived n = 2 from the Mioduszewski e a. (2000, 2001, 2002a,b)
rat lethality data set for agent GB is here used as the scaling function for
the agent VX AEGL-2 values, rather than a default value; therefore

C'xt=k

([0.225 mg/n°]/30)* x 0.5 h = k;

k=87 x 10° mg/m® x h.

The resulting AEGL-2 values are summarized in Table 1-34. The

calculations of exposure concentrations for humans scal ed for all AEGL-2
time points are shown in Appendix A.

7. DATA ANALYSIS FOR AEGL-3
7.1. Summary of Human Data Relevant to AEGL-3

Human lethality data resulting from exposure to any of the G agents
were not available for deriving an AEGL-3.
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TABLE 1-34 AEGL-2 Vaues' for Agent VX (mg/nm?® [ppm])

10 min 30 min 1h 4h 8h
0.0072 0.0042 0.0029 0.0015 0.0010
mg/m?® mg/m? mg/m?® mg/m?® mg/m?
(0.00065 (0.00038 (0.00027 (0.00014 (0.000095
ppm) ppm) ppm) ppm) ppm)

“The AEGL values are for vapor exposures only.

7.2. Summary of Animal Data Relevant to AEGL-3
Agent GB

Dataon thelethality of GB are available for several laboratory species
(see Table 1-9). Mioduszewski et al. (2000, 2001, 2002a) reported L Ct,,
and LC,, valuesfor rats for exposure time periods of 10, 30, 60, 240, and
360 min. Bideet al. (1999) (see also Yee et al. [1999]), determined LC,,
valuesfor micefor time periodsof 1 sto 30 min and estimated L C,, values
for five other laboratory species and humans using a three-dimensional
probit model.

Agent GD

In an experimental exposure study designed to secondarily examine
agent GD toxicity, Aas et a. (1985) reported that the LCt,, for GD in rats
(six animal stested at each of three exposure levelsfor periods of time <30
min) was 400 mg-min/m°. Aas et al. (1985) graphically present their data
as an LCt-versus-mortality curve. As estimated from this curve, the
lethality threshold for rats exposed to GD is about 335 mg-min/n?. Be-
cause the reported GD air concentration was fixed at 21 mg/n?, the expo-
sure time corresponding to the threshold was back-cal culated to equal 16
min.

Note that the principal objective of the Aas et al. (1985) study wasto
test an experimental dynamic flow systemthat would allow study of highly
toxic vapors. Secondary objectives of the study were to determine the
(short-term) inhal ationtoxicity of agent GD (soman) and to study inhibition
of acetylcholinesterase, cholinesterase, and carboxylesterase activity inthe
respiratory tract (relative to other tissues).
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Agent GF

A recent study of GF vapor inhalation toxicity in male and female SD
ratsreported 24-h postexposure L C,, valuesfor three exposure periods (10,
60, and 240 min) (Anthony et d. 2002). Young adult rats were exposed
whole-body in adynamic 750-L chamber under protocols similar to those
previously published by Mioduszewski et al. (2001, 2002a) but with addi-
tional accommodations for the lesser volatility of agent GF. For female
rats, Anthony et al. (2002) report 24-h postexposure L C,, valuesasfollows:
10 min, 25.3 mg/m?; 60 min, 5.56 mg/m?; 240 min, 2.22 mg/m®. For male
rats, 24-h postexposure L C,, values are asfollows: 10 min, 36.8 mg/m?; 60
min, 6.60 mg/m?; 240 min, 2.48 mg/m°®. These results are summarized as
LCt,, valuesin Table 1-16. The preliminary data of Anthony et al. (2002)
document 24-h lethality and LC,, only (Table 1-16). In consequence, these
data are not comparable to the 14-d postexposure rat LC,, information
available from the Mioduszewski et al. studies for GB vapor inhalation
lethality. Furthermore, the preliminary nature of the Anthony et al. (2002)
documentation precludes L C,, determination by benchmark dose analysis
at thistime.

7.3. Derivation of AEGL-3 for Agents GB and GD
Agent GB

Themost completelethality dataset for therel evant timeperiodsisthat
presented by Mioduszewski et al. (2000, 2001, 2002a). Thefinal report of
this study (Mioduszewski et al. 2001, 2002a) is further documentation of
the findings presented below. The acutelethal toxicity of GB to male and
female Sprague-Dawley rats was evaluated for time periods of 10, 30, 60,
90, 240, and 360 min in a whole-body dynamic chamber. Ten males and
10femaleswereused for each concentration-time (Ct) combination, and 50
males and 50 females were used for each time point. GB concentrations
ranged from about 2 mg/m? to 54 mg/m?®. Agent concentrations were con-
firmed in the exposure chamber by three procedures to allow point and
continuous determinations (Mioduszewski et al. 2000, 2001, 2002a).
Lethality was assessed at 24 h and at 14 d postexposure. Femaleratswere
reported to be more sensitive to GB vapor toxicity than males over the
range of exposure concentrations and durations studied. Please note that
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comparison of LCt,, values for male and female rats exposed to vapor
concentrations of GB from Mioduszewski et a. (2000, 2001, 2002a) and
Callaway and Blackburn (1954) reports indicates that the range of ratios
(F:M) is 0.54 to 0.80, with a geometric mean of 0.67 (see Table 1-25).
Gender differencesfor lethality are reported by Mioduszewski et al. (2000,
2001, 2002a) to be statistically significant at p < 0.01.

Probit analysis (MINITAB, version 13) presented in Mioduszewski et
al. (2000) gave thefollowing 14-d LC,, values for female rats exposed to
agent GB vapor: 18.1 mg/m® for 10 min, 8.51 mg/m?* for 30 min, 6.39
mg/m® for 60 min, 3.03 mg/m? for 4 h, and 2.63 mg/n?® for 6 h. Based on
aprobitanalysisof the data(Mioduszewski et al. 2000), the estimated L C,,
values for the females are as follows: 11.537 mg/m® for 10 min, 5.836
mg/m? for 30 min, 4.006 mg/m?® for 60 min, 2.087 mg/m® for 4 h, and 1.761
mg/m®for 6 h. Mioduszewski et al. (2000) note tha these estimatesof LC,,
are associated with large error bars.

The AEGL-3 for agent GB was derived from the lethality data for
female Sprague-Dawley rats Mioduszewski et al. (2000, 2001, 2002a).

Regarding selection of the speciesto be used in neurotoxicity tests, the
EPA Hedth Effects Test Guidelines (OPPTS 870.6200, Neurotoxicity
Screening Battery) published by the Office of Prevention, Pesticides and
Toxic Substances (EPA 1998) state that “in general, the laboratory rat
should be used.” The experimental protocol of Mioduszewski et al. (2000,
2001, 20024) followed the OPPT S guidelines concerning the species, age,
gender, and number of animals per dose and control group. Furthermore,
intheir recent review of organophosphatesinsecticide toxicity data, Storm
etal. (2000) consider rat organophosphateinhalation datato beadefensible
basis for developing (occupational) exposure limits, especially in the ab-
sence of human exposure data.

Aspreviously discussedinthetexton AEGL -1 and AEGL -2 values, the
recent miosis and lethality data of Mioduszewski et al. (2000, 2001,
2002a,b) are determined to be the best source of an estimate for then value
for GB response (see Appendix B). Therefore, n = 2 is used as the scaling
function for AEGL-3 derivationsin the equation (C" x ¢ = k) according to
the methods of ten Berge et al. (1986) to derive an 8-h AEGL-3 from the
6-h LC,,. All theother time-specific AEGL-3 valueswere derived directly
fromthe LC,, valuesfor female SD rats in the Mioduszewski et al. (2000)
study.

Given that the AEGL-3 estimation for the G-series nerve agents is
derived from a lethd inhalation toxicity sudy of adult female SD rats
(Mioduszewski et al. 2000, 2001 20024), it is reasonable to consider the
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whol e-organism response of lethality asan appropriate end point by which
to compare data for rats (a CaE-rich species) with data for monkeys and
dogs, two experimental species considered in earlier studies to possess no
plasma carboxylesterase (Augustinsson 1959). Available experimental
L Ct,, data for the monkey, dog, and rat are presented in Table 1-13. As
shown in Table 1-13, LCt,, values for 10-min exposures to GB are 310
mg-min/m?®in mice, 181-226 mg-min/m?® inrats, 60 mg-min/m? in dogs, and
74 mg-min/m* in monkeys. Thereisa 2- to 3-fold difference between rats
and monkeys, and a 3- to 4-fold difference between rats and dogs. These
comparisonsindicate that, when challenged with alethal concentration of
GB vapor, adult female SD rats are more resistant than adult dogs or mon-
keysby approximatefactorsof 2to 4. Speciesdifferencesincarboxylester-
ase concentrations may account, in part, for these observed differences.
Please see Section 4.5.2 for amore detail ed discussion of carboxylesterases
as detoxification enzymes for nerve agent exposures.

Inthe case of human lethality estimates, Bideet al. (1999) estimate GB
inhalation toxicity values for humans by application of allometric model
extrapolation from extensive experimental animal data. Their study esti-
matesthat a2-min adult human L Ct,, approximates 31 mg-min/n (a2-min
LC,, of 15.5mg/m?®). Theresulting 2-min L C,, ratio with thefemale SD rat
from Mioduszewski et al. (2000, 2001, 2002a) (2-min L Ct,, of 104 mg/m®
or 2-min LC,, at 52 mg/n?) is

female SD rat:human (estimated) = 52/15.5 = 3.4.

Thiscomparisonindicatesthat, when challenged withaletha concentration
of GB vapor, adult female SD rats (Mioduszewski et al. 2000, 2001) are
likely to be more resistant than adult humans by a factor between 3.0 and
3.5.

The following summarizes the above analysis of interspecies UF for
AEGL-3 estimates:

« Theliterature regarding carboxylesterase (CaE) inlab animalsand
humansindicatesthat CaE is present in human plasmaaswell as numerous
other human tissuesand organs (including those where exposureand digtri-
bution leading to death by G agent vapor toxicity would likely occur).

* Interspecies datafor comparison of the whole-organism response
of lethality indicates that, when challenged with a lethal concentration of
GB vapor, adult female SD rats are more resistant than adult dogs or mon-
keys by approximate factors of 2 to 4. Species differences in carboxyl-
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esterase concentrations may account for these differences. Model predic-
tions of human LCt,, indicate arat:human ratio of between 3.0 and 3.5.

«  The known detoxification potential of carboxylesterasesis multi-
faceted and encompasses consi deration of CaE amount, affinity, andinhibi-
tor resistant esterase activity. Thepresent state of incomplete characteriza-
tion for human CaE precludes accurate prediction regarding CakE detoxifi-
cation potential in a population of humans exposed to anticholinesterase
compounds.

Inconclusion, recent literatureindicatesthat CaE detoxification poten-
tial exists in numerous human organs and tissue, including blood plasma.
Itisacknowledged that further experimental characterization of CakE detox-
ification potential in humans will be necessary before accurate prediction
of the contributions CaE may make to human protection from
anticholinesterasepoisoning. Interspeciescomparisonsof lethality datafor
rats and monkeys (aswell as estimated human L Ct., values) has been per-
formed. The results indicate that an interspecies UF (rat-to-human) of
approximately 3for AEGL -3 determi nationisareasonablecharacterization
of the present Sate of knowledge for this parameter.

To accommodate known variation in human cholinesterase and
carboxylesteraseactivity that may make someindividual ssusceptibletothe
effectsof cholinesteraseinhibitors such as nerve agents, afactor of 10 was
applied for intraspecies variability (protection of susceptible populations).
Because a modifying factor is not applicable for reasons previously out-
lined for AEGL-1 and AEGL -2, the composite UF for AEGL -3 determina-
tion for agent GB isequal to 30. From the experimental data, £ wasderived
fromthe 6-h LC,, as

([1.761 mg/m?®]/30)*> x 6.0 h = k;
k=0.021 mg/m?® x h.

Theresulting AEGL -3 estimates for agent GB are summarizedin Table 1-
35.
Benchmark Exposure Analyses

A benchmark exposure calculation has been performed on the female
rat 14-d vapor lethality data presented in the Mioduszewski et al. (2001)
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TABLE 1-35 AEGL-3 Vauesfor Agent GB (mg/m? [ppm])
10 min 30 min 1h 4 h 8h

0.38 mg/m®  0.19 mg/m®  0.13 mg/m? 0.070 mg/m®  0.051 mg/m?
(0.064 ppm)  (0.032 ppm)  (0.022 ppm) (0.012 ppm)  (0.0087 ppm)

reportin accordancewith guidanceprovidedintheNRC standing operating
procedures (NRC 2001, 45). For comparison, aNumberCruncher Statisti-
cal System analysis has also been completed.

Thereappearsto be some degreeof controversy aroundusingtheBMD
approach for acute lethdity data. The SOP workgroup will address this
issue in the future.

Thereareeight modd sthat accept dichotomous datain the Benchmark
Dose software package available on the EPA Web site (http://cfpub.
epa.gov/nceal/cfm/bmds.cfm): gamma, logistic, log-log multistage, probit,
log-probit, quantal-linear, quantal-quadratic, and Weibull. Evaluations
wereperformed withall eight (multiplied by fivetime points, timesthe 5%
response for the 95% Lower Confidence Limit (LCL) and the 1% Maxi-
mum Likelihood Estimate (MLE), as per the SOP). The Weibull and
gamma programswould not run with the input data; contact with the EPA
Webmaster eventually revealed, through systems testing, that these two
model s require entry of a zero-concentration effect value in order to con-
verge. The Mioduszewski et al. (2001) data set does not contain any zero-
concentration effects data, and its addition would be an artificial alteration
of thedata set. It was concluded that the content of the data set isnot com-
patiblewith requirementsof theWeibull and gammamodels; thusno analy-
ses of the vapor lethality data were performed with these two models.

Tables summarizing the statistical results of the Benchmark Exposure
Concentration analysis are included in Appendix C. Table C-1is asum-
mary of LC,, values obtained from all the Benchmark Dose software rou-
tines; the ones on the lower tier of the table (logistic, multistage, quantal-
linear, quantd-quadratic) are poor fits and are rejected from any further
consideration. The first column following the exposure timesis the set of
MLE LC,, values used to develop the AEGL -3 estimates published in the
Federal Register notice of May 2, 2001 (66 Fed. Reg. 21940 [2001]). The
LC,, valuesin the second column following the exposure times are those
published by Mioduszewski et al. (2001). All remaining values presented
in Table C-1 were based on the raw experimental data presented in
Mioduszewski et al. (2001).
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TheMINITAB log probit seemsto be areasonablefit with thelethality
data, and the experimental results onwhich this analysisisbased are pub-
lished in Mioduszewski et a. (2001, 20023).

Because the statistical routines used to evaluate the data in
Mioduszewski et al. (2000) differ dightly from thoseused in Mioduszewski
et a. (2001), the LC,, values employed in developing interim AEGL-3
determinations also differ slightly. The resulting LC,, and AEGL -3 esti-
mates devel oped with the same cal culational approach—with the UF and
n values applied in the AEGL -3 determinations presented earlier (see Ap-
pendix A)—are summarized in Tables C-1 and C-2 of Appendix C. The
Federal Register interim values for AEGL-3 (see Table C-2) are consis-
tently lower or equal to the Mioduszewski et al. (2001) log probit derived
estimates, with the singl e exception of the 4-h value. Inthe case of the4-h
value, the NAC interim AEGL -3 (0.070 mg/n?’) is somewhat greater than
the 4-h AEGL-3 estimate derived from the Mioduszewski et al. (2001) log
probit derivation (0.059 mg/m?; see Table C-2), by 0.011 mg/m®. The
variation is dight.

The LC,, values presented in Mioduszewski et a. (2001), athough
slightly different from the preliminary results consi dered (Mioduszewski
et al. 2000), represent abetter documented and morewidey accessibledata
set. These differences are acknowledged.

Agent GD

A relative potency approach is used to estimate AEGL -3 values for
agent GD, and a discussion of the relative potency of agent GD and GB is
provided in Section 4.3. The lethal potency of agent GD is considered
equivalent to that of agent GB (see Table 1-22).

A secondary and short-term GD inhalation study of rat lethality for
exposuretimes <30 min (Aaset al. 1985) lends support to the assumption
of lethal equipotency for agents GB and GD when used as a secondary
study for derivationof 10-min and 30-min AEGL -3 valuesand asacompar-
ison with the values derived by the relative potency method. Aas et al.
(1985) calcul ated an L Ct,, of 400 mg-min/m?for GB and graphically pre-
sented their data as an L Ct-versus-mortality curve. Asestimated fromthis
curve, the lethality threshold for rats exposed to agent GD (six animals
tested at each of threeexposurelevelsfor periods of time <30 min) isabout
335 mg-min/m?. Becausethe GD air concentration wasfixed a 21 mg/n?,



NERVE AGENTS GA, GB, GD, GF, AND VX 191

the exposuretime correspondingto the threshold coul d beback-cal cul ated,
and was found to bel6 min. This lethality threshold was used to derive a
comparative estimate of the AEGL-3.

Regression analysis of the data of Aas et a. (1985) was not possible
from the information provided. Because the principal mode of action
(cholinesterase inhibition) for the G agentsisidentical, n = 2 was used for
deriving comparative AEGL-3 valuesfrom the GD data of Aasand hiscol-
leagues. Because of the sparse data set for GD, the full default values for
interspecies (10) and intraspecies (10) uncertainty were applied. Because
amodifying factor is not applicable, a composite UF of 100 was used in
deriving comparative 10-min AEGL-3 and 30-min AEGL -3 estimates for
agent GD from the data provided by Aas et al. (1985).

AEGL-3 values for exposure times different from the experimental
times were scaled using an n of 2. From the experimental data, k£ was de-
rived as

([21 mg/m?]/100)2 x (16/60) h = k;
k=0.012 mg/m® x h.

Theresulting comparative AEGL -3 estimatesincludeal0-min AEGL -
3 estimate of 0.27 mg/m® and a 30-min AEGL -3 estimate of 0.15 mg/n?.
Details of the comparative derivation are provided in Appendix A.

The values derived from the Aas et. a (1985) study arein good agree-
ment with those derived by means of relative potency comparison with
agent GB for the same time periods.

The recommended AEGL -3 value estimates are those derived by rela-
tive potency comparison with agent GB (with agent GD being considered
equipotent to agent GB for lethal effects), and are summarizedin Table 1-
36 below.

7.4. Derivation of AEGL-3 Values for Agents GA and GF

A relative potency approach is used to estimate AEGL-3 values for
agents GA and GF. A discussion of the relative potency of these agentsto
cause lethality isgivenin Section 4.3 and summarized in Table 1-22. The
lethal potency of GA isconsidered to be one-half that of GB, and agent GF
isconsidered to be equipotent to GB for lethality (Table 1-37). Thepreim-
inary GF lethality report of Anthony et d. (2002) is not sufficiently com-
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TABLE 1-36 AEGL-3 Valuesfor Agent GD (mg/m? [ppm])
10-min 30-min 1-h 4-h 8-h

0.38 mg/m®  0.19 mg/m®  0.13 mg/m®  0.070 mg/m®  0.051 mg/m®
(0.049 ppm)  (0.025 ppm) (0.017 ppm)  (0.0091 ppm) (0.0066 ppm)

plete (no documentation of threshold lethality) to support an independent
AEGL-3 estimation for agent GF (see Section 7.2).

7.5. Derivation of AEGL-3 Values for Agent VX

Credible data on the acute vapor exposure lethality of agent VX are
availablefor only twolaboratory species, miceand goats. TheLCt.,values
are 4.0 mg-min/m? for mice and 9.2 mg-min/m? for goats for 10-min expo-
sures (Koon et al. 1960). However, LC,, estimates cannot be derived from
theKoon et al. study, and the analytical methods empl oyed in measurement
of experimental V X concentrations are not considered acceptabl e by mod-
ern standards.

Because of inadequaciesin the human and animal toxicological data-
basefor agent VX, the AEGL -3 for agent VX isderived fromthe AEGL-3
for agent GB using arel ative potency approach. The AEGL-3for agent GB
was derived from the lethality data for female Sprague-Dawley rats
(Mioduszewski et al. 2000, 2001, 2002a), as discussed morefully in Sec-
tion 7.3.

Probit analysis (MINITAB, version 13) presented in Mioduszewski et
al. (2000) gave the fallowing 14-day L C,, values for female rats exposed
to agent GB vapor: 18.1 mg/m?® for 10 min, 8.51 mg/m? for 30 min, 6.39
mg/m? for 60 min, 3.03 mg/m? for 4 h, and 2.63 mg/n¥ for 6 h.

Based on a probit analysis of the data (Mioduszewski et al. 2000), the
estimated 14-day LC,, valuesfor the femaes are as follows: 11.54 mg/m?
for 10 min, 5.84 mg/n?® for 30 min, 4.01 mg/m?® for 60 min, 2.09 mg/m? for
4 h, and 1.76 mg/m?® for 6 h.

By applying therel ative potency of 4 asdescribedearlier, the estimated
14-day LC,, for female SD rats exposed to VX vapor are as follows: 2.89
mg/m?® for 10 min, 1.46 mg/m® for 30 min, 1.00 mg/m® for 60 min, 0.52
mg/m® for 4 h, 0.44 mg/m® for 6 h.
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TABLE 1-37 AEGL-3 Valuesfor Agents GA and GF (mg/m® [ppm])

Agent 10 min 30 min 1h 4 h 8h

GA 0.76 mg/m® 0.38 mg/m® 0.26 mg/m® 0.14 mg/m® 0.10 mg/m®
(0.11 ppm) (0.057 ppm) (0.039 ppm) (0.021 ppm) (0.015 ppm)

GF 0.38 0.19 0.13 0.070 0.051
mg/m? mg/m? mg/m?® mg/m? mg/m?3
(0.053 (0.027 (0.018 (0.0098 (0.0071
ppm) ppm) ppm) ppm) ppm)

Thederived LC,, values above wereadjusted by atotal UF of 100. The
use of arat data set resulted in selection of an interspecies UF of 3; thefull
default value of 10 was not considered appropriate for the interspecies UF
because the mechanism of toxicity in both laboratory rodents and humans
is cholinesterase inhibition, and the experimental results of Maxwell
(1992) indi cate that endogenous carboxyl esterasesin rats confer no protec-
tion against lethal exposures of nerve agent VX. To accommodate known
variation in human cholinesterase activity, the full default vaue of 10 for
intraspecies uncertainty was considered necessary to protect susceptible
populations. With the additional application of amodifying factor of 3 for
the sparse VX data set, the total UF for AEGL -3 determination for agent
VX isequa to 100.

To derive an AEGL-3 for atime periods not included with the experi-
mental protocol of Mioduszewski et a. (2000, 2001, 2002a) (i.e., the 8-h
AEGL), the 6-h data were scaled using the relationship C" x ¢ = k (ten
Bergeet al. 1986). Ann value hasnot been determined experimentally for
V X. However, because the mechanism of action (cholinesteraseinhibition)
isthe same as that for agent GB, the » value of 2 used in the derivation of
the AEGL valuesfor GB isappropriatefor deriving AEGL valuesfor VX.
The experimentally derived n = 2 from the Mioduszewski et al. (2000,
2001, 2002a,b) rat miosisand lethality datasetsfor agent GB are used here
asthe scaling function for the agent-V X 8-h AEGL-3 values, rather than a
default value. Therefore, using the 6-h estimated LC,,,

C’x6h=k;
([0.44 mg/m®])/100)* x 6 h = k;
k=116 x 10* mg/m® x h.
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The resulting AEGL-3 values are summarized in Table 1-38. The
calculations of exposure concentrations for humans scal ed for all AEGL-3
time points are shown in Appendix A.

8. SUMMARY OF AEGLS
8.1. AEGL Values and Toxicity End Points

A summary of the AEGLSs for agents GA, GB, GD, GF and VX is
shown in Table 1-39.

G-Series Agents

In consultation with experimental investigatorsat Porton Down (United
Kingdom) and the TNO Prins Maurits L aboratory (Netherlands), the cur-
rent analysis has determined that the miotogenic response of mammalian
eyes to agent GB vapor exposure is similar across species. The species
evaluated include standard laboratory animals (rabbits, rats, guinea pigs),
nonhuman primates (marmosets), and humans. In consequence, the
interspecies UF for the critical AEGL-1 end point of miosisis considered
equal to 1. To accommodate known variation in human cholinesterase and
carboxylesteraseactivity that may make someindividual ssusceptibletothe
effectsof cholinesteraseinhibitors such as nerve agents, afactor of 10 was
applied for intraspecies variability (protection of susceptible populations).
A modifying factor is not applicable. Thus, the total UF for estimating
AEGL-1valuesfor agent GB is 10.

For the devel opment of AEGL -2 val ues, the database for toxicol ogical
effectsin humansis more complete for agent GB than for any of the other
G agents. Sufficient human data are available to directly derive AEGL-2
valuesfor agent GB. Thetoxicity end points used to derive the valuewere
considered to be gppropriate, and the lowest of the available exposure
concentrationswasused. Thedatawerelimited, however, by the maximum
time of exposure of 30 min (Baker and Sedgwick 1996). The AEGL-1 and
AEGL-2 valuesfor agents GA, GD, and GFwerederived fromthe AEGL-1
and AEGL-2 values for GB using the relative potency approach based on
the potency of the agentsto induce miosis. Agents GA and GB were con-
sidered to have an equivalent potency for causing miosis. Agents GD and





