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Transformation of BALB/c-3T3 Cells:
V. Transformation Responses of 168
Chemicals Compared with Mutagenicity in
Salmonella and Carcinogenicity in Rodent

Bioassays

by Edwin J. Matthews, Judson W. Spalding,” and

Raymond W. Tennant

This report describes the aclivilies of 168 chemicals lested in a standard transformation assay using
A-31-1-13 BALB/c-3T3 cells. The data set includes 84 carcinogens, 77 noncarcinogens, and 7 research chemicals.
Carcinogens included 49 mutagens and 35 nonmutagens; nonecarcinogens included 24 mutagens and 53
nonmulagens. The transformation assay did nol use an exogenous activation system, thus, all chemical
responses depended on the inherent target cell metabolic capacity where metabolic activalion was required.
The upper dose limit was 100 milli-osmolar because the assay could not discriminate active and inactive
chemicals tested above this eoncentration, Certain physicochemical properties resulted in technical problems
that affected chemical biological activity. For example, chemicals thal reacted with plastic were usually
nonmutagenic carcinogens. Similarly, chemicals thal were insoluble in medium, or hound metals, were usually
nonmutagenic and nontransforming,

Multifactorial data analyses revealed that the transformation assay discriminated between nonmutagenic
carcinogens and noncarcinogens; il detected 64% of the earcinogens and only 26% of the noncarcinogens, In
contrast, the transformation assay delected most mutagenic chemicals, including 94% of the mutagenie
carcinogens and 70% of the mutagenic noncarcinogens. Thus, transformation or Salmonella typuimurium
mutagenicity assays could not discriminate mulagenic carcinogens from mulagenic noncarcinogens, Data
analyses also revealed that mutagenic chemicals were more cylotoxie than nonmutagenic chemicals; 88% of
the mutagens had an LD, < 5 mM, whereas half of the nonmutagens had an LD;, > 5 mM. Binary data
analyses of the same data set revealed that the {ransformation assay and rodent hioassay had a concordance of
1%, a sensilivily lor carcinogens of 80L0%, and a specilicily for detecting noncarcinogens of 60%. In contrast,
Salmonella mutagenicily assays and rodent bioassays had a concordance of 63%, a sensitivity of 58%, and a
specificity of 69%. The transformalion assay complemented the Salmonella mutagenesis assay in the
identification of nonmutagenic carcinogens; thus, the two assays had a combined 83% sensitivity for all

carcinogens and a 75% specificity for nonmutagenic noncarcinogens.

Introduction

Recent investigations supported by the National Tox-
icology Program (NTP) have revealed that many chemical
carcinogens were not detected in Salmonella typhimurium
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mutagenesis assays (I-4). These carcinogens have been
operationally classified as either nongenotoxic or non-
mutagenic carecinogens, based on their activity in the
Salmonella assay (1-4). While some of the nonmutagenic
carcinogens induced chromosomal aberrations (ABS) and
sister chromatid exchanges (SCE) in Chinese hamster
ovary cells (CHO), or TK*/~ mutations in mouse lym-
phoma (ML) L5178Y cells, the chemicals were not consis-
tently active in all three assays (4). Furthermore, the three
genotoxicity assays all detected as many nonmutagenic
noncarcinogens as nonmutagenic carcinogens (4). Thus,
there is a continuing need to develop a short term, in vitro
assay with which to selectively characterize nonmutagenic
carcinogens.
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The National Institute of Environmental Health Sei-
ences (NIEHS) has supported research programs using
different cell transformation assay systems because such
assays demonstrate phenotypes that respond to carcino-
gen treatments and mimie certain events in the multistep
process of chemical carcinogenesis in vivo (5-8). The
BALB/c-3T3 transformation assay was one of the assays
evaluated because chemical-induced morphologically
trangformed cells are easily recognized and induced at
relatively high frequencies in this assay (7,9-12). Further-
more, normal BALB/e-3T3 cells have been demonstrated
to be biologically different from chemical-induced trans-
formed cells isolated from a type III foeus. Whereas
normal BALB/e-3T3 cells were nonmalignant and grow at
low frequencies in soft agar, transformed cells readily
grew in soft agar and were tumorigenic in vivo (7,11185).

This report summarizes the results we obtained in
testing 168 chemicals in a standard BALB/e-3T3 cell
transformation assay protocol. The protocol was devel-
oped in this laboratory (20,24), and it differed substantially
from the method first deseribed by Kakunaga (7) and that
currently recommended by government agencies (6,15).
Our method modified the standard assay design to
enhanece the sensitivity for detection of chemical-induced
transformation (14,16} The improved sensitivity was
achieved without using an exogenous activation system;
thus, all chemical responses were dependent on the inher-
ent metabolic eapability of the BALB/¢-3T3 cells. Each
chemical was tested in two or more experiments, and a
total of 110 experiments were conducted over a 2.5-year
period. The majority of the 168 test chemicals were
selected from the NTP database of 301 chemicals tested in
rodent bioassay (3); thus, the chemical structures and
biological activities of most of these chemicals in several
assay systems was readily available for comparative analy-
ses (1-4).

The 168 test chemicals in this data set included compar-
able numbers of chemicals with three different biclogieal
activities (earcinogenicity, cytotoxicity, and mutagenicity).
For example, the data set contained roughly equal num-
bers of carcinogens and noncarcinogens, as well as muta-
genic and nonmutagenic chemicals. Furthermore, this
data set also included many examples of nonmutagenic
carcinogens as well as mutagenic noncarcinogens. Cur-
rently both groups of chemicals reduce our ability to
predict carcinogenicity in rodents using in vitro tests for
genotoxicity. Finally, this set contained many examples of
cytotoxic and noneytotoxic chemicals that differed in their
carcinogenic and mutagenic activities. The only chemicals
tested in the assay that were omitted from this paper were
24 chemicals with unknown carcinogenicity, which were
reported separately (74), 10 polycyelic aromatic hydrocar-
hons {unpublished data), and 21 test chemicals with a
unique technieal problem. The 21 chemicals rapidly
reacted with plastic culture vessels at treatment dose
concentrations that were tested for transforming activity
and will have to be evaluated separately in a chemical-
resistant culture vessel. Taken together, none of the test
chemical responses detected during this investigation

were either selectively, or arbitrarily, omitted from this
report.

This study included a major effort to determine the
appropriate upper dose limit for the BALB/c-3T3 cell
transformation assay and to investigate the relationship of
chemical eytotoxieity to transformation, mutagenicity, and
carcinogenicity. Currently most +n vifro genotoxicity
assays using cultured mammalian cells employ an arbi-
trary upper dose limit of 5-10 mg/mL. This decision
creates two problems. Because test chemieals have widely
different molecular weights, the 5-10 mg/mL limit repre-
sents a high physioclogical treatment dose for some chemi-
cals and a relatively lower dose for other chemicals. We
avoided this problem by analyzing chemical activities in
terms of treatment doses expressed in millimolar (mM)
concentrations. In addition, the use of an arbitrary dose
limit inhibits one from determining the actual upper dose
limit. For the purpose of this investigation, the actual
upper dose limit of an assay was defined as the dose at
which the agsay could not diseriminate active and inactive
test chemicals. This upper dose limit can only be deter-
mined when all chemicals are tested at comparable ranges
of eytotoxie responses. This report will provide evidence
that the actual upper dose limit for noncytotoxic test
chemicals was equivalent to a treatment dose of 100 milli-
osmolar (mQOsM).

The statistical methods used in this report to evaluate
the activities of chemicals in one or more experiments, as
well as those used to weight and rank-order chemical
transformation responses, have been described previously
(17-18). These methods were developed because transfor-
mation experiments had different statistical sensitivities
(17) and different detection sensitivities for chemical-
induced transformation (18). The statistical weighting pro-
cedures used mean and rank f#-statistics (Z8), and these
methods solved three data analysis problems. First, statis-
tically weighted chemical responses provided an unbiased
method for comparing responses in two independent
experiments and could be used to determine whether
chemical activities detected in two consecutive experi-
ments were reproducible. Second, the statistical weighting
procedure provided an easy and unbiased method for
combining the data for a chemical tested in two or more
trials. Third, rank-ordered and statistically weighted
chemical responses provide a very sensitive meuns of
comparing biological activities of small sets of chemieals.

This report does not present a single table with all of the
test chemicals and their transformation responses. A bin-
ary presentation of positive and negative test chemical
responses was too simplistic and masked the multifac-
torial activities of chemicals in this database. Thus, binary
procedures were only used to demonstrate that the data
set had a comparable distribution of chemicals to that of
other NTP data sets. In contrast, multifactorial pro-
cedures were used to compare the activities of chemicals
that shared selected biological activities. Multifactorial
comparisons of groups of chemicals were examined for
many different correlations between biological properties
before they were presented in the format of the tables
contained herein.
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Materials and Methods
Cell Culture

The investigations in this report used the A81-1-13 clone
of BALB/e-8T3 cells (19,20). The materials and methods
used to culfure the eells have been previously reported in
detail (70) and are summarized in part 1 of these investiga-
tions {17).

Standard Clonal Survival Assay

The standard clonal survival assay was used to a)
estimate the cytotoxic activity of a test chemical, ) select
treatment doses for the preliminary eo-culture clonal sur-
vival assay, ) assess the reproducibility of the chemical-
mduced cytotoxic responses, and d) determine the relative
shift in test chemical eytotoxic responses between high-
and low-density cell cultures. The standard clonal survival
assay using low-dengity cultures of BALB/e-3T3 cells was
conducted according to our modifieation (10,14) of the
method described by Kakunaga (7). Briefly, 200 wild type
(WT) cells were seeded in either 60-mm culture dishes (or
25-cm? culture flusks), and chemical treatment doses were
applied to triplicate cultures for 48 hr beginning 2 days after
seeding. After a total culture period of 8 days, the vessels
were washed, fixed in methanol, stained with Giemsa, and
colonies of cells were hand tabulated according to the pro-
cedure described in part 1V of these investigations (£4).

Co-culture Clonal Survival Assay

The co-culture clonal survival assay was used to «a)
select chemical treatment doses for transformation
assays, b) assess the reproducibility of chemical-induced
cytotoxic responses, and ¢} verify that the test chemical
and positive control treatment doses were eytotoxic in the
transformation assay. The procedure used for the co-culture
clonal survival assay has been previously reported in detail
(11,18) and is summarized in part 11 of this series (21),

Transformation Assay

Chemical-induced transformation of BALB/e-3T3 cells
was evaluated in a standard transformation assay protocol
that has been reported in detail (20) and is summarized in
part [V of this series (£4). Briefly, each transformation
assay contained three components: a standard clonal sur-
vival assay (10,14), a co-culture clonal survival assays (21),
and a transformation assay (70,74). In each experiment,
chemial-induced transformation was detected in 18-20
vessels/dose seeded with 3.2 x 107 cells/vessel. Chemieal
doses were applied to cell cultures for 48 hr, days 24,
using standard procedures (14). A total of three to six test
chemicals were included in each transformation experi-
ment, and each chemical was tested at four treatment
doses in two or more independent trials. The procedure for
selecting the four doses has been described in part IV of
these investigations (14), and the doses covered a range of
eytotoxic responses of approximately 10-100% relative
cloning efficiency (RCE),

Transformation Assay Acceptance and
Evaluation Criteria

A complete explanation of the transformation assay
acceptance and evaluation criteria for a test chernical
evaluated in a single trial or in multiple trials is provided in
part IV of this investigation (74). Briefly, a test chemical
evaluated in one experiment had one of four possible
transformation responses: sufficient positive (SP), limited
activity (LLA), sufficient negative (SN), and limited nega-
tive (LN). Briefly, an SP transformation response required
that a test chemieal response was statistically significant
at two or more consecutive treatment doses. In contrast,
an LA transformation response required that a test chem-
ical response was statistically significant at either one
treatment dose alone at the 99% confidence level or at two
consecutive doses at the 95% confidence level. An SN
transformation response required that a test chemical
response did not have a statistically significant increase in
transformation responses at any of the four treatment
doses. An LN transformation response occurred under
two different circumstances, First, the four test chemical
treatment doses did not induce a statistically significant
transformation response; however, in contrast to an SN
transformation response, the test chemical treatments did
not have a significant cytotoxic response. Therefore,
higher concentrations of the test chemical could have
induced a significant cytotoxic response, and this could
have resulted in a statistically significant transformation
response. Second, the test chemical had the equivalent of
an SN transformation response; however, the positive
control for the transformation experiment was inactive
and did not induce a statistically significant response.

Evaluation of Transformed Foci

The method used to evaluate transformed foci of BALB/
c-3T3 cells has been reported in detail (20) and is summa-
rized in part IV (24) of these investigations. Briefly, the
nurber of type I-I1I transformed foci of BALR/e-3T3
cells were identified microscopically using published crite-
ria (6-8,12,77), and type III foci had three;' phenotypic
properties: piling and overlapping cells, disorientation of
cells at the periphery of the focus, and invas’ion of trans-
formed cells into a contact-inhibited monglayer of WT
cells. Type 1 and II foci also appeared in many different
sizes, but they lacked one or more of the thiyee phenotypic
properties of the type 111 transformed foens.

Handling of Test Chemicals

Many chemicals in this investigation had physicochemi-
cal properties that could have potentially [interfered with
them heing adequately tested in the BALB/c-3TS cell
transformation assay (Table 1). Therefgre, procedures
were developed to ensure that all test chemicals would be
consistently and adequately evaluated, and the procedures
are described in detail in part IV of these investigations
(14).
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Table 1. Cylotoxicity of 168 test chemicals.”

Croup of chemnieals LDy, No.
1. Cytotexic < HmM 114
2, Noneytotoxic 5 mM-100 mOsM 43
3. Very noncytotoxic > 100m0OsM 11

Abbreviations: LDy, lethal dose for 50% of the celis; mOsM, milii-
ostnolar: no,, number of chemicals in a subgroup of chemicals,

*Chemical-induced, eylotoxic response data for this table were
obtained from Tables Al and A4,

Statistical Analyses and Mathematical
Models

Mathematical Transformation of Focus Data. The
method vsed to determine the distribution of spontaneous
transformed foei of BALB/c-3T3 cells has been previously
reported (20 11) and is described in detail in part I of these
investigations (17

Significance of Transformation Responses. The
methods used to determine the statistical significance of a
chemical-induced transformation response has been
described in detail in part IV of these investigation (74).
Briefly, the significance was determined wsing analysis of
variance (F-test) and modified Student’s t-tests, and the
computations were performed using SAS software (22),

Method for Rank-Ordering Test Chemical Transfor-
mation Responses. The method used to rank-order test
chemical transformation responses on the basis of the
significance of their activity in the transformation assay
has heen described in detail in part IV of these investiga-
tions (24). Briefly, the significance of the test chemical
response was observed to vary proportionally to the mag-
nitude of the {-statistic, and the {-statistic was independent
of the absolute spontaneous transformation respense of
the solvent control. The average significance of each chem-
ical transformation response, or mean f-statistic, was
caleulated by averaging the {-statistics of the four test
chemical, (oi{ two positive control) treatment doses. Treat-
ment. doses with <5% RCE and incomplete monolayers
were deleted, and negative t-statistics were arbitrarily
assigned the vatue of zero. This mean ¢-statistic was used
to rank order; chemical transformation responses in indi-
vidual experiments. The test chemical activity in two or
more experimental trials was assessed using a weighted
the rank f-stabistic. It was caleulated using all the ¢-statis-
ties for test chemical treatments in two or more experi-
mental trials (see Tables A3 and A6 for actual and
estimated rank {-statistics of 168 chemical transformation
responses). Examples of these calculations are provided in
Results.

Effect of Stalistical Sensitivity en Detection Sen-
sitivity for BaH Both the magnitude of the spontaneous
and the benzo{aipyrene (BaP) transformation response
varied among the 110 experiments included in this investi-
gation (17,18). Yariable spontaneous transformation
responses resulterd in experiments with different statisti-
cal sensitivity to etect test chemical responses (J7) and
different detection sensitivity for BaP {18).

Experiments with significantly low statistical sen-
sitivity were demonstrated to have a low detection sen-
gitivity for BaP (18). Therefore, these experiments had a
high probahility of underestimating the activity and rank
t-statistics of test chemicals, In contrast, experiments with
normal or significantly high statistical sensitivity had
normal detection sensitivity for BaP (18). To ecompensate
for the diminished sensitivity to deteet chemical-indueed
transformation, the rank ¢-statistic was multiplied by a
correction factor to obtain an estimated rank f-statistic
(14). Example caleulations using the actual rank {-statistic
and the correction factor to determine the estimated rank
f-statistics are provided in Tables A3 and A6,

Test Chemicals

The 43 cytofoxic, mutagenic carcinogens evaluated in
this investigation were tested either as coded test chemi-
cals (marked with an asterisk below) or as uncoded test
chemicals. In addition, five chemicals were tested as both
coded and uncoded (dichlorvos, C. 1. basic red 9-HC), HC
red 3, dimethyl morpholinophosphoramidate, and methyl
carbamate). The following 39 test chemicals were supplied
by Radian Corporation (Houston, TX): *2-amino-4-nitro-
phenol; *2-amino-5-nitrophenol; benzidine-2HCI; 2-bi-
phenylamine; 4-hiphenylamine; 4-chlore-o-phenylenedi-
amine; 3-(chloromethyDpyridine-HCL, 4-c¢hloro-o-tolui-
dine-HCY; b-chloro-o-tolutdine; *C. 1. acid orange 3; C. 1.
hasicred 9-HCI; *C, 1. basic ved 9-HCI; *C. 1. disperse blue
1; C. L disperse yellow 3; C. L. solvent yellow 14; cytem-
bena; 1,2-dibromo-3-chloropropane; 2,6-dichloro-p-
phenylenediamine; 1,3-dichloropropene; dichlorvos;
*dichlorvos; diglycidyl resorcinol ether; 24-dinitro-
toluene; epichiorohydrin; *1,2-epoxyhutane; 1,2-
epoxypropane; ethylene dihromide; HC blue 1; *lodinated
glycerol; melphalan; *N-methyl-o-acrylamide; 4,4-methyl-
enedianiline; 2-naphthylamine; *nitrofurantoin; *nitro-
furazone; 2-nitro-p-henylenediamine; 4,4-oxydianiline;
quinoline; gelerium sulfide; o-toluidine; and ziram. Three
chemicals were purchased from Sigma Chemical Company
(St. Louis, M(O): acetylaminofluorene, 5-azacytidine, and
N-methyl-N'-nitro-N-nitrosoguanidine. One chemical,
acrylonitrile, was purchased from Aldrich Chemical Com-
pany {Milwaukee, WI),

The 21 eytotoxic, mutagenie, notcarcinogens evaluated
in this investigation were all supplied by Radian Corpora-
tion (Houston, TX): 4-acetylaminofluorene; 4'-(chloro-
acetyDacetanilide;  2(chloromethyl)pyridine-HCI;
3-chloro-p-toluidine; coumaphos; dimethoate; 2.,4-
dimethoxyaniline-HCI; HC blue 2; HC red 3; *HC red 3;
8-hydroxyquinoline; malaoxon; 1-naphthylamine; N-(1-
naphthyhethylenediamine-2HCl; 1-nitronaphthalene;
4-nitro-o-phenylenediamine; 3-nitropropionic acid;
p-phenylenediamine-2HCI;  #N-phenyl-2-naphthylamide;
2,3 ,5,6-tetrachloro-4-nitroanisole; tetraethylthivram di-
sulfide; and 2,6-toluenediamine-2HCI.

Nineteen of 20 cytotoxic, nonmutagenic carcinogens
evaluated in this investigation were supplied by Radian
Corporation: allyl isothiocyanate; allyl isovalerate; *chlor-
endic acid; “chlorinated paraffing C23, 43% chlorine (also

»t
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chlorowax 40); *chlorinated paraffins 60% chlorine (also
chlorowax 500¢); 3-chloro-2-methylpropene; *dimethyl-
vinyl chloride; cinnamyl anthranilate; ethyl acrylate; iso-
phorone; *D-limonene; *malonaldehyde, sodium salt; *2-
metreaptobenzothiazole; methapyrilene-HC; polybromin-
ated biphenyl mixture; reserpine; tris(2-ethylhexyl)-
phosphate; and *4-vinyleyclohexene, One chemieal,
diethylstilbestrol, was purchased from Aldrich, and one
chemical, trisodium salt, was purchased from Sigma.

The 30 eytotoxie, nonmutagenic noncarcinogens evalu-
ated in this investigation were all supplied by Radian:
anilazine; 1-ascorbic acid; bisphenol A; carbromal;
*chlorpheniramine-maleate; C. I. acid red 14; C. 1. acid
yellow T3; *ephedrine sulfate; *erythromycin stearate;
ethoxylated dodecyl aleohol; ethylenediamine tetraacetic
acid, trisodium salt; eugenol; geranyl acetate; *4-
hexylresoreinol; b,L-menthol; methoxychlor; *methyldopa
sesquihydrate; methylphenidate-HCL; “oxytetracycline-
HCl; phenol; *phenylephrine-HCl; propyl gallate;
*rotenone; sodium diethyldithiocarbamate; stannous
chloride; *tetraeyeline-HCI; *tetrakis(thydroxymethyl)-
phosphonium chloride; *tetrakis(hydroxymethyl)phos-
phonium sulfate; triphenyltin hydroxide; and *xylenes
{mixed).

Fourteen of 21 noncytotoxie, carcinogens evaluated in
this investigution were supplied by Radian: 1I-
aminoundecanoie acid; DC red no. 9; *decabromodiphenyl-
oxide; di(2-ethylhexyladipate; di(2-ethylhexyl)phthalate;
diethanolnitrosamine; dimethyl hydrogen phosphite;
dimethyl methyl phogphonate; dimethylmorpholinophos-
phoramidate; *dimethylmorpholinophosphoramidate; eth-
ylene thiourea; melamine; methyl earbamate; *methyl
carbamate; monuron; and 2,4- and 2,6-toluene diisothio-
cyanate. Six chemicals were purchased from Sigma:
3-amino-1,2,4-triazole; cyclamate, sodium salt;
diethylnitrosamine; dimethylnitrosamine; phenobarbital,
sodium salt; and saecharin, sodimm salt. One chemical,
hexamethylphogphoramide, was purchased from Aldrich,

The 26 nencytotoxic nonecarcinogens evaluated in this
investigation were supplied by Radian: aldicarb;
*ampicillin trihydrate; o-anthranilic acid; benzoin; *ben-
zyl aleohol; eaprolactam; 2-chloroethanol; (2-chloroethyl)-
trimethylammonium chloride; C. 1. acid orange 10;
dimethy! terephthalate; diphenylhydantoin; FD&C yellow
no. 6; D-mannitol; *methy! methacrylate; molybdenum
trioxide; 4-nitroanthranilic acid; *penicillin VK +; phthal-
amide; phthalic anhydride; *roxarsone; sodium(2-
ethylhexyl) aleohol sulfate; sulfisoxazole; 3-sulfolene;
tetrahydrofuran; titanium dioxide; and witch hazel.

The seven very noneytotoxic chemicals evaluated in this
investigation were all supplied by three companies: Sigma,
Fisher Scientifie, and U.S. Industrial Products,

Results

Range of Cytotoxic Responses of 168
Chemicals

A co-culture clonal survival agssay was used to measure
the cytotoxie responses of 168 chemicals (21), and each

chemical was tested in two or more experiments. The
cytotoxie responses of individual chemieals are presented
in detail in Tables Al and A4. The data set had a range of
cytotoxie responses of over 7 logs. The most cytotoxic
chemical was ziram, and it had an average cytotoxic
response, or LD, of 0.0000373 mM. Based on a molecular
weight of 305.81, this concentration was equivalent to
approximately 0.0114 pg/mL. The least cytotoxic chemical
was witch hazel, and it had an LDy, estimated at approx-
imately 540 mM.

The 168 chemicals were arbitrarily divided into three
groups according te their relative cytoloxic responses:
group 1, evtotoxic chemicals with an LDy, < 5 mM; group 2
noneytotoxic chemicals with an LDy, 5§ mM-100 mOsM;
and group 3, very noneytotoxie chernicals with an LDy, >
100 mOsM (Table 1). There were 114 c¢ytotoxic chemicals, 43
noneytotoxic chemicals and 11 very noneytotoxic chemicals
(see Table 1), Chemical eytotoxic responges were divided
into groups 1-8 based on three empirical observations.
First, using the appropriate solvent vehicles, nearly all
cytotoxic chemicals could be tested at freatment doses
either at or below their solubility limit in eulture medivm.
In contrast, many noneytotoxie chemicals had to be tested
at treatment, doses above their solubility limit to obtain
cytotoxicity to the BALB/e-3T8 cells. Second, many
cytotomc chemicals (LD;, < 5 mM) were consistently
inactive in the transformation assay; however, few non-
cytotaxic chemicals (LD, > 5 mM) were inactive if they
were fully soluble in culture medium. Thus, the solubility of
noncytotoxic test chemiecals clearly correlated their poten-
tial activity in the transformation assay, and nearly all of
the noncytotoxie chemicals that were inactive in the trans-
formation assay had solubility problems in culture
medium. Third, mutagenic and nonmutagenic test chemi-
cals had very different profiles of cvtotomc responses.
Most mutagenic chemicals were cytotoxic ChE!l‘!llLdlSa while
only half of the nonmutagenic chemicals wele eytotoxic.
Data supporting this observation will be presented later in
this report.

Distribution of Cytotoxic Responses among
Carcinogens and Noncarcinogens

The eytotoxic responses of carcinogeni¢ and noncar-
cinogenic chemicals were compared in the {lata set of 168
chemicals (Table 2). This set of chemieals included 84
carcinogens and 77 noncarcinogens, and the remaining 7
test chemicals were model chemicals thal had not been
evaluated in the NTP rodent bicassay. These analyses of
the data revealed that the data set contamed a balanced
distribution of cytotoxic responses among the carcinogens
and noncarcinogens. Furthermore, the dafa set contained
many examples of eytotoxic and noncytotgxic carcinogens
and noncarcinogens (Table 2). Thus, thgse data demon-
strated that in vitro cytotoxieity of chepicals to BALB/
¢-37T3 cellg neither corrvelated with nor predicted their in
wivo carcinogenic activity.
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Table 2. Cytotoxicity of carcinogens versus noncarcinogens.”

Type of chernical LDy, Na. &%

Cytotoxic chemicals .
Carcinogens <5mM 63 55.3
Noneareinogens <5dHmM 51 4.7

Nongytotoxic chemicals

Carcinogens 5 mM-100 mOsM 21 44.7

Nonearcinogens 5 mM-100 mQOsM 26 5h.3
Tota} chemieals

Carcinogens 34 52.2

Noncarcinogens 77 478

Abbreviations: LDy, lethal dose for 50% of the cells; mOsM, milli-
osmolar; no., number of chemicals in a subgroup; %, percentage of
chemicals in a subgroup (e.g., 63/63 + 51 = 52.2%)

“Chemical-induced, cvtotosic response data for this table were
obtained from Tables Al and Ad.

Upper Dose Limit of the Transformation
Assay ~

This investigation did not use an arbitrary upper dose
limit of 5-10 mg/mL for the BALB/c-3T3 cell transforma-
tion assay. All chemicals were tested over a comparable
range of cytotoxicity of 0-100% RCE, and the data from
these experiments were retrospectively used to determine
an empirical upper dose limit. In addition, the concentra-
tion of test chemical treatment doses was expressed in
millimoles, and not in micrograms per milliliter because
the 168 test chemicals had molecular weights that ranged
from 46.07 for ethanol to approximately 1200 for ethoxy-
lated dodecyl alcohol.

The upper dosge lintit of the BALB/c-3T3 cell transior-
mation assay,;was set at 100 mOsM based on two empirical
observationsjin this investigation. First, we observed that
the test chemicals that were the least cytotoxic to the
target cells all had an LD, over a narrow range of 240-
504 mOsM {see Tables 3 and A4). Second, all of the very
noncytotoxig chemicals were active in the transformation
assay (Appendix H). Flurthermore, each of these chemicals
began to induce significant transforming activity at an
average concentration of 134 mOsM (Table 3). Optimal

Table 3/Crtotoxic and transformation responses of
seven very noncytoloxic test chemicals.”

\ Cytotoxicity

Transformation

response, response, mOsM

Name LDy, mOshl Maximum  Minimum
Acetone A 257 176 102
Dimethy! sulfoxid 507 HB3 141
Ethanol 429 257 150
Glyeerol 401 340 136
Sodium chloride 288 262 154
Sucrose 240 300 159
Urea 2h4 208 104
Average 339 301 134

Abhreviations: LI, lethal dose for 50% of the cells; mOsM, milli-
osmolar.

“Chemmical eytotoXe vesponse data for this table were obtuined by
plotting cytotoxic andtransformation response data contained in Appen-
dix H.

induction of transforming activity occurred at slightly
higher treatment dose concentrations that were elose to
the chemical’s LD,, dose. Taken together, the BALB/
¢-3T3 cell transformation assay could not diseriminate
active and inactive chemicals when they were tested at
concentrations above about 134 mOsM; thus, the actnal
dose limit for the data set of 168 chemicals was set at 100
mOsM,

Physicochemical Properties of 168
Chemicals

We were concerned in this investigation that uncon-
trolled test chemical technical problems could affect the
activity of a chemical in the transformation assay. This
concern arose because most of the 168 chemicals in this
investigation had physicochemical properties that could
potentially have caused technical problems when they
were tested in an in vitro agsay using cultured mammalian
cells (refer to chernical technieal problems listed in Tables
Al and A4). Fortunately, the majority of the technical
problems were avoided by using specific techniques to
handle the test chemicals [see Materials and Methods in
part IV of this series (24}].

Nevertheless, six types of technical problems were diffi-
cult to control in this investigation, and each of these
problems could have influenced the vesults in these experi-
ments (Table 4). First, 21 chemicals reacted with plastic
polystyrene culture vessels; thus, treatment times were
reduced from 48 hr to minutes. The chemical reaction with
plastic was umasual in that it occurred after the chemical
was completely dissolved in the aqueous environment.
Because this problem could only be overcome through the
use of chemical-resistant culture vessels such as glass
bottles, these chemicals were not included in this investi-
gation, A complete Jist of the 21 chemicals is provided in the
Discussion, Second and third, 56 chemicals were oxidized
by air and 15 chemicals reacted with water; thus, the
BALB/c-3T3 cells were exposed to not only the parent test
chemical, but also its oxidized and hydrolyzed byproducts.
Fourth, eight chemicals reacted with biochemieals; thus,
they could have combined with biochemicals in the culture
medium or biochemicals within the target cells. Fifth,
seven chemiecals bound different metal salts; thus, they
could have complexed with critical metals in either the
culture medium or the target cell. Finally, over half of the
chemieals had solubility problems in an aqueous environ-
ment. Fortunately, the use of organic solvents in conjune-
tion with the nonionic surfactant pluronic F68 (14,29)
resulted in most of these chemicals being soluble at eon-
centrations that induced cytotoxicity to the BALB/c-3T3
cells. Nevertheless, 14 test chemicals could not be solubil-
ized and were insoluble at a portion or all of the treatment
dose concentrations used to test for cytotoxic and trans-
forming activities.

Thus, we predicted that any one of the six technical
problems could have affected detection of chemical-
induced transformation of BALB/c-3T3 cells. Further-
more, we anticipated that the same six technical problems
might also have affected detection of mutagenicity in
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Salmonella assays and careinogenicity in rodent bioassay.
Therefore, we examined sets of chemicals with the six
technieal problems to determine whether any of the prob-
lems correlated with the expression of carcinogenicity,
mutagenicity, and transformation. If a chemical technical
problem had either no effect orr a random effect on a
biological activity, then there would be equal distributions
of active and inactive chemicals with this problem (e,
ratio of active/inactive chemicals = 1.00). Conversely, if a
technical problem had a consistent effect on the biological
activity, then the distribution of active and inactive chemi-
cals would be altered (i.e,, ratio of active/inactive chemicals
<1.00 or >1.00).

The results of these eomparisons are summarized in
Table 4. It was found that two of the technical problems,
reaction with alr and water, had no significant effect on all
three biological activities. Three additional teehnical prob-
lems had no effect on carcinogenicity, but they were corre-
lated with suppressed detection of transformation and
mutagenie activities. For example, chemicals with severe
solubility problems and chemicals that bound metal salts

Table 4. Effect of test chemical technical problems on hiological
activities of carcinogenicity, mutagenicity and transformation.

Test chemical

Biolopical aetivity” technical problems” Relative effect”

Carcinogenicity Reacts with plastie 349"
Reacts with water 1.47
Reacts with biochemicals 1.38
Reacts with air 1.22
Solubility problem 1.09
Binds metal salts 108

Transformation Reacts with biochemicals 3.00°
Reacts with water 1.77
Binds metal salts 1.29
Reaets with air 1.26
Solubility problem 0.393"
Reacts with plastic 0.000"

Mutagenicity Reacts with biochemicals 2.43"
Reacts with air 138
Reacts with water 1.08
Solubility problem 0.574"
Binds metal salts 0.246"
Reacts with plastic 0.105"

“The three hiological activities included eareinogenieity in redent
bioassay, mutagenicity in Salmonella, and transformation in BALB/c-
A3 cells.

Yest chemicals in this investigation had several diffieult problems: 56
chemicals were oxidized upon exposure to air; 21 chemicals reacted with
plastic; 15 chemicals reacted with water; 14 chemicals had severe sol-
ubility problems in culture medinm that was not corrected by the use of
pluronic F68; 8 chemicals reacted with biochemicals (i.e, alkylating
agents and chemicals that reacted with aleohols and amine groups); and 7
chemicals bound metal salts.

“When a technical problem had no effect on the biclegical property, it
resulted it a relative effect of 1.00 (i.e., equal ratio of inactive and active
chemicais) When a technical problem corrclated with an enhanced
biological activity, it resulted in a relative effect > 2.00, Conversely, when 4
technical problem correlated with a decreased biclogieal aetivity, it
resulted in a relative effect < 0.500.

4Chemicals with relative effects either =2.00 or <0.500.

“Reeanze the 21 chemicals that reacted with plastic eould not be tested
for transformation, they were all arbitrarily considered inactive to get a
relative effect of 0.000.

tended to be inactive in both BALB/c-3T3 transformation
and Salmonella mutagenicity assays. Conversely, chemi-
cals that reacted with biochemicals tended to be active in
both mutagenicity and transformation assays. In contrast,
oniy one of the technical problems had an effect on all three
biological properties of carcinogenicity, transformation,
and mutagenicity. Nearly all of the 21 chemicals that
reacted with plastic culture vessels in BALLB/c-3T3 cyto-
toxicity assays (unpublished observations) were careino-
genic, and they did not induce either transformation or
mutagenicity in Salmonella. Thus, the presence of this
technical problem significantly correlated with these
chemicals being nonmutagenic carcinogens in rodent bic-
assay.

Transformation Responses of 168 Chemicals

Variability among spontaneous transformation re-
sponses resulted in experiments with different statistieal
sensitivities to detect chemical-induced transformation
responses (17). Likewise, variability among BaP responses
demonstrated that individual experiments had different
detection sensitivities for BaP (28). Thus, individual experi-
ments had different sensitivities to measure test chemical-
induced transformation responses. Therefore, the
responses of test chemicals in the BALB/¢-3T3 cell trans-
formation assay were evaluated in terms of the rank-
ordered sensitivity of individual experiments to detect
both spontaneous and BaP-induced transfermation
responses (14,17,18).

In the current study, the 168 chetnicals were tested in
two or more transformation assay experiments. The
results of individual experiments for each test ehemical are
provided in detail in Appendices B-H. In addition, a
summary of transformation responses of all the chemicals
are presented in summary Tables A2 and A5, Explanations
for the different response calls and evaluation criteria for a
single transformation assay experiment have been
reported (1) and are summarized in Materials and
Methods. The final determination of the rank-ordered
activity of each chemical is summarized in Tables A3 and
A6. The method used for combining the activities of chemi-
cals tested in two or more experiments has been disenssed
in detail in part IV of these investigations (24). For the
reader who is interested in the cumulative data associated
with an individual test ehemieal, a narrative description of
the activities of individual chemicals is provided in Appen-
dix A. To facilitate comparative analyses of chemicals with
different biological activities, the same sequence of chemi-
cals has been presented within each of the tables of
Appendix A,

Comparison of Carcinogenicity with
Mutagenicity and Transformation
Responses

The data set of 161 carcinogens and noncarecinogens was
compared to the activities of different sets of chemicals
tested in other NTP investigations (7—4). In these binary
analyses, the concordance of each assay was compared to
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Table 5. Correlation of rodent bivassay carcinogenicity and
Salmonella mutagenicily data.”

Carcinopgenicity Mutagenicity No.
Carecinogenic Mutagenic 49
Noneareinogenie Nonmutagenie 53
Carcinogenic Nonmutagenic 35
Noneareinogenic Mutagenic 24

Concordance = 49+53/161 = 63.4%

Sensitivity = 49/ 84 = 53.3%

Specificity = 33/ 71 = 68.8%

No., number of chemieals in a subgroup.
“The computations for this table were made using data obtained from
Tables A3 and A6.

Table 6. Correlation of rodeni bioassay carcinogenicity
and BALB/c-3T3 transformation data."

Carcinogenicity Transformation No.
Carcinogenie Transforming 64
Nonearcinogenic Nontransforming 40
Carcinogenic Nontransforming 16
Nonearcinogenic Transforming 27

Concordance = G4 +40/147 = 70.7%.

Sensitivity = 64/80 = 80.0%

Specificity = 40/67 = 30.7%

No., number of chemieals in a suhgroup.

“The computations in this table excluded 4 carcinogens and 10 noncar-
einogens that had an indeterminate transformation response (Tubles A3
anr AG),

the rodent bioassay using a chi-square method. In this
database the concordance of Salmonella mutagenicity data
with rodent bioassay was 63.4% (Table 5), Using the same
group of chemicals, Szlmonella assays had a sensitivity to
detect carcinogens of 58.3% and a specificity for detecting
nonearcinogens of 68.8%. Thus, this database was compar-
able to other NTP data sets (1-4), and it contained a large
number of honmutagenic careinogens and mutagenic non-
carcinogens.

Transformation data were also analyzed using the same
method, and the concordance of BALB/c-3T3 transforma-
tion responses was compared to earcinogenicity data from
rodent bioassay (Table 6). The transformation assay exhib-
ited a eoncordance with the rodent bioassay of 70.7%,
which was 7.3% higher than Salmonella (i.e., 70.7 versus
63.4%). Likewise, the transformation assay also had a
21.7% higher sensitivity for carcinogens (i.e,, 80.0% versus
58.3%) and a 9.2% lower specificity for detecting noncar-
cinogens (i.e., 59.7% versus 68.9%) compared to Salme-
nella assays.

Correlation of Test Chemical Cytotoxicity
with Mutagenicity

Binary comparisons of the responses of 147 chemicals in
BALB/e-3T3 transformation and 161 chemicals in Salmo-
nella mutagenicity assays revealed that the data from both
assays had a high concordance with rodent bioassay

(Tables 5 and 6). However, this database contained a
disproportionate number of eytotoxie, versus noncytotoxic,
test chemicals (see Table 2). Thus, the concordance of the
transformation and Salmonella mutagenesis assays might
have heen affected by the relative cytotoxicity of the test
chemicals. Because the number of carcinogens and noncar-
cinogens was roughly equal in both of these groups of
chemicals, the correlation of test chemical eytotoxicity
with mutagenicity in Salmonella and rodent bicassay car-
cinogenicity could be directly compared.

The correlation of test chemical eytotoxicity to BALB/
¢-3T3 cells with mutagenicity in Salmonella assays was
examined first (Table 7). These multifactorial analyses
revealed that Salmonella mutagenicity was highly corre-
lated with chemical cytotoxicity. About 88% of the muta-
genic chemicals had an LD,, < 5 mM, including both
mutagenic carcinogens and nonearcinogens. In contrast,
chemical eytotoxicity was not correlated with carcinogeni-
city; about 57% of both carcinogens and noncarcinogens
were cytotoxic. Thus, eytotoxicity of the test chemical to
BALB/e-3T3 cells correlated most with its capacity to
induce mutations in Salmonella (Table 8). In contrast,
cytotoxicity did not correlate with either the induetion of
transformation in BALB/¢-8T3 cells or carcinogenicity in

- the rodent bioassay (Table 8). Thus, the in vivo capability

of a chemical to induce tumors in rodents was not corre-
lated with its in witro cytotoxicity to a cultured mam-
malian cell.

Taken together, these data showed that among the four
biological variables in this investigation (i.e., carcinogeni-
city, cytotoxicity, mutagenicity, and transformation), the
highest correlation of variables was observed for results
from BALB/e-3T3 transformation assays with rodent bio-
assay (70.7% concordance) and Salmonella mutagenicity
assays (69.8% concordance) (Table 8). A less significant
correlation was noted for BALB/e-3T3 cytotoxicity and
Salmonella nutagenicity (63.4% concordance) and car-
cinogenicity and Salmonella mutagenicity (63.4% concor-
dance). All other binary comparison of variables were not
significantly correlated.

Comparison of Mutagenicity and
Transformation

Because BALB/¢-3T3 cell transformation and Salmo-
nella mutagenicity assay data both exhibited a high con-
cordance with rodent bioassay data, it was of interest to
see whether the two assays detected the same profile of
chemicals. If the two assuys were to detect the same
chemicals, this result would imply, but not prove, that the
BALB/e-3T3 transformation assay was detecting pri-
marily mutagenic test chemieals. Thus, a mutation at a
gene for the transformed cell phenotype would be the most
likely explanation of the activity of chemicals in the assay.

When the BALB/c-3T3 transformation response data
was compared to the Salmonella assay data, the transfor-
mation assay was observed to detect 92.5% of the muta-
genic carcinogens and approximately 70% of the
mutagenic noncarcinogens (Table 9). These data demon-
strated that the transformation assay detected a high
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Table 7, Correlation of BALB/¢-3T3 cyloloxicity with Salmonella mutagenicity and rodent bioassay carcinogenicity.”

Cylotoxicity Mutagenicity Carcinogenicity Ny, %
73 Mutagens
Cytotoxic Mutagenic 43 Carcinggens + 21 nonearcinogens 64 877
Noneytotoxic Mutugenic 6 Curcinogens + 3 nonearcinogens 9 12.3
88 Nonmutagens
Cytotoxic Nonmutagenie 20 Cureinogens + 30 noncarcinogens 50 56.8
Noneytotoxie Nonmutagenic 16 Carcinogens + 23 noncarcinogens 48 43.2

Cytotoxicity versus mutagenicity

Concardance = 43 + 21 + 15 + 23/64 + 9 + 50 + 38 = 102/161 = 63.4%

Sensitivity = 43 + 21 /64 + 50 = 64/114 = 56.1%

Specificity = 15 + 23/ 9 + 38 = 38/ 47 = 80.%%
Cytotoxicity versus carcinogenieity

Concordance = 43 + 20 + 3 + 23/64 + 9 + 50 + 38 = 89/161 = 55.3%

Sensitivity = 43 + 20 /43 + 6+ 20+ 15 = 63/ 84 = 75.0%

Specificity = 3+ 23/214+3+30+23= 26/ 77 = 33.8%

Abbreviations; No., number of chemicals in a subgroup; %, percentage of the ehemieals in a subgroup (e.g, 43 + 21/64 = 87.7%),

“The data for this table were obtained from Tables A3 and AS.

percentage of mutagenic carcinogens and mutagenic non-
carcinogeng. Most of the mutagenic nonearcinogens in this
group were analogues of known carcinogens, and they all
had DNA reactive structural alerts (7-4). Thus, neither
the BALB/c-3T3 assay nor the Salmonella mutagenesis
assays were able to distinguish mutagenic carcinogens
from mutagenic noncarcinogens. Fortunately, the fre-
quency of mutagenic nonearcinogens in rodent bioassays
has been relatively small.

Table 8. Concordance of carcinogenicily, transformation,
mutagenicity, and cylotoxic data.”

Coneordance

Biological property % (relative significance)

Carcinogenicity versus

Transformation 0.7 XXX XXXEXXXXXXXXXXXXXX
Mutagenicity 3.4 XXX XEXXXXXXX

Cytotoxicity 55.3 XXXXX

Control 50.0 -

Transformation versus

Carcinogenicity 0.7 XXXX XXX OO XXX X XXX
Mutagenicity G9.8 XXX XXXXXXXXXXXXXX
Cytotoxicity 53.3 XXXXXX

Control 0.0 —

Mutagenicity versus

Transformation 69.8 $.9:9.9.0.0.8:0.0.0.0.0.0.0.0.0.:0.0.0.0.
Carcinogenicity 63.4 19.0.6.0:0:9:0.9.9.9.9.0.4
Cytotoxicity G3.4 .6.6.9.0:0.9.9.9.9.9.9.9.4
Control 5.0 -

Cytotoxicity versus
Mutagenicity 63.4 XXAXXXXXXXXXX
Transformatlion 56.0 XXXXXX
Carcinogenicity 8. XXXXX
Control 50.0 —

Abbreviations: %, the percentage of concordance between the two
biological properties.

“The concordance of each biological activity with the remaining three
biological activities is presented us percentage and as a bar graph. A
concordance of 50% is the control (—) and cach X is equivalent to 1%
concordance over the control,

Detection of Nonmutagenic Carcinogens

Because the BALB/c-3T3 transformation assay did not
detect all of the mutagenie carcinogens (Table %) but it had
a higher sensitivity to detect carcinogens than Salmonella
(Table 8), the transformation assay must have detected a
substantial number of nonrmutagenic carcinogens. This
data set included 35 nonmutagenic carcinogens, which was
41.7% of the total of 84 carcinogens. The nonmutagenic
carcinogens were appreximately equally divided between
cytotoxic and noncytotoxic chemicals. A total of 20 of 35
carcinogens were cytotoxic, and 15 of 35 chemicals were
noncytotoxic chemicals.

Table 9. Detection of mutagenic chemicals by the
standard BALB/c-3T3 transformation assay.”

Transformation No. %

Mutagenieity/careinogenicity
Cytotoxic chemicals (LDy, < 5 mM)
Mutagenic/eareinogenic Transforming 37/40 92.5
Mutagenic/noncarcinogenic Transtforming 13/20 65.5

Nongytotoxic chemicals (L1, = SmM}
Mutagenic/ecarcinogenic Transferming 68/6 100.
Mutagenic/nonearcinogenic Transferming /3 100.

Total chemicals
Mutagenic/carcinogenic
Mutagenie/nonearcinogenic

Transforming 43/46 93.5
Transforming 16/23 69.6

Concordance = 43+ 7/6Y = 725%
Sensitivity = 43/46 = 93.56%
Specificity = 7/23 = 304%"

Abbreviations: no., ratio of the number of chemicals in a subgroup that
induced sigrificant transformation responses versus the total number of
chemicals in the subgroup; %, the ratio of chemicals expressed as a
percentage (e.g., 37/40 = 92.6%); L.Dy,, lethal dose for 50% of the cells.

*Data for this table were obtained from Tables A3 and A6, The
computations in this table excluded 4 carcinogens and 10 nonearcinogens
that had an indeterminate transformation response.

"A total ef only 7 chemicals were mutagenic, noncarcinogenic, and
nontransforming (i.e, 28 — 16 = 7).
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Table 10. Detection of nonmutagenic carcinogens by the
Standard BALB/c-3T3 transformation assay.”

Table 11. Relative activity of careinogens in rodent bioassays.”

Level of
Mutagenicity/carcinogenicity Transformation  No. o Activity effect Species Tissues
Cytotoxie chemicals (LD, < 5 mM) Careinogenic
Nommutagenic/carcinogenic Transforming 10/19 526 High A 1 or more
Nonmutagenie/noncarcinogenie Transforming 6/26 231 High B 1 2 ot more
Noneytotoxic chemicals (LD, = 5mM) Low C 1 1 tissue/both sexes
Nonmutagenic/carcinogenic Transforming 11/14 786 Low D 1 1 tissue/l sex
Nonmutagenic/noncareinogenie Transforming /16 313
Noncarcinogenic
Total chemicals Equivoeal E
Nonmutagenic/careinogenic Transforming 21733 636 Inactive F

Nonmutagenie/nencareinogenic Transforming 11742 26.2

Concordance = 21+31/75 = 69.3%
Sensitivity = 21/33 = 63.6%
Specificity = 31/42 = 73.8%"

Abhbreviations: no., ratio of the number of chemicals in a subgroup that
induced significant transformation responses versus the total number of
chemicals in the subgroup; %, the ratio of chemicals expressed as a
percentage {(e.g., 10/19 = 52.6%); LDy, lethal dose for 50% of the cells.

“Data for this table were obtained from Tubles A3 and A6. The
eomputations in this table exeluded carcinogens and noncarcinogens that
had an indeterminate transformation response.

"A total of 81 chemicals were nonmutagenic, noncarcinogenic and
nontransforming (i.e, 42 — 11 = 31).

The capability of the BALB/c-3T3 assay to detect non-
mutagenie carcinogens is summarized in Table 10, These
data revealed that there was a high concordance of 69.3%
between nonmutagenic carcinogens detected in rodent
bicassay and transformation responses measured in the
transformation assay. In addition, the transformation
assay had a sensitivity for detecting nonmutagenic car-
cinogens of 63.6% (21/33), and a high specificity for not
deteeting noncarcinogens of 73.8% (31/42). The number of
nonmutagenic carcinogens used in these analyses was 33
out of a total of 35 because 2 chemicals had an indetermi-
nate activity (Tables A3 and A6).

Comparison of the Relative Carcinogenic
Activity of Mutagenic and Nonmutagenic
Carcinogens

The relative carcinogenic activity of chemicalg in rodent
bioassay has been evaluated in terms of their level of effect,
(1-8). The most active carcinogens induced tumors at one
or more tissue sites in both speeies of rodents and were
defined as having a level A effect (Table 11). In contrast,
carcinogens with lower activities induced tumors in only
one species, and they were evaluated as having level B, C,
or D effects. Finally, chemicals that did not induce a
significant tumor response were evaluated as having an
equivocal activity (level E) or as being inactive (level F).
Occasionally, a chemical was evaluated as having an inde-
terminate activity, because it has not been evaluated in a
rodent bioassay that fulfilled all of the required prerequi-
sites.

The relative level of activity of mutagenic and non-
mutagenic carcinogens in rodent bioassay has also been
compared (1,3). Ashby and Tennant (1,3) concluded that
mutagenic carcinogens in general induced more multi-site

“A method for estimating the relative activity of careinogens in rodent
bivassay as reported by Ashby and Tennant (7,3).

and trans-species effeets in the rodent bioassay than
nonmutagenic carcinogens. Furthermore, they found evi-
dence that mutagenic carcinogens induced tumors in a
different profile of tissues sites than nonmutagenic car-
cinogens (1), Thus, it was of interest to determine whether
the mutagenic and nonmutagenic carcinogens included in
the these investigations had a comparable profile of
activities as previously reported. It was also of interest to
determine whether the BALB/c-3T3 cell transformation
assay selectively detected carcinogens of either high or
low activity.

The results of these analyses are presented in Table 12,
They confirmed the reported observation that the major-
ity of the 49 mutagenic carcinogens in this investigation
had a relatively high level of effect in the rodent bioassay
(i.e., 37 were A or B versus 12 that were C or I); Tables A3
and A6). In addition, a total of 74% of the carcinogens
detected by Salmonella and in the BALB/¢-3T3 transfor-
mation assay had a level A or B effect. In contrast, the 35
nonmutagenic carcinogens in this investigation contained
roughly equal numbers of chemicals with a high or low
level of effect (i.e.,, 19 were A or B and 16 were C or D). In
this group the BALB/c-3T3 transformation assay prefer-

Table 12. Correlation of level of effect of carcinogenicily with
BALB/e-3T3 transformation responses.”

Level of effect

Transformation No. AB No. CD % AB
46 Mutagenic carcinogens
Transforming 32 11 744
Nontransforming 3 0 -

33 Nonmutagenic carcinogens
Transforming 13 8 61.9
Nontransforming 3 6 -

79 Total carcinogens
Transforming 45 19 0.3
Nontransforming 9 i -
Abbreviations: no. AB, number of the chemicals with a level of effect A
aor B (C or D) of the subgroup of chemicals; % AB, percentage of
chemicals with level of effect A or B (e.g, 32/26 + 11 = T4.4%).
“The data for this table were obtained from Tables A3 and A6. (Note:
three of the mutagenic carcinogens and two of the nonmutagenic carcino-
gens had indeterminate activity and were not included in these analyses.)

h\ 4
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entially detected 62% of the carcinogens with ahigh Aor B
level of effect.

Discussion

There were five accomplishments of this investigation.
First, we were able to validate the use of the BALB/c-3T3
transformation assay and demonstrate that it selectively
detected carcinogenie, versus nonearcinogenic, test chem-
icals. The data from this study show that the BALB/c-3T3
cell transformation assay exhibits a somewhat higher
concordance with the rodent bioassay than Salmonella
mutagenicity data, i.e., 70.7 versus 63.4% (Tables 5 and 6).
Thus, both of these assays selectively detected carcino-
gens versus noncareinogens in this data set. However, the
BALB/c-3T3 transformation assay also detected a large
number of noncarcinogenic chemieals that were active in
Salmonella mutagenesis assays (i.e, mutagenic noncar-
cinogens). Thus, neither assay could discriminate most
matched pairs of carcinogens and noncarcinogens, which
have very similar chemical structures. Nearly all of the
matched pairs of carcinogens and nonearcinogens, such as
2- and 3-chloromethylpyridine, were active in both assays.
The only mateched pairs which were discriminated hy
BALB/e-3T3 transformation assays were the active car-
cinogens 2-acetylaminofluorene and BaP and the inactive
noncareinogens 4-acetylaminofluorene and benzole]-
pyrene (unpublished observation). One matched pair, HC
blue 1 and 2, had either an inactive or an indeterminate
activity in the transformation assay.

Second, the data obtained in this investigation demon-
strate that the BALB/e-3T3 cell transformation assay can
be used to selectively detect some carcinogens that were
inactive in the Salmonella mutagenesis assays (ie, non-
mutagenic carcinogens). There were a total of 53 non-
mutagenic carcinogens selected for evaluation in the
transformation assay; however, only 35 chemicals were
tested. The activities of the remaining 18 chemicals will be
discussed below. Among the 35 chemicals that were tested
in the standard {ransformation assay, 21 chemieals were
active, including 10 of 19 cytotoxic and 11 of 14 non-
cytotoxic chemicals and 2 chemicals that had an indetermi-
nate activity (Table 10). Of the remaining 12 inactive,
nonmutagenic carcinogens, 3 carcinogens (ie., cinnamyl
anthraniliate, methapyrilene, and reserpine) have been
demonstrated to be active in a new BALB/c-3T3 cell
transformation assay that uses noncytotoxic treatment
doses of the test chemical (unpublished data) In this
protocol the BALB/c-3T3 cells are exposed continuously to
multiple chemical treatment doses, and the assay is only
used to evaluate the activities of eytotoxic test chemicals
(LDgy < 5 mM). The remaining six cytotoxic, non-
mutagenic carcinogens that were inactive (e.g., allyl iso-
valerate, chlorowax 40, chlorowax 500, D-liminone, tris(2-
ethythexyl)phthalate, and 4-vinyleyelohexene) and one
equivocal (e.g., 2-mercaptobensothiazole) transformation
response await further testing with the multiple treatment
(MTA) assay. In contrast, the four noncytotoxic, non-
mutagenie, carcinogens could not be evaluated in this

assay: decabromodiphenyloxide, di(2-ethylhexyDadipate,
di(2-ethylhexyl)phthalate, and monuron. These carcino-
gens had severe solubility problems in eulture medium,
and they were noncytotoxic at treatment dose well above
their solubility limit.

Taken together, the Salmonella mutagenesis assays and
the standard BALB/c-3T3 transformation assay were
complementary and detected 83.3% (70/84) of the carcino-
gens in this investigation, including 21 nonmutagenic car-
cinogens. Of the remaining 14 nonmutagenic carcinogens,
10 were cytotoxic and were eligible for evaluation in the
BALB/¢-3T3 MTA assay. Three of these 10 chemicals have
already been shown to be active in a MTA protocol that has
a high sensitivity to detect carcinogenic test chemicals.
Thus, only four noncytotoxic, nonmutagenic carcinogens
with severe solubility problems in culture medium would
be predicted to lack activity in the two assays. The sacri-
fice in specificity in using the two assays could be to detect
all 24 mutagenic noncarcinogens and approximately 26%
of the nonmutagenic noncarcinogens.

An additional group of 18 nonmutagenic earcinogens
were originally selected to be tested in the BALB/c-3T3
cell transformation assay. However, these chemicals were
part of a group of 21 chemicals that reacted with poly-
styrene, plastic culture vessels (Table 4); thus, these chem-
icals eould not be evaluated in the standard transformation
assay. This reaction occurred at concentrations that were
completely soluble in culture medium and used as treat-
ment doses to detect cytotoxic and transforming activity
{Table 4). While most of these chemicals had severe sol-
ubility problems in culture medium, they were all com-
pletely soluble in culture medinm supplemented with plur-
onic F68. Thus, these chemicals reacted with polystyrene
while they were in solution in water. These chemicals are
distinguishable from chemicals such as acetone that react
with polystyrene as a neat chemical, but not when it is
dissolved in culture medium.

Among this group of 21 test chemicals that reacted with
polystyrene, Salmonella detected only one weak positive
(1,2-dichloropropane). An additional chemical, bis(2-
chloro-1-methylethyl)ether, had a minor structural alert
(8). Of the remaining 19 chemicals, 17 were nonmutagenic
carcinogens: benzene; benzyl acetate; bromodichloro-
methane; bromoform; butyl benzyl phthalate; p-chlo-
roaniline; chlorobenzene; chlorodibromomethane; diallyl
phthalate; 1,4-dichlorobenzene; methylene chloride; pen-
tachloroethane; safrole; 1,1,1,2-tetrachloroethane; tetra-
chloroethylene; 1,1,1-trichloroethane; and trichloroethyl-
ene (1-3). There were only 2 noncarcinogens in the group
of 21 chemieals (N-butyl chioride and 1,2-dichlore-
benzene). It should be noted that one of these chemieals,
benzene, has been reported by Fitzgeral et al. to induce
significant transtormation of BALB/c-3T3 cells when the
cells were treated in chemical-resistant glass dishes (25),

Third, we were able to determine the actual upper dose
litnit for testing chemieals in the BALB/c-3T3 cell trans-
formation assay. To achieve this goal, we tested all of the
noncytotoxic chemicals at very high treatment doses to
determine the point at which the assay could not dis-
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tinguish active and inactive chemicals. Furthermore, we
tested a number of chemicals with solubility problems in
culture medium at eoneentrations far exceeding their sol-
ubility limit. The results of these experiments revealed
that the upper dose limit for the standard transformation
assay was 100 mOsM because all of the least cytotoxic test
chemicals induced significant transforming activity at
treatment dose concentrations of about 134 mOsM or
higher (Table 3). In the process of conducting these experi-
ments we discovered that many of the chemicals which
were tested at doses far above their solubility limit in
culture medium were inactive in the transformation assay.
In fact, noneytotexic chemicals with solubility problems in
enlture medium were far less likely to be active in the
transformation assay then chemicals that were freely
soluble in culture medium (Table 4).

Fourth, we were able to ascertain that mest of the
chemieals tested in the standard BALB/c-3T3 transfor-
mation assay induced reproducible transformation
responses, To accomplish this goal we tested all chemicals
in two or more experiments. In addition, five chemicals
were tested as both coded and uncoded test chemicals:
C. 1. basie red 9, dichlorvos, dimethylmorpholinophosphor-
amidate, HC red 3, and methyl carbamate. The results of
these experiments showed that the cytotoxic responses of
the paired chemicals were nearly identical (Tables Al and
A4). Likewise, the transformation responses of all 5 pairs
of chemicals were not significantly different from one
another (Tables A2 and Ab). Both sources of dimethylmor-
pholinephosphoramidate, HC red 3, and methyl carbamate
were active in the transformation assay, and C. 1. basic red
no % was inactive. The uncoded source of dichlorvos was
inactive in the transformation assay, and the coded source
of the chemical was evaluated as having an equivocal
respoise,

Test chemical transformation responses were algo
observed to be very reproducible for the total group of 168
chemicals tested to at least two consecutive trials. A total
of 82.7% (139/168) chemicals were clearly active or inae-
tive in the transformation assay (Tables A3 and A6). Of the
remaining 29 test chemicals, 8.9% (15/168) of the chemi-
cals were evaluated as having weakly active or equivoeal
activities in the transformation assay. Thus, only 8.3%
(14/168) of the chemicals had an indeterminate activity
which resulted from different transformation responses
being detected in two consecutive experiments. Therefore,
the majority of the chemicals tested in the transformation
assay had reproducible activities detected in two consecu-
tive experiments.

The fifth accomplishment of this investigation has been
to use the computer-automated structural evaluation soft-
ware system (CASE} to investigate quantitative
structure-activity relationships (QSAR) for BALB/c-3T3
transformation response data (unpublished observations).
Because a combined database of 205 chemicals tested in a
standard BALB/e-3T8 transformation assay was available
[i.e, 168 chemicals in the current study, 24 chemicals in
part IV of this series (74), and 13 polycyclic aromatie
hydroearbons (unpublished observations)], sufficient data
were available to investigate a possible correlation of

induction of transformation with specific portions of the
chemical structure (i.e., biophores). This investigation
revealed that the induction of transformation response
data was significantly correlated with the presence of only
13 biophores; conversely, just four biophobes were associ-
ated with the inhibition of transformation. In addition, the
study showed that the four biophobes were present on
many of the 14 chemicals which had indeterminate activity
in the transformation assay. In a companion investigation,
CASE utilized the BALB-¢-3T3 eell eytotoxicity data from
the co-culture clonal survival assay to investigate QSAR
for chemieal-induced cytotoxic responses. This investiga-
tion revealed that a limited number of biophores were
highly correlated with certain chemicals being cytotoxic to
BALB/e-3T3 and other cultured mammalian cells [unpub-
lished chservations (26)]. QSAR investigations have deter-
mined that a limited number of biophores are highly
correlated with the induetion of eytotoxicity and transfor-
mation, and this information can be used to predict
cytotoxic and transformation responses of chemicals
untested in the BALB/e-3T3 transformation assay.

In conelusion, one of the major goals of the NTP Genetic
Toxicology program during the 1980s has been to develop
and evaluate 4 vifro assays that selectively detect car-
cinogenic chemicals that were inactive in Salmonella muta-
genesis assays. If such assays could be developed, they
could be used to investigate in vitro biological activities in
common ameng the active chemicals and thereby lead to a
clearer understanding of the mechanism(s) by which non-
mutagenic carcinogens are carcinogenic in rodent bio-
assays. This report and the companion investigations have
demonstrated progress in achieving this goal. The data in
this report show that the majority of the 35 nonmutagenic
carcinogens (21/35) were selectively detected in a stan-
dard BALB/c-3T3 transformation assay. In addition,
CASE has identified chemical fragments of each of the
nchmutagenic carcinogens that significantly correlated
with the effects of the chemical in the transformation
assay. Therefore, it now feasible to investigate the several
different nonmutagenic carcinogens to determine the
mechanism(s) by which they induced a permanent change
in the transformed phenotype of BALB/e-3T3 cells. It is
hoped that these investigations will help to clogse the
current gap in our understanding of i vitio and in vivo
chemical earcinogenesis.

The opinions expressed in this paper are solely those of the authors and
do not necessarily reflect the positions of the U, Food and Drug .
Administration.
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Institute of Environmental Health Seiences, contract no, NO1-ES-65150.
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Appendix A
Cytotoxic, Mutagenic Carcinogens

2-Acetylaminofluorene. 2-Acetylaminoflucrene was a
potent level A carcinogen (Table A3) with no serious
technical problems reported (Table Al). It was eytotoxic to
the BALB/e-3T3 cells and had an average LD, of 0.171
mM (Tuble Al). The statistical sensitivities of transforma-
tion assay trials 1 and 2 were 83 and 89/110, respectively;
the detection sensitivities for BaP of trails 1 and 2 were 70
and 87/110, respectively (Table A2). The test chemical had
an SP transformation response in two consecutive experi-
ments. 2-Acetylaminofluorene was evaluated as very
active in the transformation assay, and its actual and
estimated rank t-statistics were 3.12 and 4.67, respectively
(Table A3).

Acrylonitrile. Acrylonitrile was a level B carcinogen
{Table A3). This chemical had one serious technieal prob-
lem, because it was reported to be oxidized upon exposure
to air (Table A1), It was cytotoxie to the BALB/e-3T3 cells
and had an average LD, of 0.337 mM (Table Al). The
statistical sensitivities of transformation assay trials 1
and 2 were 52 and 41/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 were 79 and 83/110,
respectively (Table A2). In both trials the chemieal had an
LA transformation responses. Acrylonitrile was evaluated
as having had weak activity in the transformation assay.
Its actual and estimated rank t-statistics were 3.75 and
4.35, respectively (Table AS).

2-Amino-4-Nitrophenol. 2-Amino-4-nitrophenol was a
relatively weak level 1) carcinogen (Table A3). It had one
difficult technieal problem, because it is oxidized upon
exposure to air (Table Al), It was cytotoxie to the BALB/
¢-3T3 eells with an average LD, of 0.933 mM (Table Al)
The statistical sensitivities of transformation assay trials
1 and 2 were 13 and 56/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 were 66 and 109/110,
respectively (Table A2). In trials 1 and 2 the chemical had
SN transformation responses. However, there were two
problems with the second transformation experiment. The
test chemieal cytotoxic response in the second experiment
did not have a large cytotoxic shift as noted in previous
experiments, and the detection sensitivity was very low in

the experiment, Therefore, the test chemical should be
tested in a third experiment to properly evaluate its
activity in the transformation assay, 2-Amino-5-nitro-
phenol was therefore evaluated as having had an indeter-
minate activity in the transformation assay. Its actual and
estimated rank {-values were both 0.06 (Table A3).

2-Amino-5-Nitrophenol. 2-Amino-5-nitrophenol was a
relatively weak level D carcinogen (Table A3). It had one
difficult technical problem, because it is oxidized upon
exposure to air (Table Al). It was ¢ytotoxie to the BALB/
¢-3T3 cells with an average L.Dg, of 0.409 mM (Table Al).
The statistical sensitivities of transformation assay trials
1-3 were 71, 43 and 21/110, respectively; the detection
sensitivites for BaP of trials 1-3 were 23, 9 and 53/110,
respectively (Table A2). In a preliminary trial 1 the chemi-
cal had a 8N transformation response. In trials 2 and 3 the
chemical had SP transformation responses. 2-Amino-5-
nitrophenol was therefore evaluated as active in the trans-
formation assay. Its actual and estimated rank {-statisties
were both 5.94 (Table A3).

5-Azacytidine, 5-Azacytidine was a level D carcinogen
(Table A3) with no serious technical problems reported
(Table A1), It was very cytotoxic to the BALB/c-3T8 cells
with an average LDg, of 0.00463 mM (Table Al). The
statistical sensitivities of transformation assay trials 1
and 2 were 45 and 101/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 were 38 and 104/110,
respectively (Table A2). In trials 1 and 2 the chetnical had
an SP transformation response. 5-Azacytidine was evalu-
ated as one of the most active chemicals in the transforma-
tion assay. [ts actual and estimated rank t-statistics were
12.8 and 16.8, respectively (Table A3).

Benzidine-2HCL Benzidine-2HC] was a level A carcino-
gen (Table A3). Tt had one serious technical problem
becanse it was reported to become oxidized upon exposure
to air (Table A1), It was eytotoxic to the BALB/c-3T3 cells
with an average LD, of 0.121 mM (Table Al). The statisti-
cal sensitivities of transformation assay trials 1 and 2 were
30 and 34/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 4 and 45/110, respectively (Tuble
A2), Intrial 1 and 2 the chemical had an SP transformation
response. Benzidine-2HC! was evaluated as active in the
transformation assay. Its actual and estimated rank ¢-sta-
tistics were both 3,38 (Table A3).
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Table Al. Cytotoxic responses of 114 cytotoxic chemicals.

Cytotoxic Responses®

Test Chemical® Physicochemical Properties (millimolar LD.,)
Co-culture
Name CAS No. M.W. 1 2 3 Assay

43 Mutagenic Carcinogens
Group 1. Moderately Cytotoxic Chemicals

5-chloro-o-toluidine 95-79-4 141.61 s DFC a. ac, al, o 1.69
C. I. disperse yellow 3 2832-40-8  269.31 ] DFC o 1.50
1,2-epoxyhutane 106-88-7 72.11 L c ai, a, b, be, ls, mh, 1.45
o, p, ts
1,2-epoxypropane 75-56-9 58.08 L c a, g;, b, bc. mc, mh, 1.60
msc, o, p, T
ethylenedibromide 106-93-4 187.88 L DFC b, ls, met, o, p, r 1.69
HC blue 1 2784-94-3  256.31 S DFC ai, 1.96
iodinated glycerol 5634-39-9  260. L C ls 3.47
4, 4-methylenedianiline 101-77-9  27t1.2% Y DFC ai, ls 1.56
N-methyl-0-acrylamide 924-42-5 101.1% S FC ls, ts, © 1.75
2-naphthylamine 91-59-8 143,18 ] CF a, ai, o, 1.59
quinoline 91-22-5 129.16 L DFC a, ks, msc, o, p 409
o-toluidine 95-53-4 107.16 L DFC a, ai, o, p, r 4,33
Group I Cvtotoxic Chemicals
2-acetylamincf luorene 53-96-3 2233 S DFC 0.171
acrylonitrile 107-13-1 53.06 L DC ai, v, 0.337
2-amine-4-nitrophenol 99-57-0  154.13 $ DFC a, ac, ai, ts, o, ts 0.933
2-amino-5-nitrophenol 121-88-0 154.13 b DFC ai, ls, ts, 0.409
benzidine-2HCI 531-85-1 257.18 s DFC ai, s 0.121
2-biphenylamine 90-41-5 169.22 5 DFC mel, o, 0.421
4-biphenyiamine 92-67-1  169.23 s DFC ai, o, 0.479
4-chloro-o-toluidine-HCI 3165-93-3 178.07 L DFC a, ac, ai, o 0.650
C. 1. acid erange 3 6373-Th-6  453.41 S DFC 0.102
C. I. disperse blue 1 2475-45-8 268.3 § FC sp, ts 0.240
C. I. solvent yellow 14 842-07-9 24B.30 S AFC ls, o, Sp 0.19¢9
1,2-dibroma-3-chloropropane 96-12-8  236.35 L DFC b, met, r 0.401
2,6-dichloro-p-phenylenediamine 609-20-1 177.0 s DFC ai, ls, ts 0.921
1,3-dichloropropens 542-75-6 110.98 L DFC a, hc, met, o, tc 0.280
dichlorvos uncoded 62-73-7 220.98 L DC a, b, met, p, ru, w 0.145
(676384 0.140
2,4-dinitrotoluene 121-14-2 182.14 5 DCF o, r, ts 0.917
epichlerchydrin 106-89-8 92.53 L DC ai, a, b, ¢, msc, o, w 0.364
nitrofurantoin 67-20-9 238.16 5 DFC a, b, ls, met, o, ts 0.106
2-ni tro-p-phenylenediamine 5307-14-2 -153.16 5 DFC ai, ts, o 0.947
4, 4-oxydianiline 101-80-4 200.24 S DFC ai, ls, o, 0.270
selenium sul fide T446-34-6  111.02 s CF 0.125
Group L Very Cvtotoxic Chemicals
S-azacytidine 320-67-2 244.2 S DC ts, 0.00463
4-chloro-o-phenylenediamine 95-83-0 142.59 S DFC ai, k, L, o 0.0318
3-(chloromethyl)pyridine-HCl 6959-48-4  164.04 S C a, o, 0.0756
C. 1. basic red 9-HCl uncoded 569-61-9 323.83 S FC 0.00281
($47733) 0.00216
cytembena 21739-91-3  307.09 S C 0.153
diglycidyl resercinol ether 101-90-6  222.26 L DCF alk 0.00416
metphalan 14B-82-3  305.23 s FC ls, ts, W 0.00120
N-methyl-N-nitro-
Nf-nitrosoguanidine 70-25-7  147.1 S DC ls, ts, w 0.0154
nitrofurazone 59-87-0 198.14 S DFC ls 0.0515
ziram 137-30-4  305.81 $ DFC a, b, met 0.0000373

21 Mutagenic Non-Carcinogens

Group 1. Moderately Cytotoxic Chemicals

4-acetytaminofluorene 28322-02-3 223.29 S DFC sp 4.07

3-chloro-p-toluidine 95-74-9  141.60 S DFC a, ach, ai, L, o 1.17

Z,4-dimethoxyaniline-HCL 54150-69-5 189.66 s DFC - 1.13

HC blue 2 33229-34-4 285,34 S C ai 5.21

HC red 3 (uncoded) 2871-01-4 197.22 S FC - 3.72
{coded) 4.50

(Continued on next page)




362

MATTHEWS ET AL.

Table Al. Continued.

Test Chemical®

Physicochemical Properties

Cytotoxic Responses®

(milVimolar LDy,)

Co-culture
Name CAS No. MW, 1 2 3 Assay
3-nitropropionic acid 504-88-1 119.08 5 o a, ai, b, o 1.23
2,6-totuenediamine-ZHCL 15481-70-6  195.11 S C - 4.1
Group [I. Cytotoxic Chemicals
2-(chloromethyl)pyridine-HCl 6959-47-3 164 .04 S DC [+] 0.118
coumaphas 56-72-4 362.78 s DFC b, o 0.218
dimethoate 60-51-5  229.27 L DFC b, v 0.602
malaoxon 1634-78-2  314.32 L DC ai, v 0.468
1-naphthylamine 134-32-7 143,18 $ DFC a, ail,o 0.506
N-(1-naphthyl)ethylenediamine  1465-25-4 259.18 S DFC a, ach, L, o 0.125

-2HeL
1-nitronaphthalene B6-57-7 1737 5 DFC a, o, r 0,464
4-nitro-o-phenylenediamine 99-56-9  153.14 $ DFC a, ac, ai, lsr 0.292
N-phenyl-2-naphthylamide 135-88-6 219.30 S DFC ai, 1 0.195
Group III. Very Cytotoxic Chamicals
4t -(chloroacetyl)acetanilide 140-49-8  211.66 s DFC - 0.00336
8-hydroxyguineline 148-24-3 145.16 S DC I, m o 0.00251
p-phenylenediamine-2HCL 624-18-0  181.07 $ o ai, 1, o 0.0712
2,3,5,6-tetrachloro-4- 2438-88-2 290,91 S DFC - 0.0437
nitreanisole
tetraethylthiuram disulfide 97-77-8 296.54 S DFC 0 0.0000583
20 Non-Mutagenic Carcinogens
Group I. Moderately Cytotoxic Chemicals
allyl isovalerate 2835-39-4  142.22 L DFC - 4,51
chlorendic acid 115-28-6 388.83 S DFC m 4.07
chlorowax 40 108171-27-3  560. L FC b, t, o, r, ts 1.43
chlorowax 500 108171-26-2  415. L AFC l, o, r, ts 1.58
dimethylvinyt chloride 513-37-1 %0.55 L DFC ai, b, o, L, t, v 4.74
isophoraone 78-59-1 138.23 L DFC o, t, v 5.18
matonaldehyde, sodium salt 24382-04-5 94 .05 S c L, vts 3.74
nitrilotriacetic acid 139-13-9  257.1 S C m 5.98
4-vinylcyclohexene 100-40-3 108.20 L DFC ai, o, ts 3.88
Group I1. Cytotoxic Chamicals
3-chloro-2-methylpropene 563-47-3 99.55 L DFC b, o, L, t, v, w 0.662
D-Limonene 598%-27-5 136.24 L DFC a, ai, L, o, ts 0.988
2-mercaptobenzothiazole 149-30-4  167.25 S DFC a, o, W 0.130
methapyrilene-HCL 135-23-9 297.88 S C - 0.812
polybrominated biphenyl mixture 67774-32-1 627.59 ] DFC L, sp 0.291
tris(2-ethylhexyl)phosphate 78-42-2  434.65 L DFC o 0.338
Group 1II. Very Cytotoxic Chomicals .
allyl isothiocyanate 57-06-7 99.16 L DFC a, al, b, o, v, W 0.00712
cinnamyl anthranilate 87-29-6  253.32 s DFC ai, ald, : 0.0947
diethylstilbestrol 56-53-1 268.34 S DFC 0.0858
ethyl acrylate 140-88-5 100.12 L nc a, b, o, pi, v, @ 0.0746
reserpine 50-55-5  608.70 S DC ai, L, o, r 0.0133
30 Non-Mutagenic Non-Carcinogens
Group I. Moderately Cytotoxic Chemicals
carbromal 77-65-6 237.10 S DFC ai, | 3.60
C. 1. acid red 14 3867-69-9 502 .44 S C - 3.38
C. I. acid yellow 73 518-47-8 376. S C [+] 445
ephedrine sulfate 134-72-5  428.54 s C l, ts 1.53
ethylenediamine tetraacetic 150-38-9  358.22 S FC m 1.89
acid, trisodium salt

D,L-menthol 15356-70-4  156.27 ] DFC o, oc 4,63
methylphenidate-HCL 298-59-9  269.80 5 c - 5.63
phenol 108-95-2 4.1 s/L € a, ai, b, 1. o. oc. 5, ts 3.29

{Continued on next page)
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Table Al. Continned.

Cytotoxic Responses”

Test Chemical® Physicochemical Properties {millimoYar LD.,)
Co-culture
Name CAS No. M.W. 1 2 3 Assay
phenylephrine-HCl 61-76-7 203.67 s ¢ a, ai, ach, |, o, ts 3.52
tetracycline-HCL 64-75-5 480.94 S FC ai, I, o, ts 3.24
xylenes, mixed 1330-20-7 106.17 L DFC o, ts 3.20

Group II. Cytotoxic Chemicals

L-ascorbic acid 50-81-7 176.14 ] C ai, L, m, oc, r 0.363
bisphenol A 80-05-7 228.29 s DFC ach, o 0.147
chlorpheniramine-maleate 113-92-8 390.87 S c - 0.287
eugenol 97-53-0  164.20 L DFC ai, b, L, o, ts, v 0.875
geranyl acetate 105-87-3 196.32 L DFC - 0.302
4-hexylresorcinol 136-77-6  194.27 L DFC ach, L, o, ts 0.103
oxytetracycline-RCU 2058-456-0 496.90 5 FC 1, ts, w 0.523
Group ITI. Very Cytotoxic Chemicals
anilazine 101-05-3 275.53 ] DFC b, mo 0.0475
erythromycin stearate 643-22-1 1018.59 S AFC a 0.0746
ethoxylated dodecyl alcohol 2002-92-0 ~1200.00 L De b, o, v 0.0172
methoxychlor 72-43-5  345.66 S DFC l, mo, o 0.0978
methyldopa sesguihydrate 555-30-6 238.24 s DFC b, ts 0.081Q
propyl gallate 121-79-9  212.20 S DFC a, b, i, r 0.0631
rotenone 83-79-4  394.43 S AFC ai, b, L, o, ts 0.000464
sodium diethyldithiocarbamate 148-18-5 171.27 $ C a, o 0.000142
stannous chioride 7772-99-8  189.60 S DC al, am, b, mo, o 0.0285
tetrakis{hydroxymethyl) 124-64-1 190.58 L C b, o, ts ’ 0.00825
phosphonium chlcride
tetrakis(hydroxymethyl) 55566-30-8 406.32 L C b, o '0,00438
phosphonium sul fate
triphenyltin hydroxide 76-87-9  367.03 s FC a, L, ts 0.000134

Abbreviations: CAS No.,, Chemical Abstraet Service registry number; LDy, lethal dose for 50% of the cells; M.W., molecular weight.
Abbreviations for Test Chemical Physiochemical Properties: Physicochemical considered in this study included: (1] physical state (8 = solid; L =
liquid); [2] solvent vehicle (DD = dimethyl sulfoxide, C = culture medium, F = plurenic F68, A = acetone, E = ethanol) and {3] technical problems, The

- technical problems included test chemicals that were a = reactive with acids; ac = reactive with acid chlorides and acid anhydrides; ai = reactive with

air; al = reactive with alcohals; alk = alkylating agent and reacts with labile hydrogen; b = reacts with bases; be = reacts with biochemicals (amino,
hydroxy), and carboxyl groups); he = reacts with halogenated chemicals; k = reacts with alpha keto acids; Is = light sensitive; m = binds metals; mel
= reacts with hexachloro- and trichloromelamine; met = reacts with metals (aluminum, iren, magnesium, potassium, sodium, tin or zine); mh = metal
halides; mse = reacts with miscellaneous organic chemicals (i.e., alpha-aminoethanol, chlorosulfonic acid, ethylene imine, linseed oil, maleiec anhydride,
oleum, or K-tert-butyloxide); 0 = reacts with oxidizing agents; p = reacts with plastics; pi = polymerization initiators; r = reacts with reducing agents;
ru = reacts with rubber; sp = solubility problemin culture medium; te = reacts with thiocyanates; ts = temperature sensitive; vts = very temperature
sengitive; v = vyolatile at 37°C; and w = reacts with water [refer to MATERIALS and METHODS].

“Test Chemical: Tables A1 and A3 contain 168 chemicals along with their individual CAS registry number and molecular weight. The chemicals were
divided into groups of chemicals that correspond to the groups of chemicals that were compared in different text Tables 1-12. Thus, the chemicals were
divided into two groups, including 114 eytotoxie test chemieals {LDy, < 5.0 mM) presented in Table Al, and 53 noncytotoxic chemieals (LD, > 5.0 mM)
presented in Table A4. The 114 eytotoxic chemicals in Table Al were subdivided into groups of 43 mutagenic earcinogens, 21 mutagenie noncarcinogens,
20 nonmutagenic carcinogens, and 30 nonmutagenic noncarcinogens. The 53 noneytotoxic test chemicals in Table A4 were subdivided into groups of 21
carcinogens, 26 nonecarcinogens and 7 model very noncytotoxic ehemicals. In addition, all of the cytotoxic test chemieals were separated into three
groups, including: group I, moderately cytotoxic test chemicals [LDg, 1-5 mM]; group II, eytotoxic ehemicals [LDg, 0.1-1.0 mM]; and group 111, very
cytotoxic chemicals [LDg, < 0.1 mM]. In addition, this table preserts important physicochemical properties that influenced the procedure used in testing
the chemicals,

"Cytotoxic Response: The eo-culture elonal survival assay design used to detect the eytotoxic response of the test chemiral is described in Materials
and Methods. The eytotoxic responses of chemicals in individual experiments are summarized in terms of the millimolar (mM) LDy, treatment dose that
resulted in 50% survival of the chemically-treated cells relative to the survival of untreated or solvent control treated cell eultures. The LDy, cytotoxic
response of each chemieal in Tables Al and A4 is an average of two or more experiments with the chemical. The molecular weight of each chemical is
provided in order that treatment doses could be converted from mM to pg/mL. For example, based upon the molecular weight of 141,61, the LD,
deteeted for the first chemical in Table Al, 5-chloro-o-toluidine, was 1.69 mM or 239 pg/mL.
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Table A2. Transformation responses of 114 cytotoxic chemicals.

- Transformation
Chemical® Spontaneous® Response”
Foci/Vessel: Benzo(a)pyrene® Test Chemical®
Name Exp. No. Rank Order Call : Rank Order Call : mean ¢-statistic

43 Mutagenic Carcinogens

Active Chemicals

2-acetylaminof lourene 1017 327 &3 Sp 70 SP 4.15
2 (24) .308 89 SP [ T akad sp 2.08
acrylonitrile 1 (86) 464 52 SP 79¥ LA 5.36
2 (92) 579 41 sp 83* LA 2.14
2-amino-5-nitrophencl 1 (62) 6.02 Jaww SN T10%** LN .000
2 (83) .351 71 SP 23%* SN 575
3 (93 AT 43 Sp il 5P 5.41
4 (103> 874 21 SP 53 SP 118
5-azacytidine 1 (6) .43 45 sSP 38 sp 167
2 (1) 301 101 SP 104%** sP 9.03
benzidine-2HCL 1 (43) 1.05 30 SP LEk% SP 4.54
2 (532 1.09 34 sP 45 sp  2.22
2-biphenylamine 1 (33) 1.04 49 SP 24%% SP 2.63
2 (52) 1.09 34 SP 45 sP 3.79
4-biphenylamine 1 (35 1.97 14 SP 72 LA  2.21
2 (53 2.78 11* sP 39 sp 2.5
3-(chloromethyl)pyridine- RS .213 99 SP g2¥ LA 1.35
HCL 2 (22) .893 36 sp 28 sp 2.77
4-chloro-g-phenylenediamine 1 (13) .201 96 SP BEw*k LN .B70
2 (20} .368 81 SP 22%%% sP 2.76
3 (101) .260 62 SP 48 sP 8.92
4-chloro-¢-toluidine-HEl 1 ¢81% 7.36 2wk SP 2wk sp 7.18
2 (92) .597 41 sp 83* SP 4.44
5-chloro-o-toluidine 1 (81 7.36 kel SP 2¥x* SP 3.57
2 (92) 597 41 SP 83% sP 5.38
C. I. acid orange 3 1 ¢70) .526 47 sP 43 LA T1.55
2 (87 346 63 SP 1071%** SP 4.23
C. I. disperse blue 1 1(73) 274 80 5P gor* SP 3.53
2 (97 AL 54 SP 44 SN 405
3 (107 2.95 Sk* SP 46 SN .000
C. 1. solvent vellow 14 1(7) L135 105 sp £9 sp 3.52
2 (67 .085 107** 5P 106*** SP 4.64
3 CIP17) 411 ~99 5P ~37 LA 2.16
4 (1P18) .189  ~105* sp ~39 SP 3.43
cytembena 1 ¢70) 526 47 SP 43 LA 4.34
2 (83) .351 71 5P 23** sp 7.12
1,2-dibromo-3-chloropropane 1 (23) 661 66 sP o 8t* LN .333
2 (2N .555 78 sP 58 SP 6.36
3 (102) 697 27 sP 63 SP 4.83
selenium sulfide 147 .135 105* SP 69 SP 3.34
2 (1) .301 101 SP 104%x* SN .223
397 414 54 sp 4 SP 2.24

(Continued on next page)
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Table A2. Continued.

365

Transformation
.Chemical® Spontaneous® Responseb
Foci/Vessel: Benzo(a)pyrened Test Chemical®
Name Exp. Ne. Rank Order Call : Rank Order Call : mean t-statistic
o-toluidine 1 (16} 344 87 sP 64 LA .900
2 (25) .101 106* SP 31 sp 9.28
3 (98) 618 59 sp i Nalakd sP 4.31
ziram 1 (77 972 17 SP [Tl LA 1.17
2 (9 .322 56 SP 10G*** SP 4.10
Chemical with an Equivecal Activity
dichlorves 1 (68) .226 98 SP 60 SN .460
{uncoded) 2 (DRIS) 1.27 -72 NA LA 3.51
3 (98) .618 59 Sp 17%d% SN .000
dichlorvos 1 (78> 3.28 g% Sp 37 SN 697
{coded) 2 (90) 1.95 15 5p 21%% SP 2.66
Inactive Chemicals
C. I. basic red 9-HCl 1 (48) 537 &4 SP Ba* SN .353
(uncoded) 2 (66) .056 108** 5P ikl SN .700
3 (DRI4) 668 ~82 NA SN .000
C. 1. basic red ?-HCL 1 (73 274 80 SP 8gx* SN .098
(coded) 2 (9% 2.B4 8% sP 29 SN .000
2,4-dinitrotoluene 1 (46} 384 88 SP 77 SN 1.57
2 (53) L129 104* SP QQ*** SN .478
3 (DRI2) .503 -88 NA SN .000
Chemicatls with an Indeterminate Activity
2-amino-4-nitrophencl 1 (63) 1.92 13 SP 66 SN .000
2 (91) .322 56 LA 109 SN .000
3 (NA)
C. I. disperse yellow 3 1¢71) 1.06 24 SP 1Q*** SN .00o
2 (91) .322 56 LA 109%** SN .155
3 (NA)
Chemicals with an Indeterminate Activity
HC blue 1 1 ¢15) .186 100 SP 42 5N 1.51
2 (21 347 79 sp 75 SN .725
3 (DRI12) .503 88 NA SP 3.09
4 (NA)
21 Mutagenic Non-Carcinogens
Active Chemicals
2-{chloromethyl}pyridine- 1 (14) .213 99 SP 82 SP 2.36
HCL 2 (22} .893 36 Sp 28* sp 2.77
3-chlore-p-toluidine 1 (81 7.36 skl SP kel sP 2.60
2 (92) 597 41 sp 83* SP 3.92
coumaphos 1 (30) 787 40 5p 54 SN .Qo0
2 (95) 2.847 8* Sp 29 sp 3.75
3 (99 .586 33 sp Tgkx SP V.60
dimethoate 1 ¢41) 274 0 sp 135k LA  1.24
2 (94) 1.52 18 SP 3 sp 5.39
HC red 3 1 (40 .533 60 sP 2 SP 2.50
2 (57 .278 1) sP T4 sp 2.77

(Continued on next page)
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Table A2. Confinued.
Transformation
Chemical® Spontaneous® Responseb
Foci/Vessel: Benzo(a) pyrene® Test Chemical®
Name Exp. No. Rank Order Call : Rank Order Call : mean t-statistic
HC red 3 (260886) 1 ¢61) .222 93 SP 100%*% LA 1.61
2 (99) .586 33 SP 14%% sp 9.58
ma l agxcn 1 (16} 344 87 5P b4 LA 417
2 (25} 101 10&6* SP 51 SP 9.46
1-naphthytamine 1 (13) .201 96 SP Borr* SP 2.66
2 (19N .357 7 sp 67 sp 2.97
4-nitro-o-phenylenediamine 1 (14) .213 99 sP 8z sp  3.83
2 (18) 663 46 5P 8o* LA 1.27
3-nitropropionic acid 1 (3% 427 82 sp 18%%x sP 3.90
2 (85 .588 67 sp 78 SP 5.47
p-phenylenediamine-2HCL 1 (37> .631 58 sp 55 se 3.81
2 (89 492 51 SP 50 sp 2.27
N-phenyl-2-naphthylamide 1 (61} .222 93 SP 100%** SP 4.79
2 (87) 346 63 SP Q7 ¥w* sp 3.71
tetraethylthiuram disulfide 1 (80) 3.024 10* SP b Sp 4.60
2 (93) 416 43 SP Gk sp 2.92
2,6-toluenediamine 1 (29) .606 68 SP 40 sP 3.89
2 (44) 1.52 23 SP L et sp 10.0
4'-(chloroacetyl)- 1 (337 .631 58 SP 55 LA 1.85
acetanilide 2 (95 2.84 8* sp 29 LA 1.46
2,4-dimethoxyaniline 1 (34) 2.51 7™ sp 56 SP 5.9
2 (87) 346 63 SP 101 SN 1.32
397 A 54 5P b4 SN .960
8-hydroxyguinoline 1¢3) .285 94 . sP Q] *kw SP  2.46
2 (M 49 102* SP Goxkx SN 170
3 @28 .B18 3% SP 68 SN .128
N-{1-naphthyl)ethylene- 1 ¢38) 496 69 SP 12%%% LA 957
diamine-2HCL 2 (87) 346 63 SP 107w LA 2.3
2,3,7£8-tetrachloro-4~ 1 (29 .606 68 sp 40 LA 2.47
nitroanisole 2 (93 416 43 sp Qrxk LA 1.70
Inactive Chemicals
HC blue 2 1¢5) .035 110w 5P 107**= LA 4.31
2 (10} .053  109** SP 103%k* SN 1,43
Chemicals with an Indeterminate Activity
4-acetylaminofluarene 1 (12) 1600 103* sp 73 LN .963
2 (17 .327 83 SP 70 LN  1.64
1-nitronaphthalene 1 (33) 1.04 49 SP 2h¥* SN .000
2 (87) 346 63 SP 101 x%* sp 2.53

{Continued on next page)
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Table A2. Conlinued.

Transformation
Chemical® Spentanecus® Response”
Foci/Vessel: Benzo(a)pyrene’ Test Chemical®
Name Exp. No. Rank Order £all : Rank Order Call : mean ¢-statistic
2,6-dichloro-p-phenylene- 1 (32) 1.99 19 Sp 34 sp 2.50
diamine 2 (54) .265 91 SP 85 sp 2.03
1,3-dichloropropene 1 (79) 5.12 Lxk sP Pk sp 3.1
2 (94) 1.52 18 SP 31 SN .ooo
2 (104) .878 26 sp Q3x* LA 1.75
diglycidyl resorcinol 1 (6) 348 45 5P 38 $P 15.2
ether 2 (12} 160 103* SP 73 5P 6.86
epichlorchydrin 1 (68> 226 98 sp 60 LA 2738
2 (DRI5) 1.27 -T2 NA P 3.47
1,2-epoxybutane (79 5.12 A SP Takx LN NA
2 (104) .78 26 SP QFkiek SP 3.64
3 (108) 1.17 20 Sp 19%% sp 2.50
1, 2-epoxypropane 1 (72 .289 70 spP 41 SP 4.04
2 (88} .606 57 SP BE* ¥ SP 4.93
ethylene dibromide T (74) 657 32 SR 108%*% sP 8.53
2 (92) 597 4 sp 83> sP 2.83
jodinated glycerol 1 (74) 657 32 SP 10R**x SP 6.04
2 (106 1.30 28 sP 15 sk SN 1.31
melphalan 1 (80) 3.02 10% Sp Srkx LA 1.37
2 (96) 660 31 sp 52 sP 4.81
N-methy!-2-acrylamide 1 (7)) 026 47 Sp 43 LA 1.53
2 (8% 313 67 SP 78 SP 3.88
4, 4-methylenedianiline 1 (40) .533 60 SP 27* sP 1,93
2 (3% 129 104* SP QQ*** sp1.82
N-methyl-N’-nitro-N- 1 (95 416 43 sP i sp 101
nitrosoguanidine 2 (1P2) 1.13 ~54 NA sp 752
Z-naphthylamine 1 ¢13) L2017 96 sp B sp 3.33
2 (26} 907 37 SP 20x k% SP 3.99
nitrofurantoin 1 (61} 222 93 Sp 100%w* SN .778
2 (93) 416 43 SP b 5P 4.25
nitrofurazone 1 (7 1.06 24 SP 1%k LN .C00
2 {77} 972 17 sP Sk Sp 3.26
3 (87 J346 63 SP 1D *%* 5P 4.99
2-nitro-p-phenylene- 1 ¢15) . 186 100 SP 42 Spo4.21
diamine 2 (2N 347 79 sP IEl SN 1.38
3 (96) L6600 31 SP 52 SP 4.38
4, 4-oxydianiline 1N 1.44 25 5P 36 sF 1.8
2 (8) 2.19 16 SP Fesex sp 3.72
quinotine 1 (156} .344 87 SP 64 (N .0CO0
2 (27 .555 78 SP 58 LN .000
3 (31 930 42 SP 25* LA 1.93
4 (104) .878 26 sp G SP 3.96

(Continued on next page)
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Table A2. Contintied.
Transformation
Chemical® Spontaneous® Response®
Foci/Vessel: Benzo (a)pyrene” Test Chemical®
Name Exp. No. Rank Order Call : Rank Order Call : mean t-statistic
20 Non-Mutagenic Carcinogens
Active Chemicals
allyl isothiocyanate 1 (41 L2746 90 SP 13%u* LA 1.62
2 (98) .226 98 SP &0 SP 4.09
chlorendic acid 1 (63) 1.92 13 SP 66 sP 1.96
2 (83) .351 71 sP 23%% LA 2.01
3-chloro-2-methylpropene 1 ¢29}) 3.28 g sP 37 LA 1.62
2 (313 406 57 sP BE*w* SP  2.66
diethylstilbestrol 1 ¢42) .861 55 SP Bxwux LA 2.22
2 (96) 660 3 sP 52 sp 3.38
dimethylvinyl chleride 1 (76} 1.79 12% sP o i LA 1.45%
2 (1023 697 27 sP 63 SP 3.74
ethyl acrylate 1 (23) .661 66 SP a1 LA  2.49
2 (36) 424 74 SP 35 SP 56.02
isophorone 1T ¢23) 101 106* SP 51 LN .203
2 (36) Ah2h 74 SP 35 SP 3.46
2 (104) .878 24 sp PEthid sp 2.06
malonaldehyde, sodium salt 1 (75) .B82 21 SP 26% sP 1.92
2 (97 ATA 54 sP 44 LA 1.5%
nitrilotriacetic acid 1 (73 L274 80 sp Boww SP 2.46
2 (99) 584 33 sp 14%% sP 8.41
polybrominated biphenyl 1 (20 . 368 81 SP 22%¥* sp 2.22
mixture 2 (28) .818 39 sp 68 SP 1.64
Chemical with an Equivocal Activity
2-mercaptobenzothiazole 1 (62} 6.02 3% LA 11Q%%** LN .qao
2 (77 .970 17 SP E¥* LA 1.23
3 (8% 492 51 Sp 50 LA 1.22
Inactive Chemicals
allyl isovalerate 1 (23 6B 66 SP f1* LN 08D
2 (27 .555 78 SP 58 LN .05%
330 930 42 Sp 25% SN .591
4 (102) B97 27 Sp 63 LA  2.35
chlorowax 40 1 {76) 1.79 12* SP L LA .850
2 (104) 878 26 5P G xk SN .078
chlorowax 500 1 (74} 657 32 SP 108%** SN .185
2 (90 1.95 15 sP 21%rx SN .000
cinnamyl anthranilate 1 (2} 660 53 SP 30 SN 010
2 () L1499 q02% Sp 9%k SN .00g
3 (DFR3) 424 92 NA SN .pop
D-!imonene 1 (72) 289 70 SP 41 LN 1.02
2 {76) 1.79 2* SP GRHRH SN 473
3 (88} 406 57 sP B> *x SN .000
methapyrilene-HCL 1 (40 533 60 sp 27 SN .000
2 (54) 265 9N sP 85 SN 417
3 (DRI4) 668 ~82 NA SN .000

{Continued on next page)
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Table A2. Continned.

369

Transformation
Chemical® Spontaneous® Response”
Foci/Vessel: Benzo(a)pyrene® Test Chemical®
Name Exp. No. Rank Order Call : Rank Order €all : mean ¢-statistic
reserpine 1¢(H 1.44 25 sp 34 LA 1.38
2 (8) 2.19 16 sp Faukald SN .000
3 (DR3) 424 ~92 NA SN .887
tris(2-ethylhexyl yphosphate 1 (88) 406 57 Sp Bgwx SN .000
2 (98) 618 59 sp 17** SN .000
4-vinyleyclohexene 1 (78) 657 32 SP 108%** SN .000
2 (11 609 33 SP L] T Sh .000
30 Non-Mutagenic Non-Carcinogens
Active Chemicals
C. 1. acid red 14 1 (30) .787 40 SP 54 SP 2.26
2 (45 .732 35 Sp 57 Sp 2.05
phenol 1 (76) 1.79 12 SP 26* Sp10.5
2 (90) 1.95 15 SP 21%* SP 4.60
propyl gallate 1 (3 .285 Q4 Sp i SP 2.42
2 {9} L1490 102* sp Gor** LA 958
sodium diethyldithio- 1 (38) 496 69 SP T2%** SP 3.37
carbamate 2 (96} .660 31 SP 52 sp 2.52
Weakly Active Chemicals
carbromat 1 (3% 1.97 14 SP 72 SN 673
2 (44) 1.52 23 sp LR b 5P 3.94
chlorpheniramine-maleate 1 (70} .526 47 SP 43 SN 000
2 (85) .313 &7 sp 78 sP1.97
Chemicals with an Equivocal Activity
anilazine 1 (2% .606 68 SP 40 LA 1.09
2 (85) .313 67 SP 78 LA 2.81
Chemicals with an Equivocal Activity
tetrakis¢hydroxymethyl) 1 (72) .289 70 SP 41 SN . 288
phosphonium chloride 2 (90) 1.95 15 sP 21%% sP 3.53
3 (98) -618 39 SP i ekl SN .000
Inactive Chemicals
L-ascorbic acid 1 (4) 1.51 50 sp 59 SN .300
2 (1 301 1 SP J04%w* SN .348
bisphenol A 1(2) 660 53 sp 30 SN .060
2 (8) 2.196 16 SP Fakadad LA 1.15
317 411 99 sp =37 SN 393
4 (IP18) .789  ~105% P ~3¢9 SN .000
C. I. acid vellow 73 177} 972 17 sp GrRK SN 000
2 (83) .35 71 SP 23wx SN .065
ephedrine sulfate 1(71) 1.061 24 Sp 1g%** LN .810
2 {77} 972 17 sp GRRR SN .000
3 (89) 492 51 sp 50 SN .320
erythromycin stearate 1(71) 1.06 24 SP 10%** SN .000
2 (89) 492 51 sp 50 SN -163

{Continued on next page)
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Table A2, Continued.

Transformation
Chemical® Spontaneous® Response®
Foci/Vessel: Benzo(a)pyrene® Test Chemical®
Name Exp. No. Rank Order Call : Rank Order Call : mean ¢-statistic
Inactive Chemicals _ Continued
ethoxylated dodecyl alcohol 1 (82) 8.01 TH*w SP Jewn SN .00o
2 (%0) 1.95 15 Sp 27%* SN .583
ethylenediamine tetraacetic 1 (73} 274 80 SP Bokew LA 2.49
acid, trisodium salt 2 (85) 313 67 5P 78 SN .810
geranyl acetate 1 ¢84) 511 44 SP 65 SN .530
2 (92) 597 41 SP 83* SN .090
4-hexylresercinol 1 ¢63) 1.92 13 SP b6 SN .0oo
2 (8% 313 &7 Sp 78 LA .920
D,L-menthol 1(18) .663 46 SP 8o* SN .215
2 (2&) .308 89 sP B7#w* SN .083
methoxychlor 1 (37) .631 58 SP 55 SN .705
2 (89 492 51 SP 50 LA 1.26
methyldopa sesquihydrate 1(75%) .882 21 Sp 26* LA 1.67
2 (91 .322 56 SP 1Q9w¥¥ SN L600
methylphenidate-HCL 1 ¢48) .537 64 Sp Ba* SN 1.31
2 (57 .278 86 sp 74 SN .780
oxytetracycline-HClL 1 (73 274 a0 SP Joww* SN .000
2 (103 LB74 22 sp 53 SN .0no
3 (107) 2.95 Fldaid sSp 46 SN .000
phenylephrine-HCL 1 (73) L2274 a0 SP Bo#w SN .385
2 {105 .58 29 Sp Q7**E SN .260
rotenone 1T .882 21 SP 26% SN .000
2 (96 .660 3 sp 52 SN .510
stannous chloride 1 (19) .357 77 SP 67 SN 175
2 (26) .07 37 Sk 20%** SN 1.38
tetracycline-HCL 1 (71> 1.06 24 SP 10%** SN .000
2 (89 492 51 Sp 50 SN .063
tetrakis(hydroxymethyl ) 1 (723 .289 70 sp 41 SN .125
phosphonium sul fate 2 (B4) St 44 sp 45 SN .0GC
xylenes, mixed 1 (72) .28%9 70 Sp 41 SN .000
2 (100 .268 73 5P 49 SN 945
Chemicals with an_Indeterminate Activity
eugenol 1 (74> 657 32 SP 108%¥%* LN 1.88
2 (94 1.52 18 SP n SN .000
triphenyltin hydroxide 1 (39 .427 82 sp 18w SN .B28
2 (9% b6 43 sp gr** sp 3.27

General Abbreviations: Exp. No,, experiment number; NA, not. available.

Abbreviations for Transformation Responses: 8P, sufficlent positive; LA, limited activity; SN, sufficient negative; LN, limited negative.

“The 114 eytotoxic chemicals in Tuble A2 are identical to those in Table Al, and they are subdivided into groups of 43 mutagenie carcinogens, 21
mutagenic noncareinogens, 20 nonmutagenic carcinogens, and 30 nonmutagenic nonearcinogens.

Transfotl‘mation Response: This table presents a summary of the spontaneous, BaP, and test chemieal transformation responses detected in two or
more experiments per test chemical. The assay design and procedures used in the standard transformation assay are described in the Materials and
Methods. The transforming aetivities of individual chemical treatment doses (i.e., focus data), as well as the individual transformation responses (i.e.,
type ITI foci/vessel), are provided in detail in the Appendices B-H. Appendices B, C, D, E, F, G and H eontain the activities of the 43 cytotoxie, mutagenic
carcinogens; 21 eytotoxic, mutagenie noncareinogens; 20 eytotoxic, nonmutagenic carcinogens; 30 eytotoxie, nonmutagenie, noncareinogens; 21
noncytotoxic carcinggens; 26 noneytotoxie noncarcinogens; and 7 very noneytotoxic model test chemicals.

(Continued on next page)
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Table A2, Confinued.

“Spontaneous Transformation Response: The method used to cateulate the spontanecus transformation response, as well as the positive control and
test chemical responses, is explained in the Materials and Methods, The transformation responses are expressed as lype 117 foci/vessel and were
caleulated using a log,, mathematicai transformation procedure. The arithmetic value for foci/vessel in this table is the antilog of the log,,, mean
transformation response minus one. The procedure for rank ordering the spontaneous responses from 110 experiments is based upon the different
stalistical sensitivities of transformation cxperiments with different spontaneous responses is explained in the Statistical Sensitivity versus
Spontaneous Response section of the Materials and Methods. Experiments with high spontancous responses had a high statistical sensitivily and have
relatively low rank-order numhers, For example, 2-amino-5-nitrophenol had a high spontaneous response of 6.02 foci/vessel in experiment 62, which had
a high statistical sensitivity and rank order number 3/110. Conversely, experiments with a low statistical sensitivity had high rank-order numbers. For
example, C.I. solvent yellow 14 had a low spontaneous response of 0.085 focifvessel in experiment 67, which had a low statistical sensitivity and high
rank-order number 107/114.

*Significant spontaneous or BaP transformation response, 0.01 < p < 0.05.

**Jignificant transformation response, 0.001 < p < 0.01.

T**Signiﬁcam transformation response, p < 0.001.

"Benzo(aipyrene Transformation Response. The method used to eall individual transformation experiments is deseribed in detail in Materials and
Methods. The method used to rank order the BaP transformation responses from the 110 experiments is based upon statistical comparizon of the BaF
transformation at the two treatment doses detected in an individual experiment with the median historieal activity of the assay. This procedure is
described in the Detection Sensitivity versus Benzo{a)pyrene Transformation Response section of the Materials and Methods. The rational for rank-
ordering the experiments is analogous to that described for the spontaneous transformation responses (refer to footnote ¢ above),

“Test Chemical Transformation Response: The method used to eall individual experiments is described in detail in Materials and Methods, and the
abbreviations for the calls are provided above. The significance of the transformation responses of individual chemical treatment doses were caleulated
using SAS statistical software (22). The mean ¢-statistic represents the average of the {-statisties of the four test chemical treatment doses in the
experiment. The f-statisties for individual chemical treatment doses which were used to caleulate the mean ¢-statistic are provided in the Appendices B-
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Table A3. Rank-ordered potency of the transformation responses of 114 cytotoxic chemicals compared to rodent bioassay activities.

Test Chemical

Rodent Bioassay”

Level of Activity

Transformation Response®

Rank £-statistic

Name High Low None Actual Estimated®
43 Mutagenic Carcinogens
Total Active Chemicals [92.5%1°
»
Active Chemicals
5-azacytidine D 12.8 16.8
diglycidyl resorcinol ether A 9.31 11.0 -
N-methyl-N-nitro-N’-nitraseguanidine A 10.3 10.3 »
ethylenedibromide A 5.68 6.82
2-amino-3-nitrophenol 0 5.94 5.%94
cytembena B 5.93 5.93
4-chloro-o-phenylenediamine A 5.84 5.84 s
1,2-dibromo-3-chleropropane A 5.5¢% 5.74
o-toluidine A 4.83 5.62
4-chloro-¢g-toluidine-HCL C 5.61 5.61
C. I. solvent yellow 14 c 3.52 5.34
1, 2-epoxypropane A 4.48 5.21
2-acetylaminof lucrene A 3.12 4.67
acrylonitrile B 3.75 4.35
epichlorohydrin A 3.03 4.22
2-nitro-p-phenylenediamine D 3.60 4.13
nitrofurazone A 4.12 4.12
2-naphthylamine B 3.66 3.98
S-chloro-g-toluidine B 3.92 3.92
iodinated glycerol A 3.68 3.68
melphalan A 3.66 3.66
benzidine-2HCL A 3.38 3.38
€. 1. acid orange 3 o 2.89 3.34
N-methyl-G-acrylamide B 3.10 3.3
2-biphenylamine D 3.2 3.21
1,2-epoxybutane B 2.99 2.99
quinoline c 2.94 2.94
selenium sulfide A 1.92 2.78
ziram D 2.72 2.72
4, 4-oxydianiline A 2.60 2.60
nitrofurantoin A 2.26 2.52
4, 4-methylenedianiline A 1.87 2.39
4-biphenylamine A 2.38 2.38
2,6-dichloro-p-phenylenediamine c 2.26 2.35
3-{chloromethyl Jpyridine-HCl A 2.06 2.29
1,3-dichleropropene A 1.77 1.77
C. 1. disperse blue 1 c 1.31 (7.08) 1.31
Total Inactive Chemicals [7.5%1°
Chemicals with Equivocal Activity
dichlorves (uncoded) A F 1.49 1.66
{coded) A F 1.68 1.68
Inactive Chemicals N
C. 1. basic red 9-HCl (uncoded) A .41 .65
(coded) A .05 .05
2,4-dinitrotoluene B .73 1.19
.
Chemicals with an Indeterminate Activity”
2-amino-4-nitrophenol D .00 .00
C. 1. disperse yellow 3 A 07 .07 ¢
HC blue 1 A 1.72 2.40

{Continued on next page)
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Table A3. Continued.
Test Chemical Rodent Bioassay” Trans formation Response©
Level of Activity Rank t-statistic
Name High Low  Kone Actual Estimated”

21 Mutagenic Non-Carcinogens
Total Active Chemicals [65.0%]

Active Chemicals

malaoxon F 8.14 11.4
2,6-toluenediamine-2HCL F 6.95 6.95
N-phenyl-2-naphthylamine E 4,25 6.90
3-nitropropionic acid E 4,69 5.22
HC red 3 (AVG.) 4.12 4.54
(coded) E 5.60 6.11
{uncoded) E 2.64 Z2.96
1-naphthylamine F 2.82 4.18
coumaphos F 4.12 4.2
tetraethylthiuram disul fide F 3.88 3.88
4-nitro-0-phenylenediamine F 2.54 3.54
dimethoate F 3.5 3.3
3-chloro-p-toluidine F 3.26 3.26
p-phenylenediamine-2HCL F 3.04 3.04
2-(chloromethyl )pyridine-HCl £ 2.56 2.85
Total Inactive Chemicals ([35.0%]
Chemicals with Fagulvocal Activity
2,4-dimethoxyaniline-HCL F 3.06 3.06
2,3,5,6-tetrachlorg-4-nitroanisole F 2.08 2.08
N-(1-naphthyl}ethylenediamine-2HCL F 1.64 1.83
4! -(chloroacetylyacetanilide F 1.65 1.65
8-hydroxyquinal ine F .78 1.16
Inactive Chemical
HC blue 2 F 1.80 3.51
Inactive Chemjical (fndeterminate Activity)
4-acetylaminofluarene F (D 1.30 1.94
Chemicals with an Indeterminate Activity
1-nitronaphthalene F 1.45 1.56
20 Non-Mutagenic Carcinogens
Total Active Chemicals [52.64]
Active Chemicals
nitrilotriacetic acid A 5.86 5.86
ethyl acrylate A 4.5 5.25
allyl isothiocyanate v} 2.86 3.39
diethylstilbestrol A 2.91 2.91
isophorone o 2.76 2.86
dimethylviny! chloride A 2.59 2.59
3-chioro-2-methylpropene A 2.14 2.4
chlorendic acid A 1.98 1.98
polybrominated biphenyl mixture A 1.93 1.93
malonaldehyde, sodium salt C 1.87 (5.81) 1.87

Total Inactive Chemicals [47.4%]

(Continued on next page}
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Table A3. Confinued.

Test Chemical Rodent Bioass.wh Transformation Response®
Level of Activity Rank t-statistic
Name High Llow Nene Actual Estimated®

Chemical with fguivocal Activity

2-mercaptobenzothiazole C 1.23 1.23
Inactive Chemicals

allyl isovalerate A 1.65 1.65
0-{ imonene D .24 .27
reserpine A .24 .24
methapyrilene-HCl c 4 17
chlorowax 500 A .06 .06
citnnamy!l anthranilate A 004 005
tris(2-ethylhexyl)phosphate D .00 .00
4-vinylcyclohexene D .00 .00

Chomicals with an Indeterminate Activity

chlorowax 40 D .46 A48

30 Non-Mutagenic Non-Carcinogens

Total Active Chemicals [20.0%]

Active Chemjcals

phenol F 7.60 7.60
propyl gallate E 1.70 2.95
sodium diethyldithiocarbamate F 2.94 2.%4
C. 1. acid red 14 F 2.15 2.15
Weakly Active Chemicals
carbromal F 2.26 2.26
chlorpheniramine-maleate F 1.18 1.26
Total Inactive Chemicals [80.0%]
Chemicals with Fquivaocal Activity
anilazine F 1.82 2.09
tetrakis{hydroxymethyl} F 1.27 1.27
phosphonium chiloride
Inactive Chemicals
ethylenediamine tetraacetic acid, Na* F 1.41 2.01
methylphenidate-Hel 1 1.05 1.47
methyldopa sesquihydrate E 1.21 1.21
methoxychlor F 1.08 1.08
bisphenol A E .79 .79
stannous chloride E .78 .78
xylenes, mixed : F 47 .50
4-hexylresorcinol E A W47
L-ascorbic acid F 32 46
phenylephrine-HCL F 31 Y
geranyl acetate F .35 37
ethoxylated dodecyl alecohol 3 (1) .29 .29
rotenone E .26 .26
D,L-menthol f .16 .22
ephedrine sulfate F 16 16
erythromycin stearate £ .08 .08
tetrakis(hydroxymethyl )phosphonium $0, F .083 .083
C. 1. acid yellow 73 [ .030 .030
tetracycline-HCl F .021 L0271
oxytetracycline-HCl E .poo .bop

{Continued on next page)
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Table A3. Confinued.
Rodent Bioassay”

Transformation Response®

Rank ¢-statistic

Test Chemical

Level of Activity

Name High Low  None Actual  Estimated"

Chemicals with an Indeterminate Activity
triphenyttin hydroxide F 1.64 1.64
1.07 1.07

eugenol E

“Test Chemical: The 114 eytotoxic chemieals in Table A3 are identical to those in Table Al, and they are subdivided into groups of 43 mutagenic
carcinogens, 21 mutagenic nonearcinogens, 20 nonmutagenic carcinogens, and 30 nonmutagenic noncarcinogens,

“Rodent Bioussay Level of Activity: The relative carcinogenic activity of chemicals in rodent bioassay has been described in terms of the chemical's
level of effect (1,9}, The highest level A corresponds to chemnicals that cause cancer in both mice and rats at one o more sites, and level B refers to
chemicals that cause cancer at multiple sites in one species of rodent. Level C includes chemieals carcinogenic at one site in both sexes of one species, and
D includes chemicals earcinogenic at one site in only one sex of a single species. Level E chemicals that only equivocal evidence of earcinogenic activity.
Finally, level F includes both nonearcinogens and chemicals that had inadequate earcinogenicity studies.

“Transformation Response Rank ¢-statistie: The method used to caleulate the significance of test chemical transformation responses employed SAS
statistical software (22} and is deseribed in detail in Materials and Methods. The correct {-statistics of each treatment dose of the test chemical in a
single experiment are presented in the Appendices B-H, and these {-statistics were averaged to determine the mean £-statistic of the test chemieal for
the experiment (refer to Table A2). The mean (-statistics for two or experiments for each chemical was weighted according to the number of treatment
doses evaluated and averaged to determine the actual rank ¢-statistic presented in this table. For example, the actual rank ¢-statistic of 5-azacytidine
transformation responses in experiments 6 and 1l isequal to 128(ie, 836 + 911 + 153 + 339 (Exp.6) + 14.7 + 166 + 421 + 70 (Exp. 1L)/R =
12.8; Appendix B].

Estimated Rank t-statistic: The estimated rank t-statistic is used to estimate both the historical behavior of the test chemical in the transformation
assay, as well as predicting the future behavior or the chemical. It is calculated by correcting the actual rank t-statistic. The data presented in Table AZ
showed that individual experiments had very different rank-ordered sensitivities to detect chemical-induced transformation. Therefore, the estimated
rank i-statistic modified the actual rank {-statistic to correct for differences in the sensitivities of individual experiments. The method uses the rank
ordered sensitivity of individual experiments to detect spontaneous and BaP-induced transfermation, and an example calculation is provided below.

The most active test chemical, 5-azacytidine, had statistical sensitivities for spontaneous transformation responses of 45 and 101/110 for experiments
6 and 11, respectively, and detection sensitivities for BaP of 88 and 104/110 (Table A2), Therefore, the average rank order of the two experiments was
72.0(i.e, 45 + 101 + 38 + 104/4 = 72) For a total of 110 experiments, the median experiment has an automatic average rank order of 55.0 (i.e,, 110/2 =
55,0). Therefore, the correction factor for the experimental sensitivity to detect chemical transformation was 72.0/55.0 or 1.31. Because the correction
factor had been more than one, the actual rank ¢-statistic would have been multiplied by the correction factor to obtain the estimated rank {-statistic of
16.8, A justification for this correction factor has been reported (18), and it is explained in the Materials and Methods.

“Percentage (%) of Active Chemicals: Active chemicals inctuded chemicals with active and weakly active transformation responses. In contrast,
inactive chemicals included chemicals with equivecal and inactive transformation responses. Chemieals with an indeterminate activity have to he
retested in an additicnal experiment in order to determine their activity in the standard transformation assay. Therefore, chemicals with indeterminate
transformation responses were omitted from the computation of the percentage (%) of the total chemicals that were either active or inactive in the assay.

BaP of trials 1 and 2 were 72 and 39/110, respectively
(Table A2). In a preliminary trial 1 the chemical had an LA
transformation response. In trial 2 the chemical had an SP
transformation response. 4-Biphenylamine was evaluated
as active in the transformation assay. Its actual and
estimated rank t-statistics were both 2.38 (Table A3).
4-Chloro-o-Phenylenediamine. 4-Chloro-o-phenyl-
enediamine was a potent level A carcinogen (Table A3), It
had one difficult technical problem because it was reported
to become oxidized upon exposure to air (Table Al). Tt was
very eytotoxic to the BALB/e-3T3 cells with an average
LD;, of 0.0318 mM (Table Al). The statistical sensitivities
of transformation assay trials 1-3 were 96, 81 and 62/110,

Mutagenic Carcinogens

2-Biphenylamine. 2-Biphenylamine was a relatively
weak level D careinogen (Table A3) with no serious techni-
cal problems reported (Table Al). However, an isomer of
the chemical, 4-biphenylamine, has been reported to be
oxidized upon exposure to air. It was eytotoxie to the
BALB/c-3T3 cells with an average LI, of 0.421 mM
(Table Al), The statistical sensitivities of transformation
assay trials 1 and 2 were 49 and 34/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 24 and
45/110, respectively (Table A2). In trial 1 and 2 the chemical
had a SP transformation response. 2-Biphenylamine was

evaluated as active in the transformation assay. Its actual
and estimated rank f-statisties were both 3.21 (Table A3).
4-Biphenylamine. 4-Biphenylamine was a level A car-
cinogen (Table A3). It had one difficult technical problem
because it was reported to become oxidized upon exposure
to air (Table Al). It was cytotoxie to the BALB/c-3T3 cells
with an average LD., of .479 mM (Table Al). The statisti-
cal sensitivities of transformation assay trials ! and 2 were
14 and 11/110, respectively; the detection sensitivities for

respectively; the detection sensitivities for BaP of trials
1-3 were 86, 22 and 48/110, respectively (Table A2). In a
preliminary trial 1, the chemical had a LN transformation
response because the test chemical treatment doses did
not induce significant cytotoxic activity. In trials 2 and 3
the chemical had an SP transformation response.
4-Chloro-o-phenylenediamine was evaluated as active in
the transformation assay. Its actual and estimated rank
{-statistics were both 5.84 (Table A3).
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3-(Chloromethyl)pyridine-HCI, 3-(Chloromethyl)pyri-
dine-HC] was a potent level A carcinogen (Table A3) with
no serious technical problems reported (Table Al). It was
very cytotoxic to the BALB/c-3T3 cells with an average
LDy, of 0.0756 mM (Table Al). The statistical sensitivities
of transformation assay trials 1 and 2 were 99 and 36/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 82 and 28/110, respectively (Table A2). In a
preliminary trial 1 the chemical had an LA transformation
response. In trial 2 the chemical had an SP transformation
response. 3-(Chloromethyl)pyridine-HC] was evaluated as
active in the transformation assay. [ty actual and esti-
mated rank f-statisties were 2.06 and 2.29, respectively
(Table A3).

4-Chloro-o-Toluidine-HC!. 4-Chloro-o-toluidine-HCI
was a relatively weak level C carcinogen (Table A3) with no
serious technical problems reported (Table Al). However,
an isomer of the chemical, 5-chloro-o-toluidine, has been
reported to be oxidized upon exposure to air (Table Al). It
was cytotoxic to the BALB/e-3T3 cells with an average
LD;, of 0.650 mM (Table Al). The statistical sensitivities
of transformation assay trials 1 and 2 were 2 and 41/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 2 and 83/110, respectively (Table A2), In trial 1
and 2 the chemical had an SP transformation response.
4-Chloro-o-toluidine-HCI was evaluated as active in the
transformation assay. Its actual and estimated rank {-sta-
tistics were both 5.61 (Table A3).

5-Chloro-o-Toluidine. 5-Chloro-o-toluidine was a
potent level B carcinogen (Table A3). It had one serious
technical problem because it was reported to become
oxidized upon exposure to air (Table Al). It was moder-
ately eytotoxic to the BALB/¢-3T3 cells with an average
LDg, of 1.69 mM (Table Al). The stalistical sensitivities of
transformation assay trials 1 and 2 were 2 and 41/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 2 and 83/110, respectively (Table A2). In trial 1
and 2 the chemical had an SP transformation response.
5-Chloro-o-toluidine was evaluated as active in the trans-
formation assay. Its actual and estimated rank t-statistics
were both 3.92 (Table A3)

C. I Acid Orange 3. C. 1. Acid orange 3 was a relatively
weak level I} carcinogen (Table A3} with no serious techni-
cal problems reported (Table Al). Tt was eytotoxie to the
BALB/e-3T3 cells with an average LDy, of 0.102 mM
(Table Al). The statistical sensitivities of transformation
assay trials 1 and 2 were 47 and 63/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 43 and
101/110, respectively (Table A2). In a preliminary trial 1
the chemical had an LA transformation response, In trial
2 the chemical had an SP transformation response. C. 1.
acid orange 3 was evaluated as active in the transforma-
tion assay. Its actual and estimated rank ¢-statistics were
2.89 and 3.34, respectively (Table A3).

C. L. Basic Red 9-HCI. C. 1. Basic red 9-HCl was one of
five chemicals that was tested as both a coded and an
uncoded test chemical in this investigation. It was a potent
level A carcinogen (Table A3) with no serious technical
problems reported (Table A1), Both chemical samples were
very cytotoxic to the BALB/c-3T3 cells with an

average LDy, of 0.00281 and 0.00216 mM (Table Al). For
the uncoded test chemical, the statistical sensitivities of
transformation assay trials 1-3 were 64, 108 and 82/110,
respectively; the detection sensitivities for BaP of trials
1-3 were 84, 99 and NA/110, respectively (Table A2). For
the coded test chemical, the statistical sensitivities of
trials 1 and 2 were 80 and 8/110; the detection sensitivities
for BaP were 89 and 29/110, respectively. The coded and
uncoded test chemical had SN transformation responses
in a total of & trials. Therefore, C. 1. basie red 9-HCl was
evaluated as inactive in the transformation assay. The
actual and estimated rank ¢-statistics of the uncoded test
chemical were 0.41 and 0.65, respectively (Table A3). The
actual and estimated rank t-statistics of the coded test
chemical were both 0.05 (Table A3). Taken together, the
coded and uncoded test chemicals had nearly identical
cytotoxic and transforming activities in the BALB/¢-3T3
cell transformation assay.

C. L Disperse Blue 1. C. 1. Disperse blue 1 wag a level C
carcinogen (Table A3). It had one difficult technical prob-
lem. It was insocluble in eulture medium at a portion of the
treatment doses that were used to evaluate both cytotoxic
and transforming activity (Table A1). In addition, this test
chemical was observed to bind to the target cells, and it
coukd not be removed using the standard washing pro-
cedure. [t was cytotoxic to the BALB/¢-3T3 cells with an
average LDy, of 0.240 mM (Table Al). The statistical
sengitivities of transformation assay trials 1-3 were 80, 54
and 5/110, respectively; the detection sensitivities for BaP
of trials 1-3 were 89, 44 and 46/110, respectively (Table
A2) In a preliminary trial 1, the chemical had a SP type
IIT focus transformation response. In trials 2 and 3, the
chemical had a SN type III transformation response. In
contrast, the test chemical had an SP type I-T11 transfor-
mation response for all three trials. Thus, this test chemi-
cal had the unusual and consistent capability of inducing
very significant levels of type I and I foci, but not for type
IIT foel. This type of transformation response is shared by
two other carcinogens, asbestos and polybrominated
biphenyl mixture. Taken together, C. . acid orange 3 was
evaluated as weakly active in the transformation assay. Its
actual and estimated rank {-statistics for the type III
transformation response were both 1.31; however, the
actual and estimated rank {-statisties for the type I-II1
response were both 7.08 (Table A3).

C. I Disperse Yellow 3. C. 1. Disperse yellow 3 was a
level A carcinogen (Table A3) with no serious technical
problems reported (Table Al). It was moderately cytotoxic
to the BALB/c-3T3 cells with an average LD, of 1.50 mM
(Table Al). The statistical sensitivities of transformation
assay trials 1 and 2 were 24 and 56/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 10 and
108/110, respectively (Table AZ). In trials 1 and 2 the
chemical had an SN transformation response. C. 1. dis-
perse yellow 3 was evaluated as having had an indetermi-
nate activity in the transformation assay. Its actual and
estimated rank t-statistics were both 0.07 (Table A3).

C. I. Solvent Yellow 14. C. 1. Solvent yellow 14 was a
relatively weak level C carcinogen (Table A3) It was
insoluble at a portion of the treatment doses that were
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evaluated for both cytotoxic and transforming activities
(Table Al). Tt was cytotoxic to the BALB/e-3T3 cells with
an average LI);, of 0.199 mM (Table Al). The statistical
sensitivities of transformation assay trials 1-4 were 105,
107, 99 and 105/110, respectively; the detection sen-
sitivities for BaP of trials 1-4 were 69, 106, 37, and 89/110,
respectively (Table A2). In trials 1, 2 and 4 the chemical
had SP transformation responses. In trial 3 the chemical
had an LA transformation response. The test chemical
was evaluated in more than two experiments, beeause it
was used as a model test chemieal in the development of
additional assay protocols. C. I. solvent yellow 14 was
evaluated as active in the transformation assay. Its actual
and estimated rank ¢-statistics were 3.52 and 5.4, respec-
tively (Table A3).

Cytembena. Cytembena was alevel B carcinogen (Table
A3) with no serious technical problems reported (Table
Al). It was cytotoxic to the BALB/c-3T3 cells with an
average LD,, of 0.153 mM (Table Al). The statistical
sensitivities of transformation assay trials 1 and 2 were 47
and 71/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 43 and 23/110, respectively
(Table A2). In a preliminary trial 1 the chemical had an LA
transformation response. In trial 2 the chemical had an SP
transformation response. Cytembena was evalunated as
active in the transformation assay. Its actual and esti-
mated rank {-statistics were both 5.93 (Table A3).

L2-Dibromo-3-Chloroprepane. 1,2-Dibromo-3-chioro-
propane was a potent level A carcinogen (Table A3) with no
serious technical problems reported (Table Al). It was
cytotoxic to the BALB/c-3T3 cells with an average LDy, of
0.401 mM (Table Al). The statistical sensitivities of trans-
formation assay trials 1-3 were 66, 78 and 27/110, respec-
tively; the detection sensitivities for BaP of trials 1-3 were
81, 58 and 63/110, respectively (Table A2), In 4 preliminary
trial 1, the test chemical had an LN transformation
response, because the chemical treatment doses were
noncytotoxic to the target cells. In trials 2 and 3 the
chemical had an 8P transformation response. 1,2-
Dibromo-3-chloropropane was evaluated as aetive in the

“transformation assay. 1ts actual and estimated rank t-sta-

tistics were 5.59 and 5.74, respectively (Table A3).

2,6-Dichlore-p-Phenylenediamine. 2,6-Dichloro-
p-phenylenediamine was a relatively weak level ( careino-
gen (Table A3) It had one difficult technical problem
because it was reported to become oxidized upon exposure
to air (Table Al). Tt was cytotoxic to the BALB/e-3T3 cells
with an average LD, 0f 0.921 mM (Table Al). The statisti-
cal sensitivities of transformation assay trials 1 and £ were
19 and 91/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 34 and 85/110, respectively
(Table A2). In trials 1 and 2 the chemical had an SP
transformation response. 2,6-Dichlorop-phenylenedi-
amine was evaluated as active in the transformation assay.
Its actual and estimated rank f-statistics were 2.26 and
2.35, respectively (Table A3).

1,3-Dichloropropene. 1,3-Dichloropropene was a potent
level A carcinogen (Table A3) with no serious technical
problems reported (Table Al). It was cytotoxic to the
BALB/c-3T3 cells with an average LDy, of 0.280 mM

(Table Al). The statistical sensitivities of transformation
assay trials 1-3 were 4, 18 and 26/110, respectively; the
detection sensitivities for BaP of trials 1-3 were 1, 81 and
93/110, respectively (Table A2). In a preliminary trial 1 the
chemieal had a SP transfermation response, and in trial 2
the chemical had a SN transformation response. Because
these responses were disparate and significantly different
from one another, the test chemical was evaluated in a
third trial. In the third experiment the chemical had an LA
transformation response. 1,3-Dichloropropene was evalu-
ated as weakly active in the transformation assay. Its
actual and estimated rank {-statistics were both 1.77,
respectively (Table A3),

Dichlorves. Dichlorvos was one of five chemicals that
was tested as both a coded and an uncoded test chemical in
this investigation. It was evaluated as 4 noncarcinogen is
its first rodent bioassay trial; however, it was determined
in a second trial using a different route of exposure tohe a
potent level A carcinogen (Table A3). This test chemical
had one difficult technical problem because it was rapidly
hydrolyzed in water (Table Al). Both chemical samples
were cytotoxic to the BALB/e-3T3 cells with an average
LD,g of 0.145 and 0.140 mM (Table A1), For the uncoded
test chemical, the statistical sensitivities of transforma-
tion assay trials 1-3 were 98, 72 and 59/110, respectively;
the deteetion sensitivities for BaP of trials 1-3 were 60, NA
and 17/110, respectively (Table A2). For the coded test
chemical, the statistical sensitivities of trials 1 and 2 were
9 and 15/110, the detection sensitivities for BaP were 37
and 21/110, respectively. The uncoded test chemical had
SN transformation responses in 2 trials and an LA trans-
formation response in one trial. The coded test chemical
had an SN transformation response in a preliminary trial
and an SP transformation response in trial 2. The mean
{-statistice of the SP and LA transformation responses
were not significantly different from the corresponding
SN responses, which showed that the test chemical
activity in the assay was relatively weak. Taken together,
dichlorvos wag evaluated ag having had equivocal activity
in the transfonnation assay. The actual and estimated
rank ¢-statistics of the uncoded test chemical were 1.49
and 1.66, respectively (Table A3). The actual and estimated
rank ¢-statistics of the coded test chemical were both 1.68
(Tahle A3). Taken together, the coded and uncoded test
chemicals had nearly identical cytotozic and transforming
activities in the BALB/e-3T3 cell transformation assay.

Diglycidyl Resorcinol Ether. Diglycidyl resorcinol ether
was a potent level A earcinogen (Table A3). It is an alkylating
chemical; thus, it could react with labile hydrogen atoms not
only on DNA, but also on a variety of biochemicals in the
culture medium (Table Al). It was very cytotoxic to the
BALB/c-3T3 cells with an average LDy, of 0.00416 mM
(Table Al), The statistical sensitivities of transformation
agsay trials 1 and 2 were 45 and 103/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 38 and
73/110, respectively (Table A2). In trials I and 2 the chemical
had an SP transformation response. Diglycidy! resoreinol
ether was evaluated as one of the most active chemieals in the
transformation assay. Its actual and estimated rank ¢-statis-
tics were 9.31 and 11.0, respectively (Table A3).
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2,4-Dinitrotoluene. 2 4-Dinitrotoluene is a relative
potent level B carcinogen (Table AS) with no serious
technical problems reported (Table Al). Tt was cytotoxic to
the BALB/c-3T3 cells with an average LD, of 0.917 mM
(Table Al). The statistical sensitivities of transformation
assay trials 1-3 were 88, 104 and 88/110, respectively; the
detection sensitivities for BaP of trials 1-3 were 77, 90 and
NA/110, respectively (Table A2). In a preliminary trial 1
the chemical had an LA transformation response. In trials
1-3 the chemical had SN transformation responses. 2,4-
Dinitrotoluene was evaluated as inactive in the transfor-
mation assay. Its actual and estimated rank ¢-statistics
were .73 and 1.19, respectively (Table A3).

Epichlorohydrin. Epichlorohydrin was a level 4 car-
einogen (Table A3). It had two serious technical problems,
hecause it was reported to become oxidized upon exposure
to air and it reacts with water {Table A1) It was cytotoxic
to the BALB/c-8T3 cells with an average LD, of 364 mM
(Table Al). The statistical sensitivities of transformation
assay trials 1 and 2 were 98 and 72/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 60 and
NA/110, respectively (Table A2). In a preliminary trial 1
the chemical had an LA transformation response. In trial
2 the chemical had an SP transformation response. Epi-
chlorohydrin was evaluated as active in the transformation
assay. Its actual and estimated rank t-statistics were 3.03
and 4.22, regpectively (Table A3)

1,2-Epoxybutane. 1,2-Epoxyhutane was a relatively
weak level D carcinogen (Table A3). Tt was reported to be a
highly rveactive chemical (Table Al), and it reaects with
carboxyl and hydroxyl groups found on constituent bio-
chemicals in culture medium, as well as in the target cells.
It was moderately eytotoxic to the BALB/e-3T3 cells with
an average LD, of 1.45 mM (Tuble Al). The statistical
sensitivities of transformation assay trials 1-3 were 4, 26
and 20/110, respectively; the detection sensitivities for
BaP of trials 1-3 were 1, 93 and 19/110, respectively (Table
A2). In a preliminary trial 1 the chemical had an LN
transtormation response because the chemical treatment
doses were too high and completely eytotoxie to the cells.
In trials 2 and 3 the chemical had SP transformation
responses. 1,2-Fpoxybutane was evaluated as active in the
transformation assay. [ts actual and estimated rank t-sta-
tistics were both 2,99 (Tahle A3).

L2-Epoxypropane. 1,2-Epoxypropane was a potent
level A carcinogen (Table A3). It had one difficult technical
problem because it was reported to become oxidized upon
exposure to air (Table Al). It was moderately cytotoxie to
the BALB/c-3T3 cells with an average LD, of 1.60 mM
(Table Al). The statistical sensitivities of transformation
assay trials 1 and 2 were 70 and 57/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 41 and
88/110, respectively (Table AZ). In trials 1 and 2 the
chemical had an SP transformation response. 1,2-
Epoxypropane was evaluated as active in the transforma-
tion assay. Its actual and estimated rank t-statistics were
4.48 and 5.21, vespeetively (Tuble A3),

Ethylene Dibromide, Fthylene dibromide was a level A
carcinogen (Table A8). It was reported to be highly reac-
tive chemical, hut none of these problems were serious

(Table A1) It was moderately cytotoxic to the BALB/e-3T3
cells with an average LD, of 1.69 mM (Table Al). The
gtatistical sensitivities of transformation assay trials 1
and 2 were 32 and 41/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 were 108 and 83/110,
respectively (Table A2). In trials 1 and 2 the chemical had
an SP transformation response. Ethylene dibromide was
evaluated as active in the transformation assay. Its actual
and estimated rank t-statistics were 5.68 and 6.82, respec-
tively (Table A3),

HC Blue 1. HC Blue 1 was a level 4 carcinogen (Table
A3). It had one difficult technical problem because it was
reported to become oxidized upon exposure to air (Table
Al). It was cytotoxic to the BALB/c-3T3 cells with an
average LD, of 1.96 mM (Tuble Al). The statistical sen-
gitivities of transformation assay trials 1-3 were 100, 79
and 88/110, respectively; the detection sensitivities for
BaP of trials 1-3 were 42, 75 and NA/110, respectively
(Table A2). In trials 1 and 2 the chemical had an SN
transformation response. Ordinarily this chemical would
not have been tested in a third experiment, but it was
selected as a model chemical with an inactive response in
the transformation assay. In the third experiment, the test
chemical had an SP transformation response. This dispa-
rate transformation response could have been caused hy
the different sample batches of test chemicals that were
tested in experiments 1 and 2 versus experiment 3. There-
fore, the test chemical has to be tested in a fourth experi-
mental trial. HC blue 1 was evaluated as having had an
indeterminate activity in the transformation assay. Its
actual and estimated rank f-statistics were 1.72 and 2.40,
respectively (Table A3).

Todinated Glycerol. Todinated glycerol was a level A
carcinogen (Table A3) with no serious technical problems
reported (Table Al) It was moderately cytotoxic to the
BALB/c-3T3 cells with un average LD, of 3.47 mM (Table
Al). The statistical sensitivities of transformation assay
trials 1 and 2 were 32 and 28/110, respectively; the detee-
tion sensitivities for BaP of trials 1 and 2 were 108 and
15/114), respectively (Table A2). In a preliminary trial 1
the chemical had an SP transformation response. In
trial 2 the chemical had an SN transformation response.
The disparate transformation responses were examined
further, and the mean t-statistics of the two experiments
were not significantly different from one another. In
addition, there was a dose-related inerease in test chem-
ical activity in the experiment with an SN response at
treatment doses that were comparable to that inducing
an SP response. Taken together, iodinated glycerol was
evaluated as weakly active in the transformation assay.
Its actual and estimated rank t-statistics were hoth 3.68,
respectively (Table A3).

Melphalan. Melphalan was a level A carcinogen (Table
A3). It had one serious technical problem because it was
reported to react with water (Table Al). It was very
cytotoxic to the BALB/c-3T3 cells with an average LD, of
0.00120 mM (Table Al). The statistical sensitivities of
transformation assay trials 1 and 2 were 10 and 31/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were § and 52/110, respectively (Table A2). In a



)

L]

L

TRANSFORMATION RESPONSES OF 168 CHEMICALS 379

preliminary trial 1 the chemical had an LA transformation
response. In trial 2 the chemical had an SP transformation
response. Melphalan was evaluated as active in the trans-
formation assay. Its actual and estimated rank ¢-statistics
were both 3.66, respectively (Table A3).

N-Methyl-o-Acrylamide. N-Methyl-o-acrylamide is a
level B carcinogen (Table A3) with no insurmountable
technical problems (Table A1), Tt was moderately eytotoxie
to the BALB/¢-3T3 cells with an average LD, of 1.75 mM
(Table Al). The statistical sensitivities of trials 1 and 2
were 47 and 67/110, respectively; the detection sen-
sitivities for BaP of trials 1 and 2 were 43 and 78/110,
respectively (Table A2). In a preliminary trial 1 the chemi-
cal had an LA transformation response. In trial 2 the
chemical had an SP transformation response.
N-Methyl-¢-acrylamide was evaluated as active in the
transformation assay. Its actual and estimated rank {-sta-
tistics were 3.10 and 3.31, respectively {Table A3).

4,4-Methylenediamine. 4,4-Methylenediamine was a
potent level A carcinogen (Table A3). It had cne difficult
technical problem because it was reported to hecome
oxidized upon exposure to air (Table Al). It was moder-
ately cytotoxic to the BALB/e-3T3 cells with an average
LD, of 1.56 mM (Table Al). The statistical sensitivities of
transformation assay trials 1 and 2 were 60 and 104/110,
respectively; the detection sensitivities forr BaP of trials 1
and 2 were 27 and 90/110, respectively (Table A2). In
trials 1 and 2 the chemical had an SP transformation
response, 4,4-Methylenedianiline was evaluated as active
in the transformation assay. Its actual and estimated rank
{-statistics were 1.87 and 2.39, respectively (Table A3).

N-Methyl-N'-Nitro-N-Nitrosoguanidine. N-Methyl-N'-
Nitro-N-Nitrosoguanidine was a potent level A carcino-
gen (Table A8). It had one serious technical problem
because it reacts with water (Table Al). It was very
eytotoxic to the BALB/c-3T3 cells with an average LDy, of
0.0154 mM (Table A1), The statistical sensitivities of trans-
formation assay trials T and 2 were 43 and 54/110, respec-
tively; the detection sensitivities forr BaP of trials 1 and 2
were 9 and NA/110, respectively (Table A2). In trials 1 and
2 the chemical had an SP transformation response.
N-Methyl-N’-nitro-N-nitrosoguanidine was one of the
most active chemicals in the transformation assay. Its
actual and estimated rank {-statistics were both 10.3
(Table A3).

2-Naphthylamine, 2-Naphthylamine was a level B car-
cinogen (Table A3). It had one serious technical problem
hecause it was reported to become oxidized upon exposure
to air (Table A1), Tt was moderately eytotoxic to the BALBY
¢-3T3 cells with an average LD, of 1.69 mM (Table Al).
The statistical sensitivities of transformation assay trials
1 and 2 were 96 and 37/110, respectively; the detection
gensitivities for BaP of trials 1 and 2 were 86 and 20/110,
respectively (Table A2). In trials 1 and 2 the chemical had
an SP transformation response. 2-Naphthylamine was
evaluated as active in the transformation assay. Its actual
and estimated rank t-statistics were 3.66 and 3.98, respec-
tively (Table A3).

Nitrofurantoin. Nitrofurantoin was a potent level A
carcinogen (Table A3). It was reported to be a highly

reactive chemical, but none of the problems were serious
(Table Al). It was eytotoxic to the BALB/c-3T3 cells with
an average LDy, of 0.106 mM (Table Al). The statistical
sensitivities of transformation assay trials 1 and 2 were 93
and 43/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 100 and 9/114, respectively
(Table A2). In a preliminary trial 1 the chemical had an SN
transformation response. In trial 2 the chemical had an SP
transformation response. The disparate transformation
responses were examined further, and the mean {-statis-
ties of the two experiments wete not significantly different
from one another. In addition, there was a dose-related
increase in test chemical activity in the experiment with an
SN response at treatment doses that were comparable to
that inducing an SP response. Taken together, nitrofuran-
toin was evaluated as having had weak activity in the
transformation assay. Its actual and estimated rank ¢-sta-
tistics were 2.26 and 2.52, respectively (Table A3).

Nitrofurazone. Nitrofurazone was a potent level A
carcinogen (Table A3} with no serious technical problems
reported {Table Al). Tt was very cytotoxic to the BALB/
c-3T3 cells with an average LD, of 0.0515 mM (Table A1),
The statistical sensitivities of transformation assay trials
1-3 were 24, 17 and 63/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 were 10, 6 and
101/110, respectively (Table A2). In a preliminary trial 1
the chemical had an LN transformation response, because
the chemical treatment doses were too cytotoxic. In trials
2 and 3 the chemical had an SP transformation response.
Nitrofurazone was evaluated as active in the transforma-
tion assay. Its actual and estimated rank {-statistics were
both 4.12, vespectively (Table A3)

2-Nitro-p-Phenylenediamine. 2-Nitro-p-phenylene-
diamine was a relatively weak level Db carcinogen (Table
A3). It had one difficult technical problem because it was
reported to become oxidized upon exposure to air (Table
Al). It was eytotoxic to the BALB/c-3T3 cells with an
average LD., of 0.947 mM (Table Al). The statistical
sensitivities of transformation assay trials 1-3 were 100,
T9 and 31/110, respectively; the detection sensitivities for
BaP of trials 1-3 were 42, 75 and 52/110, respectively
{Table A2). In a preliminary trial I the chemical had an SP
transformation response. In trial 2 the chemical had an
SN transformation response, The disparate transforma-
tion responses were examined further, and the mean
f-statistics of the two experiments were significantly dif-
ferent from one another. Therefore, the chemical was
tested in a third trial, and the activity in this experiment
was evaluated as an SP. Theve was no obvious reason for
the absence of activity of the test chemical in the second
experiment. Taken together, 2-nitro-p-phenylenediamine
was evaluated as active in the transformation agsay. Its
actual and estimated rank {-statistics were 3.60 and 4.13,
respectively (Table A3).

4,4-Oxydianiline. 4,4-Oxydianiline was a potent level A
carcinogen (Table A3). It had one serious technical prob-
lem, because it was reported to become oxidized upon
exposure to air (Table A1), It was ecytotoxic to the BALB/
¢-3T3 cells with an average LDy, of 0.270 mM (Table Al).
The statistical sensitivities of trials 1 and 2 were 25 and
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16/110, respectively; the detection sensitivities for BaP of
trials 1 and 2 were 36 and 7/110, respectively (Table A2). In
trials 1 and 2 the chemical had an SP transformation
response. 4,4-Oxydianiline was evaluated as active in the
transformation assay. Its actual and estimated rank {-sta-
tistics were both 2.60 (Table A3).

Quinoline. Quinoline was a level C carcinogen (Table
A3). It was reported to be a highly reactive chemieal, but
none of the problems were serious (Table Al). It was
moderately cytotoxic to the BALB/c-3T3 cells with an
average LDy, of 4.09 mM (Table Al). The statistieal sen-
sitivities of transformation assay trials 1-4 were 87, 78, 42
and 26/110, respectively; the detection sensitivities for
BaP of trials 1-4 were 64, 58, 25 and 93/110, respectively
(Table A2). In trials 1 and 2 the chemical had an LN
transformation response because the chemical treatment
doses did not induce a significant eytotoxic activity. In trial
3 the chemical had an LA transformation response, and
trial 4 the response was evaluated as an SP. Quinoline was
evaluated as active in the transformation assay. Its actual
and estimated rank {-statistics were both 2.94 (Table A3).

Selenium Sulfide. Selenium sulfide was a potent level A
carcinogen (Table A3) with no sericus technical problems
reported {Table Al). It was cytotoxic to the BALB/c-3T3
cells with an average LD, of 0.125 mM (Table Al). The
statistical sensitivities of transformation assay trials 1-3
were 105, 101 and 54/110, respectively; the detection
sensitivities for BaP of trials 1-3 were 69, 104 and 44/110,
respectively (Table A2). In a preliminary trial 1, the chemi-
cal had an SP transformation response. In trial 2, the
chemical had an SN transformation response. The dispa-
rate transformation responses were examined further,
and the mean t-statistics of the two experiments were
significantly different from one another, Therefore, the
test ehemieal had to be tested in a third experiment, and
the activity in this trial was evaluated as an SP, There was
no chvious explanation for the disparate transformation
responses in second experiment, verses the experiments 1
and 3. Taken together, selenium sulfide was evaluated as
weakly active in the transformation assay. Its actual and
estimated rank i-statistics were 1.92 and 2.78, respectively
(Table A3).

o-Toluidine, o-Toluidine was a potent level A carcinogen
(Table A3). It had one difficult technical problem because it
was reported to become oxidized upon exposure to air
(Table Al). It was moderately eytotoxic to the BALB/¢-3T3
cells with an average LDy, of 4.33 mM (Table Al). The
statistical sensitivities of transformation assay trials 1-8
were 87, 106 and 59/110, respectively; the detection sen-
silivities for BaP of trials 1 and 2 were 64, 51 and 17/110,
respectively (Table A2). In a preliminary trial 1 the chemi-
eal had an LA transformation response. In trial 2 the
chemical had an SP transformation response, but it did not
induee a significant increase in type I and II foei {data not
presented). Because of this unusual activity, the test chem-
ical was tested in a third trial. In the third experiment the
chemical response was evaluated as an SP. Taken together,
o-toluidine was evaluated as active in the transformation
assay. Its actual and estimated rank ¢-statistics were 4.83
and 5.62, respectively (Table A3).

Ziram. Ziram is a relatively weak level D carcinogen
(Table A3) with no serious technical problems reported
(Table Al). It was the most cytotoxie chemical in this group
of test chemieals, and it had an average LDy, of 0.0000373
mM (Table Al). The statistical sensitivities of transforma-
tion assay trials 1 and 2 were 17 and 56/110, respectively;
the detection sensitivities for BaP of trials 1 and 2 were 6
and 109/110, respectively (Table A2). In a preliminary trial
1 the chemieal had an LA transformation response. In
trial 2 the chemical had an SP transformation response.
Ziram was evaluated as active in the transfonnation assay.
Its actual and estimated rank {-statistics were both 2,72
(Table A3).

Cytotoxic, Mutagenic Noncarcinogens

4-Acetylaminonuorene. 2-Acetylaminofluorene is a
level F'(I) noncarcinogen because it has not been evaluated
in a complete rodent bicassay (Table A3). It had one
difficult technical problem, because it had a solubility limit
in culture medinm supplemented with pluronic F68 of 200
pg/ml (Table Al). The test chemical was moderately
cytotoxic to the BALB/e-3T3 cells and had an average
LDy, estimated to be over 900 pg/ml or about 0.07 mM
(Table Al). Thus, the LD,, was considerably above the
solubility limit of the test chemiecal, The statistical sen-
sitivities of transformation assay trials 1 and 2 were 103
and 83/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 73 and 70/110, respectively
(Table A2), The test chemical had an LN transformation
response in both experiments, and it was tested at treat-
ment doses that were both above and below its solubility
limit. Taken together, 4-acetylaminofluorene was evalu-
ated as an inactive chemieal with an indeterminate activity
in the transformation assay. Its actual and estimated rank
i-statistics were 1.30 and 1.49, respectively (Table A3).

4'-(Chloreacetylacetanilide. 4'-(Chloroacetyl}-
acetanilide is a level F nonearcinogen (Table A3). It had no
insurmountable technieal problems (Table Al) The test
chemical was very ¢ylotoxic to the BALB/e-3T8 cells and
had an average LDg; of 0.00336 mM (Table Al). The
statistical sensitivities of transformation assay trials 1
and 2 were 58 and 8/110, respectively; the detection sen-
sitivities for BaP of trials 1 and 2 were 55 and 29/110,
respectively (Table A2). In trials 1 and 2 the test chemical
had LA transformation responses. 4'-(Chloroacetyl)-
acetanilide evaluated as having equivocal activity in the
transformation assay, and its actual and estimated rank
t-statistics were both 1.65 (Table A3),

2-{Chloromethyl)pyridine-HCI. 2-(Chloromethyl)-
pyridine is a level F nonearcinogen (Table A3). It had no
insurmountable technical problems (Table Al). The test
chemical was cytotoxic to the BALB/e-3T8 cells and had
an average LD, of 0.118 mM (Table Al). The statistical
sensitivities of transformation assay trials 1 and 2 were 99
and 36/110, respectively; the detection sensitivities for BaP
of trials 1 and 2 were 82 and 28/110, respectively (Table A2).
In trials 1 and 2 the test chemieal had SP transformation
responses. 2-(Chloromethyl)pynidine was evaluated as
active in the transformation assay, and its actual and
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estimated rank {-statistics were 2.56 and 2.85, respectively
(Table A3).

3-Chloro-p-Toluidine. 3-Chloro-p-toluidine is a level ¥
noncarcinogen (Table A3). It had one diffienlt technical
problem. It was reported to become oxidized upon expo-
sure to air, and it was exposed to air during the treatment
period (Table Al). The test chemical was moderately
cytotoxic to the BALB/c-3T3 cells and had an average
LDy, of 1.17 mM (Table A1), The statistical sensitivities of
transformation assay trials 1 and 2 were 2 and 41/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 2 and 83/110, respectively (Tabie AZ). In trials 1
and 2 the test chemical had SP transformation responses.
3-Chloro-p-toluidine was evaluated as active in the trans-
formation assay, and its actual and estimated rank t-statis-
ties were both 3.26 (Table A3).

Ceumaphos. Coumaphos is a level #' noncarcinogen
(Table A3). It had no insurmountable technical problems
(Table Al). The test chemical was cytotoxic to the BALB/
¢-3T3 eells and had an average LDy, of (.218 mM (Table
Al). The statistical sensitivities of transformation assay
trials 1-8 were 40, 8 and 83/110, respectively; the detection
sensitivities for BaP of trials 1-3 were 54, 29 and 14/110,
respectively (Table A2) The test chemieal had an SN
transformation response in the first experiment, and an
SP response in the second experiment. Because the mean
i-statistics of the transformation responses in the first two
experiments were significantly different from one another,
the test chemical was evaluated in a third trial. In the third
experiment the test chemieal had an SP transformation
response. Coumaphos was evaluated as active in the trans-
formation assay, and its actuai and estimated rank £-statis-
tics were both 4.12 (Table A3).

Dimethoate, Dimethoate is a level F noncareinogen
(Table A3). Tt had no insurmountable technical problems
(Table Al). The test chemical was cytotoxic to the BALB/
¢-3T3 cells and had an average LD, of (.602 mM (Table
Al). The statistical sensitivities of transformation assay
trials 1 and 2 were 90 and 18/110, respectively; the detec-
tion sensitivities for BaP of trials 1 and 2 were 13 and
31/110, respectively (Table A2). The test chemical had an
LA transformation response in the first experiment, and
an SP response in the second experiment. Dimethoate was
evaluated as active in the transformation assay, and its
actual and estimated rank {-statistics were both 3.31
(Table A3).

2 4-Dimethoxyaniline-HCI. 2 4-Dimethoate is a level £
noncarcinogen (Table A3). It had no insurmountable tech-
nical problems (Table Al). The test chemiecal was moder-
ately cytotoxic to the BALB/c-3T3 cells and had an
average LD, of 1.13 mM (Table Al). The statistical sen-
sitivities of transformation assay trials 1-3 were 7, 63 and
547110, respectively; the detection sensitivities for BaP of
trials 1-3 were 56, 101 and 44/110, respectively {Table A2).
The test chemical had a SP transformation response in the
first experiment, and a SN response in the seeond experi-
ment. Becanse the mean {-statisties of the transformation
responses in the first two experiments were significantly
different from one another, the test chemical was evalu-
ated in a third trial. The test chemical had a SN transfor-

mation response in the third experiment. 2, 4-Dimethoxy-
aniline was evaluated as having had equivocal activity in
the transformation assay, and its actual and estimated
rank t-statistics were both 3.06 {Table A3).

HC Red 3. HC red 3 was one of five chemicals that was
tested as both a coded and an uncoded test chemiealin this
investigation. Tt is a level & noncarcinogen (Table A3). It
had no insurmountable technical problems (Table Al). The
test chemical was moderately cytotoxic to the BALB/
e-3T3 cells and had an average LD, of 372 mM as a
uncoded test chemical and 4.50 mM as a coded chemieal
(Table Al). For the uncoded test chemical the statistical
sensitivities of transformation assay trials 1 and 2 were 60
and 86/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 27 and 74/110, respectively
(Table A2). In trials 1 and 2 the uncoded test chemical had
SP transformation responses. For the coded test chemical
the statistical sensitivities of transformation assay trials 1
and 2 were 93 and 33/110, respectively; the detection
sengitivities for BaP were 100 and 14, respectively. The
coded test chemieal had an LA transformation regponse in
the first experiment, and an SP transformation response
in the second experiment. Both the uncoded and the coded
HC Red 3 were evaluated as active in the transformation
assay. The coded test chemical actual estimated rank
t-statistics were 5.60 and 6.11, respectively; the uncoded
test ehemieal actual and estimated rank {-statistics were
2.64 and 2.96, respectively (Table A3).

8-Hydroxyquinoline. 8-Hydroxyquinoline is a level F
noncareinogen (Table A3). It had one difficult technical
problem because it was reported to combine with different
metal salts (Table Al). Thus, it could have combined with
metal salts in FBS and EMEM medium. The test chemical
was very eytotoxic to the BALB/c-3T3 cells and had an
average LDy, of 0.00251 mM (Table Al). The statistical
sensitivities of transformation assay trials 1-3 were 94,
102 and 39/1 16, respectively; the detection sensitivities for
BaP of trials 1-3 were 91, 95 and 68/110, respectively
(Table A2). The test chemical had an SP transformation
response in the first experiment, and an SN response in
the second experiment. Because the mean {-statistics of
the transformation responses of the first two experiments
were significantly different from one another the chemical
was evaluated in a third trial, The test chemical had an SN
transformation response in the third experiment.
8-Hydroxyquinoline was evaluated as having equivocal
activity in the transformation assay, and its actual and
estimated rank ¢-statistics were 0.78 and 1.16, respectively
(Table A3).

Malaoxon. Malaoxon is a level F' nonearcinegen (Table
A3). 1t had one difficult technical problem. It was reported
to become oxidized upon exposure to air, and it was
exposed to air during the treatment period (Table Al). The
test chemical was cytotoxic to the BALB/¢-3T3 cells and
had an average LI, of 0.468 mM (Table Al). The statisti-
cal sensitivities of transformation assay trials 1 and 2 were
87 and 106/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 64 and 51/110, respectively
(Table A2). The test chemical had an LA transformation
response in the first experiment, and an SP resgponse in the
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second experiment. Malaoxon was evaluated as active in the
transformation assay, and its actual and estimated rank
{-stafistics were 8.14 and 114, regpectively (Table A3),

1-Naphthylamine, 1-Naphthylamine is a level # noncar-
cinogen {Table A3). It had one difficult technical problem.
1t was reported to become oxidized upon exposure to air,
and it was exposed to air during the treatment period
{Table Al). The test chemical was eytotoxic to the BALB/
¢-373 cells and had an average LD, of 0.506 mM (Table
Al). The statistical sensitivities of transformation assay
trials 1 and 2 were 96 and 77/110, respectively; the detec-
tion sensitivities for BaP of trials 1 and 2 were 86 and
67/110, respectively (Table A2), In trials 1 and 2 the test
chemical had SP transformation responses. 1-Naphthyl-
amine was evaluated as active in the transformation assay,
and its actual and estimated rank ¢-statistics were 2.82 and
4.18, respectively (Table A3).

N-{1-Naphthyl)ethylenediamine-2HCl. N-(1-Naph-
thyDethylenediamine-2HCI iz a level F noneareinogen
(Tahle A3). It had no insurmountable technical problems
(Tuble Al). The test chemical was cytotoxic to the BALB/
c-3T3 cells and had an average LDy, of 0.125 mM (Table
Al). The statistical sensitivities of transformation assay
trials 1 and 2 were 69 and 63/110, respectively; the detec-
tion sengitivities for BaP of trials | and 2 were 12 and
101/110, respectively (Table AZ). In trials 1 and 2 the test
chemical had LA transformation responses. N-(1-naph-
thylethylenediamine-ZHCI evaluated as having equivocal
activity in the transformation assay, and its actual and
estimated rank {-statistics were 1.64 and 1.83, respectively
(Table A3).

I-Nitronaphthalene. 1-Nitronaphthalene is a level #
noncarcinogen (Table A3). It had no insurmountable tech-
nical problems (Table A1). The test chemical was cytotoxic
to the BALB/¢-3T3 cells and had an average LD, of 0.464
mM (Table A1). The statistical sensitivities of transforma-
tion assay trials 1 and 2 were 49 and 63/110, respectively;
the detection sensitivities for BaP of trials T and 2 were 24
and 101/110, respectively {Table A2). The test chemical
had an SN transformation response in the first experi-
ment, and an SP response in the second experiment.
Because the mean {-statistic responses of the two transfor-
mation experiments were significantly different from one
another, this chemical has to be tested in a third trial. In
the absence of these data I-nitronaphthalene was evalu-
ated as having had an indeterminate activity in the trans-
formation assay, and its actnal and estimated rank
{-statistics were 1.45 and 1.56, respectively (Table A3).

4-Nitro-o-Phenylenediamine, a-Nitro-o-phenylenedi-
amine is a level F' noncarcinogen (Table A3). Tt had one
difficult technical problem. It was reported to become
oxidized upon exposure to air, and it was exposed to air
during the treatment period (Table Al). The test chemical
was cylotoxic to the BALB/c-3T3 cells and had an average
LDy, of 0.292 mM (Table A1), The statistical sensitivities
of transformation assay trials 1 and 2 were 99 and 46/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 82 and 80/1 10, respectively (Table A2). The test
chemical had an 8P transformation response in the first
experiment, and an LA response in the second experiment.

4-Nitro-o-phenylenediamine was evaluated as active in the
transtormation assay, and its actual and estimated rank
t-statistics were 2.54 and 3.54, regpectively (Table A3).

3-Nitropropionic Acid, 3-Nitropropionic acid is a level &
noncarcinogen (Table A8), It had one difficult technical
problem. It was reported to become oxidized upon expo-
sure to air, and it was exposed to air during the treatment
period {Table Al). The test chemical was moderately
cytotoxic to the BALB/c-3T3 cells and had an average
LD, of 1.23 mM (Table Al). The statistical sensitivities of
transformation assay trials 1 and 2 were 82 and 67/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 18 and 78/110, respectively (Table A2). The test
chemical had an SP transformation response in the first
and second experiments. 3-Nitropropionic acid was evalu-
ated as active in the transformation assay, and its actual
and estimated rank ¢-statistics were 4.6% and 5.22, respec-
tively {Table A3).

p-Phenylenediamine-2HCL p-Phenylenediamine-
2HCI is a level F noncarcinogen (Table A3). It had one
difficult technical problem. it was reported to become
oxidized upon exposure to air, and it was exposed to air
during the treatment period (Table A1), The test chemical
was very cytotoxie to the BALB/c-3T3 cells and had an
average LDg, of 0.0712 mM (Table Al). The statistical
sensitivities of transformation assay trials 1 and 2 were 58
and 51/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 55 and 50/110, respectively
{Table A2). In trials 1 and 2 the test chemical had SP
transformation responses. p-Phenylenediamine-2HCl wag
evaluated ag active in the transformation assay, and its
actudl and estimated rank t-statistics were both 3.04
(Table A3),

N-Phenyl-2-Naphthylamide. N-Phenyl-2-naphthyl-

amtide iz o level I noncaveinogen (Table A3). It had one
difficult technical problem. It was reported to become
oxidized upon exposure to air, and it was exposed to air
during the treatment period (Table Al). The test chemical
was cytotoxic to the BALB/e-3T3 cells and had an average
LI, of 0.195 mM (Table A1). The statistical sensitivities
of transformation assay trials 1 and 2 were 93 and 63/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 100 and 101/110, respectively (Tuble A2), In trials
1 and 2 the test chemical had SP transformation responses,
N-Phenyl-Z-naphthylamide was evaluated as active in the
transformation assay, and its actual and estimated rank
{-statistics were 4.25 and 6.90, respectively (Tuble A3).
+ 2,3.5,6-Tetrachloro-4-Nitroanisole. 2,3,5,6-Tetra-
chloro-4-nitroanisole is a level F' noneareinogen (Tuble A3),
It had no insurmountable technical problems (Table A1),
The test chemical was very eytotoxic to the BALB/¢-3T3
cells and had an average LD, of 0.0437 mM (Table A1)
The statistical sensitivities of transformation assay trials
1 and 2 were 68 and 43/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 weve 40 and 9/110,
respectively (Tahle AZ). In trials 1 and 2 the test chemical
had LA transformation responses. 2,3,5,6,-Tetrachloro-4-
nitroanisole was evaluated as having equivocal activity in
the transformation assay, and its actual and estimated
rank {-statistics were both 2.08 (Table A3).
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Tetraethylthiuram Disulfide. Tetraethylthiuram dis-
ulfide is g level F" noncareinogen (Tuble A3). It had one no
insurmountable technical problems (Table Al). The test
chemical was very cytotoxic to the BALB/c-3T3 cells and
had an average L.Dj, of 0.0000583 mM (Table Al). The
statistical sensitivities of transformation assay trials 1
and 2 were 10 and 43/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 were 5 and 9/110,
respeetively (Table A2), In trials 1 and 2 the test chemieal
had SP transformation responses. Tetraethylthiuram dis-
ulfide was evaluated as active in the transformation assay,
and its actual and estimated rank ¢-statistics were both
3.88 {Table A3).

2.6-Toluenediamine-2HCI. 2 6-Toluenediamine-2HCl is
a level F noncarcinogen (Table A3). Tt had no insurmount-
able technical problems (Table Al). The test chemical was
moderately eytotoxic to the BALB/¢-3T3 cells and had an
average LDg, of 4.11 mM (Table Al). The statistical sen-
sitivities of transformation assay trials  and 2 were 68 and
23/110, respectively; the detection sensitivities for BaP of
trials 1 and 2 were 40 and 11/110, respectively (Table A2). In
trials 1 and 2 the test chemiecal had SP transformation
responses. 2,6-Toluenediamine-2HCl was evalnated as
active in the transformation assay, and its actual and
estimated rank t-statiStics were both 6.95 (Table A3).

Cytotoxic, Nonmutagenic Carcinogens

Allyl Isothicyanate. Allyl isothiocyanate is a level D
carcinogen (Table A3), It had one difficult technical prob-
lem because it was reported to react with water (Table Al).
The test chemical was a very cytotoxic to the BALB/e-3T3
cells and had an average LD, of 6.00712 mM (Table Al).
The statistical sensitivities of transformation assay trials
1 and 2 were 90 and 98/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 were 13 and 60/110,
respectively (Table A2). The test chemical had an LA
transformation response in the first experiment, and an
SP response in the second experiment, Allyl isothiocya-
nate evaluated as active in the transformation assay, and
its actual and estimated rank t-statistics were 2.86 and
3.39, respectively (Tahle A3).

Allyl fsovalerate. Allyl isovalerate is a level A carcino-
gen (Table A3). It had no insurmountable technical prob-
lems (Table Al). The test chemical was moderately
cytotoxic to the BALB/c-3T3 cells and had an average
LD;, of 4.51 mM (Table Al). The statistical sensitivities of
transformation assay trials 1-4 were 66, 78, 42, and
27/110, respectively; the detection sensitivities for BaP of
trials 14 were 81, 58, 35, and 63/110, respectively (Table
A2). The test chemical had an LN transformation
response in the first two experiments, an SN response in
the third experiment, and an LA response in the fourth
experiment. Allyl isovalerate was evaluated as inactive in
the transformation assay, and its actual and estimated
rank {-statistics were both 1.65 (Table A3).

Chlorendic Acid. Chlorendic acid was a level A earcino-
gen (Table A3). This chemical was reported to bind metal
salts (Table Al); thus, it could have affected the concentra-
tion of metal salts in FBS and culture medium.

The test chemical was moderately cytotoxic chemieal with
an average LD., of 4.07 mM (Table Al). The statistical
sensitivities of transformation assay trials 1 and 2 were 9
and 57/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 37 and 88/110, respectively
(Table A2). In a preliminary trial 1 the chemical had an SP
transformation response. In trial 2 the chemical had an
LA transformation response. Chlorendic acid was evalu-
ated as active in the transformation assay. Its actual and
estimated rank #-statistics were both 1.98 (Table A3),
3-Chlore-2-Methylpropene. 3-Chloro-2-methylpropene
was a level A carcinogen {Table A3). It had many technical
problems including its reported reaction (Table Al). The
test chemical was a cytotfoxic chemical with an average
LD;, of 0.662 mM (Table Al). The statistical sensitivities
of transformation assuy trials 1 and 2 were 9 and 57/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 37 and 88/110, respectively (Table A2). In a
preliminary trial 1 the chemical had an LA transformation
responses. In trial 2 the chemieal had an SP transforma-
tion response, 3-Chloro-2-methylpropene was evaluated as
active in the transformation assay, and its actual and
estimated rank f-statistics were hoth 2.14 (Table A3).

Chlorowax 40. Chlorowax 40 is a level D carcinogen
(Table A3). It had no insurmountable technical problems
(Table Al). The test chemical was moderately eytotoxic to
the BALB/c-3T3 cells and had an average LD, of 1.43
mM (Table Al). The statistical sensitivities of transforma-
tion assay trials 1 and 2 were 12 and 26/110, respectively;
the detection sensitivities for BaP of trials 1 and 2 were 98
and 93/110, respectively (Table A2). The test chemical had
an LA transformation response in the first experiments
and an SN response in the second experiment. Chlorowax
40 was evaluated as inactive in the transformation assay,
and its actual and estimated rank i-statisties were .46 and
{(1.48, respectively (Table A3)

Chlorewax 500. Chlorowax 500 is a level A carcinogen
(Table A3). It had no insurmountable technical problems
(Table Al). The test chemical was moderately eytotoxic to
the BALB/c-3T3 cells and had an average LDy, of 1.568
mM (Table Al). The statistical sensitivities of transforma-
tion assay trials 1 and 2 were 32 and 15/110, respectively;
the detection sensitivities for BaP of trials 1 and 2 were
108 and 21/110, respectively (Table A2). The test chemical
had an SN transformation response in both experiments.
Chlorowax 500 was evaluated as inactive in the transfor-
mation assay, and its actual and estimated rank {-statistics
wete both 0.06 (Table A3).

Cinnamyl Anthranilate. Cinnamyl anthranilate is a
level A carcinogen (Table A3). [t had one difficult technical
problem. It was reported to become oxidized by air; thus, it
could have reacted with air during the treatment period
(Table Al). The test chemical was very cytotoxie to the
BALB/c-3T3 cells and had an average LD, of 0.0947 mM
(Table Al). The statistical sensitivities of transformation
assay trials 1-3 were 53, 102 and 92/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 30, 95
and NI}/110, respectively (Table A2). The test chemical
had an SN transformation response in all three experi-
ments, Cinnamyl anthranilate was evaluated as inactive in
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the transformation assay, and its actual and estimated rank
t-statistics were 0.004 and 0.005, respectively (Table A3).

Diethylstilbestrol. Diethylstilbestrol is a level A ear-
cinogen (Table A3) with no technical problems (Table Al).
It was very cytotoxic to the BALB/c-3T3 cells with an
average LDy, of 0.0858 mM (Table Al). The statistical
sengitivities of transformation assay trials 1 and 2 were 55
and 31/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 8 and 52/110, respectively (Table
A2). In a preliminary trial 1 the chemical had an LA
transformation response. In trial 2 the chemical had an SP
transformation response. Diethylstilbestrol was evaluated
as active in the transformation assay. Its actuwal and
estimated rank {-statistics were both 2.91, respectively
(Table A3).

Dimethylvinyl Chloride. Dimethylvinyl chloride is a
level A carcinogen (Table A3). [t had one serious technical
problem because it was noted to be oxidized upon exposure
toair (Table Al). It was moderately cytotoxic to the BALB/
¢-3T3 cells with an average LDy, of 4.74 mM (Table Al),
The statistical sensitivities of transformation assay trials
1 and 2 were 12 and 27/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 were 98 and 63/110,
respectively (Table A2). In a preliminary trial 1 the chemi-
cal had an LA transformation response. In trial 2 the
chemical had an SP transformation response. Dimethyl-
vinyl chloride was evaluated as active in the transforma-
tion assay. Its actual and estimated rank {-statisties were
both 2,59 (Table A3).

Ethyl Acrylate. Ethyl acrylate is a level A carcinogen
{Table A3). It has one difficult technieal problem because it
was reported to react with water (Table Al), It was very
cytotoxic to the BALB/c-3T3 cells with an average LD, of
0.0746 mM (Table Al). The statistical sensitivities of trans-
formation agsay trials 1 and 2 were 66 and 74/110, respec-
tively; the detection sensitivities for BaP of trials 1 and 2
were 81 and 35/110, respectively (Table A2), In a prelimi-
nary trial 1 the chemical had an LA transformation
response. In trial 2 the chemical had an SP transformation
response. Ethyl acrylate was evaluated as active in the
transformation assay. Its actual and estimated rank ¢-sta-
tistics were 4.51 and 5.25, respectively (Table A3),

Isaphorone. Isophorene is a level D carcinogen (Table
A3} with no insurmountable technical problems (Table A1).
It was moderately eytotoxic to the BALB/c-3T3 cells with
an average LD;, of 5.18 mM (Table Al). The statistical
sensitivities of transformation assay trials 1-3 were 106,
74 and 26/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 51, 35 and 93/110, respectively
(Table A2). In a preliminary triai 1 the chemical had an LN
transformation response because the test chemical treat-
ment doses were noncytotoxic to the cells. In trials 2 and 3
the chemical had an SP transformation response. Iso-
phorone was evaluated as active in the transformation
assay. Its actnal and estimated rank i-statistics were 2.76
and 2.86, respectively (Table A3).

D-Limonene, D-Limonene is a level D carcinogen (Table
A3). Tt had one difficult technical problem. It was reported
to become oxidized by air; thus, it could have reacted with
air during the treatment period (Table Al). The test

chemiecal was cytotoxie to the BALB/c-8T3 cells and had
an average LD, of 0.988 mM (Table A1). The statistical
sensitivities of transformation assay trials 1-3 were 70, 12
and 57/110, respectively; the detection sensitivities for
BaP of trials 1-3 were 41, 98 and 88/110, respectively
(Tuble A2). The test chemical had an LN transformation
response in the first experiments and an SN response in
the seeond and third experiments. D-Limonene was evalu-
ated as inactive in the transformation assay, and its actual
and estimated rank f-statistica were 0.24 and 0.27, respec-
tively (Table A3).

Malonaldehyde, Sodium Salt. Malonaldehyde, sodium
salt, is a level C carcinogen (Table A3). It was had one
serious technical problem because it is very temperature
sensitive (Table 1). The test chémical was moderately
cytotoxic to the BALB/c-3T3 cells with an average LD, of
3.74 mM (Table A1), The statistical sensitivities of trans-
formation assay trials 1 and 2 were 21 and 54/110, respec-
tively; the detection sensitivities for BaP of trials 1 and 2
were 26 and 44/110, respectively (Table A2), In a prelimi-
nary trial 1 the chemical had an SP transformation
response. In trial 2 the chemical had an LA transforma-
tion response. Malonaldehyde, sodium salt, was evaluated
as active in the transformation assay. Its actual and
estimated rank f-statistics were 1.87 and 1.87, respectively
(Table A3).

Methapyrilene-HCl. Methapyrilene-HCI is a level C
carcinogen (Table A3). Tt had no insurmountable technical
problems (Table A1). The test chemieal was cytotoxic to the
BALB/e-3T3 cells and had an average LDy, of 0.812 mM
{Table Al). The statistical sensitivities of transformation
assay trials 1-3 were 60, 91 and 82/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 27, 85
and ND/110, respectively (Table A2), The test chemical had
an SN transformation response in all three experiments.
Methapyrilene-HCL was evaluated as inactive in the
transformation assay, and its actual and estimated rank
t-statistics were 0.14 and 0.17, respectively (Table A3).

2-Mercaptobenzothiazole. 2-Mercaptobenzothiazole is
alevel Cecarcinogen (Table A3). It had one serious technical
problem. It was reported to react with water; thus, its
activity in the transformation assay could have been
unavoidably affected by its exposure to an aqueous
envirenment during the 48-hr treatment period (Table Al).
The test chemieal was cytotoxic to the BALB/c-3T3 cells
and had an average LDg, of 0.130 mM (Table Al). The
statistical sensitivities of transformation assay triais 1-3
were 3,17 and 51/110, respectively, the detection sen-
sitivities for BaP of trials 1-8 were 110, 6 and 50/110,
respectively (Table A2). The test chemical had a LN
transtformation response in the first experiment, because
the positive eontrol did not induee significant transforma-
tion in this experiment. In the second and third experi-
ments the test chemical had LA transformation responses,
2-Mercaptobenzothiazole was evaluated as having had
equivocal activity in the transformation assay, and its
actual and estimated rank {-statistics were both 1.23
(Table A3).

Nitrilotriacetic Acid, Trisodium Salt. Nitrilotriacetic
acid, trisodium salt, is a level A carcinogen (Table A3).
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Because this chemical was reported to binds metal salts, it
could have affected the concentration of metal salts in FBS
and culture medium (Table Al). It was moderately
cytotoxic to the BALB/e-3T3 cells and had an average
LDy, of 5,98 mM (Table Al). The statistical sensitivities of
transformation assay trials 1 and 2 were 80 and 33/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 89 and 14/110, respectively (Table A2). In trials
1 and 2 the chemical had an SP transformation response,
Nitrilotriacetic acid, trisodium salt, was evaluated as
active in the transformation assay. Its actual and esti-
mated rank {-statistics were both 5.86, respectively (Table
A3).

Polybrominated Biphenyl Mixture. Polybrominated
biphenyl mixture is a level 4 carcinogen (Table A3). This
test chemical was insoluble in culture medium at a portion
of the treatment doses that were used to induce both
cytotoxic and transforming activity (Table Al). It was
cytotoxic to the BALB/c-3T8 cells with an average LD, of
0.291 mM (Table Al). The statlstical sensitivities of trans-

- formation assay trials 1 and 2 were 81 and 39/110, respec-

tively; the detection sensitivities for BaP of trials 1 and 2
were 22 and 68/110, respectively (Table A2), In trials 1 and
2 the chemical had an SP transformation responses for
both type IIT and type I-III focus transformation
responses. However, this test chemical was very unusual in
that it induced proportionally a much higher response for
the type I and I foci, than for the type I11 foei (refer to the
Discussion). Polybrominated biphenyl mixture was evaly-
ated as active in the transformation assay. Its actval and
estimated rank ¢-statistics were both 1.93 for the type Il
focus response, and 5.81 for the type I and II focus
response (Table A3).

Reserpine. Reserpineis a level A carcinogen (Table A3).
It had cne difficuit technical problem. It was reported to
become oxidized by air; thus, it could have reacted with air
during the treatment period (Table Al). The test chemical
was very cytotoxie to the BALB/c-3T3 cells and had an
average LDg, of 0.0133 mM (Table Al). The statistical
sensitivities of transformation assay trials 1-3 were 25, 16
and 92/110, respectively; the detection sensitivities for BaP
of trials 1 and 2 were 36 and 7/110, respectively (Table A2),
The test chemical had an LA transformation response in
the first experiment and an SN response in the second and
third experiments. Reserpine was evaluated as inactive in
the transformation assay, and its actual and estimated
rank ¢-statisties were both 0.24, regpectively (Table A3).

Trist2-ethylhexyl)phosphate. Tris(2-ethylhexylphos-
phate is a level [ carcinogen (Table A3). 1t had no insur-
mountable technical problems (Table Al). The test
chemical was cytotoxic to the BALB/¢3T3 cells and had an
average LDz, of 0.338 mM (Table Al). The statistical
sensitivities of transformation assay trials 1 and 2 were 57
and 59/110, respectively, the detection sensitivities for
BaP of trials 1 and 2 were 88 and 17/110, respectively
{Table A2). The test chemical had an SN transformation
response in both experiments, Tris(2-ethylhexyl)-
phosphate was evaluated as inactive in the transformation
assay, and its actual and estimated rank {-statistics were
both 0.00 (Table A3).

4-Vinglcyclohexene, 4-Vinyleyclohexene is a level D
carcinogen (Table A3). It had one difficult technical prob-
lem. It was reported to become oxidized upon exposure to
air; thus, it eould have reacted with air during the treat-
ment period (Table Al). The test chemical was moderately
cytotoxic to the BALB/c-3T3 celle and had an average
LDy, of 3.88 mM (Table Al). The statistical sensitivities of
transformation assay trials 1 and 2 were 32 and 88/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 108 and 16/110, respectively (Table A2). The
test chemical had an SN transformation response in both
experiments. Vinyleyelohexane was evaluated as inactive
in the transformation assay, and its actual and estimated
rank {-statistics were both 0.00 (Table A3),

Cytotoxic, Nonmutagenic Noncarcinogens

Anilazine. Anilazine is a level F' nencarcinogen (Table
A3). It had no insurmountable technical problems (Table
1). The test chemical was a very cytotoxic to the BALB/
¢-3T3 cells and had an average LD, of 0.0475 (Table Al).
The statistical sensitivities of transformation assay trials
1 and 2 were 68 and 67/110, respectively; the detection
sengsitivities for BaP of trials 1 and 2 were 40 and 78/110,
respectively (Table A2). In trials 1 and 2 the test chemical
had LA transformation responses. Aniline was evaluated
as having equivocal activity in the transformation assay,
and its actual and estimated rank ¢-statistics were 1,82 and
2.09, respectively (Table A3).

L-Ascorbic Acid. L-Ascorbic acid is a level F noncar-
cinogen (Table A3). It had two difficult technical problems.
It was reported to become oxidized upon exposure to air;
thus, it could have reacted with air during the treatment
period. In addition, it was noted to bind metal salts; thus, it
could have combined with metal salts in FBS and EMEM
medium (Table Al). The test chemical was eytotoxic to the
BALB/e-3T3 cells and had an average LDy, of 0.363 mM
(Table Al). The statistical sensitivities of transformation
assay trials 1 and 2 were 50 and 101/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 59 and
104/110, respectively (Table A2). In trials 1 and 2 the test
chemical had SN transformation responses. L-Ascorbic
acid was evaluated as inactive in the transformation assay,
and its actual and estimated rank ¢-statistics were (.32 and
0.46, respectively (Table A8).

Bisphenol A. Bisphenol A is a level E noncarcinogen
(Table A3). It had no insurmountable technical problems
{Table Al). The test chemical was ¢ytotoxie to the BALB/
¢-3T3 cells and had an average LD, of 0.147 mM (Table
Al). The statistical sensitivities of transformation assay
trials 1-4 were 53, 16, 99 and 105/110, respectively; the
detection sensitivities for BaP of trials 1-4 were 30, 7, 37
and 39/110, respectively (Table A2). The test chemical had
an SN transformation response in all four experiments,
Bisphenol A was evaluated as inactive in the transforma-
tion assay, and its actual and estimated rank t-statistics
were both (.79 (Table A3).

Carbromal. Carbromal is alevel F noneareinogen (Table
A3). Tt had one difficult technical problem. It was reported
to become oxidized by air; thus, it could have reacted with
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air during the treatment period (Table Al). The test
chamical was moderately cytotoxic to the BALB/e-3T3
cells and had an average LD;, of 3.60 mM (Table Al), The
statistical sensitivities of transformation assay trials 1
and 2 were 14 and 23/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 were 72 and 11/110,
respectively (Table A2). The test chemical had an SN
transformation response in the first experiment, and an
SP response in the second experiment. Although the test
chemical had disparate transtormation responses in two
experiments, the mean {-statistics of the two responses
were not significantly different from one another. Carbyro-
mal was evaluated as weakly active in the transformation
assay, and its actual and estimated rank {-statistics were
both 2.26 (Table A3).

Chlorpheniramine-Maleate, Chlorpheniramine male-
ate is a level F' nonearcinogen (Table A3). It had no insur-
mountable technical problems (Table A1), The test
chemical was cytotoxic to the BALB/e-3T3 cells and had
an average LDy, of 0.287 mM (Table Al). The statistical
sensitivities of transformation assay trials 1 and 2 were 47
and 67/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 43 and 78/110, respectively
(Tuble A2). The test chemical had an SN transformation
response in the first experiment, and an SP response in the
second experiment. Although the test chemical had dispa-
rate transformation responses, the mean ¢-statisties of the
two responses were hot sighificantly different from one
another. Chlorpheniramine-maleate was evaluated as
weakly active in the transformation assay, and its actual
and estimated rank ¢-statistics were 1,18 and 1.26, respec-
tively (Table A3).

C. 1. Acid Red 14. C. 1. Acid red 14 is a level F noncar-
cinogen (Table A3). It had no insurmountable technical
problems (Table A1} The test chemieal was moderately
cytotoxie to the BALB/c-3T3 cells and had an average
LD, of 3.38 mM (Table Al). The statistical sensitivities of
transformation assay trials 1 and 2 were 40 and 35/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were b4 and 57/110, respectively (Table A2), In trials
1 and 2 the test chemical had SP transformation
responses. C. 1. Acid red 14 was evaluated as active in the
transformation assay, and its actual and estimated rank
t-statistics were 60th 2.15 (Table A3).

C. I Acid Yellow 73. C. 1. Acid yellow 73 is a level F'({)
noncarcinogen which has been reclassified as an
incomplete bioassay study (Table A3). It had no insur-
mountable technical problems (Table A1). The test chemi-
cal was moderately cytotoxic to the BALB/e-3T3 cells and
had an average L.D, 0of 4.65 mM (Table A1). The statistical
sensitivities of transformation assay trials 1 and 2 were 17
and 71/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 6 and 23/110, respectively (Table
A2) Intrials 1 and 2 the test chemical had SN transforma-
tion responses. C. I. Acid yellow 73 was evaluated as
inactive in the transformation assay, and its actual and
estimated rank ¢-statistics were both 0.03 (Table A3).

Ephedrine Sulfate. Ephedrine sulfate is a level F non-
carcinogen (Tuble A3). Tt had no insurmountable technical
problems (Table Al). The test chemical was moderately

cytotoxic to the BALB/¢-3T3 cells and had an average
LDy, of 1.63 mM (Table A1) The statistical sensitivities of
transformation assay trials 1-3 were 24, 17 and 51/110,
respectively; the detection sensitivities for BaP of trials
1-3 were 10, 6 and 50/110, respectively (Table A2). The test
chemical had an LN transformation response in the firsl
experiment because the test chemical did not have signifi-
cant cytotoxic activity. The test chemical had an SN
response in the second and third experiments. Fphedrine
sulfate evaluated as inactive in the (ransformation assay,
and its actual and estimated rank t-statistics were both
0.16 (Tuble A3).

Ergthromycin Stearate. Frythromyein stearate is a
level #' noncarcinogen (Table A3). It had no insurmount-
able technical problems (Table Al). The test chemical was
very eytotoxic to the BALB/e-3T3 cells and had an average
LDy, of 0.0746 mM (Tuble A1), The statistical sensitivities
of transformation assay trials 1 and 2 were 24 and 51/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 10 and 50/110, respectively (Table A2), The test
chemical had an SN transformation vesponse in both the
first and second experiments. Erythromyein stearate was
evaluated as inactive in the transformation assay, and its
actual and estimated rank {-statistics were both (.08
(Table A3).

Ethexylated Dodecyl Alcohol. Ethoxylated dodecyl
aleohol is a level F(I) noncarcinogen which has been
reclassitied as an incomplete study (Table A3). It had no
insurmountable technical problems (Table Al). The test
chemical wag very eytotoxie to the BALB/e-5T3 cells and
had an average LD, of 0.0172 mM (Tuble A1) The
statistical sensitivities of transformation assay trials 1
and 2 were 1 and 15/110, respectively; the detection sen-
sitivities for BaP of trials 1 and 2 were 3 and 21/110,
respectively (Table AZ). The test chemical had an SN
transformation responsge in both the first and second
experiments, Fthoxylated dodecyl aleohol was evaluated
as inactive in the transformation assay, and its actual and
estimated rank {-statisties were both 0.29 (Table A3).

Ethylenediamine Tetraacetic Acid, Trisodium Salt.
Ethylenediamine tetraacetic acid, trisodium salt, is a level
F noncarcinogen (Table A3), 1t had one difficult technical
problem. It was reported to bind with certain metal salts;
thus, it could have reacted with metal salts in FBS and
EMEM medium (Table Al). The test chemical was moder-
ately cytotoxic to the BALB/e-3T3 ceils and had an aver-
age LDg; of 1.89 mM (Table Al). The statistical
sensitivities of transformation assay trials 1 and 2 were 80
and 67/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 89 and 78/110, respectively
(Table A2). The test chemical had an LA transformation
response in the first experiment, and an SN response in
the second experiment. Ethylenediamine tetraacetic acid,
trisodium salt, was evaluated as inactive in the transfor-
mation assay, and its actual and estimated rank ¢-statistics
were 1.41 and 2.01, respectively {Table A3).

Fugenol. Eugenol is a level £ noncarcinogen (Tabie A3).
It had one difficult technical problem. It was reported to
become oxidized upon exposure to air; thus, it could have
reacted with air during the treatment period (Table Al}).
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The test chemical was cytotoxic to the BALB/c-3T3 cells
and had an average LD, of 0.875 mM (Table Al). The
statistical sensitivities of transformation assay trials 1
and 2 were 32 and 18/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 were 108 and 31/110,
respectively (Table A2). The test chemical had an LN
transformation response in the first experiment, because
the test chemical did not induee significant cytotoxic
activity. In the second experiment the test chemical had an
SN transformation response. Since the test chemical had
an LN transformation response in the first experiment, it
had to be tested in two additional trials. Therefore,
eugenol was evaluated as having had an indeterminate
activity in the transformation assay, and its actual and
estimated rank t-statistics were both 1.07 (Table A3),

Geranyl Acetate. Geranyl acetate is a level /7 noncar-
cinogen (Table A3). It had no insurmountable technical
problems (Table Al). The test chemical was cytotoxic to
the BALB/c-3T3 cells and had an average LDy, of 0.302
mM (Table Al). The statistical sensitivities of transforma-
tion assay trials 1 and 2 were 44 and 41/110, respectively;
the detection sensitivities for BaP of trials 1 and 2 were 65
and 83/110, respectively (Table A2). The test chemical had
an SN transformation response in the first and second
experiments. Geranyl acetate was evaluated as inactive in
the transformation assay, and its actnal and estimated
rank t-statistics were 0.35 and (.37, respectively (Table
A3).

4-Hexylresoreinol. 4-Hexylresorcinol iz a level £ non-
carcinogen (Table A3). It had no insurmountable technieal
problems (Table Al). The test chemical was cytotoxie to
the BALB/c-8T3 cells and had an average LD, of (.103
mM (Table Al). The statistical sensitivities of transtorma-
tion assay trials 1 and 2 were 13 and 67/110, respectively;
the detection sensitivities for BaP of trials 1 and 2 were 66

and 78/110, respectively (Table A2). The test chemical had .

an SN transformation response in the first experiment,
and an LA response in the second experiment. 4-Hex-
ylresorcinol was evalnated as inactive in the transforma-
tion assay, and its actnal and estimated rank ¢-statistics
were 0,46 and 0,47, vespectively (Table A3).

D.L-Menthol, D ]1.-Menthol is a level F' noncarcinogen
(Table A3). It had no insurmountable technical problems
{Table Al). The test chemical was moderately cytotoxic to
the BALB/¢-3T3 cells and had an average 1.Dg, of 4.63
mM (Table Al). The statistical sensitivities of transforma-
tion assay trials 1 and 2 were 46 and 89/110, respectively;
the detection sensitivities for BaP of trials 1 and 2 were 80
and 87/110, respectively {Tahle A2}, The test chemical had
an SN transformation response in the first experiment
and second experiments. D,L-Menthol was evaluated as
inactive in the transformation assay, and its actual and
estimated rank {-statistics were 0.16 and 0.22, respectively
{Table A3).

Methoxychlor. Methoxychlor is a level F nonecareinogen
{Tuble A8). It had no insurmountable technical problems
(Table Al). The test chemical was very cytotoxic to the
BALB/¢-3T3 cells and had an average LDy, of 0.0978 mM
(Table Al). The statistical sensitivities of transformation
assay trials 1 and 2 were 58 and 51/110, respectively; the

detection sensitivities for BaP of trials 1 and 2 were 55 and
50/110, respectively (Table A2). The test chemical had an
SN transformation response in the first experiment, and
an LA response in the second expertment, Methoxychlor
was evaluated as inactive in the transformation assay, and
its actual and estimated rank t-statistics were both 1.05
(Table A3).

Methyldopa Sesquihydrafe. Methyldopa sesquihy-
drate is a level £ nonearcinogen (Table A3). It had no
insurmountable technical problems (Table Al). The test
chemical was very cytotoxic to the BALB/c-3T3 cells and
had an average LDg, of 0.0810 mM (Table Al). The
statistical sensitivities of transformation assay trials 1
and 2 were 21 and 56/110, respectively, the detection
sensitivities for BaP of trials 1 and 2 were 26 and 109/110,
respectively (Table A2). The test chemical had an LA
transformation response in the first experiment, and an
SN response in the second experiment. Methyldopa ses-
quihydrate was evaluated as inactive in the transformation
assay, and its actual and estimated rank {-statistics were
both 1.21, respectively (Table A3).

Methylphenidate-HCl, Methylphenidate is a level [
noncareinogen because it has not been evaluated in a
complete rodent bioassay study (Table A38). It had no
insurmountable techuical problems (Table Al). The test
chemical was moderately cytotoxic to the BALB/e-3T3
cells and had an average LDy, of 5.63 mM (Table Al). The
statistical sensitivities of transformation assay trials 1
and 2 were 64 and 86/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 were 84 and 74/110,
respectively {Table A2). In trials 1 and 2 the test chernical
had SN trangformation responses. C. 1. Acid red 14 was
evaluated as inactive in the transformation assay, and its
actual and estimated rank {-statistics were 1.056 and 147,
respectively (Table A3).

Oxytetracycline-HCL Oxytetracycline is a level E non-
carcinogen (Table A3). It had one diffieult technical prob-
lem. It was reported to hydrolyze in water; thus, it could
have reacted with water during the treatment period
(Table Al). The test chemical was eytotoxic to the BALB/
¢-3T3 eells and had an average LDy, of 0.523 mM (Table
Al). The statistical sensitivities of transformation assay
trials 1-3 were 80, 22 and 5/110, respectively; the detection
sensitivities for BaP of trials 1-3 were 89, 53 and 46/110,
respectively (Table A2). The test chemical had an SN
transformation response in all three experiments. The test
chemical was tested in the third experiment, because the
its eytotoxic activity in the first experiment was excessive.
Oxytetracycline-HCI was evaluated as inactive in the
transformation assay, and its actual and estimated rank
t-statistics were both 0.00, respectively (Table A3).

Phenol. Phenol is a level F noncarcinogen {Table A3). It
had two difficult technical problems. It was reported to
become oxidized by air; thus, it could have reacted with air
during the treatment period. In addition, it was reported
to react with sulfate groups on chemicals; thus, it could
have reacted with biochemicals in culture medium, as well
as biochemicals in the target cells (Table Al). The test
chemical was moderately cytotoxic to the BALB/e-3T3
cells and had an average LD, of 3.29 mM (Table Al). The
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statistical sensitivities of transformation assay trials 1
and 2 were 12 and 15/110, respectively; the deteetion
sensitivities for BaP of trials 1 and 2 were 26 and 21/110,
respectively (Table A2). The test chemical had an SP
transformation response in the first and second experi-
ments. Phenol was evaluated as active in the transforma-
tion assay, and its actual and estimated rank #-statistics
were both 7.60 (Table A3).

Phenylephrine-HCIl. Phenylephrine-HC] is a level F
noncaranogen (Table A3). It had one difficult technical
problem. It was reported to become oxidized by air; thus, it
could have reacted with air during the treatment period
{Table Al). The test chemical was moderately cytotoxie to
the BALB/c3T3 cells and had an average LDy, 0f 3.52 mM
{Table Al). The statistical sensitivities of transformation
assay trials 1 and 2 were 80 and 29/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 89 and
/110, respectively (Table A2). The test chemical had an SN
transformation response in the first and second experi-
ments, Phenylephrine-HCl was evaluated as inactive in the
transformation assay, and its actual and estimated rank
t-statistics were (.31 and 0.42, respectively (Table A3).

Propyl Gallate. Propyl gallate is a level £ nonear-
cinogen (Table A3). It had one difficult technical problem.
It was reported to react with iron; thus, it could have
reacted with the iron in FBS (Table A1). The test chemical
was very cytotoxic to the BALB/c-3T3 cells and had an
average LD50 of 0.0631 mM (Table Al). The statistical
sengitivities of {ransformation assay trials 1 and 2 were 94
and 102/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 91 and 95/110, respectively
(Table A2). The test chemical had an SP transformation
response in the first experiment, and an LA response in
the second experiment. Propyl gallate was evaluated as
active in the transformation assay. Because the statistieal
sensitivity and detection sensitivity for BaP in both of the
experiments were significantly low, and the test chemieals
actual and estimated rank ¢-statistics were very different
{i.e., 1.70 and 2.95, respectively (Table A3).

Rotenone. Rotenone is a level & nonearcinogen (Table
A3). It had one diffieult technical problem. It was reported
to become oxidized by air; thus, it could have reacted with
air during the treatment period (Table Al), The test
chemical was very cytotoxic to the BALB/c-3T3 cells and
had an average LDy, of 0.000464 mM (Table Al). The
statistical sensitivities of transformation assay trials 1
and 2 were 21 and 31/110, respectively, the detection
sensitivities for BaP of trials 1 and 2 were 26 and 52/110,
respectively (Table A2). The test chemical had an SN
transformation response in the first and second experi-
ments. Rotenone was evaluated as inactive in the transfor-
mation assay, and its actual and estimated rank ¢-statistics
were both 0.26 (Table A3),

Sodium Diethyldithiocarbamate. Sodium diethyldi-
thiocarbamate is a level F noncarcinogen (Table A3). It had
no insurmountable technical problems (Table A1). The test
chemical was very eytotoxic to the BALB/c-3T3 cells and
had an average LDg, of 0.000142 mM (Table Al). The
statistical sensilivities of transformation assay trials 1 and
2 were 69 and 31/110, respectively; the detection sen-

sitivities for BaP of trials 1 and 2 were 12 and 52/110,
respectively (Table A2). The test chemical had an SP
transformation response in the first and second experi-
ments. Sodium diethyldithioearbamate was evaluated as
active in the transforrnation assay, and its actual and
estimated rank t-statistics were both 2.94 (Table A3).

Stannous Chloride. Stannous chloride is a level E non-
carcinogen (Table A3). It had two difficult technical prob-
lems. It was reported to reaet with both aleohols and
amines; thus, it could have reacted with biochemicals with
this groups in both FBS and EMEM medium (Table AI).
The test chemical was very eytotoxic to the BALB/c-3T3
cells and had an average LDj, of 0.0285 mM (Table Al).
The statistical sensitivities of transformation assay trials
1 and 2 were 77 and 37/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 were 67 and 20/110,
respectively (Table A2). The test chemical had an SN
transformation response in the first and second experi-
ments. Stannous chloride was evaluated as inactive in the
transformation assay, and its actual and estimated rank
t-statistics were both 0.78 (Table A3).

Tetracycline-HCI. Tetracycline-HCl is a level ' noncar-
cinogen (Table A3). It had one difficult technical problem,
because it was reported to beeome oxidized upon exposure
to air; thus, it could have reacted with air during the
treatment period (Table A1). The test chemical was moder-
ately eytotoxie to the BALB/c-3T3 cells and had an aver-
age LDg, of 3.24 mM (Table Al). The statistical
sensitivities of transformation assay trials 1 and 2 were 24
and 51/110, respectively, the detection sensitivities for
BaP of trials 1 and 2 were 10 and 50/110, respectively
{Table A2). The test chemical had an SN transformation
response in the first experiment and second experiments.
Tetracycline-HC] was evaluated as inactive in the trans-
formation assay, and its actual and estimated rank t-sta-

. tistics were both 0.021 (Table A3).

Tetrakis(hydroxymethyl)phosphonium Chloride.
Tetrakis(hydrosymethyl)-phosphonium chloride is a level
F nonecarcinogen (Table A3). It had no insurmountable
technical problems (Table Al). The test chemical was very
cytotoxic to the BALB/c-3T3 cells and had an average
LD, 0f 0.00825 mM (Table A1), The slatistical sensitivities
of transformation assay trials 1-3 were 70, 15 and 59/110,
respectively; the detection sensitivities for BaP of trials
1-3 were 41, 21 and 17/110, respectively (Table A2). The
test chemical had an SN transformation response in the
first experiment, and an SP response in the second experi-
ment. Because the mean t-statistics of the test chemical
transformation responses in the first two experiments
were significantly different from one another, the test
chemical had to be tested in & third trial. The test chemical
had a SN transformation response in the third experi-
ment,. Tetrakis(hydroxymethyl)phosphonium chloride was
evaluated as having had equivoeal activity in the transfor
mation assay, and its actual and estimated rank t-statisties
were both 1.27 (Table A3).

Tetrakisthydroxymethyl)phosphonium Sulfate.
Tetrakis(hydroxymethyl)phosphonium sulfate is a level F
noncarcinogen (Table A3). It had no insurmountable tech-
nical problems (Table Al). The test chemical was very
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cytotoxic to the BALB/e-8T3 cells and had an average
LD, of 0.00438 mM (Table Al). The statistical sen-
sitivities of transformation assay trials 1 and 2 were 70
and 44/110, respectively; the detection sensitivities for
BaF of trials 1 and 2 were 41 and 65/110, respectively
(Table A2). The test chemical had an SN transformation
response in the first and second experiments. Tetrakis-
(hydroxymethyl)phosphonium suifate evaluated as inac-
tive in the transformation assay, and its actual and
estimated rank t-statistics were both 0.083 (Table A3).
Triphenyltin Hydroxide. Triphenyltin hydroxide is a
level F nonearcinogen (Table A3). It had no insurmount-
able technical problems (Table Al). The test chemical was
very eytotoxie to the BALB/e-3T3 cells and had an average
LD, of 0.000134 mM (Table Al). The statistical sen-
sitivities of transformation assay trials 1 and 2 were 82
and 43/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 18 and 9/110, respectively (Table
A2). The test chemical had an SN transformation response
in the first experiment, and an SP response in the second
experiment, Since the mean t-statistics of the test chemical
transformation responses in the first two experiments
were significantly different from one another, it had to be
tested in a third experiment. Therefore, triphenyltin
hydroxide was evaluated as having had an indeterminate
activity in the transformation assay, and its actual and
estimated rank ¢-statistics were both 1.64 (Table A3).
Xylenes, (mixed). Xylenes (mixed) is a level F' noncar-
cinogen (Table A3). It had no insurmountable technical
problems (Table Al). The test chemical was moderately
cytotoxde to the BALB/e-3T3 cells and had an average LDy,
of 3.20 mM (Table Al). The statistical sensitivities of trans-
formation assay trials 1 and 2 were T0 and 73/110, respec-
tively; the detection sensitivities for BaP of trials 1 and 2
were 41 and 49/110, respectively (Table A2). The test ehemi-
cal had an SN transformation response in the first and
second experiments. Xylenes (mixed) was evaluated as inae-
tive in the transformation assay, and its actual and estimated
rank {-statistics were 0.47 and 0.50, respectively (Table A3),

Noneytotoxic, Mutagenic Carcinogens

DC Red No. 9. DC Red no. 9 is a level B carecinogen
{Table A6), It had no insurmountable technical problems;

however it had a solubility limit in culture medium of about
500 pg/ml. This improved to 2250 pg/ml when the
medium was supplemented with the sclvent vehicle plu-
ronic F68 (Table A4). The test chemical was noncytotoxie
to the BALB/c-3T3 cells and had an average LDy, of 3.82
mM and 6.52 mM, either with or without using pluronic
F68 (Table A4). The statistical sensitivities of transforma-
tion assay trials 1-3 were 30, 91 and 107/110, respectively;
the detection sensitivities for BaP of trials 1-3 were 4, 85
and 106/110, respectively (Table A5). The test chemical
had an SP transformation response in two experiments,
and an LA response in one experiment. Significant test
chemieal transforming activity was detected at doses both
above and below its solubility limit in eulture medium. DC
Red No. 9 was evaluated as aetive in the transformation
assay, and its actual and estimated rank {-statisties were
4.33 and 5.50, respectively (Table A6).

Diethanolnitrosamine. Diethanolnitrosamine is a
level I carcinogen (Table A6). It had no insurmountable
technical problems (Table A4). The test chemical was
nonecytotoxic to the BALB/c-3T3 cells and had an aver-
age LDy, of 61.1 mM (Table A4). The test chemical was
only evaluated in one trial due to the limited availability
during this investigation. The statistical sensitivity of
transformation assay trial 1 was 52/110; the detection
sensitivity for BaP of trial 1 was 79/110, respectively
(Table A5). The test chemical had an SP transformation
response in the only experiment conducted for this test
chemieal. Diethanolnitrosamine was evaluated as active
in the transformation assay, and its actual and esti-
mated rank {-statistics were 4.01 and 4.87, respectively
(Table A6).

Diethylnitrosamine. Diethylnitrosamine is a level A
careinogen (Table A6). It had no insurmountable technical
problems (Table A4). The test chemical was noncytotoxie to
the BALB/c-3T3 cells and had an average LDy, of 46.0
mM (Table A4). The statistical sensitivities of transforma-
tion assay trials 1 and 2 were 4 and 27/110, respectively;
the detection sensitivities for BaP of trials 1 and 2 were 1
and 63/110, respectively (Table A5). The test chemical had
an SP transformation response in the two consecutive
experiments. Diethylnitrosamine was evaluated as active
in the transformation assay, and its actual and estimated
rank t-statistics were both 4.69 (Table A6).
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Table A4. Cytotoxic responses of 54 noncytotoxic chemicals.
Cytotoxic Responses”
Test Chemical® Physicochemical Properties {miltimolar LD,,)
Co-culture
Name CAS No. MW, 1 2 3 Assay
21 Carcinogens
Group I. Very Non-Cytotoxic Chemicals
3-amino-%,2,4-triazole 61-82-5 B84.08 S C a, ach, m, o 109.
cyclamate, sodium salt 139-05-9 201.22 S C a, b, m, n, o 132.
dimethyl hydrogen phosphite B68-85-9  110.05 L C ac, b, o, v, W 130, (260 mOsM)
dimethyl methyl phosphonate 756-79-6  124.08 L C ai, alk, b, o, oh, v i72.
dimethylnitrosamine 62-75-9 74.08 L C i, b, o, v 256,
methyl carbamate (uncoded?} 598-55-0 75.07 5 C 225,
(coded) " " 195.
saccharin, sodium salt 81-07-2 205.°2 S C 76.5 (153 mOsM)
Group II. Non-Cytotoxic Chemicals
11-aminoundecanoic acid 2432-99-7  201.35 S FC a, b, o 19.4
D&Credno. 9 5160-02-1 444 .49 5 FC 0, Sp 3.82 (6.52)
decabromodiphenyloxide 1163-19-5 959,22 S FC l, o, sp >6.26
di(2-ethylhexyl}adipate 103-23-1  370.57 L fC Q, Sp, v 98.4
di(2-ethylhexyl}phthalate 117-81-7  390.54 L FC a, b, n, o, v 21.4
diethanolnitrosamine L C a, L, v 61.1
diethylnitrosamine 55-18-5 102.14 L C L, 0o, r, v 46.0
dimethylmorpholine- (uncoded) 597-25-1 195.18 L o a, ai, v 17.1
phosphoramidate  (coded) " " 24.b
ethylene thiourea 96-45-7 102.16 S FC o, 9.4
hexamethyl phosphoramide &6B0-31-¢  179.2 L C v oh .4
melamine 108-78-1 126.12 S FC a, o, Sp 39.6
monuron 150-48-5 198.65 S C a, b, sp 5.54
phenobarbital, sodium salt 57-30-7 254,22 s FC a, @i, o 6.1
2,4- & 2,6-toluene diiso- 26471-62-5  174.16 L FC am, b, L, ts, v, w 7.93
thiocyanate
26 Non-Carcinogens
Group I. Very Non-Cytotoxic Chemicals
D-mannitol 69-65-8 182.18 S C >329.
3-sulfolene 77-79-2 118.15 S C ts 17.
witch hazel 68916-39-2 46.07 L c o, Vv 540.
Group II. Non-Cytotoxic Chemicals
aldicarb 116-06-3  190.27 ) FC a, b, ts 10.7
ampicillin trihydrate 7177-48-2  403.50 S FC ts 23.8
c-anthranilic acid 118-92-3  137.14 S FC ai, L, ts 72.9
benzoin 119-53-9¢  212.25 S FC sp, 14.
benzyl alcohol 100-51-6 108.13 L FC a, ach, ai, ts 17.9
caprolactam 105-60-2 113,16 S C ai, b, ch, o, ts 71.8
2-chloroethanot 107-07-3 80.52 L C b, o, ts, w 81.0
(2-chlorcethyl}trimethyl - 999-81-5  158.07 S C m, o 62.0
ammonium chloride
C. I. acid orange 10 1936-15-8  452.38 S FC 26.5
dfmethyl terephthalate 120-81-6 19419 S FC a, ail, b, o, sp, ts, w »15.4
diphenylhydantoin 57-41-0  252.27 § FC b, o, 5p 5.02
FD & C yellow No. 6 2783-94-0  452.37 S FC &7.7
methyl methacrylate 80-62-6 100.12 L DFC ai, am, b, L, ra, ts 10.8
molybdenum trioxide 1313-27-5 44, ] FC akb, ts 9.38
4-n1tfoanthranilic acid 619-17-0  182.15 S FC a, ach, b, o 8.58
penicillin vk+ 132-98-9 ~ 388.51 s ¢ 17.8
phthalamide 88-96-0  164.18 S FC a, 5p 73.1
phthalic anhydride 85-44-9  148.12 S FC a, am, b, o, ra, ts, W 13.2
roxarsone 121-19-7  ~260. S fFCL  a \, o ts "3
sodium(2-ethylhexyl) alcohol 126-92-1  232.28 L ¢ 12.5
sul fate )
sulfisoxazole 127-69-5  267.32 s Fc ai, L 18.7
tetrahydrofuran 109-99-9  72.11 ai ;
- ! r -99- . L FC a, at, b, o, ts 90.3
titanium dioxide 13463-67-7 79.90 s FC m, Sp 2.1

{Continued on next page)
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Table Ad. Continued.
Cytotoxic Responses”
Test Chemical® Physicochemical Properties {millimolar LDy}
Co-culture
Name CAS Ho. M.W. 1 2 3 Assay
7 Model Very Non-Cytotoxic Chemicals

Group I. Non-Cytotoxic Chemicals

acetone &7-64-1 58.08 L C a, L, o, oc, ts 257.
dimethyl sulfoxide 67-68-5 78.13 L C a, ach, am, r, o 507.
ethanol 64-17-5% 46.07 L [ a, ach, o, am 429.
glycerol 56-81-5 92.09 L C - 401.
sodium chloride 7647-14-5 58.44 5 C - 144,
sSucrose 57-50-1 342.30 S C a 240,
urea 57-13-6 60.07 S C - 254.

Abbreviations: CAS No., Chemical Abstract Service registry number; LDy, lethal dose for 50% of the cells; M.W, molecular weight.

Abbreviations for Test Chemieal Physicochemical Properties: Physicochemical considered in this study included: [1] physical state (8 = solid, L =
liquid); [2] solvent vehicle (D = dimethyl sulfoxide, C = culture medium, F' = plurenic F68, A = acetone, E = ethanol) and [3] technical problems. The
technical problems included test chemicals that were a = reacts with acids; ac = reacts with acid chlorides and acid anhydrides; ai = reaets with air, al
= reacts with alcohols; alk = alkylating agent and reacts with labile hydrogen; b = reacts with bases; be = reacts with biochemieals (amino, hydroxyl,
and carboxyl groups); he = reacts with halogenated chemicals; k = reacts with alpha keto acids; Is = light sengitive; m = binds metals; mel = reacts
with hexachloro- and trichloromelamine; met = reacts with metals (aluminum, iron, magnesium, potassium, sodium, tin or zine); mh = metal halides;
mse = reacts with miscellaneous organic chemicals (Le. alpha-aminoethanol, chlorosulfonic acid, ethylene imine, linseed oil, maleic anhydride, oleum, or
K-tert-butylexide); o = reacts with oxidizing agents; p = reacts with plastics; pi = polymerization initiators; r = reacts with reducing agents; ru =
reacts with rubber; sp = solubility problem in culture medium; te = reacts with thioeyanates; ts = temperature sensitive; vis = very temperature
sensitive; v = volatile at 37,C; and w = reacts with water [refer to MATERIALS and METHODS].

*Test Chemical: Tables Al and A3 contain 168 chemicals along with their individual CAS registry number and molecular weight. The chemicals were
divided into groups of chemicals that correspond to the groups of chemicals that were compared in different text Tables 1-12. Thus, the chemieals were
divided into two groups, including 114 eytotoxic test chemicals (LD, < 5.0 mM) presented in Table Al, and 53 noneytotoxic chemicals (LD;, >5.0 mM
presented in Table A4, The 114 cytotoxie chemicals in Table A1 were subdivided into groups of 48 mutagenic eareinogens, 21 mutagenic noncarecinogens,
20 nonmutagenie careinogens, and 30 non-mutagenic noncarcinogens. The 53 noncytotoxic test chemicals in Table A4 were subdivided into groups of 21
carcinogens, 26 noncarcinogens and T model very noncytotoxic chemieals. In addition, all of the cytotoxic test chemicals were separated into three
groups, including: Group I, moderately cytotoxic test chemicals [LDy, 1-5 mM]; Group I1, cytotoxie chemicals [LDyg 0.1-1.0 mM]; and Group 111, very
cytotoxic chemicals [ LDy <0.1 mM]. In addition, this table presents impertant physicochemical properties that influenced the procedure used in testing
the chemicals.

"Cytotoxic Response: The co-culture clonal sulvival assay design used to detect the cytotoxic response of the test chemical is described in Materials
and Methods. The cytotoxie responses of chemicals in individual experiments are summarized in terms of the millimolar (mM) LDy, treatment dose that
resulted in 50% survival of the chemically-treated cells relative to the survival of untreated or solvent control treated eell cultures. The LDy, cytotoxic
response of each chemical in Tables Al and A4 is an average of two or more experiments with the echemical. The motecular weight of each chemieal is
provided in order that treatment doses could be converted from mM to pg/ml. For example, based upon the molecular weight of 84,08, the LD, detected
for the first chemieal in Table A4, 3-amino-1,2,4-triazole, was 109 mM or 9165 pwg/mi.
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Table A5. Transformation responses of 54 noncytotoxic chemicals.

Chemical®

Transformation Response”

Spontaneous® Benzo(a)pyrene’

Test Chemical®

Name Exp. No. Foci/Vessel : Rank Order Call : Rank Order

Call : Mean ¢-statistic

21 Carcinogens

Active Chemicals (false positijves)

dimethyl hydrogen phosphite 1 (84} 51 44 SP 65
2 (04) .878 26 SP Q3xwk
dimethyl methyl phosphonate 1 (84) 511 A2 SP &5
2 (102) 697 27 sp 63
Active Chemicals
3-amino-1,2,4-triazole 1 (6%) .288 85 SP 102%**
2 (99) .586 33 sp 14%%%
11-aminoundecanoic acid 107 327 83 sp 70
2 (24> .308 a9 SP B7H**
33 1.99 19 5P 34
4 (67) L085 1074~ SP 106%+*
cyclamate, sodium salt 1(71) 1.06 24 Sp 1Q%**
2 (107 2.95 bl sp 46
D &C red No, 9 1 (43) 1.05 30 sp 4rnx
2 (54) .265 91 SP 85
3 (6N .085  107%*» SP 106%%*
diethanolnitrosamine 1 (86) .74 52 SP 79%
2 (NA) NA
diethylnitrosamine 1 (79 5.12 Ltk Sp ek
2 (102) 697 27 sP 63
dimethylmorphol inophos- 1 (86} 664 52 SP 79*
phoramidate (uncoded) 2 (106) 1.30 28 sP 5% %%
dimethylmeorphol inophos- 1 (86) Lbh 52 SP 7o
phoramidate (coded) 2 (108) 1.17 20 5p Q%>
dimethylnitrosamine 1 3% 930 42 SP 25+
2 (100) .268 73 sP 49
hexamethylphosphoramide 1 ¢78) 3.28 o sp 37
2 (9% .618 59 sP E¥ fadold
melamine 1 (43) 1.05 30 sp i
2 (58) .189 @7 sp Q4w
21 Carcinogens continued
Active Chemicals Continued
methyl carbamate 1 (42) .861 55 SP  fadadd
2 (66) .056 108** SP Qoukx
3 (80) 3.02 10% . 5P GEwk
methyl carbamate (315183-%5) 1 (83) .351 71 sP 23
2 (99 .586 33 5P 14%*
phenobarbital, sodium salt 1 (59 297 75 sp 76
2 (109) 2.55 6% SP Gk
saccharin, sodium salt 1 (75) .882 21 SP 26%
2 (101) .260 62 SP 48

SP 6.02
sP  5.93
LA 2.17
SP 3.63
SP 3.54
sP  8.08
LN 1.10
LN .000
sP 1.86
sp 2.37
sp 2.76
sP 5.264
SP 8.46
LA 1.10
SP 3.42
sP 4.01
NA
5P 5.91
sp 3.88
sP 3.70
SP  2.68
SP 4.44
sp 4.02
SP 3.64
Sp 5.66
sp 2.62
sp 1.53
sp 2.1
LA 1.99
sp 7.8
LA 1.53
sP 5.08
sp 2.38
sp 4081
ta 2.0t
sP 3.52
SP 4.95
sp10.

(Continued on next page}
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Table AL, Continued.

Chemical® Transformation Response®
Spontaneous® Benzo{a)pyrene’ Test Chemical®
Name Exp. No. Foci/Vessel : Rank Qrder Call : Rank Order Call : Mean t-statistic

2,4- & 2,6-toluene 1 (76) 1.79 12* SP L el sp 2.61
diisothiocyanate 2 (106} 1.30 28 sp L Jaald sP 3.54

Weakly Active Chemicals

ethylene thiourea 1 (59} 297 75 sp 76 LN 1.57
2 (65) 244 95 sp 61 sp 2.7

Inactive Chemicals

di(2-ethylhexyl)adipate 1 (88) 406 57 sp 8a*** SN .000
2 (108) 1.7 20 SP 19%* SN .000

di(2-ethylhexy()phthalate 1 (36} 424 T4 SP 35 SN .aaa
2 (100) .268 73 sp 49 SN .0oo

monUron 1 ¢20) 368 a1 sp 2% LA 1.57
2 (28) .B18 39 Sp 68 SN 453

Inactive Chemical with an Indeterminate Activity

decabromodiphenyloxide 1 ¢75) .482 21 sp 26> LN . 150
2 ¢(101) .260 62 Sp 48 LN 430

26 Non-Carcinogens

Active Chemicals

benzyl alcohol 1 (81} 7.36 2x*% SP iakald LA 2.11
2 (11 609 38 SP 14**% sP 1,79
2-chloroethanol 1 (78) 3.28 g SP 37 s 3.78
2 (100} .268 73 sP 49 Sp 2.66

(2-chloroethyl)trimethyl - 1 (30 .787 40 SP 54 sP 1.90
ammonium chloride 2 (45) 732 35 sp S7 LA 1.68
FD & C yellow No. & 1 (34) 2.51 7* sp 55 s 8.18
2 (65) 244 95 sp 61 SP  4.85
3 (103 874 22 SP 53 sp 9.90
penicillin VK+ 1 (80 3.02 10* sp Seww SP 6.26
2 (10t) . 260 62 sF 48 SP 5.7
3-sul folene 1 (33) 1.04 49 SP 2L%* SP  3.84
2 (44) 1.5¢2 23 sp LR bl LA 3.00
Weakly Active Chemjicals
methyl methacrylate 1 (7 5.12 (A sP Rkl SP 4,34
2 (106} 1.30 28 SP k¥ daiald SN 1,19
4-nitroanthranilic acid 1 (34) 2.51 Pl sp 56 SN .015
2 (103 874 22 SP 53 Sp 2.16
Chemical with an Equivocal Activity
ampicillin trihydrate 1 (8%) .351 71 SP 23H%x LA 1.04
2 (105) .581 29 sP QT H* LA 1.52

(Continued on next page)
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Table A5. Continued.

Chemical® Transformation Responseb
R Spontaneous” Benzof{a)pyrene” Test Chemical®
Name Exp. No. Foci/Vessel : Rank Order Call : Rank Order Call : Mean t-statistic

Inactive Chemicals

benzoin 1(4)
2 (10)
caprolactam 1 (B
2 (1
C. I. acid orange 10 1 (64)
2 (103
diphenylhydantoin 1 (56)
2 (65)
molybdenum trioxide T (47)
2 (56)
phthalic anhydride 1 (39N
2 (107>
tetrahydrofuran 1 (82
2 (106}

1.5
.053

.035
.053

.291
874

.260
244

579
-260

h27
2.95

a8.01
1.30

Inactive Chemical with an Indeterminate Activity

titanium dioxide 1 (38)
2 (109)
Active Chemicals (false positived
D-mannitol 18
2 (45)
3 (0
witch hazel 1 (81)
2 ¢110)
Chemicals with an Indeterminate Activity
aldicarb 1 ¢32)
2 (9N
p-anthranilic acid 1 (15)
2 (22)
dimethyl terephthalate 1 (103}
2 (107
phthalamide 1 (3%
2 (110)
roxarsone 1 (80)
2 (109)
sodium{2-ethylhexyl) 1 (82)
alcohol sulfate 2 {108y
sulfisoxazole 1019
2 (26)
3 (NAY

496
2.55

663
.732
.609

7.36
-609

1.99
.586

186
.893

874
2.95

1.97
.609

50
109%*

110%%*
109**

92
22

84
95

61
84

82

Bk

ek

28

82

46
35
38

2***

38

19
33

100
36

22

5***

14
38

10*
a7

1***

ax

77
37

SP
SP

Sp
SP

SP
Sp

SP
SP

SP
SP

5P
sp

SP
SP
SP

sp
SP
sP
SP

SP
SP

SP
SP

SP
SP

SP
SP

sP
SP

sp
SP

59
103w

107***
103%%

71
53

105*%*
61

47
105***

18%%*
46

3***
5 %¥k

12***

92***

80>
57
1Ex**

2***
16%%**

34

14***

42
28>

53
46

72

16k

Gk
gk

kL1
gk

67

20% %%

SN .000 .
SN 1.48 ,
SN 1.37

SN 1.08

SN .825 a
SN .435

SN .00

SN .00

LA 830

SN .347

tA 1.60

SN .000

SN .393

LA 1.36

SN .ULC

SN .000

LN .728

LA 1.23

SP 4.69

LA 1.61

LA 2.17

SN .267

P 3.17

SN 1.47

P 2.99

P 1.7

LA 1.86

LN .000

LA 2.02

SP 2.94

SN .000

SN .180

SP 3.42

LN .650 .
LA 1.26

(Continued on next page)
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Table A5. Confinued.
Chemicat® Transformation Response”
Spontaneous® Benzo(a)pyrene” Test Chemical®
Name Exp. No. Foci/Vessel : Rank Qrder Calt : Rank Order Call : Mean ¢-statistic

7 Model Very Non-Cytotoxic Chemicals

Active Chemicals (false positives)

acetone 1 (82) 8.01 1%k Sp Jhak LA 8.19
2 (102 697 27 SP 63 sp 3.25
dimethyl sulfoxide 1 (41) L2T4 0 sp 13%w% LA 3.92
2 (100) .268 73 SP 4G SP 2.97
ethanol 1 (81) 7.36 2hnx SP 2Rk LA 3.03
2 (108) 1.17 20 SP xRk sp 2.23
glycerol 1 ¢82) 8.01 ) bl SP Jhwk SP 2.55
2 (108) 1.17 20 spP Gkxk SP 3.69
sodium chloride 1 (80> 3.02 10* SP Bkx sPp 12.2
2 109y 2.55 &6* SP Ghwk SN .855
3 (R1) 416 106* NA SP 4.35
sucrose 1 ¢101) .260 62 SP 48 SP 10.4
2 (107) 2.95 Sx* Sp 46 sp 2.24
urea 1 ¢10%) 2.55 6* 5P QRhw* SP 1.81
2 (NA)

General Abbreviations: Exp. No., experiment number; NA, not available.

Abbreviations for the Transformation Responses: SP, sufficient positive; LA, limited activity; SN, sufficient negative; LN, limited negative.

*Test Chemical: The 54 noneytotoxic chemicals in Table A5 are identical to those in Table A4, and they are subdivided inte groups of 21 carcinogens, 26
noncarcinogens and 7 model very noncytotoxie chemicals.

"Transformation Response: This fable presents a summary of the spontaneous, BaP, and test chemical transformation responses detected in two or
more experiments per test chenical. The assay design and procedures used in the standard transformation assay are described in the Materials and
Metheds, The transforming activities of individual chernical treatment doses (i.e. focus data), as well as the individual transformation responses (i.e.
type I11 foci/vessel), are provided in detail in the Appendices B-H. Appendices B, C, D, E, F, G and H contain the activities of the 43 cytotoxie, mutagenic
carcinogens; 21 cytotoxic, mutagenic nonearcinogens; 20 cytotoxie, non-mutagenic careinogens; 30 eytotoxie, nenmutagenie, noncarcinogens; 21
noncytotoxic carcinogens; 26 noncytotoxic noncarcinogens; and 7 very noncytotoxic model test chemicals.

“Spontaneous Transformation Response: The method used to caleulate the spontaneous transformation response, as well as the positive control and
test chemical responses, is explained in the Materials and Methods. The transformation responses are expressed as type I1I foci/vessel and were
calculated using a log,, mathematical transformation procedure, The arithmetic value for foci/vessel in this table is the antilog of the log,, mean
transformation response minus one.

The procedure for rank ordering the spontaneous responses from 110 experiments is based upon the different statistical sensitivities of
transformation experirnents with different spontaneous. responses is explained in the Statistical Sensitivity versuzs Spontanecus Transformation
Response section of the Materials and Methods. Experiments with high spontaneous responses had a high statistical sensitivity and have relatively low
rank-order numbers. For example, diethylnitrosamine had a high- spontaneous response of 5,12 foci/vessel in exp. 79, which had a high statistical
sensitivity and rank order number 4/110. Conversely, experiments with a low statistical sensitivity and have high rank-order numbers. For example, 11-
aminoundecanoic acid had a low spontaneous response of .085 foei/vessel in exp. 67, which had a low statistical sensitivity with a high rank order number
107/110.

“Benzo(a)pyrene Transformation Response. The method used to call individual transformation experiments is described in detail in Materials and
Methods. The method used to rank order the BaP transformation responses from the 110 experiments is based upon statistical comparison of the BaP
transformation at the two treatment doses detected in an individual experiment with the median historical activity of the assay. This procedure is
described in the Detection Sensitivity versus Benzo(a)pyrene Transformation Response section of the Materials and Methods. The rational for rank-
ardering the experiments is analogous to that described for the spontaneous transformation responses (refer to footnote ¢ above).

“Test Chemical Transformation Response; The method used to eall individual experiments is described in detail in Materials and Methods, and the
abbreviations for the calls are provided in footnote d above. The significance of the transformation responses of individual chemical treatment doses
were calculated using SAS statistical software (22). The mean {-statistic represents the average of the {-statistics of the four test chemical treatment
doses in the experiment. The {-statistics for individual chemical treatment doses which were used to caleulate the mean {-statistic are provided in
Appendices B-H.

*Significant spontaneous or BaP transformation response, 0.01 < p < 0.05,

**Significant spontaneous or BaP transformation response, 0.001 < p < 0.01.

***Qignificant spontaneous or BaP transformation response, p < 0.001.
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Table A6. Rank-ordered potency of the transformation responses of 54 noncytotoxic chemicals compared to rodent bicassay activities.

Rodent Bioassay® Transformation Response®

Test Chemical® Level of Activity Rank t-statistic
Name High Low None Actual Estimated’
6 Mutagenic Carcinogens
Total Active Chemicals [100.%]
Active Chemicals
D&Credno. 9 B 4.33 5.50
diethanolnitrosamine 1 4.01 4.87
diethylnitrosamine A 4.69 4.69
dimethylnitrosamine A 445 4 .45
phenobarbital, sodium salt A 2.77 3.14
2,4- & 2,6-toluene diisothiocyanate A 3.01 3.01
15 Non-Mutagenic Carcinogens
Total Active Chemicals [73.3%]
Active Chemicals (false positive)
dimethyl hydrogen phosphite B 5.97 6.19
dimethyl methyl phosphonate D 2.90 2.%90
Active Chemicals
saccharin, sodium salt A 7.99 7.99
3-amino-1,2,4-triazole A 6.14 6.53
methyl carbamate (Average) £ 4,12 4.12
(uncoded) (4.48) (6.48)
(coded) (3.76) (3.76)
cyclamate, sodium salt A 4,09 4.09
dimethyl morpholino- (average) . C 3.7 N
phosphoramidate (uncoded) 3.19) (3.19)
{coded) (4.23) (4.23)
11-aminoundecanoic acid B 2.11, 2.55
melamine 0 2.10 2.15
hexamethylphosphoramide C 2.08 2.08
Weakly Active Chemical o
ethylene thiourea A 2.84 3.96
Total Inactive Chemicals [26.7%]
Inactive Chemicals ’
monuren 8 1.0 1.01
di(2-ethylhexyl}adipate c .00 .00
di(2-ethylhexyl)phthalate A .00 .00
Inactive Chemical (Indeterminate Activity)
decabramodiphenyloxide C .29 .29
3 Mutagenic Non-Carcinogens
Total Active Chemicals [100,.%]
Active Chemicals
2-chloroethanol F 3.22 3.22
Weakly Active Chemicals
methyl methacrylate F 2.54 2.54
4-nitroanthranilic acid F 1.09 1.09

(Continued on next page)
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Table A6. Continued,

397

Rodent Bioassay” Transformation Response®
Test Chemical® Level of Activity Rank z-statistic
Name High Low None Actual Estimated”

23 Non-Mutagenic Non-Carcinogens
Total Active Chemicals [23.8%]

Active Chemicals

FD & C yellow No. 6 F 7.65 7.65
penicillin VK+ F 5.96 5.96
benzyl alcohol F 1.95 1.95
(2-chloroethyl)trimethylammonium Cl F 1.74 1.74
3-sulfolene F 3.24 3.24
Total Inactive Chemicals [76.2%]
Chemical with Equivocal Activity
ampicillin trihydrate E 1.32 1.32
Inactive Chemicals
caprolactam F 1.20 2.34
phthalic anhydride F .80 .80
benzoin E T4 1.08
C. 1. acid orange 10 F 63 .68
diphenylhydantoin I .00 .00
molybdenum trioxide 1 b4 .86
tetrahydrofuran 1 .72 .72
Inactive Chemical (indeterminate Activity)
titanium dioxide F .00 .00
23 Non-Mutagenic Non-Carcinogens continved
Total Inactive Chemicals [23.8%] Continued
Chemicals with _Indeterminate Activity
aldicarb F 1.93 1.93
o-anthranilic acid F 2.19 2.19
dimethyl terephthalate E 1.79 1.7%
phthalamide F 1.01 .64
roxarsone E 1.67 1.67
sodium(2-ethylhexylYalcohol sulfate F(ID 2.04 2.04
sul fisoxazole F 1.26 1.26
Active Chemicals (false positives)
D-mannitol F 3.00 1.99
witch hazel F 1.89 1.89
7 Model Very Non-Cytotoxic Chemicals
Total Active Chemicals [100&]
False Positive Active Chemicals
sodium chloride I 6.53 6.53
sucrose H 5.73 5.73
acetone I 4 49 4 49
dimethyl sulfoxide I 3.38 3.45
glycerol | 3.09 3.09
ethanol I 2.50 2.50
urea I 1.81 1.81

(Continued on next page)
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Tahle A6. Confinued,

“Test Chemical: The 54 noneytoloxic chemicals in Tabie A6 are idenical to those in Table A4, and they are subdivided into groups of 21 careinogens, 26
noncarcinogens and 7 model very noneytotoxic chemicals,

YRodent Bioassay Level of Activity: The relative carcinogenie activity of chemicals in rodent bioassay has been deseribed in terms of the chemical’s
level of effect (£,8). The highest level A corresponds to chemicals that cause caneer in both mice and rats at one or more sites, and level B refers to
chemicals that cause cancer at multiple sites in one species of rodent. Level C includes chemicals carcinogenic at one site in hoth sexes of one species, and
D includes chemicals carcinogenie at one site in only one sex of a single species, Level E includes chemicals that only equivocal evidence of eareinogenic
activity. Finally, level F ineludes both nencarcinogens and chemicals that had inadequate eareinogenicity studies.

“Transformation Response Rank {-statistic: The method used to caleulate the significance of test chemical transformation responses employed SAS
statistical software (22) and is described in detail in Materials and Methods. The correct ¢-statisties of each treatment dose of the test chemical in a
single experiment ave presented in the Appendices B-H, and these t-statistics were averaged to determine the mean t-statistic of the test chemical for
the experiment, (refer to Table A2), The mean {-statistics for two or experiments for each chemical was weighted according to the number of treatment
doses evaluated and averaged to determine the actual rank ¢-statistic presented in this table. For example, the actual rank ¢-statistic of D&C ved no. %in
experiments 43, 54 and 67 is equal to 4.33 [L.e, 10.9 + 10.5 + 7.16 + 5.26 (exp. 43) + 2,96 + 1.39 + .04 + .00(Exp. 54) + 547 + 3.37 + 3.07 + 1.78{exp.
67); Appendix F1.

‘Estimated Rank f-statistie: The estimated rank £-statistie is used to estimate beth the historical behavior of the Lest chemieal in the transformation
assay, as well as predicting the future behavior or the chemieal. It is caleulated by corvecting the actual rank f-statistic. The data presented in Table A5
showedl that individual experiments had very different rank-ordered sensitivities to detect chemical-induced transformation. Therefore, the estimuted
rank ¢-statistic modified the actual rank ¢-statistic to correet for differences in the sensitivities of individual experiments. The method uses the rank
ordered sensitivity of individual experiments to detect spontaneous and BaP-induced transformation, and an example caleulalion is provided below.

The most active mutagenic carcinogen, D&C red no. 9, had statistical sensitivities for spontaneous transformation respenses of 80, 91 and 107/110 for
experiments 43, 54 and 67, respectively, and detection sensitivities for BaP of 4, 85 and 106/110 for the same experiments. The average rank order of the
three experiments was 70.6 (Le, 30 + 91 + 107 + 4 + 85 + 106/110 = 78.5). For a total of 110 experiments, the median experiment has an automatic
average rank order of 55.0 (ie. 110/2 = 55.0). Therefore, the correction factor for the experimental sensitivity to detect chemical-induced
transformation was 70.5/56.0 or 1.28.

Thus, these two experiments had a combined statistical sensitivity and deteetion sensitivity that was above the median of 55.0. The actual rank
{-statistic was multiplied by the correction factor to obtain the estimated rank f-statistic (i.e, 5.50). A justification for this correction factor has been
reported (18), and it is explained in the Materials and Methods.

“Pereentage (%) of Active Chemicals: Active chemicals included chemicals with aetive and weukly active transformation responses. In contrast,
inactive chemicals included chemicals with equivoeal and inactive transformation responses, Chemicals with an indeterminate activity have to be
retested in an additional experiment in order to determine their activity in the standard transformation assay. Therefore, chemicals with indeterminate
transformation responses wete omnitted from the computation of the percentage (%) of the total chemicals that were either aclive or inactive in the assay.




TRANSFORMATION RESPONSES OF 168 CHEMICALS 399

Dimethylnitrosamine. Dimethylnitrosamine is a level
A earcinogen (Table A6). It had one difficult technieal
problem. It was reported to be oxidized upon exposure to
air, and it was exposed to air during the standard treat-
ment period (Table A4). The test chemical was non-
eytotoxic to the BALB/e-3T3 cells and had an average
LD, of 256 mM (Table A4). The statistical sensitivities
of transformation assay trials 1 and 2 were 42 and
73/110, respectively; the detection sensitivities for BaP
of trials 1 and 2 were 25 and 49/110, respectively (Table
AB). The test chemical had an SP transformation
response in the two consecutive experiments. Dimethyl-
nitrosamine was evaluated as active in the transforma-
tion assay, and its actual and estimated rank ¢-statistics
were both 4.45 (Table AH).

Phenobarbital, Sodium Salt. Phenobarbital, sodium
salt, is a level A carcinogen (Table A6). It had one difficult
technical problem. It was reported to be oxidized by air,
and it was exposed to air during the standard treatment
period (Table A4). The test chemical was noneytotoxic to
the BALB/c-3T3 cells and had an average LDy, of 6.11
mM (Table A4). The statistical sensitivities of transforma-
tion assay trials 1 and 2 were 75 and 6/110, respectively;
the detection sensitivities for BaP of trials 1 and 2 were 76
and 92/110, respectively (Table A5). The test chemical had
an SP transformation response in the two consecutive
experiments. Phenobarbital was evaluated as active in the
transformation assay, and its actual and estimated rank
t-statistics were 2,77 and 3.14, respectively (Table AG).

24- and 2,6-Toluene Diisothiocyanate. 2,4- and 2,6-
Toluene ditsothiocyanate is a level A carcinogen (Table AG).
It had three difficult technical problems. It was reported
to react with strong bases such as NaOH, and stock
solutions were acidic and had to be neutralized before
testing. It was also reported to react with water, and
treatments were performed in an aqueous environment,
Finally, it was noted to react with amines; thus, it could
have reacted with the amine portion of biochemicals in
culture medium, as well as in the target BALB/c-3T3 cells
(Table A4). The test chemical was noneytotoxic to the
BALB/e-3T3 cells and had an average LDy, of 793 mM
{Table A4). The statistical sensitivities of transformation
assay trials 1 and 2 were 12 and 28/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 98 and
15/110, respectively (Table A5). The test chemical had an
SP transformation response in the two consecutive experi-
ments. 2,4 and 2,6-Toluene diisothiocyanate was evaluated
ag active in the transformation assay, and its actual and
estimated rank {-statisties were both 3.01 (Table AG).

Noncytotoxic, Nonmutagenic Carcinogens

3-Amino-1,2,4-Triazole. 3-Amino-1,24-triazole is a
level A carcinogen (Table AG). Tt had one difficult technical
problem. It was reported to bind metals; thus, it could have
bound metals contained in FBS and EMEM medium
{Table A4). The test chemical was noncytotoxic to the
BALB/c-3T3 cells and had an average LD, of 109 mM
(Table A4). The statistical sensitivities of transformation
assay trials 1 and 2 were 85 and 33/110, respectively; the

detection sensitivities for BaP of trials 1 and 2 were 102
and 14/110, respectively (Table A5). The test chemical had
an SP transformation response in the two consecutive
experiments. 3-Amino-1,2,4-triazole was evaluated as
active in the transformation assay, and its aetual and
estimated rank {-statistics were 6.14 and 6.53, respectively
(Tahle A8).

H-Aminoundecanoic Acid. 11-Aminoundecanoic acid
is a level B carcinogen (Tuble A6). It had no insurmount-
able technieal problems; however, it had a limited solubility
of 1500 pg/ml in culture medium supplemented with
pluronic F68 (Table A4). The test chemical was non-
cytotoxic to the BALB/c-3T3 cells and had an average
LD, of 19.4 mM (Table Ad). The statistical sensitivities of
transformation assay trials 1-4 were 83, 89,19 and
107/110, respectively; the detection sensitivities for BaP of
trials 1-4 were 70, 87, 34 and 106/110, respectively (Table
A5). The test chemical had a LN transformation response
in the first two experiments because it was not tested at
cytotoxic treatment doses. In contrast, it had an SP trans-
formation response in the last two experiments. Signifi-
cant transforming activity was only detected at treatment
doses that were slightly above the solubility limit of the
test chemical in enlture medium. 11-Aminoundecanoic acid
was evaluated as active in the transformation assay, and
its actual and estimated rank i-statistics were 2.11 and
2,55, respectively (Table A6).

Cyclamate, Sodium Salt. Cyclamate, sodium salt, is a
level A carcinogen (Table A8). It had one difficult technieal
problem. It was reported to bind potassium salts; thus, it
could have bound the potassium in culture medium (Table
A4). The test chemical was noneytotoxic to the BALB/
c-3T3 cells and had an average LD, of 132 mM (Tuable A4).
The statistical sensitivities of transformation assay trials
1 and 2 were 24 and 5/110, respectively, the detection
sensitivities for BaP of trials 1 and 2 were 10 and 46/110,
respectively (Table A5). The test chemical had an SP
transformation response in the two consecutive experi-
ments. Cyclamate was evaluated as active in the transfor-
mation assay, and its actual and estimated rank {-statisties
were both 4.09 (Table A6).

Decabromodiphenyloxide. Decabromodiphenyloxide is
alevel C carcinogen (Table A6). It had cne difficult techni-
cal problem. It had a limited solubility in culture medium
of 250 pg/ml (Table A4). The test chemical was non-
eytotoxic to the BALB/c-3T3 cells and had an average
LDy, of 6.26 mM (Table A4). Thus, the test chemical LD,
was about 24-fold higher than its solubility limit in eulture
medium. The statistical sensitivities of transformation
assay trials 1 and 2 were 21 and 62/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 26 and
48/110, respectively (Table A5). The test chemical had an
LN transformation response in the two consecutive
experiments. It was tested at treatment doses that far
exceeded its solubility limit in culture medium, but these
doses were not cytotoxic to the target cells. Taken
together, decabromodiphenyloxide was evaluated as both
inactive and indeterminate in the transformation assay,
and its actual and estimated rank ¢-statisties were hoth
0.29 (Table A6).
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Di(2-ethythexyl)adipate. Di(2-ethylhexyladipate is a
level C earcinogen (Table A6). It had one difficult technical
problem. Its solubility limit in culture medium supple-
mented with pluronic F68 was only 1000 nl/ml (Table A4).
The test chemical was noneytotoxic to the BALB/c-3T3
cells and had an average LDy, of 98.4 mM (Table Ad).
Thus, this LDy, far exceeded the solubility limit of the test
chemical. The statistical sensitivities of transformation
assay trials 1 and 2 were 57 and 20/110 respectively; the
detection sensitivities for BaP of trials 1 and 2 were 88 and
19/110, respectively (Table A5). The test chemical had an
SN transformation response in the two consecutive
experiments. The test chemical was tested using treat-
ment doses that were both above and below its solubility
limit. Di(2-ethylhexyDadipate was evaluated as inactive in
the transformation assay, and its actual and estimated
rank {-statistics were both 0.00 (Table AG).

Di2-ethylhexyl)phthalate. Di(2-elhylhexyl)phthalate
is a level A earcinogen (Table A6). It had no insurmount-
able technical problems, and its solubility limit in culture
medium supplemented with pluronic F68 was 12000 nl/ml
{Table A4). The test chemical was noncytotoxic to the
BALB/c-8T3 cells and had an average LDg, of 21.4 mM
(Table A4). The statistical sensitivities of transformation
assay trials 1 and 2 were 74 and 73/110, respectively; the
detection senasitivities for BaP of trials 1 and 2 were 35 and
49/110, respectively (Table Ab). The test chemical had an
SN transformation response in the two consecutive
experiments. Di(2-ethylhexyl)phthalate was evaluated as
active in the transformation assay, and its aectual and
estimated rank ¢-statistics were both 0.00 (Table AG).

Dimethyl Hydrogen Phosphite. Dimethyl hydrogen
phosphite is a level B carcinogen (Table A6). It had two
difficult technieal problems. It was a very acidic test
chemical, and stock solutions had to be neutralized with
NaOH. Unfortunately, the test chemical was reported to
react with strong bases and with water; thus, it could have
been altered during the treatment period (Table A4). The
test chemieal was noneytotoxie to the BALB/e-3T8 cells
and had an average LDy, of 130 mM (Table A4). Since it
required an equal molar concentration of NaOH to neu-
tralize the test chemical, this LDy, was actually equal to
260 mOsM. The statistical sensitivities of transformation
assay trials 1 and 2 were 44 and 26/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 65 and
93/110, respectively (Table A5). The test chemical had an
SP transformation response in the two consecutive experi-
ments; however, significant transforming activity was
detected at treatment doses that exceeded the upper dose
limit of the assay of 100 mOsM. Taken together, dimethyl
hydrogen phosphite was evaluated as active and a false
positive in the transformation assay. Its actual and esti-
mated rank {-statistics were 5.97 and 6.19, respectively
(Table A6).

Dimethyl Methyl Phesphonate. Dimethyl methyl
phosphonate is a level D carcinogen (Table A6). It had two
difficult technical problems. It was reported to react with
air, and it was exposed to air during the treatment period.
In addition, it was noted to be an alkylating agent and
reacted with basie nitrogen compounds. Thus, this test

chemical could have reacted not enly with biochemicals in
culture medium, but also with biochemieals in the target
cells (Table A4). The test chemical was noncytotoxic to the
BALB/e-3T3 cells and had an average LDg, of 172 mM
(Table Ad)., The statistical sensitivities of transformation
assay trials 1 and 2 were 44 and 27/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 65 and
63/110, respeetively (Table A5). The test chemical had an
LA transformation response in the first experiment, and
an SP transformation response in the second experiment.
Significant transforming activity for this test chemical
was detected using treatment doses that exceeded the
upper dose limit of the assay of 100 mQsM. Taken together,
dimethyl methyl phosphonate was evaluated as active and
a false positive in the transformation assay. Its actual and
estimated rank ¢-statistics were both 2.90 (Table A6).

Dimethylmorpholinophosphoramidate. Dimethyl-
morpholinophosphoramidate is one of five chemicals that
was tested as a coded and as a uncoded test chemical in
this investigation. It is alevel C carcinogen (Table A6), and
it had no insurmountable technical problems (Table Ad).
The test chemical was noneytotoxic to the BALB/c-3T3
cells, and the uncoded and coded test chemicals had an
average LD, of 17.1 and 24.4 mM, respectively (Table Ad).
For the uncoded test chemieal the statistical sensitivities
of transformation assay trials 1 and 2 were 52 and 28/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 79 and 15/110, respectively (Table A5). For the
coded test chemical the statistical sensitivities of transfor-
mation assay trials 1 and 2 were 52 and 20/110; the
detection sensitivities for BaP of trials 1 and 2 were 79 and
19/110, respectively. Both the uncoded and coded test
chemical had an SP transformation response in the two
consecutive experiments. Dimethylmorpholinophosphor-
amidate was evaluated as active in the transformation
assay. The actual and estimated rank f-statisties for the
uncoded test chemical were both 3.19; the actual and
estimated rank {-statistics for the coded test chemical
were both 4.23 (Table A6). Taken together, the coded and
uncoded test chemicals had virtually identical cytotoxic
and transforming activities in the BALB/¢-3T3 cell trans-
formation assay.

Ethylene Thiourea. Ethylene thiourea is a level 4
carcinogen (Table A6). It had no insurmountable technical
problems (Table A4). The test chemical was noncytotoxic to
the BALB/e-3T3 cells and had an average LDg, of 91.4 mM
(Table A4). The statistical sensitivities of transformation
assay trials 1 and 2 were 75 and 95/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 76 and
61/110, respectively (Table AB). The test chemical had an
LN transformation response in the first experiment and
an SP transformation response in the second experiment.
Ethylene thiourea was evaluated as weakly active in the
transformation assay, and its actual and estimated rank
t-statistics were 2.84 and 3.96, respectively (Table A6).

Hexamethylphosphoramide. Hexamethylphosphor-
amide is a level C carcinogen (Table A6). It had no insur-
mountable technical problems (Table A4). The test
chemical was noncytotoxic to the BALB/c-3T3 cells and
had an average LDy of 64.4 mM CTable A4). The statisti-
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cal sensitivities of transformation assay trials 1 and 2 were
9 and 59/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 37 and 17/110, respectively
(Table A5). The test chemical had an SP transformation
response in the two consecutive experiments. Hexamethyl-
phosphoramide was evaluated as active in the transforma-

tion assay, and its actual and estimated rank ¢-statistics

were both 2,08 (Table A6).

Melamine, Melamine is a level D carcinogen (Table A6).
1t had one difficult technical problem, because its solubility
Limit in culture medium supplemented with plurcnic F68
was about 1000 wg/ml (Table A4). The test chemical was
noneytotoxic to the BALB/c-3T3 cells and had an average
LD, of 39.6 mM (Table Ad). Thus, this LD, far exceeded
the solubility limit of the test chemical in culture medium.
The statistical sensitivities of transformation assay trials
1 and 2 were 30 and 97/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 were 4 and 94/110,
respectively (Table A5). The test chemical had an SP
transformation response in the first experiment, and an
LA transformation response in the second experiment.
Melamine was evaluated as aetive in the transformation
assay, and its actual and estimated rank {-statistics were
2.10 and 2.15, respectively (Table A6).

Methyl Carbamate. Methyl carbamate is one of five
chemicals that was tested as a coded and as a uncoded test
chemical in this investigation. It is a level C carcinogen
{(Table A6). It had no insurmountable technical problems
(Table Ad). The test chemical was noneytotoxic to the
BALB/¢e-3T3 cells, and the uncoded and coded test chemi-
cals had an average LD, of 225 and 195 mM, respectively
(Table A4). For the uncoded test chemical the statistical
sensitivities of transformation assay trials 1-3 were 55,
108 and 10/110, respectively; the detection sensitivities for
BaP of trials 1-3 were 8, 99 and 5/110, respectively (Table
AD). For the coded test chemical the statistical sensitivities
of transformation assay trials I and 2 were 71 and 33/110;
the detection sensitivities for BaP of trials 1 and 2 were 23
and 14/110, respectively. The uncoded test chemical had
two SP and a LA transformation responses in three
experiments. The coded test chemical had an SP transfor-
mation response in the two consecutive experiments.
Methyl carbamate was evaluated as active in the transfor-
mation assay. The actual and estimated rank {-statistics
for the uncoded test chemical were both 4.48; the actual
and estimated rank t-statistics for the coded test chemical
were 3.76 (Table A8). Taken together, the coded and
uncoded test chemicals had virtually identical cytotoxic
and transformation responses in the BALB/c-3T3 cell
transformation assay.

Monuren. Monuron is a level B earcinogen (Table AG). It
had one difficult technical problem. It had a limited sol-
ubility in culture medium supplemented with plurenic F68
of about 25 pg/ml (Table A4). The test chemical was
noncytotoxic to the BALB/c-3T3 cells and had an average
LDy, of 5.54 mM (Table Ad). Thus, this LD, far exceeded
the solubility limit of the test chemical in eulture medium,
The statistical sensitivities of transformation assay trials
1 and 2 were 8] and 39/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 were 22 and 68/110,

respectively (Tahie 2). The test chemical had an LA trans-
formation response in the first experiment and an SN
transformation response in the second experiment.
Monuron was evalnated as inactive in the transformation
assay, and its actual and estimated rank {-statistics were
both 1.01 (Table AG).

Saccharin, Sodium Salt. Saccharin, sodium salt, is a
level A caranogen (Table A6). It had no insurmountable
technical problems (Table Ad). The test chemical was
noneytotoxic to the BALB/e-3T3 cells and had an average
LDy, of 76.5 mM and 153 mOsM (Table A4). The statistical
sensitivities of transformation assay Irials 1 and 2 were 21
and 62/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 26 and 48/110, respectively
(Table A5). The test chemical had an SP transformation
response in the two consecutive experiments. Significant
transforming activity was detected at treatment doses
that were below the upper dose limit of the assay of 100
mQOsM. Saccharin was evaluated as active in the transfor-
mation assay, and its actual and estimated rank {-statistics
were both 7.99 (Table AG).

Noncytotoxie, Mutagenic Noncarcinogens

2-Chloroethanol. 2-Chloroethanel is a level £ noncarci-
nogen (Table A6}. [t had one difficult technical problem. [t
was reported to react with water; thus, it may have been
altered by the aquecus environment during the treatment
period (Table A4). The test chemical was noneytotoxie to
the BALB/c-3T3 cells and had an average LDy, of 81.0
mM (Table A4). The statistical sensitivities of transforma-
tion assay trials 1 and 2 were ¢ and 73/110, respectively;
the detection sensitivities for BaP of trials 1 and 2 were 37
and 49/110, respectively (Table Ab). The test chemical had
an SP transformation response in the both the first and
second experiments. 2-Chloroethanol was evaluated as
active in the transformation assay, and its actual and
estimated rank {-statistics were both 3.22 (Table A6).

Methyl Methacrylate. Methyl methaerylate is alevel F
noncarcinogen (Table A6). It had twe difficult technical
problems, It waa reported to reaet with air; thus, it may
have been altered by exposure to air during the treatment
period. In addition, it was noted to react with amines;
therefore, it may have reacted with amines on biochemicals
in culture medium and in the target BALB/e-3T3 cells
(Table A4). The test chemical was noncytotoxic to the
BALB/e-3T3 cells and had an average LD, of 10.8 mM
{Table A4). The statistical sensitivities of transformation
assay trials 1 and 2 were 4 and 28/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 1 and
15/110, respectively (Table A5). The test chemical had an
SP transformation response in the first experiment and an
SN transformation response in the second experiment.
Since the mean {-statistics of the two transformation
responses were not significantly different from one
another, the test chemiecal did not have to be evaluated in a
third trial. Methyl methacrylate was evaluated as having
been weakly active in the transformation assay, and its
actual and estimated rank {-statistics were both 2.54
(Table A6).
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4-Nitroanthranilie Acid. 4-Nitroanthranilic acid is a
level F noncarcinogen (Table A6). It had no insurmount-
able technical problems (Table A4), The test chemical wag
noneytotoxic to the BALB/¢-3T3 cells and had an average
LD, of 8.58 mM (Table A4). The statistical sensitivities of
transformation assay trials 1 and 2 were 7 and 22/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 56 and 53/110, respectively (Table A5). The test
chemical had an SN transformation response in the first
experiment and an SP transformation response in the
second experiment. Because the mean {-statistics of the
two transformation responses were hot significantly dif-
ferent from one another, the test chemical was not evalu-
ated in a third trial. 4-Nitroanthranilic acid was evalnated
as having been weakly active in the transformation assay,
and its actual and estimated rank i-statistics were both
1.09 (Table A6).

Noncytotoxic, Nonmutagenic
Noncarcinogens

Aldicarb. Aldicarb is alevel F' nonearcinogen (Table A6).
1t had no insurmountable technieal problems {Table Ad).
The test chemical was noneytotoxic to the BALB/c-3T3
cells and had an average LD, of 10.7 mM (Table A4). The
statistical sensitivities of transformation assay trials 1
and 2 were 19 and 33/110, rvespectively; the detection
sensitivities for BaP of trials 1 and 2 were 34 and 14/110,
respectively (Table A5). The test chemical had an SN
transformation response in the first experiment, and an
SP response in the second experiment. Since the mean
-statistics of the transformation responses in the two
experiments were significantly different from one another,
the test chemieal has to be evaluated in a third trial. In the
absence of the data from a third trial, aldicarb was evalu-
ated as having an indeterminate activity in the transfor-
mation assay. [ts actual and estimated rank t-statistics
were both 1.93 (Table AG).

Ampicillin Trikydrale, Ampicillin trihydrate is a level
£ nonearcinogen (Table A6). It had no insurmountable
technical problems (Table A4). The test chemical was
noncytotoxic to the BALB/¢-3T3 cells and had an average
LD;, of 23.8 mM (Table A4). The statistical sensitivities of
transformation assay trials 1 and 2 were 71 and 29/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 23 and 97/110, respectively (Table A5). The test
chemical had an LA transformation response in the hoth
the first and second experiments. Ampicillin trihydrate
was evaluated as having an equivocal activity in the trans-
formation assay, and its actual and estimated rank ¢-statis-
ties were both 1.32 (Table A6).

o-Anthranilic Acid. o-Anthranilic acid is a level F non-
careinogen (Table AG). It had one difficult technical prob-
lem. It was reported to become oxidized by air; thus, it may
have been altered by exposure to air during the treatment
(Table A4). The test chemical was noneytotoxic to the
BALB/e-3T3 cells and had an average LDy, of 72.9 mM
(Table Ad). The statistical sensitivities of transformation
assay trials 1 and 2 were 100 and 36/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 42 and

28/110, respectively (Table Ab), The test chemical had an
SN transformation response in the first experiment and
an SP transtormation vesponse in the second experiment.
Since the mean t-statistics of the two transformation
responses were significantly different from one another,
the test chemical has to be evaluated in a third trial. In the
absence of data from a third trial, c-anthranilic acid was

“evaluated as having an indeterminate activity in the trans-

formation assay. Its actual and estimated rank t-statistics
were both 2.19 (Table A6)

Benzain. Benzoin is a level £ noncaranogen (Tuble A6),
It had one difficult technical problem. The solubility limit
of this test chemical in culture medium supplemented with
pluronic F68 was about 500 pg/ml (Table A4). The test
chemical was noncytotoxie to the BALB/¢-3T3 cells and
had an average LD, , of 14.8 mM (Table A4). Thus, this test
chemical had a LD, that far exceeded its solubility in
culture medium. The statistical sensitivities of transfor-
mation assay trials 1 and 2 were 50 and 109/110, respec-
tively; the detection sensitivities for BaP of trials 1 and 2
were AY and 103/110, respectively (Table A5). The test
chemical had an SN transformation response in the both
the first and second experiments. The test chemical was
tested at treatment doses that far exceeded its solubility
limit in culture medium. Benzoin was evaluated as inactive
in the transformation assay, and its actual and estimated
rank t-statistics were 0.74 and 1.08, respectively (Table
Ap).

Benzyl Alcohol. Benzyl alcohol is a level # noncar-
cinogen (Table A6). It had one difficult technical problem.
It was reported to become oxidized by air; thus, it may have
heen altered by exposure to air during the treatment
period (Table A4. The test chemical was noncytotoxic to
the BALB/e-3T3 cells and had an average LD, 0f 17.9mM
(Tahle A4). The statistical sensitivities of transformation
assay trials 1 and 2 were 2 and 38/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 2 and
16/110, respectively (Table A5). The test chemical had an
LA transformation response in the first experiment and
an SP transformation response in the second experiment.
Benyl alcohol was evaluated as active in the transforma-
tion assay, and its actual and estimated rank f-statistics
were both 1.95 (Table AG).

Caprolactam, Caprolactam is a level F noncarcinogen
(Table A6). It had no insurmountable technical problems
{Table A4). The test chemical was noncytotoxic to the
BALB/e-3T3 cells and had an average LDy, of 71.8 mM
{Table A4). The statistical sensitivities of transformation
assay trials 1 and 2 were 110 and 109/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 107
and 103/110, respectively (Table A5). Thus, both of these
experiments had an unusually low statistical sensitivity
and detection sensitivity for BaP. The test chemical had an
SN transformation response in the both the first and
second experiments, Caprolactam was evaluated as inae-
tive in the transtormation assay, and its actual and esti-
mated rank {-statistics were 1.20 and 2.34, respectively
{Table AG).

(2-Chloreethyl)trimethylammoniumn Chloride. (2-
Chloroethytrimethylammonium chloride is a level F non-
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carcinogen (Table A6}, It had no insurmountable technical
problems (Table A4). The test chemical was noncytotoxie to
the BALB/c-3T3 cells and had an average LDg, of 62.0
mM (Table A4). The statistical sensitivities of transforma-
tion assay trials 1 and 2 were 40 and 35/110, respectively;
the detection sensitivities for BaP of trials 1 and 2 were 54
and 57/110, respectively (Table A5). The test chemieal had
an SP transformation response in the first experiment and
an LA transformation response in the second experiment.
(2-Chloroethyltrimethylammonium chloride was evalu-
ated as active in the transformation assay, and its actual
and estimated rank -statistics were both 1.74 (Table A6).

C. 1. Acid Orange 10. C. 1. Acid orange 10 is a level F/
noncarcinogen (Table A6). It had no insurmountable tech-
nical problems (Table A4). The test chemical was non-
cytotoxic to the BALB/e-3T3 cells and had an average
LD, of 26.5 mM (Table Ad). The statistical sensitivities of
transformation assay trials 1 and 2 were 92 and 22/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 71 and 53/110, respectively (Table Ab). The test
chemical had an SN transformation response in the hoth
the first and second experiments. C. 1. Acid orange 10 was
evaluated as inactive in the transformation assay, and its
actual and estimated rank t-statistics were 0.63 and 0.68,
respectively (Table A6)

Dimethyl Terephthalate. Dimethyl terephthalate is a
level E nonearcinogen (Table A6). It two difficult technical
problems. 1t was reported to be very temperature sensi-
tive and react with water. Becanse the test chemical was
insoluble in water, it had to be sonicated and warmed at
37°C for 30 minutes or more to become a fine particulate
suspension in culture medium supplemented with pluronic
F68. Tts solubility in culture medium was about 125 pg/ml
(Table A4). Thus, it is possible that the test ehemical was
altered during the procedure to solubilize the test chemical
as well as the treatment period. The test chemical was
noncytotoxic to the BALB/¢-3T3 cells and had an average
LDy, of 15.4 mM (Table Ad). The statistical sensitivities of
transformation assay trials 1 and 2 were 22 and 5/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 53 and 46/110, respectively {Table Ab). The test,
chemical had an SP transformation response in the first
experiment and an LA transformation response in the
second experiment. The test chemical was tested at doses
that far exceeded its solubility in culture medium. Taken
together, dimethyl terephthalate was evaluated as having
an indeterminate activity in the transformation assay,
hecauge it needs to be retested at treatment doses closer to
its solubility limit in eulture medium. Furthermore, it must,
be evaluated using a procedure less likely to alter it while it
is being solubilized for testing. Its actual and estimated
rank t-statistics were both 1.79 {(Table A6).

Diphenylhydantoin. Diphenylhydantoin is a level [
chemical, because its testing in rodent bioassay is incom-
plete (Table A6). It had no insurmountable technical prob-
lems (Table A4). The test chemical was noneytotoxie to the
BALB/c-3T3 cells and had an average LD, of 502 mM
(Table Ad). The solubility limit of this test chemical was
about 500 pg/m) in culture medium supplemented with
pluronic F68. The statistical sensitivities of transforma-

tion assay trials 1 and 2 were 84 and 95/110, respectively;
the deteetion sensitivities for BaP of trials 1 and 2 were
105 and 61/110, respectively (Table A5). The test chemical
had an SN transformation response in two consecutive
experiments, and it was tested at treatment doses above
its solubility limit. Diphenylhydantoin was evaluated as
inactive in the transformation assay, and its actnal and
estimated rank {-statistics were both 0.00 (Table A8).

FD and C Yellow No. 6. FD and C Yellow no. 6 is a level
F nonearcinogen (Table A6). It had no insurmountable
technical problems (Table A4). The test chemical was
noncytotoxic to the BALB/c-3T3 cells and had an average
LD,, of 67.7 mM (Table A4). The statistical sensitivities of
transformation assay trials 1-3 were 7, 95 and 22/110,
respectively; the detection sensitivities for BaP of trials
1-3 were 56, 61 and 53/110, respectively (Table A5). The
test chemical had an SP transformation response in the all
three experiments. FD and C Yellow No. 6 was evaluated
as active in the transformation agsay, and its actual and
estimated rank t-statistics were hoth 7.65 (Table AG).

D-Mannitol. D-Mannitol is a level F noncarcinogen
(Table AG). It had no insurmountable technical problems
(Table A4). The test chemical was noncytotoxic to the
BALB/e-3T3 cells and had an average LDy, estimated to
be over 324 mM (Table A4). The statistical sensitivities of
transformation assay trials 1-3 were 46, 35 and 38/110,
respectively; the detection sensitivities for BaP of trials
1-3 were 80, 57 and 16/110, respectively (Table AB). The test
chemical had an LN transformation response in the first
experiment, an LA response in the second experiment, and
an SP response in the third experiments. In all three
experiments significant transforming activity was only
detected at treatment doses that exceeded the upper dose
limit of the assay of 100 mOsM. Taken together, I)-man-
nitol was evaluated as active and a false positive in the
transformation assay, and its actual and estimated rank
f-statistics were 5.00 and 1.99, respectively (Table A6).

Molybdenum Trioxide. Molybdenum trioxide is a level [
noncarcinogen (Table AG). It had one difficult technical
problem. It was reported to form polymeric compounds
when it was exposed to acids and bases. Since stocks of the
test chemical were acidic and had to be neutralized with
NaOH in order to tested, it is possible that the test
chemical was altered during preparation of the dosing
solutions (Table Ad). The test chemical was noncytotoxic to
the BALB/c-3T3 cells and had an average LDy, of 9.38
mM (Table A4). The statistical sensitivities of transforma-
tion assay trials 1 and 2 were 61 and 84/110, respectively;
the detection sensitivities for BaP of trials 1 and 2 were 47
and 105/110, respectively {Table A5). The test chemical
had an LA transforrnation response in the first experi-
ment and an SN transformation response in the second
experiment. Molybdenum trioxide was evaluated as inac-
tive in the transformation assay, and ils actual and esti-
mated rank {-statistics were (.64 and 0.86, respectively
(Table AG).

Penicillin VK +. Penicillin VK + is a level F nonecar
cinogen (Table A6). It had no insurmountable technical
problems (Table A4). The test chemical was noneytotoxic to
the BALB/c-3T3 cells and had an average LDy, of 17.8 mM
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(Table Ad), The statistical sensitivities of transformation
assay trials 1 and 2 were 10 and 62/110, respectively, the
detection sensitivities for BaP of trials 1 and 2 were 5 and
48/110, respectively (Table A5). The test chemical had an
SP transformation response in two eonsecutive experi-
ments. Penicillin VK + was evaluated as active in the
transforrnation assay, and its actual and estimated rank
t-statistics were both 5.96 (Table A6).

Phthalamide. Phthalamide is a level F' noncarcinogen
(Table A8). It had no insurmountable technieal problems
(Table A4). The lest chemical was noncytotoxic to the
BALB/c-3T3 cells and had an average LD, of 73.1 mM
(Table Ad4). This LD, was far above the solubility limit of
the test chemical of 1000 wg/ml in culture medium supple-
mented with pluronic F68. The statistical sensitivities of
transformation assay trials 1 and 2 were 14 and 38/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 72 and 16/110, respectively (Table Ab). The test
chemical had an LN transformation response in the first
experiment and an LA transformation response in the
seeond experiment. Phthalamide was evaluated as having
an indeterminate activity in the transformation assay, and
its actual and estimated rank {-statistics were 1.01 and
0.64, respectively (Table A6).

Phthalic Anhydride. Phthalic anhydride is a level F
noncarcinogen (Table A6). It had three difficult technical
problems, It was reported to react with water and strong
bases. Because the test ehemical stock solutions were very
acidic, they had to be neutralized with NaOH; thus, the
test chemical may have been altered during the prepara-
tion of dosing solutions, In addition, the test chemical was
noted to react with amine groups, thus it may have reacted
with amine groups on biochemicals in culture medium, as
well as biochemicals in the target cells (Table A4). The test
chemieal was noneytotoxic to the BALB/c-8T3 cells and
had an average L.D;, of 13.2 mM (Table A4). The statlstical
sensitivities of transformation assay trials 1 and 2 were 82
and 5/110, respectively; the detection sensitivities for BaP
of trials 1 and 2 were 18 and 46/110, respectively (Table
AB). The test, chemical had an LA transformation response
in the first experiment and an SN transformation
response in the second experiment. Phthalie anhydride
was evaluated as inactive in the transformation assay, and
its actual and estimated rank {-statistics were both 0.80
(Table A6).

Roxarsone. Roxarsone is a level £ noncarcinogen (Table
AB6). It had no insurmountable technieal problems (Table
A4). The test chemical was noneytotoxic to the BALB/
¢-313 cells and had an average LDy, of 43.8 mM (Table A4).
The statistical sensitivities of transformation assay trials
1 and 2 were 10 and 27/110, respectively; the detection
sensitivities for BaP of trials 1 and 2 were 5 and 92/110,
respectively (Table A5). The test chemical had an SP
transformation response in the first experiment and an
SN transformation response in the second experiment.
Since the mean {-statistics of the two test chemical trans-
formation responses were significantly different from one
another, it has to be evaluated in a third trial. In the
absence of data from a third trial, roxarsone was evaluated
as having an indeterminate activity in the transformation

assay, and its actual and estimated rank {-statistics were
both 1.67 (Tahle A6).

Sodium2-ethylhexyl) Alcohol Sulfate. Sodiumi(2-
ethylhexyl) aleohol sulfate is a level F(I) noncarcinogen
{(Table A8). It had no insurmoeuntable technical problems
(Table A4) The test chemieal was noncytotoxic to the
BALB/e-3T3 cells and had an average LDy, of 12.56 mM
{Table A4). The statistical sensitivities of transformation
assay trials 1 and 2 were 1 and 6/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 3 and
19/110, respectively (Table AB). The test chemical had an
SN transformation response in the first experiment and
an SP transformation response in the second experiment.
Since the mean {-statistics of the two test chemical trans-
formation responses were significantly different from one
another, the chemical has to be evaluated in a third trial. In
the absence of data from a third experiment, sodium(2-
ethylhexyl aleohol sulfate was evaluated as having an
indeterminute activity in the transformation assay, and its
actual and estimated rank t-statistics were both 2.04
{Table A6).

Sulfisaxazole. Sulfisoxazole is a level F noncarcinogen
(Table A6). It had one difficult technical problem. It was
reported to become oxidized upon exposure to air; thus, it
may have been altered by exposure to air during the
treatment, period (Table A4). The test chemical was non-
cytotoxic to the BALB/c-3T3 cells and had an average
LDy, estimated to be 18.7 mM (Table Ad). The statistical
sensitivities of transformation assay trials 1 and 2 were 1
and 6/110, respectively; the detection sensitivities for BaP
of trials 1 and 2 were 3 and 19/110, respectively (Table A5).
The test chernical had an LN transformation response in
the first experiment and an SP transformation response in
the second experiment. Since the LN transformation
response did not qualify as one of the two required trials,
the test chemieal has to be tested in a third experiment.
Taken together, sulfisoxazole was evaluated as having an
indeterminate activity in the transformation assay, and its
actual and estimated rank {-statistics were both 1.26
{Table A6).

3-Sulfolene. 3-Sulfolene is a level ¥ noncarcinogen
(Table A6). It had no insurmountable technieal problems
(Table A4). The test chemical was noncytotoxic to the
BALB/e-3T3 cells and had an average LDy, of 117 mM
(Table Ad4). The statistical sensitivities of transformation
assay trials 1 and 2 were 49 and 23/110, respectively; the
detection sensitivities for BaP of trials 1 and 2 were 24 and
11/118, respectively (Table A5} The test chemical had an
8P transformation response in two consecutive experi-
ments. 3-Sulfolene was evaluated as having been weakly
active in the transformation assay, and its actual and
estimated rank £-statistics were both 3.24 (Table A6),

Tetrahydrofuran. Tetrahydrofuran is a level 7 chemical
because its testing in rodent bioassay is incomplete (Table
A6). Tt had one difficult technieal problem because it was
reported to react with water (Table A4). The test chemical
was noncytotoxic to the BALB/c-3T3 cells and had an
average LDy, of 90.3 mM (Table A4). The statistical sen-
sitivities of transformation assay trials 1 and 2 were 1 and
28/110), respectively; the detection sengitivities for BaP of
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trials 1 and 2 were 3 and 15/110, respectively (Table A5).
The test chemieal had an SN transformation response in
two consecutive experiments. Tetrahydrofuran was evalu-
ated as inaetive in the transformation assay, and its actual
and estimated rank {-statistics were both 0.72 (Table A6).

Titanium Dioxide. Titanium dioxide is alevel F noncar-
cinogen (Table A6). It had one difficult technical problem.
It was reported to be reduced by metals such as caleium,
magnesium, potassium and sodium; thus, it could have
been altered by these metals in culture medium. In addi-
tion, this test chemical was very insoluble in culture
medium supplemented with pluronic F68, and had a sol-
ubility limit of about 125 ug/ml (Table Ad4). The test
chemieal was noncytotoxic to the BALB/e-3T3 cells and
had an average LDy, of 12.1 mM (Table A4). Thus, this
LDy, far exceeded the solubility limit of the test chemical
in culture medium. The statistical sensitivities of transfor-
mation assay trials 1 and 2 were 82 and 6/110, respec-
tively; the detection sensitivities for BaP of trials 1 and 2
were 12 and 92/110, respectively (Table A5). The test
chemical had an LN transformation response in two con-
secutive experiments, and it was tested at treatment doses
that far exceeded its solubility limit. Titanium dioxide was
evaluated as an inactive with an indeterminate activity in
the transfonnation assay. Its actual and estimated rank
t-statistics were both 0.00 (Table A6).

Witch Hazel, Witeh hazel is a mixture of chemicals that
include 15% v/v ethanol, 85% v/v water and some inert
ingredients, It has been shown to be a level F noncar-
cinogen (Table A6). It had no insurmountable technical
problems (Table Ad). The test chemical was noncytotoxic to
the BALB/c-8T3 cells and had an average LD, estimated
to be 540 mOsM (Table A4). The statistical sensitivities of
transformation assay trials 1 and 2 were 2 and 38/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 2 and 16/110, respectively (Table A5). The test
chemical had an LA transformation response in two con-
secutive experiments. This test chemical only induced
significant transforming activity at treatment doses that
exceeded the upper dose limit of the assay of 100 mOsM.
Taken together, witch hazel was evaluated as having an
equivocal activity and a false positive in the transforma-
tion assay. Its actual and estimated rank {-statistics were
both 1.95 (Table A6).

Very Noncytotoxie Chemicals

Acetonie, Acetone has not been evaluated in rodent
bioassay, therefore, its level of careinogenicity is classified
as a Jevel I chemical (Table A6). It had no insurmountable
technical problems (Table A4). The test chemical was
noneytotoxie to the BALB/c-3T3 cells and had an average
LDy, of about 2567 mOsM (Table A4). The statistical sen-
sitivities of transformation assay trials 1 and 2 were 1 and
27/110, respectively; the detection sensitivities for BaP of
trials 1 and 2 were 3 and 63/110, respectively (Table A5).
The test chemical had an LA transformation response in
the first experiment, and an SP response in the second
experiment. This test chemieal induced significant trans-
forming activity only at treatment doses above the upper

dose limit of the assay of 100 mOsM., Taken together,
acetone was evaluated as active and a false positive in the
transfonnation assay. Its actual and estimated rank ¢-sta-
tistics were both 4.49 (Table A6).

Dimethyl Sulfoxide. Dimethyl sulfoxide has not been
evaluated in rodent bioassay; therefore, its level of careino-
genicity is classified as a level  chemieal (Table A6). It had
no insurmountable technjcal problems {Table A4). The test
chemical was noncytotoxic to the BALB/c-3T3 cells and
had an average LD, of 507 mM (Table A4). The statistical
sensitivities of transformation assay trials 1 and 2 were %0
and 73/110, respectively; the detection sensitivities for
BaP of trials 1 and 2 were 13 and 49/110, respectively
{Table A5). The test chemical had an LA transformation
response in the firgt experiment, and an SP response in the
second experiment. This test chemical induced significant
transforming activity only at treatment doses above the
upper dose limit of the assay of 100 mOsM. Taken
together, dimethyl sulfoxide was evaluated as active and a
false positive in the transformation assay. Its actual and
estimated rank {-statistics were 8.88 and 3.45, respectively
(Table A6).

Ethanol. Ethanol has not been evaluated in rodent
bioassay; therefore, its level of careinogenicity is clagsified
as a level I chemical (Table A6). It had no insurmountable
technical problems (Table A4). The test chemical was
noneytotoxic to the BALBtc-3T3 cells and had an average
LDy, of 429 mM (Table A4). The statistical sensitivities of
transformation assay trials 1 and 2 were 2 and 20/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 2 and 19/110, respectively (Table A5). The test
chemieal had an LA transformation response in the first
experiment, and an SP response in the second experiment.
This teat chemical induced significant transforming
activity only at treatment doses above the upper dose limit
of the assay of 100 mOsM. Taken together, ethanol was
evaluated as active and a false positive in the transforma-
tion assay. Its actual and estimated rank t-statistics were
both 2.50 (Table A6).

Glycerol. Glycerol has not been evaluated in rodent
bioassay; therefore, its level of carcinogenicity is classified
as a level I chemical (Table A6). It had no insurmountable
technical problems (Table A4). The test chemical was
noneytotoxie to the BALB/c-3T3 cells and had an average
LD, of 401 mM (Table Ad). The statistical sensitivities of
transformation assay trials 1 and 2 were 1 and 20/110,
respectively; the detection sensitivities for BaP of trials 1
and 2 were 3 and 19/110, respectively (Table A5). The test
chemical had an 8P transformation response in both the
first and second experiments. This test chemical induced
significant transforming activity only at treatment doses
above the upper dese limit of the assay of 100 mOsM.
Taken together, glycerol was evaluated as active and a
false positive in the transformation assay. Its actual and
estimated rank ¢-statisties were both 3.09 (Table AG).

Sodium Chloride. Sodium chloride has not been evalu-
ated in rodent bioassay; therefore, its level of carcino-
genicity is classified as a level  chemical (Table A6). It had
no insurmountable technieal problems (Table A4), The test
chemical was noneytotoxic to the BAILB/e-3T3 cells
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and had an average LD;, of about 144 mM (288 mOsM)
(Table Ad). The statistical sensitivities of transformation
assay trials 1-3 were 10, 6 and 106/1180, respectively; the
detection sensitivities for BaP of trials 4 and 2 were 5, 92
and ND/110, respectively {Table A5). The test chemical
had an SP transformation response in the first and third
experiments, and an SN response in the second experi-
ment. There was no apparent explanation for the absence
of test chemical transforming activity in the second
experiment. This test chemical indueed significant trans-
forming activity only at treatment doses above the npper
dose limit of the assay of 100 mQOsM. Taken together,
sodium chloride was evaluated as active and a false posi-
tive in the transformation assay. Its actual and estimated
rank t-statistics were both 6.53 (Table A6).

Sucrose. Sucrose has not been evaluated in rodent
bicassay, therefore, its level of carcinogenieity is classified
as a level [ chemical (Table A6). It had no Insurmountable
technical problems (Table A4). The test chemical was
noncytotoxic to the BALB/e-83T3 cells and had an average
LD, of 240 mM (Table A4). The statistical sensitivities of
transformation assay trials 1 and 2 were 62 and 5/110,
respectively; the detection sensitivities for BaP of trials 1

and 2 were 48 and 46/110, respectively (Table A5). The test
chemical had an SP transformation response in both the
first and second experiments. This test chemical induced
significant transforming activity only at treatment doses
above the upper dose limit of the assay of 100 mOsM.
Taken together, sucrose was evaliated as active and a false
positive in the transformation assay. Its actual and esti-
mated rank {-statistics were both 5.73 (Table A6).

Urea. Urea has not been evaluated in rodent bioassay;
therefore, its level of carcinogenicity is classified as a level
I chemical {Table A6). It had no insurmountable technieal
problems (Table A4). The test chemieal was noneytotoxic to
the BALB/c-3T3 cells and had an average LDj, of about
254 mM (Table A4), The statistical sensitivity of transfon-
nation assay trial 1 was 6/110; the detection sensitivity for
BaP of trial 1 was 92/110 (Table A5). The test chemical had
an SP transformation response in the first experiment.
This test chemical induced significant transforming
activity only at treatment doses above the upper dose limit
of the assay of 100 mOsM. Taken together, urea was
evaluated as active and a false positive in the transforma-
tion assay. Its actual and estimated rank /-statistics were
both 1.81 (Table A6).
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Appendix B.
Summary of the transformation responses of 43 cytotoxic, mutagenic earcinogens.
Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response® Significance®
RCE (%) Focus Data Feci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A CC.A. TII (N) TII t-statistic
2-Acetylaminofluorene [2AAF, M.W. =223.3]
Trial 1 [17]
8¢a)p  .000791 .000 52.9 94 (20} 4 43 www + 13.5
B(a)P  .000250 3.54 791 86 (20} 3,91 dwx + 11.6
2AAF .358 G442 474 36 (20) 1.54 % + 5.58
ZAAF 179 3.5 55.6 62  (20) 2.34 k%% + 5.81
28AF . 0900 19.5  102. 30 20 1.25 ** + 4.39
2AAF L0450 66.8 113. 14 (20) 4T3 + .85
NC-1 Control 100. 100. 18  (40) .327 Control
Mean t = 4.73
Trial 2 [24]
B(a)P  .000791 .ooo 18.7 83 (20) 3.65 *** + 10.7
B¢a)P  -000250 5.66 70.0 86 (20) 3.73 **> + 10.7
2AAF .358 .000 34.8 21 (20 781+ + 2.19
Z2AAF 79 7.55 471 31 ¢20) 1.18 #*** + 4.06
2AAF .0900 23.3 83.3 18 (20) . 6B6* + 2.08
ZAAF .0450 59.7 108. 2 (20) .072 .00 (-1.01)
NC-1 Control 100. 100. 18 (40 .308 Control
Mean § = 2.08
Acrylonitrile [ACRL, M.W. = 53.06, Density = 0.806 g/ml]
Trial 1 [86]
B(a)P  .000791 18.7 63.0 64  (18) 3. 32%%% + 9.07
B(a)r  .000250 47.9 87.6 42 (18 2.02*** + 5.74
ACRL 608 .000 .000 4 15,18 .203 + 0.84
ACRL .304 117 7.7 7% 18) 390wk + 12.5
ACRL . 152 49.0 83.9 13 (18) .503 + 2.28
ACRL L0780 84.4 94.0 8 18) .297 + 1.3
NC-1 Contral 100, 100. 47 (72) JLbh Contrak
Mean t = 5.36
Trial 2 [92]
B(a)pr  .00250 394 45.3 &89 (18) 3.54%%% + 8.31
B¢a)yp  .000791 18.2 72.2 44 (18) 2. 14%x*% + 5.20
B(a)P  .000250 19.4 78.2 32 (17 1.52%%% + 3.32
ACRL .608 .00 D00 0 (15,18) .000 00 (-7.9%)
ACRL L4586 .000 .000 1 18 479 .00 (- .41}
ACRL .304 396 39.3 57 (18) 2.57wkk + 643
ACRL .152 28.5 80.5 10 (18 423 .00 ¢- .90
NC-1 control 100. 100. 62 (71 .579 Control
Mean t = 2.14
2-Amino-4-nitrophenol [847910-5, M.W. = 154.13]
Trial 1 [63]
B{a)r  .000791 4.00 B0.5 141 (20) 6. T3x** + 6.33
B(a)p  .000250 24.8 93.1 93 (20} 3.20%* + 2.02
847910-5 2.00 .000 201 2 (12) 122 .00 (-7.26)
847910-5 1.00 .000 78.% 2 (M 167 .00 ¢-6.04)
847910-5  .500 9.45  90.6 8 3 .696 .00 (-3.61)
847910-5  .250 57.5 93.4 33 (18) 1.63 .00 (- .85)
NC-1 Control 100. 100. 84 (39 1.92 Control
Mean t = .00

{Continued on next page)
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Appendix B. Continued.

Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response” Significance®
RCE (%) Focus Data Foci/Vessel
Type Yessels Focus Type
Drug Conc., mM S.A  CC.A. 111 (M) II1 t-statistic

Trial 2 [91]

B8({a)r . 000791 28.9 73.6 &0 (20 2.00%%* + 7.77
B¢a)P  .000250 58.1  89.9 14 (20) .503 + 2.63
B4T910-5 1.67 .000 .000 0 (0,20) .000¢ 00 (-3.67)
B847910-5 1.25 .000 .000 0 (0,20 .000 .00 ¢-7.36)
B47910-8 B33 2.36 .000 0 (0,20} .000 .00 (-4.20)
847910-8 417 54.2 92.5 7 (20) .256 .00 (-1.48)
NC-1A+1B  Control 100.  100. 31 (75) 322 control

Mean t = .00
2-Amino-5-Nitrophenol [738717-5, M.W. =154.13]
Trial 1 [62]
B(a)P  .000791 5.26 72.5 188 (20) 8.32* + 2.50
B(a)P .000250 18.6 85.1 105 (18) 5.59 NS .00 (- .62)
738717-5 2.00 0000 3201 13 (20) 473 00 (- 13.6)
738717-5 632 1.43 26.2 5 (19 .182 .00 ¢- 17.0)
738717-5 .200 10.5 78.6 30 20 1.26 .00 (- 9.9
738717-5 L0632 46.2 95.0 96 (20 4.31 00 ¢ - 2.54)
NC-1 Control 100. 100. 261 (40) 6.02 Control

Mean t = .00
Trial 2 [B3]
B(a)P .000791 2.86 73.0 141 20) 6. 4% + 13.5
B(a)P .000250 13.8 78.9 b4 2m 2. 9T kwn + 9.12
738717-8 2.00 000 20.1 10 (19) 419 + 49
738717-5 632 3.33  42.7 15 (16) 738 + 1.89
738717-S .200 23.3 7.7 5 14) .281 .00 (- .39
738717-s  .0632 31.9 85.1 & (15 .29 .00 (- .32)
NC-1A+1B Control 100. 100. 48 (80) 351 Control

Mean t = .575
Trial 3 [93])
B(a)p 000791 2.65 46.7 138 (20) 6. 4B*** + 16.8
B{a)p .000250 7.96 79.9 15 (20} 4 BO*®* + 12.0
738717-5 1.33 000 7092 38 (20 1, h4g%%k + 3.66
738717-5 667 000 11.2 50 20) 2.28%%% + B.22
738717-8 .333 5.31 16.6 43 (20) 1. 73k%k + 466
738717-S 167 8.85 31.7 35 (20} 1.4T7%** + 5.10
NC-1A+18 Controfl 100. 100. 43 (€4)] 416 Control

Mean t= 5.41
Trial 4 [103]
B{a)pr .000791 8.60 76.9 95 (20) 4 Sowxk + 13.7
B{a)P .000250 23.6 91.5 75 (20) 2. Bo¥¥x + 5.37
738717-5  1.67 .000 30.3 90  (20) 4 2hNn + 11.3
738717-8 833 6.45 38.3 115 (20) FAR < ya il + Q.09
738717-5 A7 24.5 32.7 140 ¢20) 6. 7x*% + 18.4
738717-8 .208 38.3 41.5 122 (20) 5. 02%%* + B8.57
NC-1A+1B Control 100. 100. 89 (79) - 874 Control

Mean t = 11.8

5-Azacytidine [SAZA, M.W. = 244.2]
Trial 1 [6]
8(a)P .000791 1.7 26.9 141 (20) 6.80%** + 21.9
B(a)P .000250 13.7 74.0 69 (20) 3. 147k + 18.5

(Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition” Activity® Activity® Response® Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A  CC.A. III (N) II1 t-statistic
5AZA .0164 000 11.1 62 (20) 2.59%** + 8.36
SAZA L0123 .000 18.2 70 (20 2.92kkx + 9.1
SAZA .00615 4.79  41.0 134 (20) 6. 14x*% + 15.3
SAZA .00308 15.4 ND 316 (20 15.3%%* + 33.9
NC-1 Control 100. 100. 24 (7&) L431 Control
Mean t = 14.5
Trial 2 [11]
B{a)P  .000791 1.37 344 128 (20 4 Qb ks + 10.5
B¢a)yp  .000250 7.22 35.0 37 (20 1.62%%* + 5.38
S5AZA .0081 .000 25.8 182 (20} 8.10%** + 14.7
S5AZA L0031 4,12 731 248 (20) 12.0%%* + 16.5
SAZA L0015 20.9 71.0 52 (20) 1.77%%* + 421
S5AZA .0008 27.8 7.4 11 (20> 423 + .70
NC-1 Control 100. 100, 21 (40) .301 Control
Mean t = 9.03
Benzidine-2HC1 [BENZD. M.W. = 257.18]
Trial 1 [43]
B(a)p  .000791 1.00 53.0 382 (20) 18, @F** + 26.3
B{a)P  .000250 4.80 77.5 270 (20) 13 Onew + 19.0
BENZD .1%4 .000 3.9 42 (18) 2.00%* + 2.7
BEN2D  .146 .000  26.3 64 (17) 3.57%%* + 6.41
BENZD  .0972 2.38 62.1 82 (20 3 Thekw + 479
BENZD  .0486 42.9 70.9 40 (18 1.85* + 2.26
NC-1 Control 100. 100. 44 (35 1.05 Control
Mean t = 4.54
Trial 2 [62]
B(a)p  .000791 4.05 39.1 150 (20) 6. 63%x* + 9.35
8¢a)p  .000250 11.1 73.8 126 (20) U X Rt + 8.18
BENZD* . 1944 063 24.0 37 (20} 1.66 + 1.73
BENZD* _1458 98.3 96.3 49 (20} 2.20%* + 3.04
BENZD* .0972 98.7 103. 46 (20} 1.95* + 2.43
BENZD* .0486 99.7 110. 36 (20) 1.63 + 1.66
NC-1 Cantrol 100. 100. 55 (38) 1.09 Control
Mean t = 2,22
2-Biphenylamine {2BPA. M.W. =169.22]
Trial 1 [33]
B(a)r  .000791 3 44 2.40 216 (20 10.0%¥* + 13.6
B¢a)p  .000250 5.73 51.4 130  (20) 5. Ba*** + T7.74
2-BPA  .591 000 7.46 12 (18) .562 00 ¢- 1.97)
2-BPA  .433 3.05 28.5 49 (20) 2.26¥%%* + 3.66
2-BPA 296 4,58 53.8 720 K L] + 4L.T74
2-BPA 148 40.1 106, 44 (1) 1.91*% + 2.10
NC-1 Control 100. 100. 54 (37) 1.04 Control
Mean t = 2.63
Trial 2 [52]
B(a)P  .0007%1 4.04 39.8 150  (20) 6. 63F** + 9.35
B¢a)pP  .000250 11.1 75.4 126 (20} 5L B keE + B.18
2BPA .296 8.08 5%9.0 33 (20 1.43 + 1.03
2BPA .222 36.0 80.3 63 (20) 2. Bh%kx + 4.40
2BPA .148 59.6 84.9 66  (20) 3.06%** + 5.54
2BPA .074 83.8 95.9 93 (200 3 2 kRk + 4.20
NC-1 Control 100. 100. 55 (38 1.09 Control
Mean t = 3.79

{Continued on next page}
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Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Response® Sigmificance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A CC.A. III (N) III t-statistic
4-Biphenyiamine [48PA, M.W. =169 22]
Trial 1 [35]
B{a)r .DOO791 4.51 651 103 (20 b Q1 Hxk + 6.41 .
B¢a)P  .000250 12.3 87.5 133 (20) 6.0 kx + 6.34
4BPA .59 000 23.7 15 (18) 671 .00 (- 4.00)
4BPA 443 7.79 70.3 54  (20) 2.51 + 1.47
4BPA 295 18.9 86.7 92 (20 4, Q5%*x + 3.8
4BPA .148 40.6 111, 61 (20) 2.63 + 1.36 o
NC-1 Control 100. 100. 94 (40) 1.97 Control
Mean t = 2.21
Trial 2 [563]
BCa)P  .000791 478 58.9 182 (20) 8.30%x* + 7.68
B(a)P  .000250 7.97 76.8 195  (20) B.74%x* + 7.74
4BPA 4T3 3.5¢ 67 9 (20) 4 25** + 2.70
4BPA .355 14.7 72.3 99 (20} 4 59k + 3.39
4BPA . 236 42.2 80.0 100 ¢20) 4 53 + 3.25
4BPA .118 74.9 91.0 68 (20) 3.10 + .70
NC-1 Control 100. 100. 128 (20) 2.78 Control
Mean t = 2,51
3-(Chloromethyl)pyridine [3cMP, M.K. = 164.04]
Trial 1 [14]
B(a)yp _.000791 1.75 346.1 177 (20} 6. 73hnx + 13.3
B(a)P .000250 5.26 T74.7 61 (20) 2.45%kw + 7.12
3cMp L0732 .000 52.9 10 (20) 374 + 1.22
ICMP .D4BB 8.33 89.5 3 (2D .10 .00 (- 1.02
3cMp L0244 55.7 101. 15 (20} L6 + 2.76
3CMP .0122 74.1 102, 25 (20) .542 + 1.42
NC-1 Control 100. 100. 12 (20} .213 Control
Mean t = 1.35
Trial 2 [22]
B(a)p  .000791 1.86 53.4 187  (20) 8.86%%% 16.0
B¢ayp 000250 6.52 81.4 116 (20) 5_25%%% + 9.33
3CMP .0488 12.4 99.7 52 (20} 2.07%* + 3.43
3cMP L0244 59.6 943 68  (20) 2.59%k% + 4.41
3CMp L0122 68.6 84.7 37 (20) 1.65* + 2.65
3cmp .00610 89.8 88.9 31 20 1.07 + 60
NC-1 Control t00. 100. 45 (4l 893 Control
Mean t = 2.77
4-Chloro-o-Phenylenediamine [4CPG, NM.W. = 142.59]
Trial 1 [13]
B{a)r  .000791 .823 30.6 95  (20) 4 3/mix + 14,2
Bla)P  .00D0D250 2.06 75.4 &6 (20} ER AL + 15.7
4CPD L0245 4.12 85.1 23 20 BTk + 3.37
4CPD L0123 5.6 97.9 & (20) 214 + .M
4CPD .00614 63.3 100. 1 (20) .035 .00 (- 2.39)
4CPD .00307 88.5 99.4 2 (20) .056 .00 ¢- 1.55)
NC-1 Control 100. 100. 1M1 a0 .201 Control &
Mean t = _B7/0
Trial 2 [20]
B(a)r  .000791 000 39.4 268 (20) 13. Q% %% + 26.3
B{a)r  .000250 2.34 77.3 &9 (20) 4,00%** + 9.22

{Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response” Significance®
RCE (%) Focus Data Foci/Yessel
Type Yessels Focus Type
Drug Conc., mM S.A  CC.A. 111 {N} 111 t-statistic
4CPD L0351 3.91 58.2 59 (20} 2.6 k%% + B.16
4CPD 0245 3.47 82.4 28 (20 1.03%* + 2.89 .
4CPD L0140 4.69 96.6 9 (20} .308 00 ¢- 37
4CPD .00701 21.1 12. 4 (20) .132 00 ¢- 1.71)
NC-1 Control 100. 100. 21 (40) 368 Control
Mean t = 2.74
Trial 3 [101]
B{a)P  .000791 ND 4.8 108 b B3xek + 12,7
Bea)p -000250 NO 83.6 48 2.1 %k + 9.73
4CPD .0526 25.6 35.7 107 5. 19%%* + 19.4
4CPD L0394 27.0 47.1 55 2. 37k%x + 8.26
4CPD L0263 433 76.4 38 1. QG + 5.83
4CPD -0131 76.8 90.9 18 b52% + 2.19
NC-1 Control 160. 100, 27 .260 Contrgl
Mean t = 8,92
4-Chloro-o-Toluidine-HCY [M.W. = 178.07]
Trial 1 [81]
B(a)P  .000791 10.2 63.9 378 (18) 20.8*** + 15.5
B{a)p .000250 28.0 67.8 280 (18} 15 . 3%x* + 10.5
4CT 842 .000 516 88 (16,18) 4.05 .00 (- 2.44)
4CT 632 7.34 92.3 349 (18) 19, 2%¥* + 14.6
4CT 421 28.3  102. 209 (18) 11.4%%% + 5.93
4CT 211 55.9 106. 150 (18) 8.04 + 1.00
NC-1 Control 100. 100. 583 (72) 7.36 Control
Mean t = 7.18
Trial 2 [92]
B{a)P .00250 .394 453 69 {18) 3.54%%x + B.31
B(a) .000791 18.2 72.2 44 (18 2. kkn + 5.20
B{a)P  .0D0D250 19.4 78.2 32 01h 1.52%* + 3.32
4CT .786 6.73 33.3 35 (17,18 1.59%* + 3.39
4CT .50 11.9 a1.0 47 (18) 2.28%kw + 5.54
4CT 393 61.4 95.8 31 (18) 1.52%*% + 3.56
4eT .197 108. 95.5 30 18 1.56%*% + 5.28
NC-1 Control 100. 100. &2 (71 597 Control
M t=4.44
5-Chloro-g-Toluidine [M.W = 141.61] ean 4
Trial 1 [81]
B{ayp  .00Q791 10.2 §3.9 378 (18) 20 _Bwx + 15.5
B(a)r  .000250 28.0 67.8 280 (18) 15 3k + 10.5
5CT 2.26 .000 344 12 (9,18) 1.03 00 (- 7.06)
5CT 1.69 4.3 &2.8 221 (18 1. fwwe + 3.7
5Cr 1.13 28.5 93.3 288 (18) 15, 4%aw + 6.51
5CT .565 72.7 106. 158 (18} 7.88 + .54
NC-1  Control 106. 100. 583 (72) 7.36 Control
Mean t = 3.57
Trial 2 [92]
B(a)P .00250 394 4503 &9  (18) 3.54%* + 8.3
B{al)pP 000791 18.2 72.2 54 (18) 2. Gk + 520
B{a)P  .000250 19.4 78.2 32 N 1.52%* + 3.32
5CT 2.26 1.19 19.9 19 (17,18) 682 + .58
5CT 1.69 7.92 495 48 (17) 2.36%%% + 5.43
5CT 1.13 22.2 92.8 78  {17) 3.75%%w + 7.67
5CT 565 49.9 87.2 53 €18) 1.80%* + 3.03
NC-1  Control 100. 100. 62 (71 597 Control
Mean t = 5.38

(Continued on next page)




412

Appendix B, Continued.

MATTHEWS ET AL,

Treatment Cytotoxic Transforming Transformation
tondition® Activity® Activity® Response” Significance®
RCE (%} Focus Data Foci/Vessel
Type Vessels Facus Type
Drug Conc., mM S.A  CC.A. III  (N) 111 t-statistic

C. 1. Acid Orange 3 [038399-5. M.W. = 453.51]
Trial 1 [70]
B({al)P .000791 1.24 48,9 1 3) 3.38%%* + 4.23
g{a)p  .000250 1.8 81.0 19 () Z.62%** + 5.73
038399-5  ,222 .G00 .0oo 0 (0,20 .D0D ND
038399-5 111 .000 38.9 34 (16) 1.6Gk** + 4. 4b
038399-5 0555 1.86 90.7 13 (18) .562 + .20
038399-5 0278 61.5 97.4 5 {15) 269 00 (-1.62)
NC-1A+1B Control 100. 100, 36 (54) 526 Control

Mean t = 1.5
Trial 2 {871
B(a)P  .000791 25.1 77.0 5¢ (20 2.26%%% + 5.84
B(a)P  .000250Q 42.2 80.2 34 (20) 1.45%%k* + 5.24
038399-5 .178 .000 .000 0 (0,20) .009 ND
038399-5 1334 000 35.9 (4 (20) 1.871%*% + 6.1
03839%-5 .08%90 000 &7.0 37 (20) 1.54%%* + 5,43
038399-5 0445 13.8 109, 14 (20 .534 + 1.13
NC-1 Cantrol 100. 100. 43 (BD)Y 3b4e Congrol

Mean t = 4.23
C. 1. Basic Red 9-HC1 [CIBRY. M.W. = 323.83]
Trial 1 [48)
B{aypr 000797 z.28 47,9 148  ¢20) 7.06%%* + 14.5
B{a)P .000250 10.1 90.8 63 (20) 2. 6B%** + 6.53
CIBRY 00679 .000 .000 4 (20) 149 .00 (- 2.98)
CIBR?  .00509 ilii) .252 5  (20) .189 00 (- 2.5%)
CIBR®  .00340 2.61  29.0 5 (20 189 00 (- 2.53)
CIBR® 00170 32.6 67.3 23 (20) L8541 + 1.4
NC-1 Control 100. 100. 29 (&) 5357 Control

Mean t = .383
Trial 2 [66]
B(a)pr 000791 2.33 52.0 90 ¢20) 3. 92r** + 4.1
B(a)P  .000250 6.08 9B.4 24 (20 LTRRE* + 3.69
CIBR® 00617 .000 .188 2 (18,20) .030 + .39
CIBR9?  .00309 449 29.7 4 (20) 149 + 1.19
CIBRY .00154 62.8 97.8 1 (20) .03% 00 (- L4
CIBR? .00077 4.3 109. 3 (1%) .18 + 1
NC-1 Control 100. 100. 3 (338 L0586 Control

Mean t = .700
Trial 3 [DRI4]
B{a)p 000791 ND ND ND ND
B{a)P .000250G ND ND NG ND
CIBRY .00463 ND 10.6 5 (2G) .18¢ .00 ¢- 2.51)
CIBR? .0030% ND 9.5 P2 (20) A43 00 (- 94
CIBRY 00154 ND 103. 8 [={t}] 301 00 (- 1.73)
NE-1 Control ND 100. 18 (20) 668 Control

Mean t = .08D
C. I. Basic Red 9-HC1 [947733-5, m.w. = 323.83]1
Trial 1 [73]
B(a)P  ,000791 2.21 7.9 81 (19) 2.60%%* +

. . 8.09

B(a)P  .000250 7.18 88.8 48 (20} 1_5fww¥ + 4.37

{Continued on next page)




»]
A

L

»n

Appendix B. Continied.

TRANSFORMATION RESPONSES OF 168 CHEMICALS

413

Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response” Significance®
RCE (%) Focus Data Foci/Vessel
Type Yessels Focus Type
Drug Conc., M S.A  CC.A. 111 (N) 111 t-statistic
Q47733-S 00375 L0000 3.3 12 20 .338 + .39
947733-§ .00250 .000 33.6 7 (20) .238 00 (- .25)
947733-5 00125 30.4 B88.6 3 20 .110 .00 (- 1.24)
947733-5 000625 43.6 96.9 7 20 .203 .00 ¢- .50
NC-1A+1B Control 100. 100. 45 (79 .2Th Control
Mean t = .098
Trial 2 [95]
B¢a)p  .0007H 16.0 ND 152 (20) 7 .35k + 9.48
B{a)P  .000250 33.3 ND M5 (20) 5. 2T*%* + 3.82
Q47733-5  .00281 .000 ND 18 (20) .620 00 (- 6.44)
Q47733-5 00211 .000 ND 3B (1™ 1.82 .00 (- 2.39)
947733-S  ,00140 15.1 NO 26 (20) 1.07 .00 (- 4.70)
947733-S .000700 65.2 ] 37U 1.69 .00 (- 2.68)
NC-1A+1B Control 100. ND 263 (77) 2.84 Control

C. 1. Disperse Blue 1 [933178-S. M.W. = 268.3]

Trial 1 [73]
B{a)P .000791
B(a)rP 000250

933178-5 3.70
©33178-8  1.17
933178-% .370
933178-% 117
NC-1A+1B Control

Trial 2 [97]
B(a)P .0oo7o
B(a)P .000250

933178-5  1.48
933178-5 741
8933178-5  .370
933178-5  .185
NC-1A+1B  Control

Trial 3 [107]
B(a)P  .00079
B(a)P  .000250

933178-5 1.85
©33178-5  .926
933178-5  .463
933178-5 .231
NC-1A+1B  Control

2.21 71.9
7.18 88.8
.000 171
4.42 59.3
330 72.3
68.0  100.
100. 100.
4,74 78.0
17.4 104
3.16  27.%9
9.49 32.6
13.4 45.2
20.2 41.9
100. 100.
5.81 47.3
21.2 75.8
19.1 6.9
22.2 16.5
36.6 23.8
441 28.2
100. 100.

8

61
48

131
122

N
22
5

6
274

C. 1. Disperse Blue 1 [933178-S, M.W. = 268.3]

Trial 1 [73]
B(a)p  .0007%1
B(a)r  .000250

933178-8 3.70
933178-5s 1.17
933178-S .370
933178-5 17
NC-18418  Control

2.21 7.9
7.18 BB.8
.000 17.1
4.42  59.3
33.1 72.3
68.0 100.
100. 100.

132
%0

104
86
122
77
99

(1
20

(203
(20}
(207
20)
(79

(20)
(20}

18)
(20)
(18
(18)
(80)

(20}
20)

(203
(20}
(20)
19
(80)

(19
(203

20}
(20)
(20)
2m
(79}

2.60%%*
1_58%%%

.572
Tk
1. 56%%%
P55 **
274

5.02***
2. 2h%k*%

.260
.282
.513
.608
414

&, 0G***
5,53kk*

443
.792
.18%
.226
2.95

6.38%%*
3.20%*

3.9 *xx
3.97 #xx
5.49 wr
3.25 *xx
.608

Mean t = .000

8.09
4.37

+ o+

+ .66
+ 2.93
+ 5.85
+ 3.67
Control
Mean t = 3.53

+12.5
+ 7.26

.00 ¢- 1.0M)
.00 (- .86}
+ .55
+ 1.07
Control

Mean t = .405

+ 5.74
+ 4.05

.00 (- 7.86)
.00 (- 6.00)
.00 (-12.93
.00 (- 9.38)
Control
Mean t = .000

13.1
5.92

+ o+

00
4
8
6.22

Cantrol
Mean t = 8.86

{Continued on next page)
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Appendix B. Continued.

MATTHEWS ET AL.

Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response® Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A  CC.A. 111 (N) II1 t-statistic

Trial 2 [97]
B(a)p  .000791 4.74 78.0 248  (20) Q. GoHr* + 11.3
B{a)p  .000250 17.4 104, 126 (20} 5. 14%** + T.49
§33178-5 1.48 3.16 27.9 46 (18) 2.05 * + 2.51
933178-5 .74 9.49 32.6 31 (20) 2.05 * + 2.64
933178-5  .370 13.4 45.2 67 (18) 3.51 *w& + 7.80
933178-5  .185 20.2 41.9 78 (18 345 k¥k + 5.03
NC-1A+18  Controt 100. 100. 118  (80) 1.07 Control

Mean t = 4.50
Trial 3 [107]
8¢a)p  .0007%1 5.81 47.3 402 (20) 19.5 %= + 8.1
B(a)P  .000250 21.2 75.8 330 (20) 16.0 *** + 6.00
933178-5 1.85 191 6.98 594 (20} 27 .8 wwk + 15.3
933178-5  .926 22.2 16.5 650 (20 32.0 W*x + 16.2
933178-5  .463 36.6 23.8 160  (20) 7.07 .00 (- 1.63)
933178-8 .23 Lt 1 28.2 143 (%) 7.31 .00 (- 3.00)
NC-1A+1B  Control 100. 100. 929 (8D 9.56 Control

Mean t = 7.88
C. I. Disperse Yellow 3 [DY3. M.M. = 269.31)
Trial 1 [71]
B(a)P  .000721 4.48 50.7 251 20 11.0%%* + 12.1
B(a)P  .000250 18.1 &8.7 7720 3.0k + 7.12
DY3 1.423 .000 41.8 19 20 772 .00 ¢- 1.030
DY3 450 000 92.4 12 (20) .423 .00 (- 2.53)
DY3 142 .000 89.3 5 (N .340 .00 (- 2.60)
DY3 .045 14.3 104, N ¢-(1))] .094 00 (- 6.70)
NC-1 Control 100, 100. 110 (7)) 1.06 Control

Mean t = .000
Trial 2 [91]
Bfa)P  .000791 28.9 73.6 60 2.00%** 5.1
B(a)P  .000250 58.1 89.9 14 .503 + 1.3
DY3 1.577 21.7 79.3 8 .30 .00 ¢- 7y
DY3 .788 29.2 87.4 11 402 + .62
DY3 .39 41.4 89.1 1 .035 .00 (- 4.52)
DY3 197 66.7 93.4 2 .Qr2 .00 ¢- 3.31)
HC-1 Control 100. 100. 31 322 conirol
Cytembena [CYTB, M.W. = 307.09] Mean t =195
Trial 1 [70]
B(a)P  .00079 1.24 48,9 11 3 3.3B%* + 4.23
B(a)P  .00025 11.8 8t.0 19 (5 3 62%* + 5.73
CYTB .325 .000 .000 0 (9,16} .0oe .00 (- 7.39)
CYTB 243 000 2.25 7 (15) .356 .00 (- .98)
cYTe 42 4.97 29.9 88 (1&) 4 .48k + 11.2
CYTB .081 19.9  89.7 42 (20) 1.1 + 1.83
NC-1 Control 100. 100. 3% (S54) 526 Control
Trial 2 (83] Mean t = 4.34
B(a)P  .00079 2.86 73.0 141 (20) 6. 14%wx + 13.5
B{a)P  .00025 13.8 78.9 64 (20) 293 k%% + 912
CYTB 243 .000 B.74 21 (16) .979w* + 2.76
CYTB .183 .000 39.1 92 (19 4 35k + 11,2
CYTB 22 5.7t 733 119 (20 5.18%** + 121
CYTB .06 20.5 @41 20 (20) .808* + 2.41
NC-1 Control 100. 100. 48  (BO) .351 Control

Mean t = 7.12

{Continued on next page)
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TRANSFORMATION RESPONSES OF 168 CHEMICALS

Treatment Cytotoxic Transforming Transformation
Cendition® Activity® Activity® Response® Significance®
RCE (%) Facus Data Foci/Vessel
Type Vessels Focus Type
Orug  Conc., mM S.A  CCLA. 111 M) 111 t-statistic

13DCP 384 .000 23.1 16 (14,18 . 669 00 (- .73
13DCP .288 .000 98.2 51 (17) 2.36%%% + 3.84
13DCP 192 000 96.4 26 (18) 1.27 + 1.41
13pCP .0960 20.6 86._4 17 (18) L6505 .00 (- .88)
NC-1 Control 100. 100. 83 (71 878 Control

Mean t = 1.75
Diglycidyl Resorcinol Ether [DIG, M.W. = 222.26, Density = 1.21 g/ml]
Trial 1 [6]
8(a)r 000781 1.71 30.6 175 (18) Q. 16%%k* + 21.9
B{a)P  .000250 13.7 85.9 101 (18) S.hgkkx + 18.5
DIG 00953 2.02 .000 4] (2,18) oo 00 (- 7.42
DIG . 00626 3.63 .588 31 (7,18 1.51 + 1.25
DIG . Q0408 5.¢4 19.4 230 (18) 11.8%x* + 20.1
DIG .00218 17.7 80.0 71 (18) F.4gxr* + 10.3
NC-1 Control 100. 100. 18 (74} 348 Control

Mean t = 15.2
Trial 2 [121
B(a)PLa 000791 90.7 90.0 61 (19> 2.90%** + 131
B{a)P .000250 77.6 114. 81 17 3.Q4 %% + 10.5
DIG .00544 .0go  2.20 63 {17) 3 45%%x + 15,0
DIG -G0408 .000 18.9 46 (11 345w + 6.7
DIG .00272 .000 70.4 17 (14 B42* + 2.79
DIG .00136 41.1 104. @ (18 392 + 2.14
NC-1 Control 100. 100. 8 (40) . 160 Control

Mean t = 6.66
Dichlorvos [DCV, M.W. = 220.98, Density = 1.415 g/mi]
Trial 1 £68]
B(a)P .000791 3.60 51.9 Kl {18) 4, G REx + 3.24
B(a)P .00025¢0 450 77.2 3T 18 1.73%%* +15.0
ocy .181 000 .000 4 (13,18} 21 00 - 1D
DLV .0905 16.7 83.2 11 (18 L433 + 1.38
ey 0452 50.0  101. 2 (18} .080 00 (- 1.43)
DLV .0226 73.9 101, 4 (18 167 .00 (- .53)
NC-1 Control 100. 100. 1 {36) 226 Control

Mean t = .460
Trial 2 [98]
B(a)P 000791 8.38 79.6 132 (18) 6. B2xwx +11.8
B(a)P .000250 29.3 91.3 e {18) 3.38%%* + 6.81
DCV . 181 .000 .000 0 1,18 .000 .00 (- .92
Dcy 136 .000 .186 7 (16,18) 330 00 (- 1.38)
pDCv 0905 9.42 52.1 9 (18) .370 .00 (- 1.21)
Dcv L0452 &7.0 83.5 9 (18 326 00 (- 1.4%
NC-1 Control 100. 100. 39 (45 .618 Control

Mean £t = .000
Trial 3 [DRIS]
B{a)r . 000791 NA KA
B{a)pP .000250 NA NA
DCV L136 NA 16.6 187 (18) . 84w + 8.82
DCV .0905 NA 79.0 47 (18) 2.20 + 1.71
pCV .0452 NA 98.3 [ (18) .29 .00 ¢- 2.88)
NC-1 Cantrol NA 100. 46 (18) 1.27 Control

Mean t = 3.51

417
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Appendix B. Continued.

Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Response“ Significance®
RCE {%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug  Conc., M S.A  CL.A. IIT {N} I11 t—statistic

Dichlorvos [676384-L, M.W. = 220.98, Density = 1.415 g/ml]
Trial 1 {78]

B{a)?P 000791 8.09 60.6 116 (18) 6.1 %% + 4.93
B¢alpP .000250 14.9 84,2 184 (18) Q. B4xHH + 9.74
676384-L .182 000  2.49 17 (6,18} 1.98 .00 (- 1.40)
676384-L 136 426 26.6 96 (18 447 .00 (- 1.57)
676384-L 0910 B.94 72.2 97 (18) 4 .83* + 2.09
676384-L  .0450 37.4 88.4 41 (18 2.01 00 (- 2.36)
NC-1 Control 100. 100. 296 (72} 3.28 Control

Mean t = .697
Trial 2 [90]

Beayyr  .000791 28.5 76.0 157 {18) 7. 50%*%* + 5.89
B(a)P .000250 51.8 95.8 110 (18) O Rt + 3.7
676384-L 159 .000 1.95 27 (14,17 1.51 .00 ¢- .78
676384-L  .119 000 24.7 103  (18) 4 BE¥*¥ + 3.76
676384-1 080 52.5 83.6 106 (18) 4 (0% + 2.82
676384-L 040 107. 114. 85 (18 2.91 + 1.4
NC-1 Control 100. 100. 219 (T 1.95 Control
Mean t = 2.66
2.4-Dinitrotoluene [24DNT. M.W. = 182.14]
Trial 1 [46]
8(a)P 00791 5.52 35.7 127 (20} &, 14%4* + 12.4
B(a)P .00250 22.4 81.1 75 (20} F.32Rwk + 8.63
24DNT  2.333 .000 .000 0 {5,20) .000 00 (- 4.15)
24DNT  1.167 11.0 55.1 38 (20) 1.61%%* + 4,70
24DNT 583 56.6 85.8 20 (20) 527 + .66
24DNT .292 79.7 93.3 7 (20) 275 .00 (- .67
NC-1 Control 100. 100. 24 (40) 384 control
Mean t = 1.57
Trial 2 [55]
B{a)P L8007 2.26 23.9 133 {20} 5, 4Rwk + 15.2
B{a)r .000250 4. 07 62.4 48 (20) 1.88%x* + 7.12
24DNT  1.333 452 133 3 (20} 301 + 1.68
24DNT  1.000 317  39.6 1 (20) .035 .00 ¢- 1.59)
24DNT 66T 22.7 69.8 4 (20) 149 + .23
24DNT .333 57.0 84.7 0 (20) .000 .00 (- 1.87
NC-1 Control 100. 100, 7 4 L1289 Control
Mean t = .478
Trail 3 [DRIZ2]
MNNG .00850 60.8 NA 242 (20} 11.7 #*w¥ + 19.0
24DNT  1.373 23.0 NA 2 (20) .072 .00 (-3.10)
240ONT 686 41.6 NA & (20) 196 00 (-1.76)
24DNT L343 79.0 NA 12 (20) L3587 .00 (- .68)
NC-1 Control 100. 100. 13 (20) .503 control
Mean t = 0.00
Epichlorchydrin [EPCH. M.W. = 92.53, Density = 1.181 g/m]
Trial 1 [68]
B(a)P .000791 3.60 51.9 N (18 4 _63** + 3.24
B{a)r 000250 4.50 77.2 37 18) 1. 73%%x + 75:0

(Conlinued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity" Response” Significance®
RCE (%) Focus Data Foci/Vessel
Type Yessels Focus Type
ODrug Conc., mM S.A  CC.A. III (N) I1I t-statistic
C. 1. Solvent Yellow 14 [CISY14, M.W. = 248.30]
Trial 1 [7]
B{a)P .0007%1 1.52 4B.4 212 (20} 10 Qksee + 26.6
B(a)}p  .000250 3.41 56.9 AN ALY 1.80%** + 7.07
cIs 242 6.06 70.4 13 9 .535* + 2.69
cIs 121 13.6 66.5 16 (1) L TRGREN + 472
CIS L0605 19.7 66.2 16 (19 LT13%x% + 4.33
cIs .0303 20.1 75.8 12 (19 _L80* + 2.34
NC-1 Control 100. 100. 7 (36) .135 Control
Mean t = 3.52
Trial 2 [67]
B(a)P  .000791 5.87 34.4 48 (20 2.07%** + 8.7
B(a)P 000250 20.8 63.9 3% (20) .969%* + 3.32
CIsSY14 .242 34.9 73.9 16 (20) JB34*HE + 3.79
cIsyl4 .161 52.5 80.7 26 (20 QP TRk + 4.18
CISY14 .0805 52.8 79.5 28 (20 1.09%** + 5.23
CISY14 .0403 54.5 83.4 2t (20) i1 dad + 5.34
NC-1*  Control 100. 100. 5 (3% .085 Control
Mean t = 4 64
Trial 3 [IP17]
B(a)P  .0007M1 .000 Np 100 (15 5.,28%k%* + 8.30
B(a)p  .000250 3.1 ND 8 (15 5. 27%** + 1.4
CISYl4 201 006G ND 15 (15) .838 + 1.63
cIsY14 101 .5 ND 21 (15 112+ + 2.36
CISY14 .0503 .5 ND 19 (14) 1.16* + 2.50
NC-1 Control 100. ND 20 29 411 Control
Mean t = 2.16
Trial 4 [IP18]
B{a)P .000791 1.33 3.77 1Mo (12) 8_Bo*** + 20.5
B{a)P .000250 2.67 22.1 B2 (12) S bl + 107
CISY14 242 1.71 10.6 65 (12) 348 + .98
cIsyl4 161 5.15 14.7 12 ¢12) LY bl + 3.68
CISY14 .0805 1.2 35.7 25 (12) 1, T3kkw + 4.82
CISY14  .0403 22.3 58. 19 (12) 1.32%%* + 4.23
NC-1** Control 100. 100. 6 (24) .189 Contral
®Trial was conducted in 100mm culture dishes. Mean t = 3.43
1,3-Dibromo-3-Chloropropane [DBCP, M.W. = 236,35, Density = 2.093 g/m1]
Trial 1 [23]
B(a)p  .000791 .000 61.0 157 (18 6 TRux + 9.25
B(a)P  .000250 4.84 100. 57  (18) 3.04%%* + B8.07
DBCP 213 .000 98.2 14 (18 572 00 ¢- .3
DBCP .159 2.42 85.6 19 (18 937 + 1.47
DBCP .106 6£.06  93.1 1% (18 .698 + .16
DBCP L0531 39.4 95.4 20 (18 .590 00 (- .26)
NC-1 Control 100. 100. 23 (27) .661 Control
Mean t = 333
Trial 2 [27]
B(a)P  .000791 4,046 33.7 170 (18 8.90*** + 14.8
B(a)p  .000250 13.0 47.4 3B 3_18%%* + 5.7
DBCP .531 .000 36.9 163 (18) 8.2 %x* + 12.0
DBCP .398 1.26 &7.0 11 (18 IR Ll + 9.35
DBCP . 266 g.94 81.1 36 (18 1.64%%* + 3.26
DBCP L133 35.7 70.2 17 (18) 765 + B3
NC-1 Control 100. 100. 3t (36) .555 Control
Mean t = 6.36

{Continued on next page)
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Appendix B. Continued.

Treatment Cytotoxic Transforming Transformation
Condition” Activity® Activity® Response® Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A CC.A. 111 {N) II1 t-statistic

Trial 3 [102]

B(alP 000791 9.64 69.9 99 (183 4 B5%*% + Q.48
B(a)p  .000250 9.3 93.1 45 (18) 5 oohk . 520
DBCP .708 L0000 1.33 9 1) .392 .00 (- 1.65)
DBCP  .531 000  7.73 51 (18) 2.27%%% + 497
DBCP 354 1.68  34.7 109 {18) 5. 0p**x + 9.56
DBCP 177 13.4  70.1 47 (18) 2. 14w + 47T
NC-1 Control 100. 100. &4 (72) 697 Control
Mean t = 4.83

2,6-Dichloro-p-Phenylenediamine [26DCPD, M.W. = 177.]
Trial 1 [32]

B{a)pP .000791 10.1 51.7 197 {(19) 10 1#** + 12.6
B(aj)P .000250 6.37 77.4 115 (20) 5.4G%* + 5,94
26DCPD  1.130 .000 39.5 68 (20} 2.96 + 1.9
26DCPD B47 1.87 &2.7 86 (20} 4. Q7*%% + 4.63
26DCPD 565 4.12 76.0 101 (20) 4, 05%* + 3.41
26DCPD .282 41.6 86.3 38 (20) 1.55 + .00 ¢- 1.08)
NC-1 Control 100. 100. 1 (38) 1.99 Control
Mean t = 2.50
Trial 2 [54]
B{a)P 000791 1.47 17.6 105 (20) 4 To%k*k + 13.8
B{a)P .000250 A%0 81 100 (20} 4, G2kkx + 13.5
26DCPD  1.13 .000 35.8 17 {20) 67T + 2.51
26DCPD 847 2.94 55.7 21 (20) . BLS** + 3.27
26DCPD 565 4,41 90.5 11 20 443 + 1.25
26DCPD .282 34.9 89.3 11 20) 423 + 1.08
NC-1 Control 100. 100. 15 40) .265 Contrel
Mean t = 2.03
1,3-Dichloropropene [13DCP, M.W. = 110.98, Density = 1.217 g/ml]
Trial 1 [79]
B(a)P .006791 22.7 79.6 279 (13 20.8*%* + 13.9
B¢a)pP .000250 39.3 94.2 241 (18) 12.9%%* + 9.34
13DCP .308 .000 59.0 263 (18) 13.9%%% + 8.9
13DCP .231 000 91.8 194 (18) Q. 08#%* + 3.53
13DCP 154 413 96.6 93 18) 4. 74 00 (- 48
13DCP Q770 40.1 108. 80 (18) 4.01 .00 ¢- 1.49)
NC-1 Control 100, 100. 430 (72) 5.12 Control
Mean t = 3.11
Trial 2 [94]
B{a)P .000791 000 75.7 122 (18> 5.@2%** + 6.26
B(a)P .000250 17 .4 114. 81 18) 3.88%w + 4.08
13DCP .330 .000 .000 " (1,18 _753 .00 ¢- 1.80)
13DCP V247 .000 63.2 33 (18) 1.41 .00 (- .28)
13DCP 165 000 132. 37 (18> 1.47 .00 ¢- .12)
13pcp .0824 .000 155. 21 (18) 634 .00 (- 2.58)
NC-1 Control 100. 100, 150 (71> 1.52 Control
Mean t = .000
Trial 3 [104]
B(a)p .G0Q791 25.0 64..5 &2 18) C.7gN%x + 487
B(a)pP .000250 50.6 89.6 63 (18) 2.4 7% + 4.10

(Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Response’ Significance®
RCE (%) Focus Data Foci/Vessel
Type Yessels focus Type
Drug Conc., mM S.A CC.A. III (N) III t—tatistic

EPCH 670 .000 .000 0 (0,17 .000 ND
EPCH L4LT .000 .531 0 (3,18) .000 + .00 (- 3.60)
EPCH .223 450 73.6 39 (18) 1.57%%% + 4.51
EPCH 112 338 105. 8 (18> .260 + 24
NC-1 Control 100. 100. 1 (36) 226 Control

Mean t = 2.38
Trial 2 [DRIS]
B(a)P  .000791 ND ND
B(a)r .000250 ND ND
EPCH .383 ND ND 98 (18) 4 58%* + 4.20
EPCH .255 ND ND 115 (18) 6.02%* + 6.22
EPCH .128 ND ND 27 (18 1.27 .00 ¢- .0m
NC-1 cControl ND 100 46 (18 1.27 Control

Mean t = 3.47
1,2-Epoxybutane [835701-L, M.W. = 72.11, Density = 0.8297 g/ml]
Trial 1 [79]
B(a)P -000791 22.7 79.6 279 (18) 20, 8hr* + 13.9
B(a)P .000250 39.3 94.2 241 (18) 12, ek + 9.34
835701-L 22.¢9 .000 .000 0 ¢0,18) .00 NA
835701-1. 171 .000 .000 0 (0,18 .000 NA
835701-L 11.4 .0oo .000 0 (0,183 .000 NA
835701-L 5.71 .000 .000 0 (0,18 .000 NA
NC-TA+1B  Control 100 100. 430 (62) 5.12 Control

Mean t = ND
Trial 2 [104]
B(a)P . 000791 25.0 64.5 62 (18) 2.7F%k% + 4_87
B(a)P .000250 50.6 89.4 63 (18) A Y ekl + 4.10
B835701-L 4.29 .000 .000 0 (0,18} 000 NA
835701-L 2.14 .000 28.1 57 (18) 2. L8%Ex + 4.16
835701-L 1.07 5.06 92.3 66 (18) 3.3 xxx + 6.07
835701-L  .536 37.3 108 15 (5) 1.61 + .69
NC-1A+1B Control 100. 100. 83 (7N .878 Control

Mean t = 3.64
Trial 3 [£108]
B¢a)yp 000791 15.5 31.3 139 (18 7.38%*= + 13.9
B{a)P .000250 30.0 65.7 72 (13} 4 TTHrx + 5.956
835701-L 2.86 000  2.52 10 (11 .603 .00 ¢- 1.7
835701-L 2.4 .000 30.8 &0 (186} 3.55%%% + 7.18
835701-L  1.43 7.42 92.0 18  (4) 3._82%* + 2.83
B835701-L 714 82.5 98.7 20 (18) T77 .00 (- 1.38)
NC-1A+1B Control 100. 100. 108 (70) 1.17 Control

Mean t = 2.50
1,2-Epoxypropane [12EF, M.W. = 58.08, Density = NA g/m1]
Trial 1 [72]
B(a)r  .000791 2.75 56.8 85 (18) b 11%x* + 12,7
B(a)P .000250 6.61 8z.1 84 (18) 3. 04k % + 6.20
12EP  1.38 .000 90.9 34 {18) 1._62%** + b.64
12EP  1.03 .000 78.5 37 e 1.61%%* + 4.8
12EP 689 21.5 63.1 23 (18) 994 %k + 317
12eP 344 5t.8 97 4 16 (18 .603 + 1.53
NC-1  Control 100. 100. 29  (72) .289 Control

Mean t = 4.04
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Treatment Cytotoxic Transforming Transformation
tonditien” Activity® Activity® Respunse“ Significance®
RCE (%) Focus Data Foci/Yessel
Type Yessels Focus Type
Drug  Conc., ™M S.A CC.A. 111 (N} 111 t-statistic
Trial 2 [88]
B¢a)p 0007 15.8 73.9 5 (1% 3.36%*x + 9.58
8{a)p .000250 35.4 82.6 26 {15) 1, 50%%* + 4,90
12EP  1.38 000 74.0 3% (18 1.90%%* + 6.22
126P  1.03 5.92 82.2 80 (17) 2. T3x** + 6.05
12EP . 689 28.4 87.4 29 (14 1.81%%* + 5.4
12EP 344 B3.6 3.8 7 {6 1.04% + 2.04
NC-1 Control 100. 100. 37 (67) L4006 Control
Mean t = 4.93
Ethylene Dibromide (EDB. M.W. = 187.88, Density = 2.177 g/m1]
Trial 1 {743
B{a)P  .000791 3.00 69.2 43 (18) 2.,02%%x + 4.5
B(a)P  .000250 9.58 78.4 27 (18) 1.29% + 2,49
£D8 .852 000 4B.5 137 (18) A% L + 18.7
EDB .639 35.9 97.2 8% (18} 3.86%** + 7.81
EDB .b26 62.3  104. 50 (18) 2.46%%* + 5.66
EDB .213 105. 93.8 59  (18) 1.51 + 1.93
NC-1 Control 100. 100. 8 (71 657 Control
Mean t = 8.53
Trial 2 [92]
B¢a)P  .00250 394 453 69  (18) ERTA L + 8.31
B¢a)P .000791 18.2 72.2 46 (18 2. 14%*% + 5.20
B(a)P  .000250 19.4 78.2 32 N 1.52%% + 3.32
EDB .958 396 541 33 (16 1.68%** + 3.68
EDB 719 2.77 80.5 38 (18 1.90%%* + 4.71
EDB 479 28.1 Q4.6 26 (18 1.20* + 2.45
EDR .240Q 72.8 89.5 16 (&) .698 + 47
NC-1  Control 100. 100. 62 (71 597 Control
MAaawm + = 7 07
HC Blue 1 [HCB1, M.W. = 256.31]
Trial 1 [15]
B{a)P  .0007M .851 12.4 209 (20} 8_g5x*x + 15.8
B¢a)P  .000250 3.83 56.7 72 (20) 3. 40%** + 14.9
HCBT  2.35 1.28 32.5 11 (17N .488 + 2.13
HEB 1.76 2.55 83.7 1M (20 423 + 1.86
HCB1 1.18 16.2  101. g (1M .291 + 7
HCB1 .588 87.7 121, 11 (1 397 + 1.35
NC-1  Control 100. 100. 10 (39 .186 Control
Mean t = 1.51
Trial 2 [21]
B(a)P  .000791 LA61 46.1 133 (18) 6_92kxk + 15.8
B¢a)P  .D00250 1.32 75.8 63 (1! EPN B ki + 10.5
HCBT1  2.45 .000 .000 & (7,19 .524 + .72
HCB1 1.75 .000 39.8 718 671 + 1.65
HCB1 1.05 1.32 97.9 4 (17 7T 00 ¢- 1.22)
HCB1 526 S4.6  103. 15 (18} .576 + 1.25
NC-1 Control 100. 100. 19 (40) 347 Contraol
Mean t = 725
Trial 3 [DRIZ2]
MNNG .00850 60.8 NA 242 (20) 17 . 7%k + 19.0
HCBT1  2.45 49.8 NA 26 (20} 1.07* + 2.18
HC81 1.23 51.9 NA 51 (19 2.08%%* + 412
HCB1 .613 92.0 NA 46 (19 1.65%% + 2.98
NC-1 Contraol 100. 100. 13 ¢20) .503 Control
Mean t = 3.09
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Treatment Cytotoxic
Condition® Activity”
RCE (%}
Drug Conc., mM S.A  CC.A.

Transforming
Activity®
Focus Data

Type Vessels

III (N)

Transformation
Response” Significance®
Foci/Yessel
Focus Type
111 t-statistic

Iodinated Glycerol [513502-L, M.W. = 258.07. Density = 1.797 g/m1)

Trial 1 [74]

B{a)p  .000791 3.00 69.2
B(a)p  .000250 9.58 78.4
513502-L 2.69 . 000 .00¢
513502-L 2.02 .000 50.6
513502-L 1.35 .000 86.4
513502-L  .673 10.2 102.
NC-1 Control t00. 100.
Trial 2 [106]
B(a)r  .000791 24.8 56.9
B(a)F .000250 40.7 7.9
513502-L 2.69 L0000 1.31
513502-L 2.02 000 24.7
513502-L 1.35 .000 68.5
513502-L .673 16.8 95.4
NC-1 Control 100. 100.
MeTlphalan [MELP. M.W. = 305.23]
Trial 1 [80]
B(a)pr  .000791 16.9 65.2
B(a)p  .000250 35.6 87.2
MELP .00721 L8920 3.40
MELP 00361 2.67 6.16
MELP .00180 8.01 30.3
MELP .000%0 46.3 75.9
NC-1 Control 100. 100.
Trial 2 [96]
B¢a)p 000791 11.0 43.5
B(a)p  .000250 38.9 75.4
MELP .00262 5.1 666
MELP .00197 14.9 26.2
MELP L0013 32.46 47.0
MELP . 000655 76.6 104,

. NC-1 Control 100. 100.

N-Methyl-o-Acrylamide [027516-S. M.W. = 101.11]
Trial 1 [70]

B{a)yp  .000791 1.24
Bla)p  .DDD250 11.8
027516-5 5.00 -000
027516-5 2.50 .000
027516-5 1.25 -000
027516-5  .625 15.5
NC-1A+1B Control 100.
Trial 2 [85]

B{a)r  .000791 18.8
BCa)p  .000250 28.7

48.9
81.0

.000
2.89%
85.2
107.

100.

55.6
91.8

43 (7
27 (7N

9 (13,18)
89 (18)
99 (17,18)
37 (18)
65 (71

134 (18)
91 (18)

6 (8,18)
2 (18
42 (18)
42 (18)
76 (43)

261 (20)
185 (20)

0 (0,12)

0 (0,20)
48 2D

13 (20)
317 (8D)
86  (20)
62 (20)
13 (20)
37 (20
62 (20)
43 (20)
62 (70)
1M (%
19 (5)

0 0,19

7 (12,14
27 (16)
12 (16)
36 (54)

133 (20)
66  (19)

2.02%%x + 4.51
1.29*% + 2.49
498 .00 (- .67)
4, 22%*% + 8,41
Lt + 6.1
1_4Bk*x + 3.6
657 Control
Mean t = 6.04
£.88%%* + 8.00
4 G3%kx + 5.56
.622 .00 ¢- 1.58)
.923 .00 ¢- 1,08}
2.13 + 1.99
2.1 + 1.9%
1.30 Control
Mean t =1.31
12, F%%% + 13.0
8.53%%% + T7.65
.0oo NA
.000 NA
1.72 00 (- 2.44
5.10%* + 2.73
3.02 Control
Mean t = 1.37
4 Q3% + 9.40
2.88%%x + 7.12
LG43 .00 (- 1.11)
1. 70%%* + 5.21
2.92%k% + 9.30
1.92%%* + 4.7
660 Control
Mean t = 4.81
.38k + 4.23
3.462%%% + 5.73
.000 NA
.381 .00 (- .72)
1.27** + 2.97
542 + .08
.526 Control
Mean t = 1.53
Z43%%w + 5.10
2. 10%%* + 4.56
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Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response® Significance*
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A  CC.A. 11 (N) 111 t-statistic
027516-5 2.00 .0o0 20.2 76 (1 PN hlbd + 10.5
027516-5 1.50 .000 69.8 32 M 1.AThE% + 4,28
p27516-5 1.00 10.4 100, g (20) .327 + .10
027516-S .500 34.7 101. 18 (20} 445 + .65
NC-1 Control 100. 100. 38 (B 313 Control
Mean t = 3.88
4. 4-MethylenedianiTine [44MD, M.W. = 271.21]
Trial 1 [40]
B(al)pP .000791 1.06 39.7 182 (19 A hald v 4.9
B(a)P .000250 8.48 79.2 101 (18) 4 Bo*r* + 9.93
44MD  2.21 .000 .000 5 (11,20 .287 .00 (- 1.14)
44MD 1.66 .000 30.9 18 (20} .668 + .65
44LMD 1.1 .353 76.0 3% (20 1.60%** + 4.54
44MD .554 16.3 96.5 25 20 1.08* + 2.51
NC-1  Control 100. 100. 28  (&0) .533 Control
Mean t = 1.93
Trial 2 [55]
B(a)p  .0007 2.26 23.9 133 (20) AL + 15.2
B{a)P .000250 4.07 62.4 48 (20} 1.88%%* + 7.12
44MD 1.85 000 45.1 4 (20} 132 + .04
44MD 1.38 .000 73.3 26 (20} 1.1 1%%% + 5.74
44MD .923 2.71 65.9 12 (20} .330 + 1.26
44MD 461 29.0 82.4 [ 203 149 + .23
NC-1 Control 100. 100. 7 (40} 129 Control
Mean t = 1.82
N-Methyl-N'-Nitro-N-Nitrosoguanidine [MNNG, M.W. = 147.1]
Trial 1 [93]
B{a)P .000791 2.65 46.7 138 (20) &, 4B**H + 16.8
B{a)P .000250 7.96 79.9 115 (20) 4 BO¥** + 12.0
MNNG .0204 .000 1.58 19 (20) 634 + 1.02
MNNG .0153 000 14.2 102 (1% [T bdd + 9.02
MNNG .0102 8.85 46.7 169 (20) 8.0 %%x* + 18.8
MNNG .00510 21.2 90.2 B0 (19) 3_B3%xw + 11.7
NC-1 Control 100. 100. 43 (79) 416 Control
Mean t = 10.1
Trial 2 [IP2]
B{a)p  .0OOTN ND ND
B(a)pP .000250 ND ND
MNNG L0170 30.0 ND 228 (20) 10, 9> + 13.2
MNNG .00850 81.0 ND 219 (20) 6.51%** + 5.64
MNNG .00425 79.6 ND 101 (20) LY + 3.72
NC-1 Control 100. ND 71 (40) 1.13 Control
Mean t = 7.52
2-Naphthylamine [2NAP, M.W. = 143.18]
Trial 1 [13]
B{a)r  .000791 .823 30.6 95 (20} 4 3Bwhex + 14.2
B{a)p .000250 2.06 75.4 66 (20) P S 15.7
ZNAP  1.40 .000 34.8 g (20 .347 + 1.20
2NAP 698 4,12 731 21 (20) LB50%** + 4.4
2NAP .348 14.0 99.2 25 (20) 1.05%** + 5.21
ZNAP 75 51.9 95.7 14 (18) .608** + 2.75%
NC-1 Control 100. 100. 11 (4Q) .201 Control
Mean t = 3.33
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Treatment Cytotoxic Transforming Transformation
Condition® Activity" Activity Response® Significance”
RCE (%) Focus Data Foci/Vessel
Type Yessels Focus Type
Drug Conc., mM S.A  CC.A. 111 {N) II1 t-statistic
Trial 2 [24]
B(a)r 00079 .382 13.5 206 (20) 9.88%** + 17.8
B(a)P  .00025Q 1.15 56.2 144 (20) 6.58%¥ % + 10.5
2NAP 1.05 .763 101. 112 (20} & SThwE + 7.4
ZNAP .698 11 93.4 49 (20 2.09%** + 3.55
ZNAP 348 46.6 94.5 4z (20) 1.86%* + 3.08
2NAP 175 71.0 97.8 38 (20 1.50 + 1.92
NC-1  Control 100. 100. 46 (40} 907 Control
Mean t = 3.99

Nitrofurantoin [291535-5, M.W. = 238.16]
Trial 1 [61]

B(a)P  .000791 377 32.6 945 (20) 4. 28%hn +14.3
B(a)P 000250 2.81 69.9 43 (20) 1.92%*% + B.76
291535-5  .167 .000 7.90 9 20) 327 + .83
291535-¢  .125 6.04 4B.4 10 (1 557> + 2.28
291535-5 (833 48.3 93.8 3 (20) .110 .00 ¢- 1.13)
291535-5  .0417 100. 98.5 4 (20) . 149 00 (- .7
NC-1 Control 100. 100 12 (40) 222 control
Mean t = .778
Trial 2 [93]
B(a)P 000791 2.65 46.7 138 203 6.4B%rx + 16.8
B{a)p 000250 7.96 79.9 115 ({20) 4 . B0%** + 12.0
291535-5 . 167 .000 .000 3 {20) 110 .00 (- 3.34)
291535-8  .125 000 317 31 {20) 1.17%* + 2.99
291535-5  .0833 21.2 44.3 59 (20) 2.59%% + 8,73
201535-s  .0417 97.3 105. 15 (20) .578 + 1.03
NC-1 Control 100. 100. 43 (79 416 control
Mean t = 4.25
Nitrofurazone [196993-S, M.W. = 198.14]
Trial 1 [71]
B{a)p 000791 4.48 50.7 251 (20) 11.0%%* + 2.1
B(a)P .000250 18.1 6B.7 7 20) 3.50%** + 712
196993-5  1.00 .000 000 0 (0,19) .000 NA
196993-S .750 .000 .000 Q (0,20) .Q00 NA
196993-5 500 .000 .000 0 (0,19 .000 NA
196993-5 .250 .000 .000 6 (20) 196 .00 (- 4.94)
NC-1 Control 100.  100. 110 (75) 1.06 control
Trial 2 [77] Mean t = .000
B(a)P .000791 5.66 69.% 179 (20} B.33wwx + 13.6
B(a)pr .000250 16.5 78.7 114 (19} 5_53%*x + 10.0
196993-S  .100 .000 1.47 18 (20) 737 .00 ¢- 1.07)
196993-5  .0750 000 8.25 44 (20) 1.77%* + 2.72
196993-s 0500 .000 39.8 77 (20) 3. 134w + 5.85
196963-58  .0250 2.83 92.1 55 (20> 2 . 38kk + L.46
NC-1 Control 100. 100. Q4 (78) 972 control
Trial 3 [87] Mean t = 3.26
B{a)P  .0007%1 25.1  77.0 59 (20) 2.26%%* + 5.8
B(a)pP .000250 42.2 80.2 34 (20) 1. 45%%% + 5.24
196893-5  .0750 000 16.6 57 (20} 2.33%%* + 7.56
196993-5 .0563 1.09  35.0 64 (20) 2.69%** + 8.33
196993-5  .037% 3.27 721 29 20) 1. 14%%% + 3.89
196993-5  .0188 45.1  90.0 10 (20 374 + .18
NC-1 Control 100. 100. 43 (80 346 control
Mean t = 4.99

(Continued on next page)




424

Appendix B. Conlinued,

MATTHEWS ET AL.

Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Response’ Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM 5.A CC.A. I1I (N} 11X t-statistic

4, 4-Oxydianiline [0XY, M.W. = 200.24] .
Trial 1 [1]
B(a)P .000791 g.75 56.3 171 (20) 8. 16%*> + 12.1 i
B(a)pr .000250 15.5 21.0 T4 (20) 5.18%%* + 6.68 []
OXY 674 .000 10.4 17 (20) B4t .00 (- 2.68)
[s) 44 .549 000 32.6 36 (20) 1.41 .00 (- .06
[0).44 370 1.08 73.6 51 (20) 2.34* + 2.31
oxXY 165 26.0  117. 70 (20) 3.28%%% + 4.92
NC-1 Control 100. 100. 73 (40 1.44 Control

Mean t = 1,81
Trial 2 [8]
B(a)P  .000791 1.45 5.83 244 (19) 10, 7%** + 8.19
B¢a)yp  .000250 4.35 52.4 254 (20) 11.8%¥* + 11.2
oxy 499 .000 .000 32 20y 1.25 .00 (- 2.24)
OoxY 375 .000 000 68 20y 2.93 + 1.38
oxy .250 2.90 25.2 134 (20} 5.88%* + 5.12
oxyY 125 22.2 89.3 163 (20) 7. 70*x* + B.36
NC-1 Control 100. 100. 110 (40) 2.19 Control

Mean t = 3.72
2-Nitro-p-Phenylenediamine [2NPD, M.W. = 153.16]
Trial 1 [15]
B(a)P 000791 851 12.4 209 (20) B.Go%w* + 15.8
B(a)P . (00250 3.83 56.7 72 20 3.40%%* + 14.9
ZNPD  6.53 426 .000 0D (8,20} .000 .00 ¢- 3.31)
2NPD 3.27 851 9.64 22 (1% L6 % + 4.84
ZNPD 1.63 2.31 11.6 27 (200 LPTTH + 3.55
Z2NPD 816 4.26 54.4Q 50 (20) 2. 16%** + B.23
NC-1 Control 100. 100. 10 (39 .186 Controt

Mean t = 4,21
Trial 2 [21]
B(a)P .000791 % T | 133 (18) 6. Q2%Kk* + 15.8
B¢a)P .000250 1.32 75.8 63 (19 3, %% + 10.5
2NPD 1.63 000 21.4 21 (20} 726 + 1.92
2NPD .816 000 63.9 1% (1% 652 + 1,69
2NPD 408 17.2 90.8 17 20) .551 + 1.09
2NPD .204 45.8 974 12 (20} 473 + 80
NC-1 Control 100. 100. 19  (40) 347 Control

Mean t = 1.38
Trial 3 [96]
B(a)pr 000791 11.0 43.5 8 (20) 4, Q3%x* + 9.40
B{a)P .000250 38.9 75.4 62 (20) 2.88%** + 7.12 b4
2NPD 1.63 3.5 6.7 35 €19} 1.57%* + 3.39
2NPD 1.22 7.47  62.1 29 (18) 1.17 + 1.93
2NPD .816 19.3 60.4 46 (19 2.28%** + 7.57 v
2NPD .408 64.8 82.5 43 (19 1.98%** +  4.64
NC-1 Control 100. 100. 62 (70} 660 Control

Mean £t = 4.38

I

Quinoline [QUIN, M.W. = 129.16, Density = 1.095 g/ml1]
Trial 1 [16]
B(a)P  .000791 .881 47.5 139 AN 7.96%¥%* +17.5
B(a)P  .000250 4.85 76.6 58 (17 2.77H%H + 777

{Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response” Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A  CC.A. II1 (N) 111 t-statistic

QUIN .70 8.81 4.3 6 (18) 260 .86 (- 570
QUIN  1.10 27.8 96.8 7 (18) .289 00 (- .38
QUIN .551 53.3 4.6 2 (18 .080 00 (- 2.57)
QUIN 276 99.1 109. 4 (18> 148 00 (- 1.40)
NC-1 Control 100. 100. 17 (36) 344 Control

Mean t = .000
Trial 2 [27]
B{a)P .000791 4.04  33.7 170 (18) B Q*** + 14.8
8(alpP .000250 13.0 47 .4 73 (18} 3. 18%%* + 5.7
QUIN 2.54 17.4 77.4 16 (18) 737 + .73
QUIN 1.70 23.6 95.2 18 (18 765 + 8
QUIN .848 52.8 81.1 14 (18 537 .00 (- .07)
QUIN 424 1.3 44,2 5 (18 .193 00 (- 2.12)
NC-1  Control 100. 100. 31 (386 .555 Control

Mean t = .385
Trial 3 [31]
B(a)P 000791 1.87 69.1 136 (15 8, 63%%x + 11.1
B¢a)P .000250 5.14 99.9 126 (18) MLl + 8.31
QUIN 6.32 .000 485 2 (4,18) 316 00 ¢- 1.330
QUIN 4 .24 467 291 39 7 1.80*% + 2.29
QuIN  3.18 9.35 64.0 33 (18) 1.59* + 2.05
QUIN 2.12 12.6 93.1 28 (1®) 1.36 + 1,44
NC-1  Control 100. 100. 43 (36) .930 Control

Mean t = 1,93
Trial 4 [104]
B(a)p  ,000791 25:0 64.5 62 (18) 2. 7% + 4.87
B(a)P . 000250 50.6 89.6 63 {18} P Ykl + 4.10
QUIN 000 22.5 21 (14,18) .950 + .22
QUIN 21.8 72.8 51 (18} 2. 37kkex + 4.1
QUIN 46.5 101. 66 (18 J22xxx + 5.83
QUIN 65.8 96.2 32 (18) 1.47 + 1.94
NC-1 Control 100. 100. 83 (71 .ar78 Control

Mean t = 3.96
Selenium Sulfide [SESU, M.W. = 111.02]
Trial 1 [7]
B(a)r  .000791 1.52 48.4 212 (19} 10, Q%* + 26.6
B(a)P .000250 3.41 56.9 41 (20 1.80%%* + 7.07
SESU 180 758 21.3 26 (19) 1.06%%** + 434
SESU . 108 144 48.7 18 (18 PR + 3.69
SESU L0721 22.0 45.6 13 (20} .503* + 2.5
SESU .0360 57.2 76.2 "M 9 ATIER + 2.78
NC-1  Control 100, 100. 7 (36) L135 Control

Mean t = 3.34
Trial 2 [11]
B{a)P 000791 1.37  34.4 128 (20} L 94%* + 10.5
B(a)P  .0Q0250C 7.22 36.0 37 20 1.62%* + 5.38
SESU .180 6.19 49.5 7 (18,20} .309 + .06
SESW .108 14.4  103. 16 (20 410 + .56
SESU 0721 25.1 125, 6 (20} 214 .00 (- .56)
SESU L0360 32.6 151. 15 (20) .322 + .11
NC-1 control 100. 100. 21 (40) .301 Control

Mean t = .223
Trial 3 [97]
B{a)P 000791 4.74 78.0 18 (20 5.02%%* + 12.5
B(a)p  .000250 17.4 104, 52 (20 2. 26%w* + 7.26

{Continued on next page)
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Appendix B. Continued,

Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response" Significance®
RCE {%) Focus Data Foci/Vessel
Type Yessels Focus Type
Drug {onc., mM S.A  CC.A. 111 (N) 11 t-statistic

SESU .225 79.8  B4.6 22 (16} .956% + 2.45
SESU .169 2.5 85.4 2 (19 1.03%* + 3.17
SESU .13 11. B4.6 18 (18) .765 + 1.81
SESU 0563 113, 92.0 4 (1% . 916 + 1.91
NC-1 Control 100.  100. 47  (BD) 414 Control

Mean t = 2.2¢4
o-Toluidine [OTOL, M.W. = 107.16, Density = 1.008 g/m1]
Trial 1 [16]
B(a)P  .0007%1 881 A7.S 139 (17 7.96%%* + 17.5
B(a)P  .000250 4.85 76.6 58 (17 2.TTHN* + 7.77
oToL  4.70 1.32 B88.3 22 (18 LG50%* + 2.81
otoL  3.06 5.73 90.5 M8 409 + .37
atoL 1.41 26.4 100, 10 (18) ATA + 42
oToL .705 44,1 109. &  (18) 212 .00 (- .87
NC-1  Control 100. 100. 17 (36) 344 Control

Mean t = .900
Trial 2 [25]
B¢a)P 000791 NA 21.4 192 (18) AL + 19.9
B{a)P  .DDD230 HA 73.4 5% (&) 2 _S5e%* + 7.52
o1oL 2,41 NA &.77 25 (17,18) 1.25%* + 5.90
oTOL  7.05 NA 12.5 30 (18 1. 47%%% + 7.50
ool 4.70 NA 26.6 3% (18 201wk + 12.6
otoL  2.35 NA 25.0 37 (18) 2.80%** + 1.1
NC-1  Control NA 100. 5 (36) . 101 Control

Mean t = 9.28
Trial 3 [98]
B(a)P  .000791 8.38 79.6 132 (18) 6 . B2%%* + 11.8
B(aypr  .000250 29.3 91.3 78 3.38%%x + 6.81
OToL  4.70 6.28 B0.4 33 (18) 1.62%%* + 3.48
oTaL 3.53 7.33  79.4 40 (18} 2. B%ww + 5.73
oToL  2.35 12.6 81.1 60  (18) 2.38%k* + 4.87
oToL 1.18 23.0 856.8 38 (18} 1.63%* + 3.17
NC-T  Control 100. 100. 39 (45) .618 Control

Mean t = 4 31
Ziram [ZIRAM, M.W. = 305.811
Trial 1 [77]
B¢a)r  .000791 5.66 69.5 179 (20) B, 33%%* + 13.6
B(a)P  .000250 16.5 78.7 M4 (19 5._53%%x + 10.0

& LIRAM 000164 000 1.65 22 {1 .825 00 (- 63
© 2IRAM 0000818 000 3.30 36 (19) 1.62% + 2.33

ZIRAM - 0000409 4.72 27.8 36 (18) 1.58% + 2.12
ZIRAM 0000204 12.7 74.8 26 (16) 1.06 + 24
NC-1  Control 100, 100. 9 (78) 972 Control

Mean t = 1.17
Trial 2 [99)]
B(a)P .00a791 28.9 73.6 60 (20) 2.00xx* + 5.1
B{a)P  .000250 58.1 89.9 14 (200 .503 + 1.3
ZIRAM  .000114 000 2.12 40 (20) 1.62%%* + 5.21
ZIRAM  ,0000572 12.0 8§91 54 (20) 2. 54wk + 11.2
ZIRAM 0000286 36.4 78.5 3 (20 301 Lo (-
ZIRAM  ,0000143 91.3  101. 27 (20 .303 .00 (- .08)
NC-1 Control 100. 100. 31 (75 .322 Control

Mean t = 4.10

{Continued on next page)
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Appendix B. Continued.

Abbreviations: BaP, benzo(a)pyrene; CC.A,, co-culture clonal survival assay; Cone., concentration; mM, millimole; M. W, molecular weight; N,
number of culture vessels, NC, negative control; ND; not determined; %RCE, percent relative eloning efficiency; 8.A standard clonal survival
assay.

“Treatment condition: The experimental design for the transformation assay is described in detail in the Materials and Methods. The
concentration of the positive control and test chemical treatment are presented in mM, but they can be converted to ug/m) using the molecular
weight that is provided with each chemical. The solvent vehicles used for the individual test chemicals were listed in Appendix Tables Al and A3,
angl the coneentrations of the solvent vehicles are presented in the Materials and Methods.

Cytotoxic activity: The experimental design for the standard survival assay (SA) and the co-culture clonal survival assay (CCA) were described
in the Materials and Methods. The test chemieal eytotoxic response was expressed as % RCE and was caleulated as described in the Materials and
Methods.

“The ecriteria used to evaluate the transformed foei of BALB/c-3T3 cells is described in the Materials and Methods. The number of type Iil foei
> Z-mm in diameter per culture vessel scored are recorded in this table,

Transformation response: The transformation responses are expressed as type 111 foci/vessel and were calculated using a log;, mathematical
transformation procedure {refer to Materials and Methods). The arithmetic value or faci/vessel represents the antilog of the log,, mean
transformation response minus one.

“Significance: The significance of test chemical transformation responses was caleulated by a computer using the SAS statistical software (22),
and the method is described in detail in Materials and Methods. The correct t-statistic according to the F-test is presented in this table. The
t-statistics of each treatment dose of the test chemical in a single experiment were averaged to determine the mean t-statistic of the test chemical
for the experiment (refer to Appendix Tables A2 and A5). The mean t-statistics for two or experiments for each chemical was weighted. to the
number of treatment doses evaluated and averaged to determine the rank ¢-statistic which was used to rank-crder the test chemical
transformation responses in Appendix Tables A3 and A6. Arbitrarily, transformation responses with negative ( —) ¢-statistics were given a value of
zero (0%

*Significant BaP or test chemical transformation response, 0.01 < p < 0.05.

**Significant BaP or test chemical transformation response, 0.001 < p < 0.01.

***Qignificant or BaP or test chemical transformation response, p < 0.001,
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Appendix C.
Summary of the transformation responses of 21 cytotoxic, mutagenic noncarcinogens.
Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Response’ Significance®
RCE (%) Focus Data Foci/Vessel
Type Yessels Focus Type
Drug Conc., mM S.A CC.A. I11 (N) III t-statistic
4-Acetylaminofluorene [4AAF, M.W. = 223.29]
Trial 1 [121
B(a)pP* .000791 90.7 99.0 61 (19) 2.90 *%x + 13.1
B(a)P .000250 77.6 14, 81 7 3.94 *k% + 10.5
4AAF 1.79 47.3 123. 11 (18) 432 + 1.92
4AAF 1.3 63.5 129. 5 (1% .200 +, .61
LAAF .B9% 77 129. 5 (1) 206 + .61
4AAF L4h8 7.9 128. 5 (18) 212 + .71
NC-1 Control 100. 100. 8 (40 .160 Controi
Mean t = .963

*NOTE: B(a)P was accidentally

Trial 2 [173

B{a)pP
B(alP

4AAF
4AAF
4AAF
4AAF
NC-1

.000791
. 000250

1.79
.89&
448
.224

Control

.000
3.54

55.8
55.2
51.8
65.9
100.

not dosed in the standard and the co-culture clonal survival assays.

52.9
79.1

93.0

99.0
104.
106.
100.

94
86

29
30

5
23
18

(20)
(20)

(20}
(203
20}
207
(40)

4'-(Chlgoroacetyl)acetanilide [4CAA, M.W. = 211.66]

Trial 1
B(a)P
B{a)P

4CAA
4CAA
4CAA
4CAA
NC-1

Trial 2
B{a)P
B{a)P

4CAA
4CAA
4CAA
4CAA
NC-1

[37]
.000791
.000250

.00378
.00283
.00189
.00094
Control

(95]
.000791
.000250

.00472
.00354
.00236
.00118
Control

1.60
6.80

000
.000
1.60
58.0
100.

16.0
33.3

.000
-000
.000
46.1
100.

46.0
77.2

57.1
74.9
90.9
86.2
100.

ND
ND

ND
ND
ND
ND
ND

101
13

55
21
21
22
32

152
115

127
24
27
70

263

20
20)

(20}
(20)
(2n

(20)

(39)

(20}
(20}

15
8

(14)
(18
(7N

2-{Chloromethyl)pyridine-HC1 {2CMP, M.W. = 164.04]

Trial 1 [14]

BCa)P
B{a)pP

2CMp
2CMP
2CMp
2CHp
NC-1

Trial 2
B(a)P
B{a)P

-000791
.000250

.152
107
.0533
D267
Control

[22]
.000791
-000250

5.26

.0oo
4.82
36.4
93.0
100.

36.1
74.7
8.89
73.0
103.

108.
100.

177
61

23
12
18
15
12

187
16

(20}
20

(20)
(19)
(20)
(20)
(40

20)
€20

G.4FHnw
3.91wwx

997+
724
. 189
.821*
327

4 _5GHEk
5.38%%*

2.37***
.702
.839
.787
.631

7 35%kx
5.27%%*

6.71%%*
2.60
1.82
3.56
2.84

6. 73***
2.45%w%

X1 e
526
.550
452
.213

+ 13.5
+ 11.6

+ 2.62
1.44
.00
+ 2.50
Control

Mean t = 1.64

+

9.%4
13.5

+ +

5.49
.31
.92
66

Control

Mean t = 1.85

+
+
+
+

+ 9.48
+ 3.82

+ 454

.00

.00

+ 1.29
Controk

Mean t = 1.46

(Continued on next page)

(-1.07

- .38
(-3.13)
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Appendix C. Continued.

Treatment Cytotoxic Transforming Transformation
Condition® Activity" Activity® Response® Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Brug Conc., mM S.A  CC.A. 111 (N) III t-statistic
2CMP .213 .000 99.7 63 (200 P L + 6.03
2CMP .152 391 105. 54 (20) 2. 14%k% + 3.59
2CHp L0914 72.0 107. 35 (20) 1.33 + 1.45
2CMP L0457 84.5 94.0 23 (20) 877 .00 (- .06}
NC-1 Control 100. 100. 45 (40) .893 Control
Mean t = 2.77
3-Chloro-p-Toluidine [3CT. M.W. = 141.60]
Trial 1 [81]
B(a)p  .000791 10.2 63.9 378 (18) 20, 8%%* + 15.5
B(a)p 000250 28.0 67.8 280  (18) 15 . 3Rk + 10.5
3cT 1.41 000 42.2 215 (18) 11, 2%%% + 3.55
3CT 1.06 7.34 91.4 225  (18) 17, 9%** + 4.13
3cT . 708 13.6 94.3 211 (18) 10.3* + 2.70
3T .353 50.3 107. 105 (18) 5.45 0D (-2.45)
NC-1  Controk 100. 100. 583 (72) 7.36 Control
Mean t = 2.60
Trial 2 [92]
B(aj)p  .00250 394 45.3 69 (18) 3.54%% + B.31
B(a)p  .000791 18.2 72.2 44 (18) 2_14%%k + 5.20
B(a)p  .000250 19.4 78.2 32 N 1.52%% + 3.32
3cT 1.55 11.9 92.3 37 (18 1.78%%% + 4.29
3CY 1.17 448 87.4 49 (18) 2. bhlkkx + 5.95
3CT 777 45.5 89.3 33 (18 1.50%* + 3.40
3CT .388 75.2 94.8 22 (18} 1.07* + 2.05
NC-1  Control 100. 100. 62 (71) 597 control
: Mean t = 3.92
Coumaphos [COU, M.W. = 362.78]
Trial 1 {30]
8(a)p  .0007NM 1.32 60.3 158 (200 7. 23%%** +12.3
B¢a)p  .000250 2.63  101. 98 (19 4 2l + B8.08
cou 276 .000 510 2 (18,2m .080 L00¢-4.29)
cou .138 5.70 4.08 8 (20 .301 .00¢-2.61)
cou L0689 18.4 54.0 17 (20} 751 .00¢- .17
cou L0345 31.6 94.8 13 (20} 459 .00¢-1.56)
NC-1 Control 100. 100. 40  (40) . 787 Control
Mean t = .000
Trial 2 [95]
B(a)p  .0007M 16.0 ND 152 (20) 7.35%%% + 9.48
B¢ayr  .000250 33.3 ND 115 (20 5.2T%ww + 3.82
coy .221 66.5 ND 125  (18) 6.1 %% + 4.54
cou .10 77.1 ND 93 (18 4, Bk + 437
cou .0551 81.1 ND o2 5.47%% + 3.25
coy .0276 86.0 NO 88 (17 4, 68%* + ¢7.83
NC-1 Control 100. 100. 263 (77 2.84 Control
Mean t = 3.75
Trial 3 [99]
B(a)p  .000791 18.9 68.4 160  (20) &.6T* ¥ + 12.4
8(a)p  .000250 32.1 85.0 94 (20) 3.59%k% + T7.95
cou .33 44 .2 56.9 83 20y 3.20%%* + 7.18
cou 165 50.2 62.0 100 (20) 4 53nkk + 10.3
cau .0827 52.5 91.0 8e (20 3.8 %% + B8.84
cou .0413 60.4 87.9 3% (2m 1. 6h4% %% + 406
NC-1 Control 100. 100. &5 (80} .586 Contral
Mean t = 7.60

429
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Appendix C, Continned.

Treatment Cytotoxic Transforming Transformaﬁ:on
Condition® Activity® Activity® Response Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A CC.A. III (N} III t-statistic

Dimethoate [CYGON, M.M. = 229.27, Density = 1.277 g/m1]
Trial 1 [41]

B(a)P  .000791 1.29 33.6 18¢ (18 10, 2%%% +

B¢a)P  .000250 6.45 78.2 123 (18) & 37wk +

CYGON  .668 1.29 50.1 16 (18) L655% +

CYGON 334 14.8 78.2 1% {18) LB9R* +

CYGON 167 85.8 89.2 8 (18} .309 +

CYGON .0835 ?1.3 103. & (18) .260 +

NC-1 Control 100. 100. 13 (36) 274 Control
Mean t =

Trial 2 [94]

B(a)P 00079 .000 7.7 122 (18 5.92%%* +

B{a)pP .000250 17.4 114. 81 (18) 3._88%%x +

CYGON .835 2.05 55.9 117 (18} 6.33%%w +

CYGON  .627 2.05 53.5 129  (18) 6. 26%%* +

CYGON 418 14 .4 64,6 6% (18) 3. 3Q%ww +

CYGON 209 40.0 123. 30 {18) 935 +

NC-1 Controi 100. 100, 150 (V1) 1.52 Control
Mean t =

2.4-Dimethoxyaniline-HC1 [DMAN, M.W. = 189.66]

Trial 1 [34]

B{a)r  _000791 6.9 58.7 167 (20) 8, 23wk + 14.5

B{a)P .000250 19.3 84.5 138 (20) 6. 39%*x + 7.66

DMAN 1.32 000 55.6 bl 20) 4 20%** + 4.09

DMAN .923 000 78.9 108 (20) 5. 18%%k + 6.27

DMAN 527 000 86.5 124 (20) 5. 76%** + 6.81

DMAN 264 .09 69.% 127 {20) 5.B5%** + 6.63

NC-1  Control 100. 100. 108 (40) 2.51 Control
Mean t =5.95

Trial 2 [87]

B{a)P .000791 25.1 77.0 59 (20) 2.26%*x + 5.84

B(a)P  .000250 42,2 80.2 34 (20 1. 45%%% + 5.24

DMAN 1.58 .000 2.69 1 (18,20) .039 .00¢-4.02)

DMAN 1.19 000 58.7 18 (20} 662 + 1.79

DMAN 79 000 77.3 17 (20) 601 + 1.46

DMAN .365 44.7 88.3 13 (20) 460 + .70

NC-1 Control 100. 100. 43 (80) .346 Control
Mean t = 1.32

Trial 3 [97]

B(a)P  .000791 4,74 78.0 118 (20) 5.Q2%%* + 12.5

B{a)P .000250 17.4 104. 52 (20} 2.26%%* + 7.26

DMAN 1.48 .000 000 3 (16,20) 139 .00¢-2.50%

DMAN 1.1 000 10.9 7 (20 .238 .00¢-1.19)

DMAN .738 000 60.2 16 (200 644 + 1.32

DMAN .369 9.48 93.9 15 (N N + 1.5

NC-1  Control 100. 100. 47  (80) 414 Control
Mean t = .960

HC Blue 2 [HCB2, M.W. = 285.34]

Trial 1 [5]

Bla)pr 00079 7.76 9.41 84 (19 3 Q7R + 15.5

B(a)P .000250 12.5 12.5 57 (20) 2.58%w* + 12.5

(Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity” Response® Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A  CC.A. 111 (N} III t-statistic
HCB2 7.1 .000 .00g o (0,20) .000 ND
HCB2 5.84 000 149 Q9 (0,20} .000 ND
HCBZ  4.21 431 11.8 2 (8,20 .a72 + .65
HCBZ  3.50 000 127 1M 20 423 + 3.30
NC-1 Control 100. 100. 2 (40 .035 Control
Mean t = 3.30
Trial 2 [10]
B(a)yr 000791 1.89 30.6 105 (20) b TGk + 18.3
B(a)P  .000250 8.49 9.7 34 (20 1.37%%% + 6.23
HCB2  4.21 000 94.4 12 (20) 264 + 1,42
HCB2  3.50 .000 168. 3 (2o 110 + .90
HCBZ2 2.80 .000 135, 7 (2o .256 + 2.02
Hcg2 2,10 000 214 5 (19 .182 + 1.38
NC-1  Control 100. 100. 3 4m .053 Control
Mean t = 1.43
HC Red 3 [HCR3, M.M. = 197.22]
Trial 1 [40]
B{a)P 000791 1.06 39.7 182 (1) BT kwx + 14.9
B{a)p  .000250 8.48 79.2 101 (18) 4 _Bhxw* + 9.93
HCR3  6.09 .000 34.3 25 (19 1.16%* + 2.86
HCR3  3.04 .353 351 27 (1% 1.07* + 2.19
HCR3  1.52 11.0 72.1 44 (20) 1.29* + 2.24
HCR3 L7861 78.8 91.1 25  (20) 1. 1% + 2.1
NC-1  Controt 100. 100. 28 {4 533 Controt
Mean t = 2.50
Trial 2 [57]
B(ayr  .000791 3.55 30.1 162  (20) 7554 + 18.7
B(a)P  .000250 5.32 69.9 37 (20 1.63%%% + 6.9
HCR3  6.09 .000 9.42 29 (20 1.18%** + 4.69
HCR3  3.04 28.0 88.0 3 20 1.22%** + 3.99
HCR3  1.52 80.5 88.8 14 (200 .534 + 1.66
HCR3 761 81.6 84.0 10 (7 395 + 74
NC-1 Control 100, 100. 15 (40) .278 Control
Mean t = 2.77
HC Red 3 [HCR3. 260886-S, M.W. = 197.22]
Triat 1 [61]
B(a)p .00079% 377 32.6 95 (20) 4 2Brk% + 14.3
B(a)P  .000250 9.81 £9.9 43 (20) 1.92%%% + B.76
260886-5 6.00 000 46.1 11 (18) .503* + 2.07
260886-5 3.00 2.26 67.1 12 (20) WATAS + 2.08
260886-5 1.50 13.6 B6.4 17 (20 .568 + 1.89
260886-5  .750 44.9 86.4 7 (19 .272 + .81
NC-1 Control 100. 100. 12 (40} .222 Control
Mean t = 1.61
Trial 2 [99]
B(a)P  .000791 18.9 68.4 160 (20) 6. 6TH*> + 12.4
B(a)P  .000250 321 85.0 94 (20} 3. 00%%k + 7.95
260886-5 7.89 3.40 38.5 135 (20) 5.94%%* + 1.7
260886-5 3.95 .43 38.7 81 (20 3. 380w + 7.92
260886-5 1.97 17.7 749 % (20) 4 Q7*** + 9.28
260886-5  .986 67.2 81.8 89 (20) 4 Q1axw + 9.4
NC-1 Control 100. 100. &5 (80 . 586 Control
Mean t = 9.58

(Continued on next page}
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Treatment Cytotoxic Transforming Transformation
Condition® Activity" Activity® Response’ Significance®
RCE {%) Focus Data Foci/Vessel
Type Yessels Focus Type
Drug Conc., mM S.A CC.A. III (N) 111 t-statistic

8-Hydroxyquinoline [8HYQ, M.W. = 145.16]
Trial 1 [3]
B(a)P  .000791 10.7 47.1 127 (20) 5, B4xww + 14.8
B(a)P .000250 13.4 81.6 39 (20 Y Rk + 5.83
SHYD .00379 .000 2.30 & (19,20 245 L00¢- .30}
8HYD -00331 .000 13.8 21 (20) LTB7* + 2.61
8BHYD 00276 .600 19.5 20 (20 _850%* + 3.1¢
BHYD .00186 000 46.0 14 (20) 547 + 1.5¢
NE-1  Contral 100. 100. 17 (40 .285 Control

Mean t = 2.46
Trial 2 [9]
B{ayr  .00079 3.14 3.83 108 (20 4 QFxww + 16.2
B(a)P .000250 8.52 87.2 47 (20) 1.g2%** + 7.04
BHYD 00344 .0600 1.03 4 (207 V149 .00
8HYD .00276 .ooo 3.08 3 (20} .10 00¢- .46)
8HYD .00207 L0000 41.0 4 (20) L 149 .00
BHYD .00138 2.24 89.2 172D .270 + .68
NC-1  Control 100. 100. 8 (40) 149 Control

Mean t = 170
Trial 3 (28]
B(a)pP .000791 2.84 28.6 189 (20 @.02%** + 16.9
B¢a)P .000250 6.74 68.0 62 (20} 2.78%w* + 5.73
8HYD .00413 000 48.9 22 (20) 937 + .51
8HYD .00276 L0000  66.0 21 (20) . 756 .00(- .25)
BHYD .00207 5.32 70.0 25 (20) 341 00¢-1.72)
BHYD .00138 84.8 75.2 19 (200 726 00(- .39
NC-1 Control 100. 100. 41 (40) .818 Control

Mean t = 128
Malaoxon [MALX. M.W. = 314.32; Density = NA g/mi]
Trial 1 [16]
B¢a)P 000791 .881 47.5 13¢ (17) 7.96%%* + 17.5
B{a)P .000250 4_85 76.6 58 (17 2.7 7*%n + 7.77
MALX 2.36 .000 .0oo 0 (0,18) .000 ND
MALX 1.57 000 .000 0 (0,1®) oot ND
MALX .786 .000 .000 0 (0,18 .000 ND
MALX 393 000 78.8 44 (18 1.81%%% + 4.7
NC-1 Control 1090. 100. V7 38) 344 Control

Mean t = 4.17
Trial 2 [25]
B{a)p .000791 ND 21 4 192 (18 Q. TLFH* + 19.9
B(a)P .000250 ND 73.4 5¢  (18) 2.55%%* + 7.52
MALX .589 ND 9.90 0 10,18 000 Ny
MALX .393 ND 61.9 87 (18 [T +22.7
MALX .255 ND 84.4 29 (18 1. 15%%% + 4.24
MALY 118 ND 285.9 9 (® 309 + 1.43
NC-1  Control ND 100. 5 (36) -101 Control

Mean t = 9.46
1-Naphthylamine [1NAP. M.W. = 143.18]
Trial 1 [13]
B{a)P . 0007 .823  30.6 95 (20) 4 3B**k + 14.2
B¢a)P  .000250Q 2.06 75.4 66 (20) EIRTA L + 15.7

(Continued on next page)
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Appendix C. Continued.

Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Response’ Significance®
RCE {%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A  CC.A. 111 (N) 111 t-statistic

1NAP .210 .823  84.3 22 (20) LTSN + 2.85
1NAP L 140 4.94 82.0 21 (20) L BQGrERx + 4.65
INAP 0698 4.4 96.3 16 (20 NN T + 3.02
TNAP L0349 50.6 113. & (20) .24 + N
NC-1 Contraol 100. 100. 11 (40} .201 Control

Mean t = 2.66
Trial 2 [19]
B(a)p  .000791 000 62.5 ¢ (2 [N R + 13.4
B(a)p  .000250 1.67 89.0 100 (20 & Q2% + 10.6
1NAP 279 5.83 62.9 26 (1% 1. 14%%* + 3.80
1NAP L 140 15.4 72.8 28 (20) 1.09%** + 3.46
INAP L0698 25.0 86.2 32 20) 1.00* + 2.35
1NAP L0349 52.5 97.6 24 (200 . 8aa* + 2.28
NC-1  Control 100. 100. 18 (38) .357 Control

Mean t = 2.97
N-(1-Naphthyl)ethylenediamine-2HC1 [NED. M.W. = 259.18)]
Trial 1 [38]
B(a)p  .000791 2.10 284 174 (20) T T5¥w* + 15.6
B(a)p  .000250 9. 44 4.7 162 (20) B.17%%* + 18.0
NED .193 .000 .00 4 12,19 .230 L00¢-1.33)
NED L145 .000  64.4 9 1M .368 L00¢- .73)
NED L0965 33.9 78.5 16 (20) L4694 .00y- .01
NED L0482 7.7 75.5 31 20 1.21%* + 2.87
NC-1  Control 100. 100. 27 (40) 496 Control

Mean t = 957
Trial 2 [87]
B¢a)p  .000791 25.1 77.0 59 (20 2. 26%x* + 5.84
B{ayr 000250 42.2 80.2 36 (20) 1L45%%* + 5.24
NED 193 .0a0 .000 o (1,20} .000 L00¢- 44
NED L 145 000 39.9 19 (19 .B2g¥ + 2.60
HED .0965 22.2 72.4 LA ) 419 + 45
NED L0482 105. 7.6 23 1 1.09%%* + 3.89
NC-1  Control 100. 100. 43 (80) 346 Control

Mean t = 2.31
1-Nitronaphthalene [INNAP, M.W, = 173.17]
Trial 1 [33]
BCa)Pp  .00071 3.44 2.40 214 (2 10 Qx** + 13.6
B¢a)p  .000250 5.73 51.4 130 (20) 5.86%** + T.74
INNAP  .BbS .000 .aog 1 (3,20) .260 L00(-1.32)
1NNAP  .577 1.53 10.7 20 (19 727 .00¢- .98)
TNNAP 289 29.4 93.2 10 (20) L394 .00¢-2.85)
TNNAP . 144 49.6 98.0 9 (20 327 L00(-2.79)
NC-1  Contraol 100. 100. 54 (37) 1.04 Cantrol

Mean t = {00
Trial 2 [87]
B(a)p  .000791 25.1 77.0 5 (20) 2. 260w + 5.84
B¢a)P  .000250 42.2 80.2 34 (20) 1.45%** + 5.24
INNAP 577 16.4 54.5 20 {19} .B2&* + 2.54
INNAP 433 25.8 68.7 24 (16) 1,17 + 3.37
TNNAP 289 33.8 73.6 17 (14) .g50* + 2.72
TNNAP 144 59.6 75.8 11 (1) 641 + 1,50
NC-1  Control 100, 100. 43 (B0} L34b Controt

Mean t = 2,53

{Continued on next page)
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Appendix C. Continued.
Treatment Cytotoxic Transforming Transformation
Condition® Activity" Activity® Response’ Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels focus Type
frug  Conc., mM S.A  CC.A. III (N) I11 t—statistic
4-Nitro-o-Phenylenediamine {4NPD, M.W. = 153.14]
Trial 1 [14]
B(a)pP  .0007 1.75 36.1 177 (20) 6. T3kwx + 13.3
B(ayr  .000250 5.26 4.7 61 (20 2.45%%* + 7.12
4NPD 490 1.32 46.8 23 (20) 55Nk + 4.48
4NPD .245 3.95 52.2 22  (20) .BE0HF* + 3.85
4NPD 123 7.46 70.9 41 (20) 1.58%%* + 5.14
4NPD .0306 22.8 102. 13 (20 L481 + 1.86
NC-1  Control 100. 100. 12 s .213 Control
Mean t = 3.83
Trial 2 [18]
B{a)p  .000791 2.24 45.8 125 (20 5.9 %kex + 13.0
B(a)p  .000250 8.52 78.5 8 (20 F.36%k* + 7.28
4NPD .261 L0000 811 25 (20 1.10% + 1.99
4NPD 131 448 BB.& 34 (20 1.32% + 2.46
4NPD .0653 8.97 B86.1 % (17 671 + .04
4NPD 0326 23.8 0.2 17 (19) 777 + .57
NC-1  Control 100. 100. 33 (40) .663 Control
Mean t = 1.27
3-Nitropropionic Acid [3NPA, M.W. = 119.08]
Trial 1 [39]
B(a)p  .0007H 1.07 23.6 72 (20) AL + 14.5
B(a)r .000250 3.56 64.5 145 (20} & _Blykrex +15.8
3NPA 3.36 000 1.24 21 (20) 699 + 1.20
3NPA 1.68 000 15.7 52 ¢20) 2.4 00w + 6.95
3INPA .840 8.19 52.9 60 (20} 243wk + 6.01
3NPA 420 30.6 78.5 19 20) 737 + 1.43
NC-1 Control 100. 100. 27 (4 427 Control
Mean t = 3.90
Trial 2 [85]
B{a)r  .000791 18.8 55.6 133 (20) 3, 43kw + 5.10
B(a)p .000250 28.7 91.8 66 (1% 2.10%*% + 4.56
3NPA 2.52 2.00 21.7 4 (20) 2.82%wx + 6.63
INPA 1.468 4.00 47.6 720 3. 16%*% + 9.87
3NPA L840 14.0 86.6 50 (20) 1.65%%* + 4.15
3NPA 420 43.5 105. 13 (20) .503 + 1.24
NC-1  Control 100. 100. 38 (80 .313 Control
Mean t = 5.47
p-Phenylenediamine-2HC1 [PD, M.W. = 181.07]
Trial 1 [37]
B{a)P L0007 1.60 47.6 101 (20) [T + 9.9
8(a)p .000250 6_80 79.7 113 (20) 5.38%ww + 13.5
PD .110 .000 4,51 18 (20 .702 + .33
PD .0552 000 56.9 72 20 3.3k %x + 8.06
Pb 0276 35.6 56.0 44 (20) 1.96%%* + 4,84
PD .0138 98.4 100, 35 (19 1.21* + 2.0
NC-1 Control 100. 100. 32 (3% .631 Control
Mean t = 3.81
Trial 2 [89]
B{alpP L0076 8.13 69.0 119 (20) b4, T7hw% + 10.3
B(a)p -000250 31.9 89.1 63 (20) 2. 33wk + 5.84

(Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response® Significance®
RCE {%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A CC.A. III {N) 111 t-statistic
PD .0828 000 65.6 45 (20) 1, 80(%r% + 488
PD .0552 2.61 75.4 49 (18} 1.71%* + 3.29
PO 0276 642 84.4 16 (20) 668 + 91
PD .0138 99.6 96.6 10 (20} 347 .00(- .82)
NEC-1 Control 100. 100, 57 (79 492 Control
Wean t = 2.27
N-Phenyl-2-Naphthylamide [130668-S, M.W. = 219.30]
Trial 1 [61]
B(a)P .000791 377 32.6 P4 (20} [ b + 14.3
B{a)pP -000250 9.81 69.9 43 (20 1.G2%%x + 8.76
130688-5 .227 000 49.4 28 (20) 1.37%%* + 7.4
130688-5 .170 000 47.9 29 (20} T 4%k + 4,27
130688-5 114 6.42 65.0 26 (20 1.08%** + 4.95
130688-§ .0568 50.9 87.7 16 (20} G334 %K + 2.81
NC-1 Control 100. 100. 12 (40) .222 Control
Mean t = 4.79
Trial 2 [87]
B(a)P 000791 25.1 77.2 39 (20) 2.26%%* + 5.84
B¢a)r  .000250 42.2 80.2 34 (20) 1. 458k + 5.24
130688-5 .227 1.64 75.6 36 (20) 1.50%%* + 5.28
130688-5 .170 8.18 86.3 24 (20) _P03** + 2.89
13068B-5 114 54.5 97.6 29 (20) 1.21%%% + 4,26
130688-5 .05468 74.9 100. 20 (20) JT8T* + 2.43
NC-1 Control 100. 100. 43 (80) 346 Control
Mean t = 3.71
2.3,5.6,-Tetrachloro-4-Nitroanisole [TC4NA, M.W. = 290.91]
Trial 1 [29]
B(a)P .000791 1.15 57.0 122 (20) 5.7gw*w + 13.1
B{ar .00e250 2.29 78.5 142 (20 & 1ga%x + 10.3
TCNA .155 .000 .000 0 (3,20) .000 .00¢-5.58)
TCNA .103 .000 000 1 15,20 047 00(-4.42)
TCNA .052 .000  34.3 33 (20} 1.50%* + 3.32
TCNA .025 12.6 76.2 26 (20) 1.03 + 1.61
NC-1 control 100. 100. 3% 40 606 Control
Mean t = 2.47
Trial 2 [93]
B{a)P . 000791 2.65 46.7 138 (20} &, 48%** + 16.8
B(a)P .000250 7.96 79.9 115 (20) 4 BO*** + 12.0
TCNA .085%9 .000 .009 0 (0,19 Q00 NA
TCNA L0645 .000 .000 0 (3,20} .000 .00(-7.56)
TCHA L0430 .BAS 7.%2 3B (B 1. 48%% + 340
TCNA .0215 8.85 82.3 10 2o .394 L00C -.16)
NC-1  Control 100. 100. 43 (7™ 416 Control
Mean t = 1.70
Tetraethylthiuram Disulfide [TETD, M.W. = 296.54)
Trial 1 [80]
B{a)P .000791 16.9 65.2 261 (20) 12.9%*% + 13.0
B¢a)p  .000250 35.6 87.2 185 (20 8 . 55knk + 7.65
TETD .000202 .000 1.62 141 (207 & TGrwk + 6.86
TETD 000101 .00 6.00 159 (20} T.TThex + 9.12
TETD .0000506 11.6 77.5 107 (20) 4 ,.82% + 2.43
TETD .0000253 87.5 104. &7 (20 2.62 L00¢- .67
NC-1  Controt 100. 100. 317 (80) 3.02 Control

Hean 1 = 4.60

(Continued on next page)
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Appendix C. Continued.
Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response” Significance®
RCE (%) Focus Data Foci/Vessel
Type Yessels Fotus Type
Drug Conc., mM S.A CC.A. 111 {N) 111 t-statistic
Trial 2 [93]
B(a)P L0097 2.65 46.7 138 (20} 6. LB*** + 16.8
B(a)P  .000250 7.96 7.9 M5 (20 4. o¥** + 12.0
TETD .000169 .000 .000 0 (0,20 .000 ND
TETD .0000843 1.77 782 26 (20) LGpGH + 3.13
TETD .0000422 31.0 79.2 34 20 1. 44%kx + 5.12
TETD . 0000211 46.0 108. 13 (20 494 + .51
NC-1  Control 100. 100. 43 (79 AT Control
Mean t = 2.92
2,6-Toluenediamine-2HCT [26TD. M.W. = 195.11]
Trial 1 [29]
B(a)r  .000791 1.15 57.0 122 (20 5,79%%* + 13.1
B(a)r 000250 2.29 78.5 142 (20} b, 19%** + 10.3
T26D 8.20 .000 3.29 24 (e .825 + .82
T26D  6.15 000 14.2 31 (20 1.31* + 2.63
1260  4.10 1.53 43.5 40 (20) 1.54%% + 3.06
7260 2.05 31.7 92.7 94 (207 4 3o%%x + 9.0%
NC-1  Control 100. 100. 36 (40} L6086 Control
Mean t = 3.89
Trial 2 [44]
B(a)P .000791 5.07 25.9 335 (20) 15 Bxx +16.3
B(a)P . 000250 14.2 67.2 137 (20} 6. 15%*¥ + 7.33
T26D &4.00 5.41 30.4 M (20) 4 _Rex% + 5.29
T260 2.6G 45.6 55.6 172 (20) 7.7o%** + B.77
T26D0 1.00 79.1 64.0 180 (2 B 42%%% + 11.3
T26D .500 91.2 88.4 218 (19 11, Th** + 14.7
NC-1 Control 100. 100. 77 (40) 1.52 Control
Mean t = 10.0

Abbreviations: BaP, benzo{a)pyrene; CC.A, co-culture clonal survival assay; Cone,, concentration; mM, millimole; M.W,, molecular weight; N,
number of culture vessels, NC, negative control; ND; not determined; %RCE, percent relative cloning efficiency; S.A,, standard clonal survival
assay.

*Treatment condition: The experimental design for the transformation assay is described in detail in the Materials and Methods. The
eoncentration of the positive control and test chemical treatment are presented in mM, but they can be converted to ug/m) using the molecular
weight that is provided with each chemical. The solvent vehicles used for the individual test chemicals were listed in Appendix Tables Al and A3,
and the concentrations of the solvent vehicles are presented in the Materials and Methods,

“Cytotoxic activity: The experimental design for the standard survival assay (SA) and the eo-culture clonal survival assay (CCA) were described
in the Materials and Metheds. The test chemical eytotoxic response was expressed as % RCE and was caleulated as deseribed in the Materials and
Methods,

“The criteria used to evaluate the transformed foci of BALB/c-3T3 cells is described in the Materials and Methods, The number of type I1I foei
= 2-mm in diameter per culture vessel scored are recorded in this table.

Transformation response; The transformation responses are expressed as type ILI foci/vessel and were calculated using a log,, mathematical
transformation procedure (refer to Materials and Methods). The arithmetic value or foci/vessel represents the antilog of the log,, mean
transformation response minus one,

“Significance: The significance of test chemical transformation responses was caleulated by a computer using the SAS statistical software (22),
and the method is described in detail in Materials and Methods. The correet £-statistic aceording to the F-test is presented in this table, The
t-statistics of each treatment dose of the test chemical in a single experiment were averaged to determine the mean {-statistic of the test chemical
for the experiment {refer to Appendix Tables A2 and A5). The mean #-statistics for two or experiments for each chemical was weighted to the
number of treatment doses evaluated and averaged to determine the rank {-statistic which was used to rank-order the test chemical
transformation responses in Appendix Tables A3 and A6. Arbitrarily, transformation responses with negative (—) t-statisties were given a value of
zero (0).

*Significant BaP or test chemical transformation response, 0.01 < p < (.05,

**Significant BaP or test chemical transformation response, 0.001 < p < 0.01.

***Bignificant or BaP or test chemical transformation response, p < .001,
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Appendix D.
Summary of the transformation responses of 20 cytotoxic, nonmutagenic carcinogens,
Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Response® Significance®
RCE (%) Focus Data Foci/Vessel
Type VYessels Focus Type
Drug Conc., mM S.A  CC.A. 111 (N} III t-statistic

A1yl Isothiocyanate [ALITC, M.W. = 99.16, Density = 1.0165 g/m1]

Trial 1 [41]

B{a)P .000791
Bla)P .Doo250
ALITC .0133
ALITC 00666
ALITC .00333
ALITC  .DD166
NC-1 Control
Trial 2 [98]
B(aj)P .000791
B¢a)r  .000250
ALITC L0133
ALITC . 0064
ALITC 00333
ALITC .00166
NC-1 Control

Chlorendic Acid [954870-S. M.W. = 388.83]

Trial
B(a)P
B(aj)P

954870-5
954870-5
354870-§
954870~-5

NC-1

Trial
B(a)P
B(a)P

954870-%
954870-5

1 [63]
. 000791
.000250

4.00

2.00

1.00
.500

Control

2 [83]
-000791
.000250

3.85
1.92

954870-8 962
?54870-5 .48

NC-1A+1B

Allyl Isovalerate [ALIV. M.W. = 142,22, Density

Control

1.29 33.6
6.45 78.2
000 47.5
12.9 £69.1
22.6 76.4
63.9 91.0

100. 100.
3.60 51.9
4.50 77.2

.901 77
2.70 3.8%9
18.5 43.5
73.9 94.0
100. 100.

4,00
24.8

32.7
37.8
46.1%
94.9
100.

2.86
13.8

27.6
52.4
70.5
98.1
100.

93.1

30.5
38.0
71.3
966
100.

73.0
78.9

37.5
56.3
8%.2
94.3
100.

Trial 1 [23]

B{a)P
B(a)P

ALIV
ALLV
ALLV
AL1V
NC-1

. 000791
-000250

LThb

.372

. 186

L0930
Control

.00D  61.0
4,84 100.
6.67 98.5

58.8 108.
82.1 105.
90.9 87.7
100. 100.

189 (18
123 (18)
g 8
1" (18
29 (18
7 (8
13 (36)
91 (18
37 (&
8 (16)
22 (17
46 (18
10 (18
11 (36)
141 (207
93 (20
45 (18)
55 (20
107 (18)
63 (20)
8 (39
141 (20)
64 (20)
12 (20
54  (20)
¢ (20
6 (20
48  (BD)
= (.882 g/ml]
157 (18
357 (18
8 (18
9  (18)
13 «¢18)
16 (18
23 @n

10 2%x* + 23.1
G.37%n* + 17.1
.339 + b4
.503 + 1.57
1.30%*x + 4.21
.309 + .27
274 Control
Mean t = 1.62
N X + 3.24
1.73%%% + 15.0
44 + 1.38
1.0g%%% + 4.71
2. 25% + 8.86
Ryl + 1.40
226 Control
Mean t = 4.09
&, 13Hkkx + 6.87
3.20* + 2.02
1.78 .00 (- .29)
2.34 + 1.08
G 6B*** + 4£.70
2.76% + 2.05
1.92 Control
Mean £ = 1,96
6. V4x%* + 13.5
2.9k + 9.12
473 + .73
22T + 7.30
347 .00 (- .02)
214 .00 (- .93)
2351 Control
Mean t = 2.01
I L + 9.25
ERA LG + 8.07
.361 .00¢-1.52)
.370 -00¢-1.40)
562 L00¢- .43)
. 737 + .32
661 Control
Mean t = .080

(Continued on next page}
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Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Response® Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Brug  Conc., WM S.A  CC.A. 11t (W) II1 t-statistic

Trial 2 [27]
B(a)P  .000791 4.04 33.7 e (18) 8.90%** + 14.8
B(a)P  -000250 13.0 47.4 73 (18) 3.18%w% + 3.7
ALIV  1.40 17.7 61.5 7 (18) .260 L00¢-1.41)
ALIV .30 351 45.6 12 (18) .513 .00¢- .18)
ALIY A 42.7 75.6 11 (18) 456 .00¢- .43}
ALIV .233 88.2 52.4 14 18 .608 + .22
NC-1  Control 100. 100. 31 (36) .555 Control

Mean £t = .055
Trial 3 [31]
B(a)p  .000791 1.87 69.1 136  (15) 8, 63%*x + 1.1
B(a)P  .000250 5.14 99.9 126 (18 6. 0h*** + B.51
ALIV 5.58 .000 .000 0 ¢0,18) 000 ND
ALIV  &.34 0006 53.3 1 (4,18 189 00¢-2.50%
ALIY  3.10 000 94.3 28 (17) 1.30 + 1.18
ALV 1.86 .000 109. 19 (18) .834 .00¢- .35)
NC-1 Control 100. 100. 43 (38) .930 Control

Mean t = 591
Trial 4 [102]
B{a)p  .000791 ?.64 69.9 99 (18) 4 65%** + 9.48
B(a)r  .000250 19.3 93.1 45 (18 2.22%w% + 5.22
ALIV 5.89 000 13.6 3 (4,18 .565 .007- 33
ALIV  4.42 .000 83,2 41 (18) 2.05%%* + 4.83
ALIV  2.95 419 79.2 26 (18 1.10 + 1.64
ALIV  1.47 7.55 91.5 19 (18 .828 + .59
NC-1  Control 100. 100. 64 (72) .697 Control

Mean t = 2.35

Chlorinated Paraffins C23 43% Chlorine [Chlorowax 40, 499546-L, M.W.avg. = 560, Density = ND]

Trial 1 [76]
B(a)P  .000791
B(a)r  .000250

499546-L ND
495546-L ND
495546-L ND
499546-L ND
NC-1 Control

Trial 2 [104]
B{a)P  .00O7N
B(a)}p  .000250

499546-1.  ND
499546-L ND
499546~ L, ND
499546-L WD
NC-1 Control

5.91 63.1
23.3 97.0
74.9 78.9
0.0 73.9
82.4 83.6
B87.7 84.8

100. 100.
25.0 64.5
50.6 89.6
11, 98.2
113. 99.7
111. 100.
10, 101.
100. 100.

87 8
54 (18)
43 (18
35 (B
67  (18)
18 (12)
152 (7
62 (8
63  (18)
17 &
10 (17}
21 (18)
% (18
8 (7ThH

4.41%%n
2.72%

2.06
1.67
3.02%*
1.26
1.79

2. Q%R
2 . LT *HK

650
.386
961
562
.878

+ 5.23
+ 2.26
+ .72
.00¢- .33)
+ 2.68
.00¢-1.38)
Control
Mean t = .850
+ 4.87
+ 4.10
L00¢- .90)
.00¢-2.12)
+ .3
L00¢-1.31)
Control
Mean t = .0/8

Chlorinated Paraffins C12 60% Chlorine [Chlorowax 500c, 164848-L, M.W.avg.= 415, Density= ND]

Trial 1 [74)
BCa)P  .000791
B(a)P  .000250

164848-L 2.89
164848-L 1.93
164848-L 964
164848-L .482
NC-1 Control

3.00 69.2
2.58 78.4
.000 .0o0
.000 .000
.000 68.3
24.6 98.6
100, 100.

43 (18)
27 (18)
0 (0,18)
0 (0,18
1% (18)
1 (18)
65 (71

2_Q2rwk
1.29*

.000
.000
737
456
657

+ 4.51
+ 2,49
ND
ND
+ 37
L00¢-1.00)
Control
Mean t = .185

(Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity" Activity® Response’ Significance”
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A CC.A. II1 ()] I11 t-statistic
Trial 2 [90]
B(a)p  .000791% 28.5 76.0 157 (18 7.60%*> + 5.89
8(a)p  .000250 51.8 5.8 11T (18 LR il + 3.7
164848-1L 1.93 6.61 58.4 15 (18) .618 .00(-3.32)
16484B-L 1.45 41.4 64.5 20 (1& .628 00¢-3.17)
164848-L .964 29.2 78.7 &7 (8 1.07 .00(-1.89)
164848-L 482 9.6 107. 15 (18> 661 .00¢-4.16)
NC-1 Control 100. 100. 219 (VD 1.95 Control
Mean t = .000
3-Chlgro-2-Methylpropene [3C24P, M.W. = 99.55, Density = 0.928 g/m1]
Trial 1 [29]
B(a)P  .0007%91 8.09 60.6 16 (18) 6.1 9kn + 4.93
B(a)P  .000250 14.9 84.2 184 (18} 9.84*** + Q.74
3c2Mp .883 .000 60.3 162 (18) 8.23*** + 5.22
3C2MP 442 12.8 97.0 102 (18) 4.21 + 1.25
3caMPp 221 56.2 97.6 60  (18) 2.53 .00 (- 1.23)
3ceMp U110 57.4 95.1 54 (18) 2.72 00 (- L9%)
NC-1 Controt 100. 100. 296 (72 3.28 Control
Mean t = 1.62
Trial 2 [31]
B(a)P 000791 15.8 73.9 54 (15) 3. 340k + 9.58
B(a)p  .000250 35.5 82.6 24 (15) 1.50%%* + 4.90
3C2MP 1.104 .000 42.3 26 (17,18) .928* + 2.23
3ceMp  .828 .000  57.5 36 (18 1.75%%* + 5.87
3c2MP 552 1.18 81.2 23 (18) .B0S + 1.58
3c2MP L2768 55.8 102. 16 (18 .582 + .95
NC-1 Control 100. 100. 37 (67 406 Control
Mean t = 2.66
Cinnamyl Anthranilate [CIN, M.W. = 253.32]
Trial 1 [2]
B{a)P  .000791 1.02 36.4 187 (20} B.Bgw** + 15.5
B(a)P  .000250 3.41 68.7 110 (20} 4 52¥k% + B8.43
CIN .15 000 17.2 5  (20) 72 .00¢-2.97)
CIN .105 3.07 17.9 37 (20) 656 L00¢- .01)
CIN .0829 58.0 83.8 1% (20) .668 + .04
CIN L0651 61.1 99.0 5 (20} .189 .00¢-2.90)
NC-1 Control 100. 100. 34 (20) 660 Control
Mean = 010
Trial 2 [9]
B{a)P  .000791 3.14 38.3 108 (20 4 QFxxx + 16.2
B{a)P  .000250 8.52 87.2 47 (20) 1.92%%% + 7.04
CIN .118 2.69 22.5 2 £16,20) 091 .00¢- .65)
CIN .0987 20.6 51.3 2 (20 .076 .00¢- .90)
CIN L6790 48.0 107. 2 2m 056 .00¢-1.13)
CIN .0592 53.4 93.3 1 (20) .035 .00¢-1.85)
NC-1 Control 100, 100. 8 (40 149 Control
Mean t = .000
Trial 3 [DRI3]
B(a)r  .0DO791
B(a)P  .000250
CIN 42 ND .00o0 D (7 .000 ND
CIN .095 ND 37.3 8 (18} .318 L00¢- .45)
CIN L0475 ND 109. 8 (20 .275 .00(- .66)
NC-1  Control ND 100. 5 (9 424 Control
Mean t = .000

439
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Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response” Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM 5.A CC.A. 111 (N) III t-statistic
Diethylstilbestrol [DES. M.W. = 268.]
Trial 1 [42]
B(a)P .000791 2.41 35.7 280 (20} 13, 7%x* + 20.2
B{a)P .000250 5.72 65.4 161 {19} Y Sk + ©.55
DES .0894 1.8% 13.5 31 (19,200 1.19 + 97
DES L0671 62.0 65.1 19 (20 .578 .00 ¢- 1.10)
DES D447 54.5 64 .4 1 (20) 443 .00 (- 1.76)
DES .0112 75.6 77.5 154 (19) 6. 7F*** + B8.84
NC-1 Control 100. 100, 52 (40) .861 Control
) Mean t = Z.22

Trial 2 [96]
B(a)yr  .000791 11.0 43.5 86 (20 4 QF*** + .40
B(a)P .000250 38.9 75.4 62 (20) 2.88k** + 7.12
DES 112 3.4 74.6 37 20 1.62%%* + 3.69
DES .0838 51.5 86.5 44 20) 1.89%** + 4.44
DES .055¢%9 54,2 83.4 3720 1.52%* + 3.30
DES .0279 59.3 79.0 32 (20) 1.19* + 2.07
NC-1 Control 100. 100. 62 (70} 660 Control

Mean t = 3.38
Dimethylvinyl Chloride [309712-L, M.W. = 90.55, Density = ND g/ml]
Trial 1 [76]
B¢a)P .000791 5.91 63.1 87 (18 LA L + 5.23
B(a)P  .000250 23.3 e7.0 54 (18) 2.72% + 2.26
309712-L 4.00 000 41.2 16 (15,18) 5.56%* + 3.88
309712-L 2.00 L0000 84.4 59 (18) 2.63 + 1.9
309712-L  1.00 15.4 87.1 38 (18) 1.6%9 00 - .26)
309712-L  .500 58.3 94.3 41 (18) 1.62 00 (- .43y
NC-1 Control 100. 100. 152 (71 1.79 Control

Mean t = 1.45
Trial 2 [102]
B(a)P .000791 £9.9 9¢  (18) 4 GO**E + 9.48
B(a)P  .000250 93.1 45 (18} 2.22%%% + 5.22
309712-L 7.78 .000 27.5 19 (7,18} - 2.26%k* + 3.47
309712-L 5.83 .000 77.1 84 {18} 4 _Q4xE* + 8.63
309712-L  3.89 .0co 96.5 31 (18 1.27% + 2.21
309712-L 1.94 13.4 93.3 17 (18> B34 + 65
NC-1 Control 100. 100. 64 (72 697 Control

Mean t = 3.74
Ethyl Acrylate [ETAC. M.W. = 100.12. Density = wD g/mi]
Trial 1 [23]
B{a)pP .000791 .000 61.0 157  (18) &7 wxx + 9.25
B{a)P .000250 4,84 100. 57 (18 3. 04%k* + 8.07
ETAC . 1199 .000 .000 1 (1,18) 1.00 00 (- 4.75)
ETAC .079¢9 .000 21.8 59 (18> 3.0F%%* + 6.71
ETAC .0400 4.B5 84.9 20 (18> .864 + 77
ETAC .0200 37.0 97.9 708 .289 .00 (- 1.90)
NC-1 Control 100. 100. 23 (2N 661 Control

Mean t = 2.49
Trial 2 [36]
B(a)P .000791 2.98 40.1 73 [4°D] F.27H** + 21.8
B(a)P .000250 7.66 78.1 88 (18) 4 J7rkw + 10.8

(Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response® Significance®
RCE (%) Focus Data Foci/Vessel
Type Yessels Fecus Type
Drug Conc,, mM S.A CC.A. 111 (N} 111 t-statistic
ETAC L1199 1.28 55.8 45 (18) 1.87x%* + 4.96
ETAC .0899 8.09 79.8 53 (18} 2.68%%* + B8.05
ETAC .0599 27.7 94.8 50  (18) 2.20%* + 5.02
ETAC .0300 863.4 99.3 43 (18} 2.08%** + 6.04
NC-1 Control 100. 100. 20 (36} 424 Control
Mean t = 6.02
Isophorone [ISPH, M.W. = 138.21, Density = 0.9229 g/m1]
Trial 1 [25]
B(a)r  .0007 ND 21.4 192 (18} Q. 74Fx** + 19.9
B(a)P  .000250 ND 73.4 59 (18) 2. 55%%* + 7.52
ISPH  1.34 ND 92.2 7 (18) .268 .00 (- 1.35)
ISPH  1.00 ND 89.6 318 122 + .27
ISPH .668 ND 102. 3 18 .22 + .27
I1SPH L334 ND 102. 3 (18) 122 + .27
NC-1  Control ND 100. 5  (38) 101 Control
Mean t = .203
Trial 2 [36]
Ba)r .000791 2.98 40.1 3 (N 7.27%x* + 21.8
B{a)P  .000250 7.66 78.1 88 (18 4 JTkwR +10.8
ISPH  4.01 000  31.5 33 (18 1.65%* + 5.29
ISPH  2.00 851 92.9 17 (18 .754 + 1.66
ISPH  1.00 21.3 98.6 20 (18) .950* + 2.60
ISPH .501 76.6 108. 28 (18 1.38%% + 4.29
NC-1  Control 100. 100. 20 (36) 424 Control
Mean t = 3.46
Trial 3 {104]
B(a)p  .000791 25.0 64.5 62 (18 2. TGxkx + 4,87
B¢a)P  .000250 50.6 89.6 43 (18) 2.4Tk%* + 4,10
ISPH  5.34 &6.75 80.2 34 (18) 1.68* + 2.61
1SPH 4.01 16.8 103. 30 {18} 1.53%* + 2.85
ISPH 2.67 31.6 104. 36 (18} 1.66% + 2.45
ISPH  1.34 45.9 97.6 21 (18} .963 + 32
NC-1  Control 100, 100. 83  (71) .878 Control
Mean t = 2.06
D-Limonene [036267-L, M.W. = 136.24, Density = 0.8411 g/ml1]
Trial 1 [72)]
B{a)r  .000791 2.75 56.8 8 (18 4 xx + 12.7
8(a)p  .000250 6.61 82.1 84 (18 3.04%%* + 6.20
036267-L  .224 .000 90.7 7 (18) .248 .00¢- .30}
036267-L 179 .000 101. ? 18 392 + .75
036267-L 134 .000  94.4 17 (18} .619 + 1.54
036267-L .089 000 96.2 15 (18} .572 + 1.80
NC-1 Control 100. 100. 29 (72} .289 Control
Mean t = 1.02
Trial 2 [76]
B{a)P  .000791 5.91 63.1 87 (18 4 4xwn + 5.23
B{a)p  .000250 23.3 7.0 5 (18 2.72% + 2.26
036267-L  1.57 .00D .893 1 (7,18 .042 _00¢-13.6)
036267-L 1.18 18.4 33.8 15 (18 .557 .00¢- 4.30)
036267-L  .786 49.6 104. 60 (17 1.95 + .27
036267-L .393 82.4 100. 30 U8 1.39 + 1.15
NC-1 Control 100. 100. 152 (71) 1.79 Control
Mean t = .473
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Treatment Cytotoxic Transforming Transformation
Condition” Activity® Activity® Response” Significance®
RCE (%) Focus Data Foct/Vessel
Type Vessels Focus Type
Drug Conc., mH S.A  CC.A. II1 (N) III t-statistic

Trial 3 [88]
B{a)P .000791 15.8 73.9 54 (15) 3367 + 9.58
B(a)p .000250 35.5 82.6 24 (15) 1.50%** + 4.90
036267-L 1.43 .000 167 0 (6,16 .000 J00¢-6.49)
036267-L 1.07 9.07 10.7 4 (14) 194 .00¢-1.32)
036267-L Al 88.0 85.7 10 (18) 392 00¢- .09
036267-L 357 103. 90.1 9  (18) 392 .00¢- .09
NC-1 Contrel 100. 100. 37 (67) 406 Contral

Mean t = .000
Malonaldehyde, Sodium Salt [605428-S, H.W. = 94.05]
Trial 1 {75]
B(a)P .000791 7.10 66.5 149 (20) 6. 35%%* +10.9
B(al)P .000250 28._4 85.4 67  (20) 3.10%** + 6.56
605428-5 5.00 oon 142 34 (20 1.18 + 1.08
605428-8 3.75 2.92 66.5 19 (20) TTT 00 (- .68
605428-5 2.50 15.9 80.9 61 (20) 2.65%** + 5.06
605428-5 1.25 59.3 3.1 38 (19 1.79% + 2.6
NC-1 Control 100. 100. 89 (78) .882 Control

Mean t = 1.92
Trial 2 [97]
B(a)pr .000791 4.74 78.0 118 (20) 5.02%** + 12.5
B(a)pP .000250 17.4 104. 52 (20} 2. 26¥% k¥ + 7.26
605428-5 5.00 .000 14.2 18 (1) 751 + 1.81
405428-5 3.75 000 441 g (20) .320 .00 ¢ - .62)
605428-5 2.50 9.49 89.2 26 (20) 1.04%* + 3.08
&05428-5  1.25 44.3 89.0 18 (20) .652 + 1.32
NC- 1 Control 100. 100. 47  (B0) 414 Control

Mean t = 1.55
2-Mercaptobenzothiazole [481989-5, M.W. = 167.25]
Trial 1 [62]
B(a)P 000791 5.24 72.5 188 (20} B8.32* + 2.50
B(a)P 000250 18.6 ‘85.1 105 (18 5.59 00 (- .62)
481989-5 .294 .000 1.91 15 (20) 543 .00 ¢-12.8)
481989-5 .221 476 11.0 4B (20) 1.84 .00 (- 5.85)
481989-$ 147 16.1 70.1 5 (17) 2.%90 .00 (- 5.06)
4B1989-5 074 49.0 B4.5 60 {20) 2.42 .00 (- 5.5%
NC-1 Control 100. 106. 261 (407 6.02 Control

Mean t = .00
Trial 2 [77]
B{a)P  .000791 5.66  69.5 179 (20) B_FZhwek + 13.6
B(a)P .000250 16.5 78.7 114 (19 & . QFx** + 10.0
4B81989-5 265 000 275 2 (6) .260 .00 (- 2.24)
481989-8 . 199 ND ND 7 (10) 490 .00 (- 1.74)
481989-5 .132 7.55 19.3 1M (2 5.33%* + 3.41
481989-8 .066 11.8 82.0 12 (6 1.70 + 1.52
NC-1A+1B Control 100. 100. 9% (7T& B7 Control

Mean t = 1.23
Trial 3 [89]
B(a)P .000791 8.13 69.0 119 (20) 4 TTH** + 10.3
B(a)P .000250 3.9 89.1 63 (20) 2.33%%% + 5.84

{Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Response® Significance”
RCE (%) focus Data Foci/Yessel
Type Vessels Focus Type
Drug Corc.,mM S.A  CC.A. III {N) 111 t-statistic
o 481989-5  .212 .581 7 22 (20} .762 + 1.26
' 481989-5  .15%9 23.8 19.9 41 (20 1.45%%% + 3.63
481989-5 106 33.1 57.6 7 (14} . 385 00 (- .52)
481989-5  .0530 47.3 84.3 6 (1) 414 .0? (- .35)
NC-1A+1B Control 180. 100. 57 (79 A Contro
? Mean t = 1.22

Methapyrilene-HC1 [MEPY, M.W. = 297.88]
Trial 1 [40]

B{a)p  .000791 1.06 39.7 182 (19 B. 71k + 14.9
B(a)p  .000250 8.48 79.2 101 (18) LT d + 9.93
MEPY  1.43 .000 4.87 4 (17,20) 177 -00¢-2.22)
MEPY .955 707 53.1 14 (20) 468 -00¢- .34)
MEPY LATT 21.9 88.7 7 (20 .256 .00(-1.72>
MEPY .239 6B8.9 95.2 & (19 .208 .00¢-2.00)
NC-1  Control 100, 100. 28 (4D .533 Controk

Mean t = .000
Trial 2 [54]
B(a)kP  .000791 1.47 17.6 105 (20} 4, 75Hn* + 13.8
B(a)P  .000250 4900 611 100  (20) 4 _G2%x% + 13.5
MEPY 1.1% .000 000 37,20 -130 .00(-1.10)
MEPY .859 3.92 18.6 7 (20) .231 26(- .26)
MEPY 573 20.6 81.1 1 (20} LG43 + 1.25
MEPY .2B6 33.8 81.4 3 (2m 110 .00(-1.39)
NC-1 Control 100, 100. 15 (40 . 265 Control

Mean t = .417
Trial 3 [DRI4]
B{alP 000791
B{a}P .000250 ND ND ND ND ND
MEPY 1.28 ND 13.2 0 (20) .04 .00¢-3,94)
MEPY .B53 ND 83.2 8 (20 .32 .00¢-1.68)
MEPY 426 ND 100. 5 (2m 19 .00¢-2.51)
NC-1 Control ND 100. 18  (20) .67 Control

Mean £ = .000

Nitrilotriacetic Acid, Trisodium Salt [NTTA, M.W. = 257.1]
Trial 1 [73]

B(a)p 00079 2.21 71.9 &1 (19) 2.60*** + 8.09
B(a)pr -000250 7.18 B8.8 48  (20) 1.58%** + 4.37
NTTA 7.78 .0o0 .836 3 (15,20 127 00 (- .95)
NTTA 5.83 .000 12.7 24 (20) .807* + 2.76
- NTTA  3.89 4.4 87.1 28 (20 1.03x% + 3,72
NTTA 1.94 44 .8 92.5 10 {20) A4 + 91
NC-1  Control 100. 100. 45 (79 274 Controk
Mean t = 2.46
= Trial 2 [99]
B{a)P 000791 18.9 68.4 160 (20) & LTHHx + 12.4
B(a)pP .000250 32.1 B5.0 94 (20) 3.59%k* + 7.95
NTTA 7.00 7.92 65.0 125 (20) 5.58%*%* + 11.5
NTTA  5.25 23.8 89.3 148 (20) & BTi%= + 13.3
NTTA 3.50 61.9 108. 64 (203 2. 37h* + 4.55
NTTA 1.75 76.6 103. 49 (20) 1.78%%% + 4.30
NC-1 control 100. 100. 65 (80) 586 Control
Mean t = 8.41
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Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response” Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM 5.A CC.A. I11 )] 111 t-statistic

Polybrominated Biphenyl Mixture (PBB. M.W. = 628.]
Trial 1 [20]
B(a)r  .000791 000 39.4 268  (20) 13.0%%x* + 26.3
B¢a)P .000250 2.34 77.3 99 20 4 Q0**% + @.22
PBB .398 13.3 7.3 29 (1 1. 25%%% + 3.85
PBB .199 33.6 92.4 23 (18 1.07%* + 3.30
PBB .100 35.9 G2.4 18 (20 668 + 1.55
PBB .050 53.2 94.9 11 (20} 394 + .16
NC-1 Control 100. 100. 21 (40) .368 Control

Mean t = 2.22
Trial 2 [28]
B¢a)P .000791 2.84 28.6 189 (20) 9. 02%x* + 16.9
B(a)r  .000250 6.74 68.0 62 (20} 2.78%k% + 5.73
PBB .398 14.2 47 .4 41 (20 1.77%* + 3,24
PBB .199 67.8 443 33 (20} 1.37% + 2.00
PBB .100 84.0 58.2 19 (200 737 00 ¢~ .35)
PBB .0500 86.9 &7.0 27 (2h 1.15 + 1.3
NC-1 Control 100. 100, 41 {40} .818 Control

Mean t = 1.64
Reserpine [RES, M.W. = 608.70]
Trial 1 [1]
B{a)P .0007%1 ?.75 56.3 171 (20) 8. 14%%% + 12.1
BCa)p .000250 15.5 91.0 114 (20 5.18%** + 6.68
RES .0230 .000 .000 0 (4,20) .000 .00¢-10.2)
RES .0197 2.53 .noo 0 (16,20) .000 .00¢-10.2}
RES L0156 22.4 57.6 g 20y .301 L00¢- 4.41)
RES -009¢% 4.2 105. 51 (20) 2.36%* + 2.37
NC-1 Control 100. 100. 73 (603 1.44 Control

Mean t = 1.38
Trial 2 [8]
B{a)P  .DDO7%1 1.45 5.83 244 (D) 10, 7k + B.19
B({a)p .000250 4.35 52.4 254 (20 11.8%%* + 11.2
RES L0164 28.0 .000 17 (20) 677 L00(-4.29)
RES L0123 68.1 1.3 37 (20 1.60 .00¢-1.36)
RES .0o82 94.2 202. 39 (20) 1.54 .00¢-1.46)
RES L0041 %0.3 221. 52 (20} 2.03 .00¢- .32}
NC-1 Control 100. 100. 110 (40) 2.19 Control

Mean £ = 000
Trial 3 [DRI3]
B(a)P .000791 ND ND
B¢a)P  .000D250 ND ND
RES .0148 ND 54.5 5 (1% 277 00¢- .61)
RES .00986 ND 101. 32 (16) 1.31* + 1.80
RES .00493 ND 106. " (13} 682 + .86
NC-1 Control ND 100. 5 (&3] 424 Control

Mean t = 887
Tris(2-ethylhexyl)phosphate [T2EHP, M.W. = 434.65, Density = 0.925 g/ml]
Trial 1 (881
B(a)P .000791 15.8 73.9 54 (15) 3.36% % + 9.58
B(a)P .000250 35.5 82.6 24 (153 1.50%w* + 4.90

{Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Response’ Significance®
RCE (%) focus Data Foci/Vessel
Type Vessels Focus Type
Orug Conc., mM S.A CC.A. III ()] 1II t-statistic

T2EHP .920 .000 .000 0 (2,18 .000 L00¢-6.49)
T2EHP 460 000 27.4 7 (18) . 260 L00¢- .97)
T2EHP .230 000 74.9 2  (18) .080 .00(-2.50)
T2EHP 115 000 84.7 &  (18) .260 .00(-1.00)
NC-1  Control 100. 100. 37 (67) 406 Control

Mean t = .000
Trial 2 [98]
B(adr  .0007?M B.38 79.6 21 (18) 6.82%*% + 11.8
B(a)P .000250 29.3 91.3 17 (18 3,38k + 6.81
T2EHP 575 .0eo 36.5 w0 (17,18) 453 .00¢- .786)
T2EHP .431 7.33 9.0 7 (18 .268 L00¢-1.79)
T2EHP . 287 g.42 73.8 1" {18) 4T9 .00¢- .65)
T2EHP b4 6.28 67.3 13 (18) 572 .00¢- .21
NC-1  Control 100. 100. 39 (45) .618 Control

Mean t = 000
4—V1ny1cyc]ohexene [195579-L, M.W. = 108.20, Density = NA]
Trial 1 [74]
B(a)pr .000791 3.00 69.2 43 (18) 2.02%%* + 4.51
B{a)pP .000250 2.58 78.4 27 (18) 1.29* + 2.49
195579-L 5.23 .000 2.53 1 (4,18} _18¢9 L00¢-1.31)
195579-L 4.18 22.8 3.1 3 (12,18 .208 .00¢-2.02)
195579-L 3.14 28.7 98.6 g (18 .348 L00¢-1.70)
195579-L 2.09 60.5 107. 1" (18) 456 .00¢-1.00)
NC-1 Control 100. 100. &5 (71) 657 Contraol

Mean t = .000
Trial 2 [110]
B{a)P _000791 1.6 61.1 116 (18 5.78%%% + 10.7
B{a)pP .000250 26.7 88.0 7m0 (18 3.89%%* + B.52
195579-L 5.82 .0ag .000 0 1,18 .000 .00¢-7.87)
195579-L 4.36 8.04 712 0 (3,18 .00o .00¢-7.87)
195579-L 2.91 .322 4,24 4 (15,17) 157 .00¢-2.19%)
195579-L  1.45 83.6 87.7 14 (18 .5%8 .00¢- .05}
NC-1 Control 100. 100. 65 (75 609 Control

Mean t. = 000

Abbreviations: B(a)P, benzo{a)pyrene; CC.A,, co-culture clonal survival assay; Conc., concentration; mM, millimole; M.W,, molecular weight; N,
number of culture vessels, NC, negative control; ND, not determined; %RCE, percent relative cloning efficiency; S.A., standard clonal survival
assay.

“Treatment condition: The experimental design for the transformation assay is described in detail in the Materials and Methods. The
concentration of the positive control and test chemical treatment are presented in mM, but they can be converted to pg/ml using the molecular
weight that is provided with each chemical, The solvent vehicles used for the individual test chemicals were listed in Appendix Tables Al and A3,
and the concentrations of the solvent vehicles are presented in the Materials and Methods.

PCytotoxic activity: The experimental design for the standard survival assay (SA) and the co-culture clonal survival assay (CCA) were described
in the Materials and Methods. The test chemical cytotoxic response was expressed as & RCE and was calculated as deseribed in the Materials and
Methods.

“The criteria used to evaluate the transformed foci of BALB/e-8T3 cells is deseribed in the Materials and Methods. The number of type 11T foci
> 2-mm in diameter per culture vessel scored are recorded in this table.

“"Transformation response: The transformation responses are expressed as type 111 foci/vessel and were calculated using a log,, mathematical
transformation procedure (refer to Materials and Methods). The arithmetie value or foci/vessel represents the antilog of the log,, mean
transformation response minus one.

“Significance: The significance of test chemieal transformation responses was calculated by a computer using the SAS statistical software (22),
and the method is described in detail in Materials and Methods. The correct ¢-statistic according to the F-test is presented in this table. The
f-statistics of each treatment dose of the test chemieal in a single experiment were averaged to determine the mean t-statistic of the test chemical
for the experiment (refer to Appendix Tables A2 and Ab). The mean t-statistics for two or experiments for each chemical was weighted to the
number of treatment doses evaluated and averaged to determine the rank t-statistic which was used to rank-order the test chemical
transformation responses in Appendix Tables A8 and A6. Arbitrarily, transformation responses with negative (—) {-statistics were given a value of
zerc (O},

*Significant BaP or test chemical transformation respense, 0.01 < p < 0.05.

**Significant BaP or test chemical transformation response, 0.001 < p < 0.01.

***Sigmnificant or BaP or test chemical transformation response, p < 0.001.
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Appendix E.
Summary of the transformation responses of 30 cytotoxie, nonmutagenic noncarcinogens.
Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Response’ Significance®
RCE (%) Focus Data Foci/Vessel
Type Yessels Focus Type
Orug Conc., mM S.A  CC.A. III (N) 111 t-statistic
Anilazine [ANIL, M.W. = 275.53]
Trial 1 {29]
B(a)p  .0007N 1.15 57.0 122 (200 5. 7QRk* + 131
B{alP .000250 2.29 78.5 142 (20} 6. 19%** +10.3
ANIL .0581 5.34 7.59 9 (20} 347 L00¢-1.31
ANIL .0436 34.0 7 43 (20) 1.81%%* + 3.86
ANIL .0290 3.7 87.3 19 (20) .21 + .48
ANIL L0145 93.9 105. 13 (20) .503 .00¢- .4B)
NC-1 Control 100. 100. 36 (40) 606 Control
Mean t = 1.09
Trial 2 [85]
B(a)}p  .000791 18.8 55.6 133 (20) LI Lok + 5.10
B(a)P 000250 28.7 91.5 &6 (19) 2.10%%* + 4,56
ANIL L0581 3.19 20.4 4 (11,20) .10 L00¢- .59
ANIL L0436 51.1 64.7 46 (20) 2.0Q%w* + 7.57
ANIL .0290 46.7 96.7 13 (20 365 + A
ANIL L0145 50.3 107. 14 (200 394 + .52
NC-1 Control 100. 100. 38 (BD) 313 Control
Mean t = 2.81
L-Ascorbic Acid [ASC, M.W. = 176.14]
Trial 1 [4]
B{a)P 000791 15.7 74.7 184 (20) B.BI*%* + ©.38
B{a)P .000250 24.0 82.9 116 (20) 4 38%** + 3.62
ASC 341 62.0 53.5 34 (20) 1.34 .00¢- .33)
ASC .298 75.2 58.1 68 20) 2.24 + 1.20
ASC 256 Bg?.7 5h.2 43 ¢20) 1.08 .00¢- .82)
ASC 199 100. B4.8 30 (20 1.02 .00(-1.03)
NC-1  Control 100. 100. 18 (40} 1.51 Control
Mean t = .300
Trial 2 [11]
B(a)p  .000791 1.37 34.4 128 (20) 4.94¥wx +10.5
B(a)P  .000250 7.22 36.0 37 (20) 1.62%%k* + 5.38
ASC .568 9.97 73.1 18 (20) .525 + 1.1
ASC 426 23.4 B6.0 <] (20} .231 L00C- .45)
ASC .2B4 63.2 90.3 5 203 189 .00¢- .86)
ASC 142 78.0 64.5 9 (20) 347 + .28
NC-1  Control 100. 100. 21 (& 2301 Control
Mean t = 348
Bisphenol A [BIS. M.W. = 228.29]
Trial 1 [2]
B(a)}P .0007NM 1.02 36.4 187 (20 B.8g**# + 15.5
B(a)P .000250 3.41 68.7 110 (20) 4 S2%x* + B.43
BIS 215 2.39 56.4 8 (20) ,282 00¢-2.11)
BIS .193 11.3 73.5 12 (19} A .00¢-1.04)
BIS 167 4b.4 95.5 18 (20) 712 + .24
BIS 127 &1.1 118. 16 (20 .573 .00¢- .41
NC-1  Control 100. 100. 34 (4D 660 Control
Mean t = 060
Trial 2 [B]
B(a)p  .000791 1.45 5.83 246 (19 10.7*** + B.19
B(a)p  .000250 4.35 52.4 256 (20} 118k + 11.2

(Continued on next page)
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Appendix E. Continued.

Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response” Significance®
RCE (%) Focus Data Foci/Yessel
Type Vessels Focus Type
Drug Conc., mM S.A CC.A. 111 (N) II1 t-statistic

BIS .263 .000 .000 1 (15) 047 .00¢-10.8)
BIS 219 7.25 .000 13 (18) 572 .00¢- 4.58)
BIS 75 22.2 1.94 55  (20) 2.15 .00¢- .08
BIS 131 43.9 27.2 89 (1M 4 31%* + 3.45
NC-1  Control 100. 100. 110 (40) 2.19 Control

Mean t = 1.15
Trial 3 [IP17]
B(a}P  .000791 000  NA 00 (1% 5.28%%x + B.30
8¢a)r  .000250 3.1 NA 84 (1% 5.2B#w* + 1.4
BIS 197 8.3 NA 4 {15 .18 .00¢-1.15)
BIS 131 34.8 NA 15 (15) .72 + 1,14
BIS L0657 76.0 NA 8 (15) 42 + .04
NC-1 Control 100. NA 20 (29) A Control

Mean t = .393
Trial 4 [IP18]
B(a)P 000791 1.3 3.7 82 (1N 6 3 xxw + 20.5
B(a)P  .000250 2.6 22.1 110  (12) 8. 8%t + 10.7
BIS .210 .000 2.7 1 12 .059 .00¢-1.18)
BIS .158 3.0 19.5 10 (12) .55 + 1.48
BIS .105 20.6 52.3 11 (12 .658 + 1.92
BIS L0526 69.5 81.3 17 (12) 1.01% + 2.75
*NC-1 Control 100. 100. 6 (24) .189 Control

Mean t = 1.54
*Trial No. & was conducted in 100 mm dishes using 20000 BALB/c-3T3 Cells (refer to
Exp.1P18).
Carbromal [CARE, M.W. = 237.10]
Trial 1 [35]
B{a)P  .000791 4.51 66.1 103 (20) G QUrx® + 6.41
B¢a)P  .000250 12.3 B87.5 133 (20) 6.01%** + 6.34
CARB 5.06 2.05 12.5 12 (11,20} .782 .00¢-2.76)
CARB  3.80 7.79 72.1 67 (20) 2.96% + 2.02
CARB  2.53 30.7 115. 36 (20 1.61 L00¢-1.61)
CARE  1.27 59.0 111. 37 (2 1.68 L00¢- .79
NC-1  Control 100. 100. 94 (40) 1.97 Control

Mean t = .673
Trial 2 [44]
B(a)P  .0007H 5.07 25.9 335 (200 15, 8%%* + 16.3
Bca)P  .000250 14.2 67.2 137 (20 & 5% + 7.33
CARB  4.00 9.80 22.0 156 (20} 7.00%** + 8.03
CARE  2.00 35.1 85.2 83 (1%} 3_80%* + 4.39
CARB 1.00 89.2 84 4 68 (20 2.60* + 2.26
CARB .500 983 1.3 47 (20) 1.97 + 1.09
NC-1 Control 100. 100. 77 (40) 1.52 Coantrol

Mean t = 3.00
Chlorpheniramine-Maleate [005004-S, M.W. = 390.87]
Trial 1 [70]
B(a)p  .000791 1.24 48.9 1" 3 3 3BH%* + 4.23
B(a)P  .000250 11.8 81.0 19 (5 3.62%%* + 5.73
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Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response’ Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A CC.A. 111 {N} III t-statistic

005004-% .513 .000 .000 0 (0,8 .000 NA
D05004-5 .385 .000 4.50 1 (4,11 119 .00¢-1.15)
005004-5 .256 000 74.3 2 (9 167 .00¢-1.83)
0050046-5 .28 8.07 105. 10 (173 .503 .00(- .13)
NC-1 Control 160. 100. 36 (54) .526 Contral

Mean t = .000
Trial 2 [85]
B(a)P .000791 18.8 55.6 133 (20) B 4T%k% + 5.10
B(a)P  .000250 28.7 91.8 66 (19 2.10%% + 4.56
005004-5 .410 .000 000 3 10,20} 231 00¢- .55)
005004-S .308 000 341 20 (20) LBO7** + 2.9
005004-S .205 1.20 91.8 18 (20} 737> + 2.56
005004-S  .103 63.1 103. 10 (20) 374 43
NC-1 Control 100. 100. 38 (80) 313 Control

Mean t = 1.97
C. I. Acid Red 14 [CIAR14, M.W. = 502.44]
Trial 1 [30]
B{a)P 000791 1.32 60.3 158 (20) 7.23%%% + 12.3
B{a)P  .000250 2.63 101, 98 (1N 4, 25k* + B8.08
CIAR14 3.98 3.95 32.6 44 (20) 1.54% + 2.33
CIAR14 2.98 21.5 48.4 35 (20) 1.671%* + 3.17
CIAR14G 1.99 32.9 51.7 B (20 1.59%* + 2.75
CIAR14 1.00 72.4 78.5 22 (20 966 + .78
NC-1 Contrel 100 100. 40 (40) .787 Control

Mean t = 2.26
Trial 2 [45]
B(a)P .0007¢1 8.74 42.5 186 ¢20) B.98%*¥ + 20.9
B(a)P  .000250 28.2 86.4 77 (20) 3. 4%k + B.88
CIAR14  4.00Q 13.9 87.9 26 (200 LB4B* + 2.15
CIART4 2.00 89.3 103. 48 (1! 2. 30% k¥ + 8.11
CIART4 1.00 102. 99.2 35 (20 1. 48%%* + 4._80
CIARTS .500 100. 103. 15 (203 947 + 1.32
NC-1 Control 100. 100. S4  (59) .732 Control

Mean t = 4.09
C. I. Acid Yellow 73 [CIAY73, M.W. = 376.]
Trial 1 [77]
B{a)P 000791 5.66 69.5 179 (20) B.33%w* + 13.6
B(a)pP .000250 16.5 78.7 14 (19 5. G3k¥x + 10.0
CIAY73 7.98 2.83 1.9 13 (16) . 664 L00(-1.31)
CIAY73 5.98 .0oo 18.7 14 (16} 645 .00(-1.36)
CIAY73 3.99 9.91 66.0 720} .221 .00¢-4.09)
CIAY73 1.99 54.2 86.4 17 (20) 702 .00¢-1.25)
NC-1 Control 100. 100. 94 (78) 972 Control

Mean t = .000
Trial 2 [83]
B(a)pP .000791 2.86 73.0 141 (20 6. 145w + 13.5
B(a)p .000250 13.8 78.9 64 (20) 2.Q3%xx + ©.12
CIAY73 7.98 .000 13.1 3 (13) 173 L00¢-1.01)
CIAY73  5.98 2.38 239 0 % .406 v .26
CIAY73 3.99 4.29 35.7 4 (12 .230 L00¢- _64)
CIAY73 1.99 34.8 78.4 6 (20} .231 .00¢- .81)
NC-1 Control 100. 100. 48  (80) .351 Control

Mean t = .065

(Continued on next page)
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Appendix E, Continued.

Treatment Cytotoxic Transforming Transformation
Condition® Activity" Activity® Response” Significance®
RCE (%) Focus Data Foci/vessel
Type Vessels Focus Type
Drug Conc., mM S.A  CC.A. 111 {N} III t-statistic
Ephedrine Sulfate [213387-5, M.W. = 428,54]
Trial 1 {71]
B(a)P 000791 4,48 50.7 251 (20) 11.Q#** + 12.1
B(a)P 000250 18.1 68.7 720 3.50%%* + 7.12
213387-5  .279 73.9 80.9 18 (20) 712 .00¢-1.26)
213387-5 .209 5.7 79.4 16 (20) 611 L00(-1.67)
213387-5  .140 80.6 87.8 37 (1) 1.96*% + 2.14
213387-5  .0700 939 83.2 24 (13) 1.51 + 1,10
NC-1 Control 100. 100. 110 {75) 1.06 Control
Mean t = .810
Trial 2 [77]
B(a)P 000791 5.66 69.5 179 20) 8. 33¥** + 13.6
B{a)P 000250 16.5 78.7 114 (1 B _53%** + 10.90
213387-5 2.79 .000 367 0 (7,200 .000 .00¢-12.5)
213387-s 2.09 .00 10.6 4 (%) 157 L00¢- 6.21)
213387-5 1.40 943 B35 28 (20) .880 .00¢- .37
213387-5 698 30.2 97.6 19 (1 . 760 .00¢- .92
NC-1 Control 100. 100. 94 (78) 972 Control
Mean t = .000
Trial 3 [89]
B(a)P 000791 8.13 69. 1% (20) b TThk* + 10.3
B(a)P 000250 31.9 89.1 63 (20) 2.33%%% + 5,84
213387-5 2.09 . ? .2 ? 0 (5,20} .000 .00(-7.01)
213387-5 1.74 42.5 ? 2.3 7 8 (15 .270 L00¢-1.12)
213387-%  1.40 102, 13.3 23 (19 704 + .96
213387-5 698 107. 91.9 12 (19 480 00¢-  .0&)
NC-1 Control 100. 100. 57 (79 492 Control
Mean t = .320
Erythromycin Stearate [302486-5, M.W. = 1018.59)
Trial 1 [71]
B(a)P 000791 4 .48 50.7 251 (20} 11.0%w%* + 12.1
B(a)P 000250 18.1 68.7 720 3.50%%x + 7.12
302486-35 .118 .000 13.4 & (16} .242 .00¢-3.18)
302486-5 .0882 000 39.1 7 20) 275 .00(-4.65)
302486-5 .0588 1.79 75.1 9 (20) . 366 .00¢-3.89)
3024B6-S L0294 25.1 98.9 10 (18) 461 .00¢-2.13)
NC-1 Control 100. 100. 110 (75) 1.06 Controk
Mean t = .000
Trial 2 [89]
B(a)P 000791 8.13 69.0 Mg (20 L TTH** + 10.3
B(a)P 000250 31.9 89.1 63 (20) 2.33%%% + b.B4
3024B6-5 .118 .000 12.0 5 (20) .172 .00¢-2.55)
302486-5 .0882 000 27.0 7 (20) 275 .00¢-1.31)
302486-5 .0588 2.61 75.4 11 (20) 402 .00¢ -50)
302486-5 .0294 49.3 83.7 17 (20} 620 + .65
NC-1 Control 100. 100. 57 79 492 tontrol
Mean t = 163
Ethoxylated Dodecyl Alcohol [EDA, M.W. = ~1200., Density = 0.999 g/mi]
Trial 1 (821
8¢a)P  .000791 46.8 47.2 371 (18) 19 4%%% . 7.45
B{a)P .000250 56.3 51.6 288 (18 15.5%%* + 7.97

{Continued on next page)
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Treatment Cytotoxic Transforming Transformation
tondition® Activity® Activity® Response” Significance®
RCE (%) Focus Data Foci/Vessel
Type Yessels Focus Type

Drug Conc., mM S.A CC.A. 111 (N} 111 t-statistic
EDA L0417 .000 .ooo 0 (0,18) .000 NA
EDA .0132 867 67.8 125 {18} 6.42 L00(-1.74)
EDA .004617 26.9 101. 1Mo (18) 5.77 .00(-2.59)
EDA .00132 63.3 1.8 82 (18) 4.40 .00(-6.45)
NC-1 Control 100. 100. 649 (72) 8.01 Control

Mean t = .000
Trial 2 [90]
B{alP .000791 28.5 76.0 157 (18) 7.60%** + 5.89
B{a)P .000255 51.8 95.8 111 (18) 4, 91Hx* + 37N
EDA .0250 .000 .000 1 {12,18) .059 .00¢-2.90)
EDA .0188 8.70 12.5 1 (18) 414 00¢-4.07)
EDA .0125 B8.35 62.1 68 (18) 2.85 + 1.44
EDA .00625 15.7 94.3 51 (18 2.12 + 31
NC-1 Control 100. 100. 219 (71) 1.95 Control

Mean t = 583
Ethylenediamine Tetraacetic Acid., Trisodium Salt [EDTA, M.W. = 358.22]
Trial 1 [73]
B{a}P .100791 2.21 71.9 81 19 2 _60%*** + 8.09
B(a)p  .000250 7.18 88.8 48 (20) 1.58%%* +  4.37
EDTA 2.72 .000 3.13 3 20) 72 .00¢- .45)
EDTA 1.81 5.00 60.0 34 {20) 1.26** + 449
EDTA 1.36 45.3 79.4 14 (20) .525 + 1.50
EDTA .907 80.1 98.8 19 (20) .542 + 1.48
NC-1 Control 100. 100. 45 (79) 274 Control

Mean t = 2.49
Trial 2 [85]
B(a)P" .000791 12.8 55.6 133 (20> 3.43%%* + 5.10
B{a)P .000250 22.4 91.8 66 (19 2. 10%** + 4.5
B{a)P 000791 18.8 55.9
B{a)P .000250 28.7 79.4
EDTA 2.79 .Goo .000 2 15,20) 072 .00¢-2.26)
EDTA  2.33 1.20 2.33 1" (20) 423 + 75
EDTA  1.67 37.5 49 .1 15 (20) .578 + 1.68
EDTA .837 94.6 89.7 7 (20 272 .00¢- .2%)
NC-1 Control 100. 100. 38 (80 .313 Control

Mean t = .810
Eugenol [EUG. M.W. = 164.20, Density = 1.064 g/ml]
Trial 1 [74]
B{a)P .0007¢9 ? 69.2 43 (18) 2.02%%* + 4.51
B{a)P .000250 9.58 78.4 27 (18) 1.29* + 2.49
EUG 649 000 96.3 43 (18) 1.9G*%* + 445
EUG .325 1.4 110. 30 (18) 1.00 + 1.07
EUG 162 395 99.1 23 {18) 1.03 + 1.51
EUG .0812 66.5 107. 17 8 . 765 + 49
NC-1 Control 100. 100. &5 (71) 657 Control

Mean t = 1.88
Trial 2 [94]
B{a)P .000791 .000 75.7 122 (18) 5.92%r* + 6.26
B(a)rP .000250 17.4 114, 81 (18) 3.88%%* + 4.08

(Continued on next page)
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Treatment Cytotoxic
Condition® Activity®
RCE (%)
Drug Conc., mM S.A CC.A.
£uG 1.62 .000 .000
EUG .812 000 59.8
EUG L4606 5.13 121,
EUG .203 5.13 137,
NC-1 Control 100. 100.

Geranyl Acetate [GEAC. M.W.

Trial 1 [84]
B(a)P .000791

B(a)p  .000250
GEAL 560
GEAC -280
GEAC 140
GEAC .0700

NC-1 Control

Trial 2 [92]
B(a)P  .00250

Bla)p  .0007MM
B{a)P  .000250
GEAC .509
GEAC .382
GEAC .255
GEAC 127

NC~1 Control

49.8 57.9
ND 7.7
.733 1.68
53.5 50.9
84.2 60.6
114, 101.
100. 100.
-394 45.3%
18.2 72.2
19.4 7B.2
1.19 .Q0o
14.7 19.9
61.4 66.2
89.5 98.1
100. 100.

4-Hexylresorcinol [012776-S. M.W. = 194.27]

Trial 1 [63]
B(a)P  .000791
B(a)P 000250

012776-5 .158
012776-s .118
012776-5 079
012776-5 .03%9
NC+1 Control

Trial 2 [85]
B(a)P  .000791
B(a)P  .000250

012776-5  .147
012776-5 .11
012776-5 .074
0D12776-5 .037
NC-1 Control

4.00 80.5
24.8 93.1

4.7 2.1
14.5 51.0
49.1 82.7
76.3 103.
100. 100.
12.8 55.9
28.7 79.4

2.00 .00
25.1 44,0
48.3 80.2
70.3 95.2
100. 100.

D.L-Menthol [MENT. M.W. = 156.27]

Trial 1 [18]
8(a)p 000797
B(a)F  .000250

Transforming Transformation
Activity® Response” §Signi ficance®
Focus Data Foci/Vessel
Type Vessels Focus Type
III (N} 111 t-statistic
0 1,18 .000 00¢-1.44)
32 ¢15) 1.52 .00¢- .0
22 (18) .586 00¢-2.72)
15 (18 624 .00¢-2.73)
150 (71) 1.52 Caontrol
Mean t = 000
= 196.32, Density = 0.907 - 0.918 g/mt]
1 18 3,27k + 6.82
57  (18) 2. bk + 6,14
1 (16,18} .039 .00¢-5.25)
10 (18) 446 A0¢- .36)
18  (18) .834 + 1.5¢
9  (18) L339 .00¢- .98y
50 (72 511 Control
Mean t = 530
69  (18) 3. 54%%% + 8.3
44 (18 2.4k + 5.20
32 0N 1.52%x + 3.32
0 (0,18) .000 NA
? (9,18 714 + .39
14 (18) 634 + .18
718 .260 .00¢-1.86)
62  (71) .597 Control
Mean t = 090
141 (20) 6. 13wk + 6.87
93 (20 3.20% + 2.02
2 (18) .080 .00¢-11.5)
3 (™ .220 .00{- 5.54)
16 (10) 1.35 L00¢- 1.36)
26 (15} 1.57 .00¢- 1.00)
8 (3% 1.92 Control,
Mean t = 000
133 (20 B 43%%* + 5.10
66 (1M 2. 10%%* + 4.56
2 (19 .076 -00¢-2.85)
26 (20) 927 + 3.28
12 20 374 + 40
720 72 .00¢C-1.04)
38 (80 .313 Cantrol
Mean t = .920
125 (20} 5L G ek + 13.0
86 (20) 3.36%%* + 7.28

{Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® flesponse’ Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A CC.A, III (N} I1I t-statistic

MENT  6.40 .000 .000 7 (10,20 .578 00¢- 343
MENT 3.20 .000 39.8 30 (4,19 414 .00¢- .67
MENT 1.60 42.2 102. 14 (20 .525 L00¢- .7
MENT .B00 69.5 110. 58 (20 .925 + 69
NC-1 Control 100. 100. 33 D 663 Control

Mean t = .215
Trial 2 {24]
B¢a)r  .0007M1 000 18.7 83 (20 3.65%%* + 10.7
B{a)r  .000250 5.66 70.0 86 (20 3 73RN +10.7
MENT 4.80 .629 .000 2 (15,20 .097 .00¢-1.92)
MENT 3.20 50.3 85.6 4 (20} 132 .00¢-1.35)
MENT 1.60 64.8 9.7 - ¢-11) .231 .00¢- .56)
MENT .800 72.3 98.7 10 (20} 347 + .25
NC-1  Control 100. 100. 18 (40) .308 Control

Mean t = .083
Methoxychlor [METH. M.W. = 345.66]
Trial 1 [37]
B(a)P  .0007%1 1.60 46,0 101 (20) 4 SQ¥xk + 9.94
Bca)p  .000250 6.80 77.2 113 (20) 5.38%%* + 13.5
METH .231 .000 .000 0 (0,20 .000 ND
METH 74 .Q00 .000 0 (5,20) .000 .00(-6.46)
METH .16 .00o0 2.48 709 .272 .00(-2.01)
METH . .058 72.8 78.3 24 (20) .966 + 1.4
NC-1 Control 100. 100, 32 (3! .631 Control

Mean t = .705
Trial 2 [89]
B(a)P  .000791 8.13 69.0 119 (20 4 FTxxx + 10.3
Bca)P  .000250 31.9 89.1 &3 (20) 2.33%wx + 5.8B4
METH .145 000 16.8 3 (14 .160 .00¢-1.79)
METH .108 31.1 60.9 21 (1) .80% + 1.45
METH .o72 63.6 84 .4 30 (20) 1.30%%* + 3.54
METH 036 %0.3 85.0 15 (18) .502 + .05
NC-1  Control 100. 100, 57 ({79 492 Control

Mean t = 1.26
Methyldopa Sesquihydrate [973697-S, M.W. = 238.24]
Trial 1 [75]
8¢a)p 000791 7.10 66.5 149 (20) 6. 35%%* + 10.9
B(a)P  .000250 28.4 85.4 67 (20 3. 10%%% + 6.56
973697-5  .119 .000  45.8 51 (20 2.0Gw%kx + 3.8%
F73697-5 0595 55.5 71.3 39 (20 1.37 + 1.7
973697-S  .0298 92.3 71.0 ' 32. (20) 1.18 + 1.1
973697-S  .0D149 100. 72.2° 17w 20 677 .00¢- .93)
NC-1 Control 100. - 100. 8% (78 .882 . Control

Mean t = 1.67
Trial 2 [91]
B(a)r  .000791 28.9 73.6 60 (20 2.00%** + 5.1
B{a)P  .000250 58.1 89.9 1% (20 .503 + 13
973697-5 167 .000 .849 5 (10,20 .155 + .08
973697-5  .125 000 16.1 17 (18,20) .596 + 1.80
973697-5  .083 .000 B4.4 5 (20 72 .00¢-1.34)
P73697-5 .042 93.5 93.1 3 (2m .10 .00¢-2.04)
NC-1 Control 100. 100. 31 (7 .322 Control

Mean t = .600

{Continued on next page)
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Appendix E. Continued.

Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity” Response” Significance®
RCE (%) Focus Data Foci/Yessel
Type Vessels Focus Type
Drug Conc., mM S.A CC.A. I1I (N) III t-statistic

Methylphenidate [MEPH, M.W. = 269.80]
Trial 1 [48)]

B{a)P 00791 2.28 47.9 148 (20) 7.QG%** + 16.5
B{a)P .00250 10.1 90.8 63 (20) 2.68%¥*% + 6.53
MEPH 8.36 .000 5.80 23 (20) 927 + t1.72
MEPH 6.27 3.91 3.6 25 (20) 1.08* + 2.40
MEPH 4.18 57.2 103. 18 (19) 77 + 1.12
MEPH 2.09 B2.6 102. 9 20 327 L00¢-1.19)
NC-1 Control 100. 100. 29 (40) .537 Control

Mean t = 1.31
Trial 2 [57]
B{a)P .000791 3.55 301 162 20) 7. 55%%x + 18.7
B{a)P .000250 5.32 69.9 37 2 1.63%%* + 6.9
MEPH 8.00 .000 20.3 14 (20 .525 + 1.60
MEPK 6.00 12.4 1.4 12 (20) 4T3 + 1.35
MEFPH 4,18 68.4 81.8 3 (20) 094 .00¢-1.66)
MEPH 2.09 95.0 78.6 B (1)) 301 + 7
NC-1 Contral 100, 100. 15 (40 .278 Control

Mean t = .780
Oxytetracycline-HCT [925728-S, M.W. = 496.90]
Trial | [73]
B{alP L0007 2.21 71.% 41 (19} 2.6Q%%* + 8.09
B(a)P .000250 7.18 88.8 48 (20) 1.58%%* + 4,37
925728-5 1.80 000 .000 0 (2,19 .000 L00¢-4.49)
925728-5 200 .000 .000 0 (19,20) .000 00¢-4-49)
925728-5 450 .000 .000 1 (20 .035 .00(-3.24)
925728-5 225 000 20.7 1 (20) .035 00¢-3.24)
NC-1 Control 100. 100. 45 (79) 274 Control

Mean t = 000
Trial 2 [103]

B(a)P .000791 8.60 76.9 g5 20) [T + 13.7
B(a)P .000250 23.6 21.5 75 {20) 2.Be*** + 5.37
925728-5 640 000 20.7 38 (20) .623 .00¢- .7
925728-§ .320 31.4 85.2 19 (1%) T77 L00¢- J41)
925728-5 160 77.8 a1.4 19 (20) 634 .00¢-1.05)
225728-5 .0800 81.7 95.5 11 (19} .389 .00¢-2.31)
NC-1 Cantrol 100. 100. B9 (7™ 874 Control

Mean t = 000
Trial 3 [107]
B({a)p .000791 5.81 47.3 131 20) 6. 0G%%* + 5.74
B(a)P .000250 21.2 75.8 122 20) 5.53%%x% + 4.05
925728-5 .690 1.37 19.0 10 (20) 347 .00¢-8.60)
925728-5 .518 22.2 68.5 10 (19 397 .00(-8.19)
92572B-5  .345 G4 .4 B6.0 16 (20) 619 00¢-7.09)
@25728-5s .173 B8.2 97.0 23 (20) 899 .00(-5.68)
NC-1 Control 100. 100. 274 (80) 2.95 Control

Mean t = 000
Phenol [PHENOL, M.W. = 94.11]
Trial 1 [76
BCa)P Fon%791 5.91  63.1 87 (18) T el + 5.23
B(a)P .000250 23.3 97.0 54 (18) 2.72% + 2.26

(Continued on next page)
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Appendix E. Continued.

Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Response® Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM 5.A (C.A. II1 (N) II1 t-statistic
PHENOL 4.25 .000  65.0 239 (18 13.0%** + 20.3
PHENOL 2.13 4.60 g2.9 152 (18) 8.0 1% +12.3
PHENOL 1.06 25.9 Q2.4 89 (18> [N bl + 5.584
PHENQL .53 59.1 102. 97 (18} 3.84%%* + 3.90
NC-1 Control 100. 100. 152 «(71) 1.79 Control
: Mean t = 10.5
Trial 2 [90}
B{a)P 000791 28.5 76.0 157 (18) 7.60*** + 5.89
B(a)yr  .0DQ0250 51.8 5.8 M (18 4 Qrkw + 3.7
PHENOL 4.25 7.65 42.5 159  (18) 8. 17%** + B8.78
PHENOL 3.19 13.6 48.6 14 (18) 5.95%** + 7.15
PHENOL 2.13 17.7 67.9 55 (18 2.74 + 1.80
PHENGL 1.06 61.2 0.9 49 (18) 2.33 + b7
NC-1 Control 100. 100. 219 (TH 1.95 Control
Mean t = 4.60
Phenylephrine-HC1 [571483-S. M.W. = 203.67]
Trial 1 [73}
B(a)pP 000791 2.21 71.9 61 (193 2.60%** + B.09
B(a)r  .000250 7.18 88.8 48 (20 1.58%%* + 4.37
571483-5 7.00 .000 .209 0 (3,20} 000 .00(-4.49)
571483-s 5.25 .000 2.09 0 (19,20) .000 L00(-4_49)
571483-5 3.50 .552 38.6 8 (20 275 .00
571483-s 1.7% 884 9.2 10 (20) .394 + 77
NC-1 Control 100. 100. 45 (79 274 Control
Mean t = .385
Trial 2 [105]
B{a)pP 000791 5.67 63.1 59 (20) 2. 43%nk + 6.70
B{a)p .000250 18.2 B6.5 40 (19 1.93%** + 5.54
571483-5 6.00 .000 792 0 (10,19) .000 .00(-8.86)
571483-5 4.50 .000 10.6 6 (20} 172 .00(-2._68)
571483-5 3.00 9.67 89.2 20 (20) .715 + .69
571483-5 1.50 81.7 98.7 14 (18} .598 + .09
NC-1 Control 100. 100. 58 (7 581 Control
Mean t = .260
Propyl Gallate {[PRGA, M.W. = 212.22]
Trial 1 [3]
B{a)p 000791 10.7 471 127 (20) 5.84%%% + 14.8
B{a)p .000250 13.4 81.6 39 (20) 1.67%** + B.63
PRGA 087 000 32.2 33 (193 1.04* + 2.60
PRGA .075 000 37.9 27 2m QU7 + 3.3
PRGA .059 000 42.5 17 (203 .658% + 2.24
PRGA 038 .000 72.4 14 (20) .556 + 1.65
NC-1 Control 100. 100. 17 (40) .2B5 Control
) Mean t = 2.42
Trial 2 [9]
B(a)P .000791 3.14 38.3 108 (20 4 QFwx* + 16.2
B(a)p .000250 8.52 87.2 47 (20 1.Q2%** + 7.04
PRGA .094 000 4401 25 (203 .BOQ** + 2.98
PRGA .071 000 &6.7 7 (20) .238 + .85
PRGA 047 1.35 83.1 3 (20) 110 .00¢- .46)
PRGA 024 4.4 841 0 (20} .000 .00¢-3.12>
NC-1  Control 100. 100. 8 40y 149 Control
Mean t = 958

(Continued on next page)
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Appendix E. Continued,

Treatment Cytotoxic Transfarming Transfarmation
Condition® Activity® Activity® Response’ significance®
RCE (%) Focus Data Foci/Vessel
Type VYessels Focus Type
Drug Conc., mM $.A  CC.A. II1 (K) III F-statistic

Rotenone [959444-S, M.W. = 394.43]
Trial 1 [75]
B(ajyp .000791 7.10 66.5 149 (20) 6. 35%w* + 10.9
B{a)P .000250 28.4 B85.4 67 {20) 3.10%** + $.56
9594445 .00513 .000 13.7 1 (19,20} 037 .00¢- 8.8%5)
959444-5  .00162 000 49.2 0 (10,200 .000 L00¢-11.2)
59444-5 000513 2.92 45 .4 2 (19) .060 .00¢- 7.10)
959444-8  .000162 5.43 85.2 ¢ (20} .289 .00¢- 3.09
NC-1 Control 100. 100. 8% (78) 882 Control

Mean t = .000
Trial 2 [96]
B{a)P .000791 11.0 43.5 86 (20) 4 QFHx* + 9.40
B(a)pP .000250 38.9 75.5 62 (20) 2.88¥%%* + 7.12
959444-S 0025948 . 784 23.5 0 (1,20) .aae .00¢-1.02)
959444-5  ,000810 2.36 51.9 0 (11,20} .000 .00(-8.55)
959444-5 000256 21.6 54.6 18 (20> .813 + 94
959444-5 0000810 46.8 86.5 19 (20 677 + .08
NC-1 Control 100. 100. &2 (70) 660 Control

Mean £ = 510
Sodium Diethyldithiocarbamate [SDEDTC, M.W. = 171.27]
Trial 1 [38]
B(a)P .000791 2.10 28.4 174 (20) T.75%*x + 15.6
B{a)P .000250 Q.44 74.7 162 (20) B 17wk + 18.0
SDEDTC .000467 .000 4.39 21 (20) 1.18%* + 2.74
SDEDTC .000234 17.1 12.9 42 (19 1.@ %%k + 5.18
SDEDTC .000117 87.4 71.4 39 09 1.63%* + 4.06
SDECTC .0000584 96.5 84.3 19 (19 .815 + 1.50
NC-1 Control 100. 100. 27 (40) 496 Control

Mean t = 3.37
Trial 2 [96]
B(a)pP .000791 11.0 43.5 86 (20> 4 D3*** + .40
B(a)P .000250 38.9 75.4 62 (20 2.88%** + 7.12
SDEDTC .000350 . 786 4_88 41 (20) 1. 75%%* + 3.99
SDECTC .000263 7.07 111 46 (20 1.98%%% + .64
SDEDTC ,000175 23.6 48.8 27 (20} 1.00 +  1.45
SDEDTC .0000876 97 .4 100. 13 (20) 49 L00¢- .86)
NC-1  cControl 100. 100. 62 (YD) 660 Control

Mean t = 2.52
Stannous Chloride [STCL., M.W. = 189.60]
Trial 1 [19]
B{a)P .000791 000 62.5 9% (20) [ Y i + 13.4
B(a)P .000250 1.67 89.0 100 (20 4 02%** + 10.6
STCL L0633 .000 2.19 1 (20) 402 + .28
STCL L0422 7.08 29.6 g  (20) 327 L00¢- 200
STCL La211 47.9 T2.4 10 (20 266 L00(- .58)Y
STCL .0105 75.0 93.0 11 (20) 423 + A2
NC-1  Control 100. 100. 18 (38} .357 Control

Mean t = 175
Tria) 2 [26]
B{a)pP 000791 .382 13.5 204 (20) A + 17.8
B{a)P .000250 1.15 58.2 144 (20) 6. 58%** + 10.5
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MATTHEWS ET AL.

Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Response” Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A CC.A. III1 (N) 111 t-statistic

STCL .0527 3.82 33.6 28 (20) 1.18 + .99
STCL L0264 26.3 69.7 35 (20) 1.45 + 1.77
STCL .0132 58.8 56.9 39 (20} 1.61* + 2.27
STCL . 00659 78.2 68.2 25 (20} 1.04 + .48
NC-1 Control 100. 100. 46 (40) 907 Control

Mean t = 1.38
Tetracycline-HCT [186206-S, M.W. = 480.94]
Trial 1 [71]
B{a)P .000791 4,48 50.7 251 (20) 11.Q%** +12.1
B¢a)P .000250 18.1 68.7 77 (20) 3_50%** + 7.12
186206-5 .542 .00o 000 3 (20 110 L00¢-6.87)
186206-5 .406 3.58 1.27 3 (20) 2110 .00¢-6.87)
186206-5 271 27.3 18.5 25 (20} .988 .00¢- .23}
186206-5 .135 43.5 61.1 20 (163 1.03 .00¢- .09
NC-1 Control 100. 100. 110 (79} 1.06 Control

Mean t = .000
Trial 2 [89]
B{a)P .000791 8.13 69.0 19 (20) b T Tkww + 10.3
B(a)P .000250 31.9 89.1 63 (20} 2.33%%* + 5.84
186206-5 .458 9.29 52.4 9 {18) .348 .00¢- .78)
186206-5 394 56.3 58.2 9 019 . 389 L00(- .58)
186206-5 .229 87.4 7.1 3 {(19) 116 .00¢-3.52)
186206-5 .115 89.1 943 19 (1N 026 + 17
NC-1 Control 100. 100. 57 (™) L6492 Controk

Mean t = 043
Tetrakis(hydroxymethyl)phosphonium Chloride [120152-L. M.W. = 190.58, Density = 1.322 g/ml]
Trial 1 [72] ‘
B(aj)P 000791 2.75 56.8 85 (18 R + 12.7
B{a)P .000250 6.61 B2.1 84 (18) EPFOTALLY + 6.20
120152-L  .0263 .000 3.76 " (18) 456 + 1.15
120152-L  ,0132 .000 14.5 4 (18) L 148 L00¢-1.16)
120152-L  .00658 17.1 53.1 3 (18 122 00¢-1.42)
120152-L .00329 40.8 g91.2 5 {18) 212 L(0¢- .61)
NC-1 Control 100, 100. 29 (T2 .289 Control

Mean t = .288
Trial 2 [90]
B(a)P 00071 28.5 76.0 157 (1% 7.60%** + 5.89
B{a)P .000250 51.8 95.8 111 {18) 4 QI¥x% + 3.7
120152-L  .0132 348 4.89 101 (18) 4 Q3**x + 3.88
120152-1.  .00987 2.43 18.6 122 {18) 5.70%*% + 4.5¢2
120152-L  .00658 12.2 38.1 106 (183 5.22%%% + 5,42
120152-L  .0032¢9 50.4 78.7 66 {18) 2.12 + .29
NC-1 Control 100. 166. 218 (71 1.5 Controtl

Mean t = 3.53
Trial 3 [98]
B(a)P .000791 8.38 79.6 132 (18) 6_82%** + 11.8
B{a}P .080250 29.3 91.3 75 (18) 3.38%xx + 6.81
120152-L .0132 .000 17.8 12 (183 . 489 .00C- .59
120152-L .00987 2.10 26.3 10 (18) AT .00¢- .98)
120152-L .00658 5.24 G442 6 (18) 240 .00(-1.99)
120152-L .00329 17.8 71.2 5 18> 212 .00¢-2.68)
NC-1 Control  100. 100. 39 (45) .618 Control

Mean t = 000

(Continued on next page)
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Appendix E. Confinued.

Treatment Cytotoxic Transforming Transformation
Conditien® Activity® Activity® Responsa® Significance®
RCE (%) Focus Data Foci/Vessel
Type Yessels Focus Type
Drug Conc., mM S.A CC.A. III (N) III t-statistic

Tetrakis{hydroxymethyl)phosphonium Sulfate [003374-L. M.W. = 404.32, Density = NA g/ml]

Trial 1 [72]

B(a)P 000791 2.75 56.8 85 18) 4 1 1%x* + 12.7
B{a)P .000250 6.61 82.1 84 (18) 3.04%%* + 6.20
003374-L .01098 .000 1.25 10 (18> .361 + .50
003374-L 00732 .000 1.75 &  (18) .220 .00¢- .53)
003374-L .00366 12.1 35.3 4 {18) 148 .00¢-1.16)
003374-L .00183 51.8 68.9 1 18) .039 L00¢-3.59)
NC-1 Control 100. 100. 29 (72) . 289 Control

Mean t = .125
Trial 2 [84]
B¢a)P . 000791 49.8 57.9 71 (18> 3.27kw* + 6.82
B(a)P .000250 NA 7.7 57 (18 2.44%%% + 6.14
003374-L .01098 .oco .635 0 (2,18) .00 L00¢-7.45)
003374-1 .00732 .000 212 1 (16,18} 044 .00¢-5.25)
003374-L .00366 1.47 2.96 13 (18) 413 .00¢- .52)
003374-L .00183 1.7 51.0 &6 (18 _240 .00¢-1.66)
NC-1 Control 100. 100. 50 (72) .51 Centrol

Mean t = .000
Triphenyltin Hydroxide [TPH, M.W. = 367.03]
Trial 1 [39]
B(a)P .000791 1.07 23.6 172 (20) 8. 04%** + 14.5
B{a)P .000250 3.56 &4.5 145 (20) 6. B4*** + 15.8
TPTH .000272 000 3501 5 ¢18) .193 + .50
TPTH .000136 26.0 78.5 24 (20) .955 + .51
TPTH . 0000681 67.6 88.4 16 (20) L533% + 2.30
TPTH . 0000341 B85.8 98.3 13 (19) .526 .00(-1.36)
NC-1  Control 100. 100. 27 (40 427 Control

Mean t = .828
Trial 2 [93]
B¢a)P 000791 2.65 46.7 138 (20) 6, LBF** + 16.8
B{alP .000250 7.96 79.9 115 (20} 4 BO*** + 12.0
TPTH .000327 .000 17.4 1 (3,18 .260 L00¢- .49)
TPTH .000163 .000 9.50 1 (10,20) 072 .00¢-3.35%)
TPTH .oooesy .00 73.6 45 (18) 1.58** + 3.33
TPTH .0000409 34.5 86.3 25 (20) L900** + 3.21
NC-1  Control 100. 100. 43 (T9) AT Control

Mean t = 3.27
Xylenes, (Mixed) [109591-L. M.W. = 106.17, Density = NA g/mi]
Trial 1 [72]
B{a)P . 000791 2.79 56.8 as (18) [ L + 12.7
B(a)P .000250 6.61 82.1 84 18y 3 Q4% + 6.20
109591-L 4.77 .000 .000 0 (0,18 .0oo NA
109591-L  3.18 .00Q 53.8 0 (1,18) .000 L00¢ -.65)
109591-L 2.39 20.9 44 .3 3 (10,183 .231 .00¢- .35)
109591-L  1.59 53.4 59.7 5 (18) .193 .00(- .76)
NC-1 Control 100. 100. 29 (72) .2B9 Control

Mean £ = .000
Trial 2 [100]
B(a)P 000791 89.7 77.9 65 (18 3.30%** + 11.7
B{a}pP .000250 g1.0 93.8 62 (413} 2.B5%%* + T.75

{Continued on next page)
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Appendix E. Continued.

Treatment Cytotoxic Transforming Transformatieon
Condition® Activity’ Activity® Response” Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM 5.A CC.A. III (N) 111 t-statistic
109591-L  9.09 .000 .000 0 (2,18) .000 .00¢-5.11)
109591-L  6.82 29.9 54.1 1 (8,18 .091 .00¢-1.06)
109591-L  4.55 30.3 71.8 9 1®) .348 + 57
109591-L  2.27 57.0 92.1 12 (8 Lh6h + 1.32
NC-1 Control 100. 100. 28 (72 .268 Control
Mean t = .945

Abbreviations: B(a)P, benzo{a)pyrene; CC.A., co-culture clonal survival assay; Cone, concentration; mM, millimole; M.W.,, molecular weight; N,
number of culture vessels, NC, negative control; ND, not determined; %RCE, percent relative cloning efficiency; 8. A, standard clonal survival
assay.

a’I‘f”eatment Condition: The experimental design for the transformation assay is described in detail in the Materials and Methods, The
concentration of the positive control and test chemical treatment are presented in mM, but they can be converted to wg/ml using the molecular
weight that is provided with each chemical. The solvent vehicles used for the individual test chemicals were listed in Appendix Tables Al and A3,
and the coneentrations of the solvent vehicles are presented in the Materials and Methods.

Cytotoxie activity: The experimental design for the standard survival assay (SA) and the co-culture clonal survival assay (CCA) were described
in the Materials and Methods. The test chemical cytotoxic responge was expressed as & RCE and was caleulated as described in the Materials and
Methods.

“The eriteria used to evaluate the transformed foei of BALB/c-3T3 cells is described in the Materials and Methods. The number of type II1 foei
> 2-mm in diameter per culture vessel scored are recorded in this table,

“Transformation response: The transformation responses are expressed as type ITI foci/vessel and were calculated using a log,, mathematical
transformation procedure (refer to Materials and Methods). The arithmetic value or foci/vessel represents the antilog of the log,, mean
transformation response minus one.

“Significance: The significance of test chemical transformation responses was calculated by a computer using the SAS statistical software (22),
and the method is described in detail in Materials and Methods. The correct ¢-statistic according to the F-test is presented in this table. The
t-statistics of each treatment dose of the test chemical in a single experiment were averaged to determine the mean f-statistic of the test chemical
for the experiment (refer to Appendix Tables A2 and AB). The mean f-statistics for two or experiments for each chemical was weighted to the
number of treatment doses evaluated and averaged to determine the rank ¢-statistic which was used to rank-order the test chemical
transformation responses in Appendix Tables A3 and A6. Arbitrarily, transformation responses with negative (-} {-statistics were given a value of
zero {0).

*Significant BaP or test chemical transformation response, 0.01 < p < 0.05.

**Significant BaP or test chemical transformation response, 0.001 < p < 0,01,

***Significant or-BaP or test chemieal transformation response, p < 0.001.

L
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Appendix F.
Summary of the transformation responses of 12 noncytotoxic earcinogens.
Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response® Significance®
RCE (%) Focus Data Foci/Yessel
Type Yessels Focus Type
Drug Conc., mM S.A CC.A. III (N) 111 t-statistic
3-Amino-1,2.4-Triazole [AMT. M.W. = 84.08]
Trial 1 {69]
B(a)pP L0007 72 50. 63 20 2.67%** + 9.34
B(a)P .000250 11.3 68.1 33 (20) 1.17%* + 3.53
AMT 200. .000 .000 1 (9,20) .080 00¢-1.42)
AMT 100. 3.44 57.7 21 (20) .798* + 2.53
AMT 50.0 53.3 94,2 33 (20) 1.30%%* + 4.24
AMT 25.0 88.7 75.3 27 (1; 1. 14%%* + 3.86
NC-1 Control 100, 100 15 (40) .288 Control
Mean t = 3.54
Trial 2 [99]
B(a)P 000791 18.9¢ 68 4 160 (20) 6. 6T*** + 12.4
B(a)P .000250 32.1 85.0 94 (200 3.5G9%w* + 7.95
AMT 107. 4.9 31.0 50 (20) 2.20%%* + 5.77
AMT 80.3 39.6 56.9 123 (20) 5. 57%%* + 11.6
AMT 53.5 87.5 87.3 104 (20) 4 Jgaxx + 9.35
AMT 26.8 96.6 106. 53 (20) 2.20%%* + 5.60
NC-1 Control 100. 100. 65 (80} .586 Control
Mean t = 8.08
Cyclamate, Sodium Salt ([CYC. M.W. = 201.22]
Trial 1 [71]
B(a)pP .000791 4.48 50.7 251 (20) 11.0%** 12.1
B(a)P .000250 18.1 68.9 77 (20) 3_50%** 7.12
cyc 29.8 42.3 84.4 T4 (1B 3. 10%** + 4.21
cYc 22.4 57.4 78.9 54  (18) 2.39%* + 3.12
cyc 14.9 67.6 76.3 55 {19} 2.460% + 3.32
cYc 7.45 78.4 77.3 28 (20} 1.18 + .38
NC-1 Control 100. 100. M0 (75) 1.06 Control
Mean t = 2.76
Trial 2 [107]
B{a)P .G00791 5.81 47.3 131 (20) 6.09%** + 5.74
B{a)P .000250 21.2 75.8 122 (20} 5 _GRkk% + 4.05
cYe 149. 8.55 31.4 61 (20} 2.57 L00(- .78)
cyc 112. 25.0 77.1 159 (19 7.9k xx + 9.43
cYc 74.6 67.4 87.8 151 (20} 7.2 ¥%* + B.24
cYc 37.3 92.3 85.6 142 (20} 5 GGk + 4.00
NA-1 Control 100. 100. 276 (BO) 2.95 Control
Mean t = 5.42
11-Aminoundecanoic Acid [11AMI, M.W. = 201.35]
Trial 1 [17]
B(a)P .000791 .000 52.9 94 (207 S L + 13.5
B{a)P .000250 3.54 79.1 86 (20 3.91%%% + 11.6
11AMI 497 .000 100, 15 (20) 578 +  1.49
11AMI . 248 .000 102. 11 (20) 374 + .30
T1AMI 124 Q.29 104, 17 (20) 606 + 1.54
11AMI .0621 57.1 106. 12 (20) NAA + 1.08
NC-1 Controt 100. 100. 18 40) 327 Control
Mean t = 1.10
Trial 2 [24]
B8{a)P 000791 .000 18.7 83 (20} 3.65%** + 10.7
B{a)P .000250 5.66 70.0 856 (20} 373wk + 10.7

459
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Treatment Cytotoxic Transforming Transformation
Condition® Activity" Activity® Response” Signi ficance®
RCE (%) Focus Data Foci/Vessel
Type Yessels Focus Type
brug Conc., mM S.A__ CC.A. 11T (N) 111 t-statistic

11AMI .993 000 105. 4 (20} .132 .00¢-1.35)
11AMI L7645 L000 104. 3 (20) .110 .00¢-1.88)
11AMI 497 000 106. 7 (20} .275 .00¢- .24)
11AMI .248 L000 104. 3 (20} .072 .00¢-1.87)
NC-1 Control 100, 100. 18 (40} .308 Control

Mean t = 000
Trial 3 [32]
B(a)P .00079M1 10.1 51.7 197 (1% 10, 1%** + 12.6
B(a)P .000250 6.37 77.4 115 (20} 5. 4b%x* + 6.94
11AMI 19.87 .000  26.2 100 (20} 4, 52%k* + 4.3
11AMI 9.93 L0006 75.3 87 (20} 3, 77%w* + 3.1
11AMI 4.97 000 781 42 (20} 1.56 L00¢- .97
T1AMI 2.48 000 742 53 (20) 1.79 L00¢- .41)
NC-1 Control 100. 100. 1 (38) 1.99 Control

Mean t = 1.86
Trial 4 (671
B(a)P .000791 5.87 34.4 48  (20) 2.07*%* + 8.71
B(a)P .000250 20.8 63.9 9 (20) LGEFH + 3.32
11AMI 20.0 .000  72.0 17 (20} A + 3.52
11AMI 10.0 .0o00  90.7 10 (20) .354* + 2.08
11AM] 5.00 .000 B84.8 110 (18> J392% + 2.16
11AMI 2.50 .000 87.6 g (20} 30 + 1.7
NC-1 Control 100. 100. 5 (39 .08s Control

Mean t = 2.37
Decabromodiphenyloxide [917884-S, M.W. = 959.22]
Trial 1 [75]
B(a)P .000791 7.10 66.5 149 (20) 6. 35%** + 10.9
B(¢a)P .000250 28.4 B85.4 67  (20) 3.10%%* + 6.56
917884-S  4.00 83.9 80.9 22 (20} .818 _0o(- .27
917884-5  2.00 94.8 21.0 22 (20} .882 .00
917884-5 1.00 101. 82.8 24 (20} .882 .60
917884-5 .500 92.7 99.4 30 (20} 1.04 + .60
NC-1 Control 100, 100. 8% (78) .882 Control

Mean t = 150
Trial 2 [101]
B(a)P .000791 ND é4.8 108 (20} 4 E3*%* + 12.7
B(a)P .000250 ND 83.6 48 (20) 2.11%%* + 9.73
917884-8 4.17 ND 106. 6 (19 .245 L00¢- .14)
917884-5 2.08 ND 108. 7 (20 .238 L00¢- .19
917884-S  1.04 ND 108. 12 (20) 473 + 1.72
217884-5 521 ND 110. 5 (20 . 189 .00¢- .68)
NC-1 Control 100. 100. 27 (78) . 260 Control

Mean t = .430
DC Red No. 9 [DCR9, M.W. = 444.49]
Trial 1 [43]
B(a)P .000791 1.02 53.0 382 (20) 18 @x** + 26.3
B(a)p .000250 4.75 77.5 270 (20 13, 0%** + 19.0
DCR® 4.50 30.0 80.5 145 (20) &, 75%** + 10.9
DCR® 2.50 71.1 85.8 108  (20) 5. 12%%* + 10.5
DCR® 1.12 93.9 96.7 95 (20 4, 22%%% + 7.16
DCRY .562 98.3 1067. 7m0 (20 3.16%%* + 5.26
NC-1 Contral 100. 100. 4h (35) 1.05 Control

Mean t = 8.46
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Treatment Cytotoxic Transforming Transformation
Condition® Activity" Activity® Response® Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A  CC.A. 111 {n) 111 t-statistic
Trial 2 [54]
B(a)pP .000791 1.47 17.6 105 (20} 4. T5Hkk + 13.8
B(a)p .000250 490 61.1 100  (20) 4,527 + 13.5
DCRY 2.02 67.6 65.9 19 (18) 817> + 2.9
BCRY 1.01 111. 81.8 12 (19 LGB0 + 1.39
DCRS 526 112. 98.3 g (20 .270 + .04
DCRS .253 102. 99.3 & (20) .214 Q8- 4N
NC-1 Control 100. 100. 15 (40) . 265 Control
, Mean t = 1.10

Trial 3 [67]
B(a)r .000791 5.87 34 .4 48 (20) 2.07%%* + 8.71
B(a)p .00Q250 20.8 63.9 29 20y 969k * +  3.32
DCR? 4.05 B80.8 47.8 47 (20) 1. 65wk + 547
DCRY 2.02 91.4 59.3 27  (20) .B3Gw* + 3,37
DCRY 1.01 93.3 65.4 13 (20) 503> + 3.07
DCRY L5906 106. 741 9 (20) .308 + 1.78
NC-1 Control 10Q. 100, 5 (39) .085 Control

Mean t = 3.42
Di(2-Ethylhexyl)adipate [DEHA, M.W. = 370.57, Density = 0.928 g/ml]
Trial 1 [88]
B(a)P .000791 5.8 73.9 54 (15) 3.36%%* + 9.58
Bla)P .000250 35.% 82.6 26 (15) 1.50%%* + 4.90
DEHA 85.3 2.76 57.0 6 (18) .181 _00¢-1.53)
DEHA 27.0 3.53 71.2 3 (18> 122 L00¢-2.11)
DEHA 8.53 1.4 94.9 a8 18 .339 .00¢- .43
DEHA 2.70 17.0 102. & (18) . 240 L00¢-1.13)
NC-1 tontrot 100. 100. 37 (6T 406 Control

Mean t = 000
Trial 2 [108]
B{a)P 000791 15.5 31.3 138 () 738w + 13.9
B{a)P .000250 30.0 65.7 72 (18) b TThkex + 5.96
DEHA 85.3 15.8 57.3 5 18 212 -D0(-5.88)
DEHA 27.0 22.6 83.6 308 122 L00(-7.33)
DEHA 8.53 2.3 78.0 12 (18} .587 -00¢-3.07)
DEHA 2.70 60.0 92.0 7 (18> .289 L00(-3.84)
NC-1 Control 100. 100. 108 (70) 1.17 Control

Mean t = .000
Di(2-Ethylhexyl)phthalate [DEHP, M.W. = 390.54, Density = 0.981 g/ml]
Trial 6}
B(a)P .000791 2.98 40.1 73 () 7. 27w + 21.8
B{a)pP .000250 7.66 78.1 88 (18) A Yo + 10.8
DEHP 30.1 2-13 31.5 0 (10,18 .000 .00¢-5.07)
DEHP 15.1 6.81 70.3 1 (9,18) .080 L00(-1.90)
DEHP 7.54 20.9 92.3 2 (16,18} 07 .00(-2.49)
DEHP 3.77 28.9 94 .4 7 (18) .28¢9 .00¢- .B5)
NC-1 Control 100. 100. 20 (38) 424 Control

Mean t = 000
Trial 2 [100]
B{a)p .000791 89.7 77.9 65 (18> 3.30%%* + 11,7
B{a)p Qo250 81.0 93.8 62 {18y 2.85%%% + 7.7%
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Treatment Cytotoxic - Transforming Transformation
Condition® Activity® Activity® Response” Significance®
RCE (%) Focus Data Fori/Vessel
Type Vessels Focus Type

Drug Conc., mM S.A  CC.A. 111 (N) 111 t—statistic
DEHP 37.7 .000  64.3 3 (172 130 00¢-1.14)
DEHP 18.8 3.22 74.7 0 (18 .000 00¢-5.11)
DEHP Q.42 22.1 69.0 2 8 .080 00¢-1.66)
DEHP 4.71 47.4 87.0 4 (18 L1148 .00¢- .9%)
NC-1 Control 100. 100. 20 (72) .268 Control

Mean = 00D
Dimethyl Hydrogen Phosphite [DMHP, M.W. = 110.05, Density = ND g/m1]]
Trial 1 [84]
Bta)P .000791 49.8 57.9 [A N L)) 3, 27kwk + 6.82
B(alP . 000250 ND 71.7 57 (18 2. GG xE* + 6.14
DMHP 200. .0co .000 [ (3,18 .000 00¢-7.45)
DMHP 150. 1.47 7.36 7018 .248 .00(-1.56)
DMHP 100. 5.13 66.9 141 (18 7.00% + 13.6
DMHP 50.0 22.7 90.4 33 (18) 1.60%** + 447
NC-1 Control 100. 100. 50 (72) .51 Control

Mean t = 6.02
Trial 2 [104]
B(a)P .000791 25.0 64.5 62  (18) 2. 7Gk*% + 4. 87
g¢a)p .000250 50.6 8% 6 63 (18} 2.4 THN* + 4.10
DMHP 164, .000 16.6 30 (18 1.18 + 1.0
DMHP 123. 6.96 65.7 " 18 5. T6*** + 9.55
DMHP 81.8 16.8 71.0 82 (18) b GTH** + 11.1
DMHP 40.9 63.3 4.1 32 (18) 1.50* + 2.06
NC-1 Control 100. 100. 83 (71} .878 Control

Mean t = 5,93
Diethylnitrosamine [DEN, M.W. = 102.14, Density = ND g/ml]
Trial 1 [79]
B(a)P .000791 22.7 79.6 279 (13 20. ¥k + 13,9
B{a)p 000250 303 94.2 241 {18} 12 9hkx + 934
DEN 138. .000 .000 0 (0,18) .00o ND
DEN 104 . .000 .000 0 (0,18} .000 ND
DEN 69.2 .B26 4.05 153 (18) 8. q2%wx + 4,11
DEN 34.6 2.48 78.8 207 (18) 17, 1wk + 7.7
NC-1 Control 100. 100. 430 (72 5.12 Control

Mean t = 5.91
Trial 2 [102]
B{a)P .00079M Q.64 69.9 99 (18) 4 _Go¥** + 9.48
B(a)p .000250 19.3 93.1 45 (18> 2.22%k% + 5.22
DEN 73.8 .000 .000 2 (1,183 .063 + 1.20
DEN 55.3 .000 1.87 61 (1) 2. 46% + 3.78
DEN 35.9 L0000  45.9 40 (18) 1.77%%* + 3.77
DEN 18.4 1.26 57.3 44 18 1.91%%% + 410
NC-1 Control 100. 100. b4 (72 697 Control

Mean t = 1.88
Dimethylnitrosamine [DMN, M.W. = 74.08. Density = 1.01 g/ml]
Trial I [31]
B(a)p .000791 1.87 69.1 136 (15) B E3HH +11.1
B(a)P .000250 5.14 99.9 126 {18) 6. 06%%* + 8.51
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Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response® Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A  CC.A. III (N) 111 t-statistic
DMN 489, .0aa .00 1 18 .059 .00¢-5.78)
DMK 367. 000 34.2 31 {18) 1.49 + 1.78
DMN 244, .000 88.0 42 (17} 1.98%¥ + 2.72
DMN 122. 10.7 113. 123 (18) 4 To** + b.42
NC-1 control 100. 100, 43 (36) .930 Control
Mean t = 3.64
Trial 2 [100]
B(a)P .000791 89.7 77.9 65 (18) 3.30%%x + 11.7
B{a)P .000250 B1.0 93.8 62 (18) 2.85%%k + 7.75
DMN 367. .000 .000 0 (0,18) .000 NA
DMN 244 . .000 .0o0 3 (16,18) . 139 .00¢-1.03
DMN 122. .000 B3.9 35 (18) 1.54%¥%* + 4.82
DMN 61.1 18.9 88.7 3 8 1.49%wx + 6.50
NC-1 Control 100, 100. 29 (72) .268 Control
Mean t = 5.66
Dimethyl Methyl Phosphonate [267599-L, M.W. = 124.08, Density = 1.145 g/ml]
Trial 1 [84]
B(a)pP 000791 49.8 57.9 71 (18) 3. 27 xk + 6.82
B(a)pP .000250 ND 71.7 57  (18) 2. 44%*%* + 6.14
26759%9-1 175. .000 17.6 14 17) 604 + AT
267599-L  131. 2.93 77.7 32 (18 1.32%* + 3.26
267599-L 87.5 11.7 88.3 20 (18) 876 + 1.72
267599-L 43.8 601 101. 27 18) 1.25%* + 3.21
NC-1 Control 100. 100. 50 (72) SN Control
Mean t = 2.17
Trial 2 [102]
B{a)pP .000791 .64 69.9 99 (18) 4, Go*** + 9.48
B{al)pP .000250 19.3 93.1 45 (18} 2.22%%* + 5.22
267599-L 183. 419 27.5 57 (18 2.80%** + 6.57
267599-L 137, 1.33 70.9 52 (18) 2.36%** + 5.23
267599-1 91.7 1.3 82.1 20 (17 947 + 1.07
267599-L 45.8 55.8 B2.9 27 (& 1.1 + 1.65
NC-1 Control 100. 100. b4 (72) 697 Controt
Mean t = 3.63
Dimethylmorphelinophosphoramidate [945355-L. M.W. = 195.18, Density = NA g/m1]
Trial 1 [86]
B{a)P .000791 18.7 63.3 64 {18) 3.32%** + 9.07
B(a)P .000250 47.9 87.6 42 (18) 2.02%%* + 5.74
Q45355- ND .000 38.% 75 (18> 3.48%%x + B.69
945355-L ND 000 82.4 43 (18> 2. 12%%% + 6.15
945355-L ND 5.45 7.7 24 (18) 1.17%* + 2.90
945355 -1 ND 27.2 77.7 12 (18) A .00¢- .
NC-1 Contraol 100. 100, 47 (T2) 464 Control
Mean t = 4.44
Trial 2 [108]
B(a)pP .000791 15.5 31.3 139 (18) 7.38%%* + 13.9
B{a)P .000250 30.0 65.7 72 (13 G4 TTHwx* + 5.96
Q45355-L ND 600 61.2 31 (16) 1.66 + 1.36
G45355-L ND .goe 73.5 33 [GND] 2.63%* + 2.96
Q45355-L ND 000 85.7 58 (12) 4 2NNk + B.96
945355-L ND 1.24 ?7.3 29 (4°3] 2.70** + 2.78
NC-1 Control 100, 100. 108 (70) 1.17 Control
Mean t = 4.02
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Treatment Cytotoxic Transforming Transformation
Condition® Activity" Activity® Response” Significance®
RCE (%) Focus Data Foci/Yessel
Type Yessels Focus Type
prug Conc., mM S.A CC.A. 111 (N) III t-statistic

Dimethylmorpholinophosphoramidate [DMMP. M.W. = 195.16, Density = ND g/m1]

Trial 1 [86]

B({a)P
B{a)P

DMMP
DMMP
DMMP
DMMP
NC-1

.000791
.000250

16.4
8.21
4.10
2.05

Control

Trial 2 [106]

B(a)P
B(a)P

DMMP
DMMP
DMMP
DMMP
NC-1

.00079
.00025

23.1
17.3
11.5
5.77
Control

18.7
47.9

.000

4.09

12.1
49.8
100.

27.0
44.3

-000
-000
.000

7.65

100.

Diethanolnitrosamine {DETN,

Trial 1 [86]

B(a)P
B{a)P

DETN
DETN
DETN
DETN
NC-1

.000791
. 000250

59.6
447
29.8
14.9
Control

18.7
47.9

.000
1.17
26.1
49.8
100.

[
8

!
8
9
10

~ A
[+ %]

[+

75

oo~

1

1

M.W. = 134 .14, Density = ND g/ml1]

63.3
87.6

50.7
74.0
83.0
82.6
00.

56.5
7.9

47.3
61.3
89t
91.2
00.

Vviomnos

64
42

64
29
28
14
47

134

64
42

38
24
21
25
47

Ethylene Thiourea [ETU, M.W. = 102.16]

Trial 1 [59]

B¢a)pP
B{a)P

ETU
ETU
ETU
ETU
NC-1

.00079
. 00025

157.

117.
78.3
39.1
Contraol

Trial 2 [65]

B(a)pP
B(a)pP

ETU
ETU
ETU
ETU
NC-1

. 000791
.000250

157.
78.3
39.1

3.91
Control

1
1

1

36.5
4.5

80.8
96.1
83.9
04.
00.

60.7
90.2

.000
57.3
62.5
65.1
00.

47
66
57
a1
7%

{183
18

(18)
(18)
(18)
18y
(72)

(18)
(18}

(18)
(18)
(18)
(18)
(43)

(18>
(18)

(18)
(18)
(18
18)
(72)

(203
(4]

(20)
(20)
(20)
20
(40)

(18
(20}

(11,20)
(20)
(20
(20)
(40)

3.352%%%
2.02%%%

2,99kkk

1.31%*

1.06%
630
464

6_88***
4, 53%%%

2.30%
3 |FRww
2.86%*
1.95
1.30

3.32%%*
2. (2% wn

1.83%%x
1.24%%%
1.04%%
1.18%*
46k

7.3 %kk
T.34%ww

.533
473
1.21%
L4359
.297

L Ll
1. 80w

L8229
LTT2**
394
61
244

+ %.07
5.74

+

7.70

O+ o+ o+ o+
o
w
-~

Mean t = 3.70

Mean t = 2.68

+

2.07

+
%]
-~
=~

5.39
3.61
2.75%
3.22
ontrol

oo+ o+

Mean t = 4.01

17.9
4.28

+ o+

1.62
1.27
2.41
.99
ontrol
Mean t = 1.57

O+ + o+

13.9
6.94

+ +

+ 2.72
+ 3.18
+ 1.10
+ 2.22
control
Mean t = 2.17
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Treatment Cytotoxic Transforming Transformation
Condition” Activity” Activity® Response’ Significance’
RCE (%) Focus Data Foci/Vessel
Type Yessels Focus Type
Drug Conc., mM S5.A CC.A. 111 (N) 111 t-statistic

Hexamethylphosphoramide [HMPA, M.W. = 179.2, Density = NA g/m]

Trial 1 [78]

B{a)P .000791 8.09 60.6
B(a)p .000250 14.9 84.2
HMPA 78.1 426 34,0
HMPA 58.6 426 765
HMPA 39.1 8.09 77.6
HMPA 19.5 48.9 94.8
NC-1 Control 100. 100.
Trial 2 [98]

B(a)pP .000791 8.38 79.6
B(a)pr . 000250 29.3 1.3
HMPA 83.7 1.05 26.0
HMPA 62.8 5.24 62.2
HMPA 41.9 6.28 83.5
HMPA 20.9 36.6 93.0
NC-1 Control 100. 100.
Melamine [MELM, M.W. = 126.12]
Trial 1 [43]

B(a)P 00079 1.02 53.0
8(a)P .Q00250 4.75 77.5
MELM 31.7 8.50 45.5
MELM 15.9 35.0 73.1
MELM 7.93 63.6 75.3
MELM 3.9 95.6 80.1
NC-1 Control 100. 100.
Trial 2 [58]

B(a)P .00a791 3.92 34.3
B(a)P .000250 14.7 &0.6
MELM 32.0 14.0 68.9
MELM 16.0 25.2 70.7
MELM 8.00 87.9 80.7
MELM 4.00 93.1 80.4
NC-1 Control 100. 100.
Methyl Carbamate [MEC, M.W. = 75.07)
Trial 1 [42]

B{a)P 000791 2.41 35.7
B¢a)pr .000256 5.72 5.4
MEC 293. 1.81 6.9
MEC 220. 13.6 57.8
MEC 147. 62.3 72.3
MEC 73.3 84.9 85.8
NC-1 Control 100. 100.
Trial 2 [66]

B(a)pP L0007%1 2.33 48.6
B(a)P . 000250 6.08 98.4

He
184

92
167
103

64
296

132
75

10
34
19
31
39

280
161

13
114
156
137

52

90
24

(18}
(18

(18)
18
(18)
(18}
(72)

(18)
(18}

“Ug)
(18)
(18>
(18)
(45)

20)
(203

(19)
(20)
20)
(20}
(35)

(20}
(20}

20)
(20)
QL))
20
(40}

(20)
(1%

(20)
20
20
(20)
40

(20)
(20}

6, 11>
Q. BhRx

4.02
8,50%**
S.44%%F
5.13
3.28

6.82%%*
3.38%%*

-401
1.43%*
.805
1. 40%*
.618

18, g%**
13.0%**

2.32%
2.54%%*
1.61
69
1.05

6. 17***
1.83%%*

1_12%%*
414
.157
. 149
.189

13_7***
FRAALL

400
b, GH*x
§.70%**
5, 23%%%

.861

R el

705

+ 4.93
+ 9.74

+ 1.0
+ 5.42
+ 4.05
L00¢- .23
Control
Mean t = 2.62

+ 11.8
+ 6.81

.00¢-1.03)
+ 2.67
+ .75
+ 2.7
Control
Mean t = 1.53

+ 26.3
+ 19.0

+ 3.23

+ 4.03

+ 1.56
LG0¢-1.48)

Control

Mean t = 1.82

+ 22.5
+ 4.78

+ 5.97
+ 1.97
.00¢- .33)
00¢- L43)
Control
Mean t = 1.99

+ 20.2
+ 955

.00(-1.67)
+ .73
+ Q.44
+ 723
Control
Mean t = 5.85

+ 141
+ 3.69
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Treatment Cytotoxic Transforming Transformation
Condition® Activity” hctivity® Response” Significance”
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A CC.A. III (N 111 t-statistic

MEC 200. 5.41 80.6 10 (16) .330 + 1.59
MEC 63.3 85.1 101. 13 (20 LR2G Wk + 3.80
MEC 20.0 91.9 109. 4 (1M 123 + .72
MEC 6.32 105. 11, 1 (20) .035 .00¢- .41
NC-1 Control 100. 100. 338 .056 Control

Mean t = 1.53
Trial 3 [80]
B{a)P .000791 16.9 65.2 261 (20) 12.9%%* + 13.0
B{a)p 000250 35.6 87.2 185 (20 8.53%+% + T7.65
MEC 320. .000 3.24 12 (20) 473 .00¢-8.562)
MEC 260. 3.86 60.6 8 (20 3.54 + 77
MEC 160. 52.2 76.3 179 (20) 8.36%%w + 7.72
MEC B80.0 ar.8 106. 237 (20) 10.2%** + 6.75
NC-1 Control 100, 100. 317 (80) 3.02 Control

. Mean t = 3.81

Methyl Carbamate [315183-S. M.W. = 75.07]
Trial 1 [83]
B¢a)P .000791 2.85 73.0 141 (2D) 6. 4% + 13.5
B(a)P .000250 13.9 78.9 66 (20 2. Gk + 912
315183-8 325. .000 .000 1 (18,20) 039 .00¢-3.94)
315183-5  246. 2.86 36.2 8 (20) .30 00~ .33}
315183-8 163. 19.5 63.5 23 (2m T + 2.09
313183-s  81.3 71.9 87.9 48 (1% 1.65% %% + 5.02
NC-1 Control 100. 100. 48 (8D .351 Control

Mean t = 2.38
Trial 2 {997
B(a)P .000791 18.¢ 6B.4 160 (20) W Talid + 12.4
B(a)p .000250 3241 85.0 94 (200 3.50%%kF o+ 7.95
315183-5 231, 7.92 39.8 50 (20 1.35 + 2.01
315183-5 173. 41.9 70.9 48  (20) 1.9 %%% + 4.66
31%183-5  116. 84.9 B2.7 92  (20) 3, 90%*x + 9.12
315183-5 57.8 103. 104, 63 (20 2.00%* + 3.43
NC-9 Control 100. 100. &5  (80) .586 Control

Mean t = 4.81
Monuron [MONU, M.W. = 198.65]
Trial 1 [20]
B(a)P .000791 000 39.4 268 (20 13, Ok + 26.3
B(a)P .000250 2.3 77.3 99 (20 4 0Q%** + 9.22
MONU 7.95 .000 44.5 54 (20) 2.17%%* + 6.19
MONU 2.52 1.6 79.5 1% (20 .385 + .09
MONU .795 7.03 89.7 6  (20) L2146 .00¢-1.06)
MONU .252 28.1 92.4 3 2m .10 .00¢-2.33)
NC-1 Control 100, 100. 21 (40) .368 Control

Mean t = 1,57
Trial 2 [28]
B{a)P .000791 2.86 286 189 (20 9, 02%*k% + 16.9
B{a)P .000250 6.74 68.0 62 (20} ER Y + 5.73
MONU 12.1 .N00 1901 7 (18,19 . 289 .00¢-2.71
MONU 8.0% 000 4%.9 4 (18,203 67 .00¢-4.33)
MONU 4.03 .000 90.2 21 (20 807 .00¢- .05
MONU 2.01 15.6  109. 32 20 1.32 + 1.8
NC-1 tontrol 100, 100. 41 (40) .818 Control

Mean t = _4R3

(Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition* Activity® Activity® Response’ Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A  CC.A. 111 (R) I11 t-statistic
Phenobarbital, Sodium Salt [PHENB, M.W. = 254 22]
Trial 1 [59]
B(a)P .000791 1.35 36.5 145 (203 7.371%%x + 17.9
B(a)P .000250 7.41 74.3 33 (19 1.34%%% + 4,28
PHENB 7.87 21.2 23.1 12 207 AA + 1.46
PHENB 5.90 33.0 81.7 11 (20) AT + .86
PHENB 3.94 59.6 89.9 14 (20} 578 + 1.88
PHENB 1.97 100. 100. 22 (200 LQZTHEX + 3.85
NC-1 Control 100. 100, 15 (40) .297 Control
Mean t = 2.01
Trial 2 [109]
B(a)P .0007M 51.9 94.3 99 (20} 4 LGR + 5.31
B(a)P .000250 66.2 108. 81 (200 3,91%%% + 416
PHENB 3.94 69.1 104. 72 20) 3.37 + 1.78
PHENB 2.95 70.1 110. 128 (20) 5, Q@kwrx + 5.76
PHENB 1.97 85.0 112. 95 (17} 5. 25%%x + 4.50
PHENB .984 86.9 112. 81 (20 3.56% + 2.04
NC-1 Control 100. 100. 237  {(B0) 2.55 Control
Mean t = 3.52
Saccharin, Sodium Salt [SAC, M.W. = 205.2]
Trial 1 [75]
B{alP 00071 7.10 66.5 149 20) 6, 35%%% + 10.9
B(a)P .000250 28.4 B85 .4 &7 (20} 3. 10%** + 6.56
SAC 136. .835 .000 10 20 3% .00¢-2.50
SAC 102. 7.93 19.2 &3 {20) 2.4 %%% + 455
SAC 68.2 33.4 59.5 64 (20} 2.88%%x + 5.93
SAC 341 82.3 73.2 51 (20) 2,23%kw + 4.36
NC-1 control 100. 100. 89 (78 .882 Control
Mean t = 3.71
Trial 2 [101]
B(a)P .0007NM ND 64.8 108 (20) 4 G F** + 12.7
B(alP .000250 NG 83.6 48 (20} 2.7 1Rx + 9.73
SAC 122. .000 i2.2 33 (18) 1.30%* + 3.74
SAC 91,4 28.7 53.2 67 (17) 3.35%w* + 912
SAC 60.9 21.3 67.7 149 D 8. 32%%% + 21.8
SAC 30.5 93.4 108. 48 (19) 2.05%%* + 6.43
NC-1 Control 100. 100. 27 (78) 260 Control
Mean t = 10.3
2.4- 2,6-Toluene Diisothiocyanate [TDIC, M.W. = 174.16, Density = 1.255 g/ml]
Trial 1 [76]
B{a)P .000791 5.91 63.1 87 (18> [ R + 5.23
B(a)P .0060250 23.3 %7.0 54 (18) 2.72% + 2.26
wIC 8.76 115. 5¢.2 46 (18) 1.39 .00C- .68)
TDIC 4_38 110. 64.7 92 (18 3.60* + 2,40
TDIC 1.39 106. 72.6 83 (1N 4 53%*% + 5.32
TDIC 438 107. 83.56 65 (18) 3.02%% + 2.70
NC-1 Control 100. 100. 152 (V) 1.79 Control
Mean t = 2.61
Trial 2 [106]
B{a)P 000791 2.48 56.9 134 {18) 6. BRY*% + 8.00
B(a)P . 000250 40.7 7.9 21 (18) 4 53%*n + 5.56

(Continued on rext page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity’ Activity® Response* Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A CC.A. 111 (N) III t-statistic
TDIC 4.02 .000 2.19 6  (14,16) .281 .00¢-3.38)
TDIC 3.02 12.8 10.3 12 8 513 .00(-2.68) v
TDIC 2.0 &4.8 47.7 60 (17 3, 7% + 3.74
DIC 1.01 100. 92.6 7 (7 4 33xwx + 6.89
NC-1 Control 100. 100, 74 (43) 1.30 Control

Mean t = 3.54

i

Abbreviations: B(a)P, benzo(a)pyrene; CC.A., co-culture clonal survival assay; Conc,, concentration; mM, millimole; M.W,, molecular weight; N,
number of culture vessels, NC, negative control; ND, not determined; %RCE, percent relative eloning efficiency; S.A., standard clonal survival
assay.

*Treatment Condition: The experimental design for the transformation assay is deseribed in detail in the Materials and Metheds. The
concentration of the positive control and test chemical treatment are presented in mM, but they can he converted to png/ml using the molecular
weight that is provided with each chemical. The solvent vehicles used for the individual test chemicals were listed in Appendix Tables Al and A3,
and the concentrations of the solvent vehicles are presented in the Materials and Methods,

"Cytotoxic activity: The experimental design for the standard survival assay (SA) and the co-culture clonal survival assay (CCA) were described
in the Materials and Methods. The test chemical cytotoxic response was expressed as & RCE and was calculated as described in the Materials and
Methods.

“The eriteria used to evaluate the transformed foei of BALB/e-3T3 cells is described in the Materials and Methods. The number of type 111 foci
> 2-mm in diameter per culture vessel scored are recorded in this table.

Transformation response: ‘The transformation responses are expressed as type II1 foci/vessel and were caleulated using a log,, mathematical
transformation procedure (refer to Materials and Methods). The arithmetic value or foci/vessel represents the antilog of the log,, mean
transformation response minus one.

“Significance: The significance of test chemical transformation responses was caleulated by a computer using the SAS statistical software (22),
and the method is deseribed in detail in Materials and Methods. The correct t-statistic according to the F-test is presented in this table. The
t-statistics of each treatment dose of the test chemical in a single experiment were averaged to determine the mean #-statistic of the test chemical
for the experiment (refer to Appendix Tables A2 and AS). The mean i-statistics for two or experiments for each chemical was weighted to the
number of treatment doses evaluated and averaged to determine the rank t-statistic which was used to rank-order the test chemical
transformation responses in Appendix Tables A3 and A6. Arbitrarily, transformation responses with negative { — ) t-statistics were given a value of
zero {0),

*Signiftcant BaP or test chemical transformation response, 0.01 < p < 0.05.

**Significant BaP or test chemical transformation response, 0.001 < p < 0.01.

***Significant or BaP or test chemical transformation response, p < 0.001.
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Appendix G.
Summary of the transformation responses of 26 noneytotoexic, noncareinogens.
Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response® Significance®
RCE (%) focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM $.A  CC.A. II1 {N) 111 t-statistic
Aldicarb [ALDC. M.W. = 190.27]
Trial 1 {32}
B(a)pP .000791 10.1 51.7 197 (1" 10, 1%** + 12.6
B{a)P .000250 6.37 77.4 115 (20) 5. 4o%h* + .94
ALDC 15.8 .000 .000 3 €15,20) 149 .00¢-8.26)
ALDC 10.5 000 38.4 52 (19 2.36 + .80
ALDC 5.26 637 95.0 29 N 1.41 .00¢-1.85)
ALDC 2.63 58.1 85.1 3B (1M 1.58 .00¢-1.00)
NC-1 Control 100. 100. Ll (38) 1.99 Control
Mean t = 267
Trial 2 [99]
B{a)P -000791 18.9 6B.4 160 (20) 6. GT**x + 12.4
B{a)P .000250 32.1 85.0 94 (20} 3.59%%% + 7.95
ALDC 14.7 15.5 24.0 41 (18,20 1. 73%wex + 3.92
ALDC 11.0 26.4 97.2 43 (19) 1.74%%% + 4.09
ALDC 7.36 47.2 86.6 30 (200 1.23%* + 2.69
ALDC 3.68 51.7 108. 27 (20 1.05* + 1.99
NC-1 Control 100. 100. 65  (80) 586 Control
Mean t = 3.1/
Ampicillin Trihydrate [577642-35, M.W. = 403.50]
Trial 1 [83]
B(a)P .000791 2.86 73.0 141 (20) & 14%%* + 13.5
B(a)P .000250 13.8 78.9 64 (20) 2.95%%% + 912
577642-5 65.0 .000 .000 0 (0,14} .000 NA
577642-5 4B.8 1.43 . 257 3 (15) 27 .00¢-1.82)
S77642-8 32.5 72.9 18.3 9 1N .395 + .25
577642-5 16.3 11. 88.7 25 (26) L938%% + 2.87
NC-1 Control 100. 100. 48 (80) .351 Control
Mean t = 1,04
Trial 2 [105]
B(a)P 000791 5.67 63.1 59 (200 X Sk + 6.70
B(a)P .000256 18.2 86.5 40 (19) 1.93%%* + 5.54
577642-5 52.5 .000 .000 14 (16) .593 + .06
577642-5 39.4 .000 1.32 11 (12> LT40 + .63
577642-5 26.3 11.7 13.0 45 (16} 2.07%* + 3.60
577642-5 13.1 114. 84.0 21 (18) 950 + 1.75
NC-1 Contrel 100. 100. 58 (77 .581 Control
Mean t = 1.52
o-Anthranilic Acid [ANT, M.W. = 137.14]
Trial 1 [15]
B(a)P 00071 851 12.4 209 (20 B 95k + 15.8
B{alP .000250 3.83 56.7 72 20) 340w + 149
ANT 36.5 68.9 95.9 70N 206 + 15
ANT 18.2 78.7 113. 13 (19 379 + 1.06
ANT 2.1 94.0 113. 24 (1M .605 + 1.78
ANT 4.56 94.9 114, 14 (18) .608* + 2.53
NC-1 Control 100. 100. 10 (3% . 186 Control
Mean t = 1.47
Trial 2 [22]
B(a)P 000791 1.86 53.4 187 (20) B Ub*r* + 16.0
Bfa)? .00G250 6.52 81.4 116 20) 5.eoxx + 933

(Continued on next page)
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Treatment Cytotoxic Transforming Transformation .
condition” Activity’ Activity® Response® Significance
RCE (%) Focus Data Foci/Yessel
Type Vessels Focus Type .
prug Conc., mM 5.A CC.A. 11l (W} 111 t-statistic

ANT 18.2 70.2 5.2 4 (19 2. 06%%* + 3.7
ANT ¢.1 82.6 106. 52 (20) 2.11%* + 3.42
ANT & 56 90.4 105. 3B (20 1.60% + 2.33
ANT 2.28 91.0 108, 37 (20) 1.62% + 2.51
NC-1 Control 100, 100. 45 (40) .893 Control

Mean t=2.9
Benzoin [BENZ, H.W. = 212.25]
Trial 1 [4]
B(a)P 000791 15.7 74.7 184 (20} 8. B1dwx + 9.38
B{a)P .000250 24.0 82.9 116  (20) 4 3Bk + 3.62
RENZ 14.1 000 S54.4 29 (20% .B4g L00(-1.42)
RENZ .42 .006 A1.8 34 (20) 1.20 .00¢- .61
BENZ 4.7 000 62.7 18 (20) 71 00(-1.91)
BENZ 2.36 2.89 75.6 30 (20 1.12 .00¢- _BD)
NC-1 Control 100. 100. 118 40y 1.51 Control

Mean t = 000
Trial 2 [10]
B(a)P 000791 7.89 30.6 105 (20 f, TGik% + 18.3
B{a)p .000250 B.4% 91.7 KT ¢-(1)] 1. 37%%% + 6.23
BENZ Q.42 .000 69.4 3 (19 116 + .98
HENZ 4.71 000 T76.4 9 {20) . 30g* + 2.1%
BENZ 2.36 .000 100. 5 (20 .189 + 1.62
BENZ 1.18 .Qo0o 115, 0 (19 266 + 1.20
NC-1 Control 100. 100. 3 .0 .053 Control

Mean t = 1.48
tenzyl Alcohol [926895-L, MW, = 108.13, Density = 1.04013 g/m1]
Trial 1 [81]
B(a)P .000791 10.2 63.9 378 (18) 20, Bxwie + 15.5
B{a)p .000250 28.0 67.8 280 141331 15 Fkkk + 10.5
F26895-L  20.0 000 10.2 59 (18 2.41 .00¢-4.95)
Q26B95-L  15.0 3.15 72.1 167 (18) 8.66 + 1.35
Q26BIS-L  10.0 10.8 85.0 243 (1®) 13wk + 7.10
926895-L 5.00 24.8 101. 136 (18) 6.00 .00¢-1.51)
NC- 1 Control 100. 100. 583 (72 7.36 Control

Mean £ = 2.11
Trial 2 [1101
B{al)P .000791 11.6 61.1 116 (18 5. 78wk + 10.7
B{a)P . 000250 26.7 88.0 75 (18) 3.89kwk + B.52
926895-1  20.0 000 51.1 14 (18 572 .00¢- .17y
926895-L 15.0 8.04 B4.4 29 (18 1.25% + 2,39
926895-1 0.0 28.6 95.1 40 (18 19T Rk + 4,60 N
926895-L 5.00 48.2 1. 15 (18) 645 + .16 -
NC-1 Control 100. 100. 65 (75 609 Contral

Mean t = 1.79
Caprolactam [CAP, M.W. = 113.16]
Trial 1 [5]
B(a)pP 000791 7.76 .41 84 (193 B_QTxa* + 15.5
B(a)pP .000250 12.5 12.5 57 (20) 2.58%kw + 12.5

(Continued on next page)
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Treatment Cytotoxic Transforming Transformation
tondition® Activity® Activity® Response® Significance”
REE (%} Focus Data Foci/VYessel
Type Yessels Focus Type
Drug Conc., mM $S.A  CC.A. 11 {N) 111 t-statistic

CAP 106. .82 .000 1 (18,20) 039 + 09

CAP &8.4 852 18.0 2 (20 .072 + .72

cap 70.7 4. T4 58.0 3 (20 110 + 1.12

CAP 53.0 23.7 95.7 7 20) .256* + 2.26

NC-1 Control 100. 100. 2 &l .035 Control
Mean t = 1.37

Trial 2 [10]

B(a)P 000791 1.89 30.6 105 (200 4 TGrR* + 18.3

B{a)P .000250 8.49 91.7 34 (20 1. 37%%% + 6.23

CAP 70.7 472 38.9 5 (20 172 + 1.33

CAP 53.0 4.72 190, 3 20 110 + .90

CAP 3%.3 5.66 108, 1 20 .035 L00¢- .36)

CAP 17.7 28.8 14d, 17 (1% 419 + 2.08

NC-1 control 100. 100. 3 (40 .053 Control
Mean t = 1.80

Z-Chlorcethanol [2CE, M.W. = 80.52, Density = 1.200 g/m1]

Trial 1 [78]

gCalP .000791 8.09 60.6 116 (18 6. TT**¥ + 4.93

B(a)P .000250 14.9 84.2 186 (18 G Blhkw + 9.74

2CE 74.3 000 &7.7 133 (18 £.QBR*x + 5.81

2CE 37.2 1.70 79.7 161 (18} 8. 36%k* + 7.18

2CE 18.6 39.1 99.8 109 (18) 4. 99 + 2.13

2CE @.29 68.5 100, 56 (18) 2.72 L00(- .92)

NC-1 Cantrol 100. 100. 296 (72) 3.28 Control
Mean t = 3.78

Trial 2 [102]

B(a)P 000791 89.7 7r.e 65 (18} 3.30%** + 1.7

B{a)P .000250 81.0 93.8 62 (18 2.85%%x + 7.7

2CE 74.3 .000 65,8 35 8 1. 52%k%* + 4.76

2CE 37.2 460 92.8 24 (18 1,02%%% + 3.28

2CE 18.6 37.2 86.4 15 (18 671 + 2.98

2CE 9.29 70.8 92.6 5 (8 L240 00¢- .22)

NC-1 Control 100. 100. 28 (18) .268 Control
Mean t = 2.66

(2-Chioroethyl)trimethylammonium Chloride [2CETS, M.W. = 158.07]

Trial 1 [30]

B{a)p .0o07e 1.32 60.3 158 (203 V. 23kw¥ + 12.3

B(a)P .000250 2.63  101. 98 (1! 4 2Rwk* + 8.08

2CETA 75.9 .000 17.8 54 (20 1.88%* + 3.24

2CETA 50.6 000 é2.4 51 (20) 2. 18k + 4.36

2CETA 25.3 107 103. 17 (2, . 668 00¢- .54)

2CETA 12.7 65.4 101. 8 (20 677 .00¢- .49)

NC-1 Control 100. 100. 40 (40) . 787 Control
Mean t = 1,90

Trial 2 [45]

B(a)P L0007 B.74 42.5 186 (200 B_9gwxx + 19.5

B(a)P 000250 28.2 B&.4 77 2m 3. 42%%% + 7.04

2CETA 50.6 12.9 77.1 25 (203 .988 +  1.03

2CETA 4.00 98.1 4. 37 2o 1.46% + 2.57

2CETA 2.00 100. 108. 4 (1 1.53* + 2.55

2CETA 1.00 101. 16. 25 2o 876 + .57

NC-1 Control 100. 100. 54 (79 . 732 Control
Mean t = 1,68

{Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity° Activity® Response’ Significance®
RCE (%) Focus Data FocifYessel
Type Vessels Focus Type
Drug  Conc., mM S.A CC.A. i1l {N) 111 t-statistic

C. I. Acid Orange 10 (CIAQI0, M.W. = 452.38]
Trial 1 [64]

B{a)P L000791 6.45 26.5 98  (20) b_f7Rnx + 127
B{a)P .000250 146.9 65.1 32 (20 1,374 + 5,13
CIAQT0  32.0 .000 ?.35 & (20) 231 .00¢- .45)
CIAD10 16.0 20.2 78.3 4 {20} A L00(-1.13)
CIA010 8.00 37.1 103. 13 (20) 473 + 1.10
CIAD1D 4.00 56.4 81.2 19 (20 L 702* + 2.20
NC-1 Control 100. 100. 17 (4 .291 Cantrol

Mean t = .825
Trial 2 {103]
B(a)P .000791 B.60 76.9 95 (20) 4 Sgra + 13.7
B(a)pP .000250 23.6 91.5 7% (20) 2.86%%* + 5.37
CIAD10  35.4 .000 . 798 18 (20) .751 .00¢- .54}
CIAGIO 17.7 £.73 63.3 1% (20 .726 Q0(- L84
CIAD10 8.84 43.0 9%.2 15 (20) .588 .00¢-1.32)
CIAD10 4.42 gz2.2 104, 37 (20 1.37 + 1,74
NC-1 Control 100. 100. 89 (7% 874 Contraol

Mean t = .435

Dimethyl Terephthalate [OMTP. M.W. = 194.19]
Trial 1 [103]

B(a)P 00791 8.60 T76.9 95  (20) &4 _SQrax + 13.7
B{a)P .00250 23.6 1.5 7 (20) 2.Bo¥*x> + 5.37
DMTP 5.15 18.5 81.1 43 (20) 1.50% + 2.15
oMTP 2.58 24.5 83.2 45 (20) 1,834 + 3.12
DMTP 1.29 45.6 100, 26 (20) 1.02 + .57
DMTP 644 67.1 28.1 27 (W .14 + 1.00
NC-1 Control 100. 100. 8% (79 874 Control
Mean t = 1.71
Trial 2 [107]
B{a)P .00791 5.81 47.3 131 (20) 6, QFw* + 5.74
B({a)P .00250 21.2 75.8 122 (20) 5.53%%x + 4.05
DMTP 5.15 4.7 64.8 90 (20} 3.26 + .55
pMTR 3.87 94.7 75.2 74 (20) 3.20 + RA:)
DMTP 2.58 90.8 76.1 7 (20) 3.65 + 1.82
DMTP 1.29 107. B7.2 10 {(19) 5.02%%> + 4.59
NC-1 Control 100. 100. 274 (80 2.95 Control
Mean t = 1.86
Diphenyihydantoin [DppH, MW, = 282.27]
Trial 1 [56]
B(a)p .200791 2.55 32.7 122 (20) 5.54%%* + 16.5
B(a)P .000250 2.19 61.0 33 (20) 1. 47%%F + 6.97
DPH 39.6 52.6 31.4 0 (20) -000 .00¢-4.36)
DPH 12.5 55.8 45.7 1 (200 .035 .00¢-3,10)
DPH 3.96 57.3 50.4 2 (20 Q72 .00¢-2.27)
DPH 1.25 66.4 55.1 5 20) 172 -00¢- .79
KC-1 Tontrot 100. To0. 3 3M .260 Control
Mean t = .000
Trial 2 [65]
Bla)p .00Q791 6.95 60.7 85 (18) b 3qxww + 139
B(a)P .000250 19.2 90.2 43 (20) 1.80%** + 6.9

(Continued on next page)
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Appendix G. Continued.

Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Response” Significance®
RCE (%) Focus Data Foci/Yessel
Type Yassels Focus Type
Drug Conc., mM S.A  CC.A. 111 (N) 111 t-statistic
DPH 39.6 19.2 27.3 1 (20 -035 _0D¢-2.66)
bPH 12.5 311 42.4 1 {20} .035 L00(-2.66)
bPH 3.96 33.8 52.0 2 (19 076 .00¢-1.86)
DPH 1.25 46.0 54.1 [ (19 . 140 L00¢- .92)
NC-1 Control 100. 100. 14 (40} 244 Control
Mean t = .000

FD & C Yellow No. & [FDCY6, M.W. = 452.37]
Trial 1 [34]

B(a)P .000791 6.91 58.7 167 (20) 8.23%** + 14.5
B{a)pP .000250 19.3 84.5 138 (20) 6.39%%% + 7.66
FDCYS 88.4 6.18 £9.5 135 {18} 7.02%** + 8.2%
FDCY& &4 .2 440 B86.1 144 (20> 6.7 1%*x + 7.96
FOCYS 22.1 53.8 Q2.4 194 (20} 8. 71rax + Q.47
FDCY6 1.1 78.5 90.4 119 (20) 5. G hkk + 7.06
NC-1 Control 1430. 100. 108 40 2.51 Control
Mean t = 8.18
Trial 2 [65]
B(a)P .000791 6.95 60.7 8 (18 4 3R**N + 13.9
B(a)p .000250 19.2 90.2 43 (20} 1.80%** + 6.94
FDCY6 63.2 000 47.7 40 (20} 1.54%%% + 4.81
FDCY6 20.0 70.5 47.4 61 (200 2.25%%* + 6.05
FDCY6 6.32 73.5 56.9 33 {20) 1.34%%k% + 5.27
FDCYS 2.00 99.0 56.7 10 207 L T62** + 3.27
NC-1 Control 100. 100. 14 (40) . 244 Control
Mean t = 4.85
Trial 3 [103]
B(a)pr 000791 8.60 76.9 g5 (20} & Sgies + 13.7
B(a)pP 000250 23.6 91.5 75 (20) 2.84%%% + 5.37
FDCY6 88.4 652 38.0 40 {17) 2.05%** + 3.63
FDCYS 44,2 465 59.8 162 (20} 7. E@wkn + 16.8
FDCY6 22.1 55.9 91.0 92 (183 LY il + 8.38
FDCYS 1.9 75.3 91.5 85 (20) 4.02%%* + 10.8
NC-1 Control 100. 100. 89 (79) .874 Control
Mean t = 9.90
D-Mannitol [MANN, M.W. = 60.07]
Trial 1 [18]
B{a)P .000791 2.24 45.8 125 (20) 5. G hwk + 17.4
B(a)P . 000250 8.52 78.5 86 (20} 3360+ + 6.80
MANN 109.8 93.3 86.5 3 2o 1.27* + 3.06
MANN 54.9 108. 103. 14 {20) .600 L00(- .29
MANN 27.4 102. 101, 13 (20 547 -00¢- .58)
MANN 13.7 105. 106. 21 (20 792 + .38
NC-1 Control 100. 100, 33 (40 663 Control
Mean t = 1.72
Trial 2 [45]
Bla)pP .0007H1 8.74 42.5 186  (20) 8.98%nx + 19.5
B(a)pP .000250 28.2 BS.4 77 (20) 3_42%kx + 7.04
MANN 110. 90.3 98.3 46  20) 1.93 Wk + 3N
MANN 4.00Q 94.8 104. 16 (20) .556 00¢- .79)
MANN 2.00 %6.8 98.6 22 (20) L GET R + 1.0
MANN 1.00 100. 99.¢ 16 (19 677 00¢- .24)
NC-1 Control 100. 100, 85 (98) .732 Control
Mean t =1.23

{Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition’ Activity” Activity® Response® Significance”
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type

Drug Conc., mM S.A  CL.A. 11 Ny 111 f-statistic
Trial 3 [110]
B(a)pr ,0007%91 1.6 61.1 116  (18) 5. 7R%** + 17.5
B(a)P .000250 26.7 88.0 75 (18} 3,89%*% + 8.98
MANN 220.0 114. 101. 68  (20) 3.00*** + 8,55
MANN 110.0 100. 100. 50 (20) 2. 17k¥** + 5.60
MANN 54.9 11 92. 28 (20) 1.23%% + 3,06
MANN 27.4 168. 100. 28 (20} 1.01 + 1.53
NC-1 Control 100. 100. 65 (75) 609 Control

Mean t = 4.69
Methyl Methacrylate ([794248-L. M.W. = 110.12, Density = 0.9433 g/mi]
Trial 1 [79]
B(a)P . 000791 22.7 79.6 279 (18} 20.8*¥* + 13.9
B{a)P 000250 39.3 942 2617 (1®) 12.9%%% + 934
794248-L 17.0 .000 326 19 (13,17) .615 .00(-6.94)
794248-1 12.8 000 60.7 74 18y B HQ** + 3.29
794248-L 8.50 4.13 90.8 244 (18} 13.1%%* + 9.73
794248-L  4.25 45.0 100. 83 (18 4,42 .00¢-1.38)
NC-1 Control 100. 100. 430 (62) 5.12 Control

Mean t = 4.34
Trial 2 [106]
8(a)P .000791 24.8 56.9 134 {18} [ + E8.00
B(a)P .000250 40.7 77.9 21 (18) 4 53kk* + 5.56
79426B-1  16.0 .0oo 1.34 3 AT .292 L00¢-2.44)
794248-1L 12.0 000 24.7 52 (18) 2.28% + 2.09
7942481 8.00 3.98 68.5 47  (18) 2.20 + 1.99
TI26B-L 4.00 51.1 95.4 33 (18) 1.57 + .69
NC-1 control 100. 100. T4 (43) 1.30 Control

Mean t = 1.19
Molybdenum Trioxide [MOTO, M.W. = 144.0]
Trial 1 [47]
B{a)P 00791 2351 28.1 173 20) 8. 10%**x + 14.6
B(a)P .00250 7.72 75.6 88 (20) 3. 8gkkx + B8.73
MOTO 9.06 -000 .0o0 7 (9,20) 661 + .29
MOTQ 4,80 2.81 83.2 29 (19,2%) 1.29%* + 2.80
MOTO .53 36.1 96.5 7 (20 .238 L00¢-1.97)
MOTO 2.27 67.7 96.0 3 (20 110 L00(-3.72)
NC-1 Control 100, 100. 31 (3I9) 572 Control

Mean t = .830
Trial 2 [56]
B({a)p .0a0791 2.55% 32.7 tae (20} P T A + 16.5
B(a)pr .000250 2.19  61.0 33 (20) 1.4 ThAR + 6.97
MOTQ 1.0 1.46 .000 9  (18,20) 339 + .57
MOTO 8.28 70.8 75.3 12 (18,20 446 + 1.04
MOTO 5.52 67.5 80.6 3 20) 099 L0D(-1.63)
MOTQ 2.76 93.8 Q4.6 5 20 .182 .00¢- .79}
NC-1 Control 100. 100. 13 (3 . 260 Control

Mean t = 000

kContinued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Respanse? Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Orug Conc,, mM S.A CC.A. III (N) 111 t-statistic

4-Nitroanthranilic Acid [4NANA, M.W. = 182.15]
Trial 1 [34]
B(a)P L0679t 6.91 58.7 167  (20) B.23%*x + 14.5
B(a)pP . 000250 19.3 84.5 138 (20 6. 3Gn*x + 7.66
4NANA ¢.88 8.36 59.3 41 (19 1.99 .00¢-1.62)
4GNANA 6.59 16.7 81.0 55 (20) 2.53 + .06
4LNANA 4,92 38.2 89.8 41 (20) 1.80 L00¢-2.12)
4NANA 3.29 86.9 83.2 45 (20} 2.00 L00(-1.57)
NC-1 Control 100. 100. 108 (40) 2.51 Control

Mean t = 015
Trial 2 [103]
B{a)P . 000791 8.60 76.9 95 (20 4 SQkkw + 13.7
B(a)P .000250 23.6 g1.5 75 (20) 2.86%*%x + 5.37
4LNANA 2.88 2.58 .00D 24 (203 .955 + 33
4NANA 6.59 4.30 82.7 75 (20) 2. 5okkE + 3.79
4NANA 4 94 5.5¢9 85.4 55 €19y 2. h2Rxx + 452
SNANA 3.29 49.5 98.9 12 (20} 423 .00(~-2.18)
NC-1 Controt 100. 100. 89 (79) 874 Control

Mean t = 2,16
Penicitlin VK+ [519829-S, M.W. = 388.51]
Trial 1 [80]
B(a)P . 000791 16.9 65.2 2617 (20) 12 .Gk +13.0
B(a)P .000250 35.6 87.2 185 (20) B, 53¥%* + 7.65
519829-5 25.6 .000 1.13 29 (17,20) 1.35 .00¢-3.24)
519829-§ 19.°7 15.1 18.6 156 (19 7. o2x** + 6.69
519829-5 12.8 79.2 89.3 282 (20 12, 7%** + 8.16
519829-5  6.41 97.3 98.2 144 (20} 6, 22%%% + 3.80
NC-1 Control 100. 100. 317 (BD) 3.02 Control

Mean t = 2.94
Trial 2 [101]
B(a)p 000791 ND 64.8 108 (20) 4 E3**% + 12.7
B{a)P .000250 ND 83.6 48 (20) 2] 1*ew + 9.73
519829-5  25.6 ND 8.80 10 (1%) L334 + .60
519829-% 19.2 ND 54.7 39 (20} 1.53%%* + 5.03
519829-5 12.8 ND 95.8 81 (18) 4,05%%* + 14.5
519829-5 6.41 ND 108. 15 (1%) LG52%* + 2.92
NC-1 Control 10G. 160. 27 (78 260 Control

Mean t = 5.76
Phthalamide [PHAM., M.W. = 164.18]
Trial 1 [35]
B(a)P .000791 4.51 66.1 103 (20) 4 G Rxk + .41
B(a)P .000250 12.3 87.5 133 (20) 6 _01%x% + 6.34
PHAM 48.7 4.92 97.7 28 (20} 117 .00¢-2.24>
PHAM 24.5 20.5 111. 29 (20) 1.23 00¢- 14
PHAM 12.2 44.3 116. 42 (20} 1.92 .00¢-2.06)
PHAM 6.09 2.3 112. 52 (20) 2.28 00¢- 700
NC-1 Control 100. 100. 94  (40) 1.97 Control

Mean t = 000
Trial 2 [110]
B{a)P .000791 11.6 61.1 16 (18} 5, 78%%% + 17.5
B(a)P .000250 26.7 88.0 7 (18> 3_8G%xx + B.98

(Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Respanse” Significance®
RCE (%) Facus Data Faci/Vessel
Type Vessels Focus Type
Drug Conc., MM S.A CC.A. III (N) III t-statistic

PHAM 60.9 8.68 61.5 9 (20 .29 .00 (-2.06)
PHAM 30.5 51.1 89.3 20 (20 g + &4
PHAM 15.2 87.1 97.5 30 (@2m 1.12 + 1.87
PHAM 7.60 102. 102. &2 (2m 1.87%wx + 5.55
NC-1 Control 100. 100. 65 (75} 609 Control

Mean t = 2.02
Phthalic Anhydride [PHAN, M.W. = 148.12]
Trial 1 [39]
B(a)P L0007 1.07 23.6 172 (20) 8.04%w* + 14.5
B(a)p 000250 3.56 64.5 145 (20) 6. 84 %k + 15.8
PHAN 27.0 .000 6.20 26 {15,207 1.22 + 2.61 ’
PHAN 13.5 61.9 9.92 26 (207 J955* + 2.27
PHAN 6.75 67.2 79.3 17 (18) .765 + 1.53
PHAN 3.38 95.7 96.3 "M (20 402 L00¢- .13)
NC-1 Control 100. 100. 27 (4 427 Controi

Mean t = 1.27
Trial 2 [107]
B{a)p 000731 5.81 47.3 131 (20 6. QOkkek + 5.74
B(a)P .000250 21.2 75.8 122 (20) 5.53%%* + 4,05
PHAN 20.3 102. 68.5 53 (20 1.87 00¢-1.80)
PHAN 15.2 112. 75.2 34 (20) 1.06 .00(-3.49)
PHAN 0.1 M"&. 75.8 27 (14,19 1.30 .00(-3.56)
PHAN 5.06 115. 82.1 46 {20y 1.91 00(-2.34)
NC-1 Control 100. 100. 274 (B0) 2.95 Contral

Mean t = 000
Roxarsone [998307-5, M.W. = 260.77]
Trial 1 [80]
B(a)P . 00079 16.9 65.2 261 (20) 12, Gkt + 13.0
B(a)P .000250 35.6 87.2 185 (20) 8. 53%sn + 7.65
99B307-5 40.0 4 45 48.5 M7 (18 5.06%** + 3,49
998307-5 30.0 13.1 88.7 122 (20 5. h4%* + 3.1
g983a47-8  20.0 4.2 89.6 79 (20) 3.75 + 1.67
998307-8  10.0 89.3 2. 142 (20) 5.9 wx* + 3.47
NC-1- Control 100. 100. M7 (BD) 3.02 Contrel

Mean € = 2.94
Trial 2 [109]
B{a)P .000791 51.¢ 94.3 99 (20} b GGRkk + 5.31
B{a)P .000259 66.2 108. 81 20y 3.9k + &.16
998307-5 76.9 .o0oe0 .000 0 ¢12,20) .000 L00¢-23.0)
998307-5 57.7 .Q0a 2.67 3 20) 110 L00(-14.7)
998307-5 38.5 6.05 28.4 19 (20 721 .00¢- 5.74)
998307-5 19.2 42.7 92.6 28  (20) 1.06 L00¢ -4.28)
NG-1 Control 100. 100. 237 (BO) 2.55 Control

Mean t = .000
3-Sulfolene [3SULF, M.W. = 118.15]
Trial 1 [33]
B{a)p 000791 3.44 2.40 214 (2D 10. 0%k + 13.6
B{a)r .000250 5.73 51.4 130 (200 5.BG*w* + 7.74

(Continued on next puge)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response” Significance®
RCE (%) Focus Data Foci/Vessel
Type Yessels Focus Type
Drug Conc., mM S.A  CC.A. 111 (N} 111 t-statistic

3SULF 114.3 .000 b4.4 59  (20) 2.54%* + 5.80
3SULF 76.2 .000 92.9 86  (20) 3.50%* + 449
3ISULF 38.1 13.4 107. 53 (20} 2.32%* + 3.63
3SULF 19.0 48.1 101. 26 (20} 1.07 .00¢- .39
NC-1 Control 100. 100. S4 (37 1.04 Control

Mean t = 3.48
Trial 2 [44]
B(a)P .000791 5.07 25.9 335 (20) 15.8%** + 16.3
B{a)pP .000250 14.2 67.2 137 (20) 6. 15%%* + 7.33
3SULF 76.2 7.09 856.5 166 (20) 7.35%%x + B.22
3SULF 4.00 95.6 90.5 57  (20) 2.02 + 1.1
3SULF 2.00 94.9 94.2 46  (20) 1.80 + 67
3SULF 1.00 $5.3 92.9 60 (20} 2.43% + 2.1
NC-1 Control 100. 100. 7 40 1.52 Control

Mean t = 3.00
Sulfisoxazole [SULF. M.W. = 267.32]
Trial 1 [19]
B(a)P 000791 000 &2.5 99 20y LA + 13.4
B(a)P .000250 1.67 89.0 100 (20} 4, (2% %% + 10.6
SULF 12.0 14.6 71.5 18" (20) 439 + 37
SULF 5.99 37.5 89.7 16 (18) 682 + 1.73
SULF 2.99 62.1 93.0 12 (19 471 + .66
SULF 1.50 75.4 103. 5 (19) .182 .00¢-1.29)
NC-1 Control 100. 100. 18  (38) 357 Control

Mean t = .690
Trial 2 [26]
B{a)P .000791 .382 13.5 204 (20} G BRw*w + 17.8
B(a}P .000250 1.15 56.2 144 (20) 6.58%%% + 10.5
SULF 13.1 30.9 86.1 58 (20 2.60%%% * 4.Th
SULF 6.55 66.8 89.7 24 (20) .988 + .3
SULF 3.27 76.4 97.1 18  (20) 713 00¢- .99
SULF 1.64 73.3 86.5 17 (20) 573 .00¢-1.34)
NC-1 Control 100. 100. 46 (40) .907 Control

Mean t = 1.26

Sodium(2-ethylhexyl} Alcohol Sulfate [S2EHAS,

Trial 1 [82]

B(a)P .000791
B(a)P .0002%0
S2EHAS 17.2
S2EHAS 12.9
S2EHAS 8.61
SZ2EHAS 4.31
NC-1 Control
Trial 2 [108]
B({a)pP 000791
B{al)P .000250
S2EHAS  17.2
S2EHAS 12.9
S2EHAS 8.61
S2EHAS 4.31
NC-1 Control

o~
W

-\ o O
' P
Y]

~ N
.
-]

81.7
100.

15.5
30.0

17.6
33.1
59.4
94.9
100.

47.2
51.6

.0
1.3
95.8
90.2
100.

31.3
65.7

90.3
105.

93.4

97.3
100.

371
288

1
187
170
142
649

139
72

48
45
61
41
108

M.W. = 232.28, Density = 1.114 g/ml]

(18) 19. 4% %% + 7.45
(18) 15. 5%k + 7.97
(1,18} .039 L00¢-3.44)
(18) 8.13 + 07
(18) B.58 + .54
(18> 6.69 .00¢-1.32)
(72) 8.01 Control
Mean t = .180
(18) 7.38%wx + 13.9
{13) 4 TThwex + 5.96
(18) 2. bRk + 4.24
(18) 2.27Tk* + 2.96
(18 3.09%** + 4.64
(18) 1.84 + 1.85
{(70) 1.17 Control
Mean t = 3.42

(Continued on next page)
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Treatment Cytotoxic Transforming Transformation
condition® Activity® Activity® Response” Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mi S.A  CC.A. 111 (N) III t-statistic

Titanium Dioxide [TIDI, M.W. = 79.90]
Trial 1 [38]
B(a)P .000791 2.10 28.4 174 (20) YL ikl + 15.6
B({a)p 000250 Q.44 74.7 162 (2D B, 17www + 18.0
Tint 12.5 98.3 54.2 5 (20) . 189 00¢-2.01)
TIDI 6.26 98.6 66.8 5 (19 -182 00(-1.97)
TIDI 3.13 92.3 79.9 5 (20) . 189 -00¢-2.00)
TIDI 1.56 101. 88.4 M {20) 2394 .00¢- .56)
NC-1 Control 100. 100. 27 (40 494 Control

Mean £ = .000
Trial 2 [109]
B(a)p 000791 51.9 94.3 9%  (20) 4 6hkk + 5.31
B{a)pP .000250 66.2 108. 81 (20 3.9 kwew + 4.16¢
TiDI 12.5 9¢.0 45.7 2 (20 .07z 00¢-16.4)
TIDI 6.25 87.6 55.4 8 (1% .2r72 .00¢- 8.31)
T1D1 3.13 97.8 72.4 28 (20) .818 .00¢- 3.95)
TIDI 1.56 104. 90.9 46 (20) 2.01 .00¢- 1.35)
NC-1 Control 100. 100. 237 (8D 2.55% Control

Mean t = .000
Tetrahydrofuran [THF, M.W. = 72,11, Density = 0.9 g/mh)
Trial 1 [82]
B(a)P .000791 46.8 47.2 37 (18) 19 4¥%wx +  7.4%
B¢a)p .000250 56.3 51.6 288  (18) 15 5%k + 7.97
THF 111. .000 63.4 206 (18} .88 + 1.57
THF 55.5 6.50 a3 155 (18 7.9% LO0(- .01
THF 27.7 25.1 80.9 133 {18) 6.09 .00¢-1.95)
THF 13.9 45.7 76.5 110 (13 5.75% 00¢-2.61)
NC-1 Control 100. 100. 649 (7Y 8.01 Control

Mean t = .393
Trial 2 [106]
B{a)P .000791 24.8 56.9 134 (18) 6, BBk%w + 8.00
B{a)Pp .000250 40.7 77.9 91 (18) 4 S3xww + 5.56
THF 351. .000 .000 0 (0,18 .000 NA
THF 263, -306 3.06 0 (9,13 000 .00¢-9.1%)
THF 176. 3.67 68.1 15 (14) .805 00¢-1.35)
THF 87.8 7.34 82.1 35 Q)] 3.02% + 2.72
NC-1 Control 100. 100. 74 (43} 1.30 Control

Mean t = 1.36
Witch Hazel [WH, M.W. = 46.07. Density = 0.790 g/ml]
Trial 1 [B1]
B{a)P .000791 10.2 63.9 378 (18 20 . B¥ew + 15.%
B(a)r .000250 28.0 67.8 280 (18 15, 3%%% + 10.5
WH 150000. 1500.EST. 1.05 85.2 167 18> 8.85 + 1.58
WH 100000. 1000.EST. 22.4 86.1 213 (18) 11.2 %% + 3.55
WH 50000. 500.EST. 53.8 or.7 148 (17) 8.07 + .75
WH 25000. 250.EST. 75.5 96.9 149 (18) 7.87 + .57
NC-1 Controt 100. 100. 583 (723 7.56 tontrol

Mean t = 1.61
Trial 2 [110]
B(a)P .000791 1.6 61.1 116 18) 5. 78d#x + 17.5
B(a)pP .000250 26.7 88.0 I GL:)) 3.8G%k%x + 8.98

(Continued on next page)
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Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity" Response® Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A  CC.A. 111 (N) 111 t-statistic
WH 150000, 80.7 97.7 26 (18) 1.11 + 1.99
WH 100000. 99.0 101. 32 (18 1.34% + 2.36
WH  75000. 97.7 95.3 23 (18 1.07 + 1.98
WH  50000. 102. 97.8 3G (18 1.37* + 2.36
NC-1 Control 100. 100, 65 (713 .609 Controt
Mean t = 2.17

Abbreviations: B(a)F, benzo(a)pyrene; CC.A,, co-culture clonal survival assay; Cone., concentration; mM, millimole; M.W,, melecular weight; N,
number of culture vessels, NC, negative control; ND, not determined; %RCE, percent relative cloning efficiency; S.A., standard clonal survival
assay.

*Treatment, Condition: The experimental design for the transformation assay is described in detail in the Materials and Methods. The
concentration of the positive control and test chemical treatment are presented in mM, but they can be converted to wg/ml using the molecular
weight that is provided with each chemical, The solvent vehicles used for the individual test chemieals were listed in Appendix Tables Al and A3,
and the concentrations of the sclvent vehicles are presented in the Materials and Methods,

PCytotoxic activity: The experimental design for the standard survival assay (SA) and the co-culture clonal survival assay (CCA) were described
in the Materials and Methods. The test chemical cytotoxic response was expressed as & RCE and was calculated as deseribed in the Materials and
Methods.

“The criteria used to evaluate the transformed foci of BALB/e-3T3 cells is described in the Materials and Methods, The number of type III foci
> 2-mm in diameter per culture vessel scored are recorded in this table.

YTransformation response: The transformation responses are expressed as type I1I foci/vessel and were ealeulated using a log,, mathematical
transformation procedure (refer to Materials and Methods). The arithmetic value or foei/vessel represents the antilog of the log,, mean
transformation response minus one.

“Significance: The significance of test chemical transformation responses was caleulated by a computer using the SAS statistical software (22),
and the method is deseribed in detail in Materials and Methods. The correct £-statistic according to the F-test is presented in this table. The
t-statistics of each treatment dose of the test chemical in a single experiment were averaged to determine the mean t-statistic of the test chemical
for the experiment (refer to Appendix Tables A2 and Ab). The mean f-statisties for two or experiments for each chemical was weighted to the
number of treatment doses evaluated and averaged to determine the rank {-statistic which was used to rank-order the test chemieal
transformation responses in Appendix Tables A3 and AG. Arbitrarily, transformation responses with negative (—) {-statistics were given a value of
zero (0).

*Significant BaP or test chemical transformation respense, 0.01 < p < 0.05.

**Significant BaP or test chemical transformation response, 0.001 < p < 0.01,

***Significant or BaP or test chemical transformation response, p < 0.001.
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Appendix H.
Summary of the transformation responses of 7 very noncytotoxic chemicals.
Treatment Cytotoxic Transforming Transformation
Condition® Activity® Activity® Response” Significance®
RCE (%) Focus Data Foci/Vessel
Type Yessels Focus Type
Drug fConc., mM S.A CC.A, 111 {N) Iil t-statistic
Acetone [ACET, M.W. = 58.08, Density = 0.786 g/ml]
Trial 1 [82]
B{a)P .0007N 46.8 47.2 EYARNN &Y 19 . 4k% + T7.45
B(a)P .000250 56.3 51.6 288 (1&) 15 . 5wx* + 7.97
ACET  1377. .000 .000 0 (0,18 .000 ND
ACET  1033. .000 .000 0 (0,18 .000 ND
ACET 689. .000 .000 10 (6,18) 1.15 .00¢-4.78)
ACET 344. 1.08 7.7 97 (&) 21.0%** + 8.19
NC-1 Control 100. 100. 649  (72) 8.01 Control
Mean t = 8.19
Trial 2 [102]
B(a)P -000791 9.64 69.9 99  (18) 4. 65%** + Q.48
B({a)P 000250 19.3 93.1 45 (18 2. 22%%* + 5.22
ACET 517. .000 .000 6 (13,18) 347 .00¢-1.66)
ACET 344, 000 37.3 28 (18 1.30* + 2.40
ACET 172. 1.26 76.8 55  (18) 2.67wx* + 6.15
ACET 86.1 3.8 79.5 22 8 974 + 1.20
NC-1 Control 100. 100. &b (72) 697 Control
Mean t = 3.25
Dimethyl Sulfoxide [DMSO, M.W. = 78.13, Density = 1.100 g/mi]
Trial 1 [41]
B(a)P 000791 1.29 33.6 189 (18) 10, 2%¥* + 231
B(a)P .000250 6.45 78.2 123 (18) 6. 37xx* + 17,1
DMS0 8s1. .000 .000 0 (13,18} .000 L00¢-4.11)
DMSO S48, 22.9 27.4 &9 (18} 3. 150w + T7.36
DMSO 284, 76.8 7.1 1% (18) 587 « 1.59
DMSO 142, 88.4 89.9 17 (18) ST A + 2.81
NC-1 Control 100. 100. 13 (36) 274 Control
Mean t = 3.92
Trial 2 [100]
B(a)P .000791 89.7 77.9 65 (18} 3.30%** 1.7
B(a)P .000250 81.0 93.8 & (18) 2. BGx%N + 7.75
DMS0 563. 27.1 .000 31 (18) 1.42%%% + 5.84
DMSO 426. 57.0 11.0 18 (18} L720% + 2.19
DMSO 282. 91.5 83.9 16 (18> L634% + 2.25
DMSQ 141. 94.3 83.7 % (18) .584 + 1.61
NC-1 Control 100. 100. 28 (72) .268 Control
Mean t = 2.97
Ethanol [ETOH, M.W. = 46.07, Density = 0.790 g/ml]
Trial 1 [81]
B{a)p .000791 10.2 63.9 378 (18 20, Brr* + 15.5
B¢a)r .000250 28.0 67.8 280 (18) 15.3%w* + 10.5
ETOH B66. .000 .000 0 (0,18) .000 NA
ETOH 650. 000 2.93 6 (11,18) 422 .00(-13.2)
ETOH 433, 000 491 159 (18 B.07 + T4
ETOM 217. 22.7 0.0 263 (18) 13.7%%% + 5.31
NC-1 Control 100. 100. 583 (72) 7.36 Control
Mean t = 2.01
Trial 2 [108]
B(a)p .000791 15.5 31.3 139 (18) 7. 38> + 13.9
B8(a)P .000250 30.0 65.7 72 (13) 4 TTHaw + 5.96

(Continued on next page)



TRANSFORMATION RESPONSES OF 168 CHEMICALS 481

Appendix H. Continued.

Treatment Cytotoxic Transforming Transformation
Condition” Activity® Activity® Response’ Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
Drug Conc., mM S.A  CC.A. 111 {N) III t-statistic
ETOH 406, .000 1.68 i (1) 072 .00¢-7.45)
ETOH 455. 2.46 47,0 25 (14) 1.5¢ + 1.15
ETOH 303. 36.5 99.5 48 (10) 3.92%%% + 4.34
ETOH 152. 114. 91.1 47 (16) 2. 6% + 344
NC-1 Control 100. 100. 108 (70) 1.17 Control
Mean t = 2.23
G]ycero1 [GLY, M.W. = 92.09, Density = 1.25245 g/ml]
Trial 1 [82]
B(al)P .00a791 46.8 47.2 371 183 TP 4#*% + 7.45
B(a)P .000250 56.3 51.6 288 (18} 15 5%% + 7.97
GLY 434, 000 1.31 91 (18) 4.046 .00¢-3.65)
GLY 326. 1.30 44.2 308  (18) 16 2%** + 5.79
GLY 217. 16.3 21.8 220 (18 11.5%* + 2.95
GLY 109. 70.2 77.8 191 (18) .64 + 1.47
NC-1 Control 100. 100. 649 (72) 8.01 Control
Mean t = 2.55
Trial 2 [108]
B¢a)P .000791 15.5 31.3 139 (18) 7.38%kx + 13.9
B{a)P .000250 30.0 65.7 72 (13) 4 TTxe* + 5.96
GLY 434 30.0 546.0 49 (18) 2.27%* + 2,67
GLY 326. 55.6 82.0 72N 3.32%%* + 4.48
GLY 217. 72.6 956.5 84 (18) 4, Q1%** + 5.74
GLY 109. 102. 92.3 37 (18 1.75 + 1.65
NC-1 Control 100. 100. ) 108  (70) 1.17 Control
Mean t = 3.64
Sodium Chloride [NaCl, M.W. = 58.44]
Trial 1 [(80]
B{a)P .000791 16.9 65.2 261 (20) 12.9%%* + 13.0
B{a)P .000250 35.6 87.2 185  ¢20) 8.53% % + T7.65
NaCl 154. 16.9 56.7 496 (20} L R + 20.6
NaCl 116. 68.8 84.9 463 (20) 22 2%%w +17.3
NaCl 77.0 8.3 84.1 216 (207 10.0%** + B8.86
Nacl 38.5 B6.9 100. 86 (200 4. 00* + 2.04
NC-1 Control 100. 100. 317 (B0 3.02 Control
Mean t = 12.2
Trial 2 [109]
B{alP 000791 51.9 94.3 99 (20} A i + 5.31
B{a)P .000250 66.2 108. a1 (20) 3.9 %% + 4.16
NaCl 171. 22.9 19.4 9 {15,17) 962 .00(-6.63)
NaCl 128. 49.4 B6.7 65 1%) 134 + A
NaCl 85.6 69.1 86.7 86 (200 .893* + 2.13
[TET 42.8 83.8 94.5 65 {20) 641 + .BS
NC-1 Control 100. 100. 237 (80) 2.55 Control
: Mean t = 855
Trial 3 [R1]
MCA 00186 NA NA 45 20> 1.61%* + 3.49
MNNG .00850 NA NA e5 (20) 2. 7TH** + 4.53
NACL 128. NA NA 35 (20) 3.7 + 8.25%
NACL 85.6 NA NA 32 (20 2.07** + 3.45
NACL 42.8 NA NA 7 (20) .77 + 1.3%
NC-1 Control 100. 100. 23 (40) 416 Control
Mean t = 4.35

{Continued on next page)
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Appendix H. Continued.

Treatment Cytotoxic Transforming Transformation
Condition® Activity” Activity® Response” Significance®
RCE (%) Focus Data Foci/Vessel
Type Vessels Focus Type
brug Conc., mM S.A  CC.A. 111 (N) III t-statistic

Sucrose [SUC. M.W. = 342.30]
Trial 1 [101]

B(a)pP .000791 ND 64.8 108  (20) b 3 Fn + 12.7
B(a)P .000250 KD 83.6 48  (20) 2.1 %kux + 9.73
suc 438. .000 .000 o] (0,20} .000 NA
suc 219. 28.7 61.1 205 (19} 10 3%%* + 25.2
suc 110. 21.3 112. 38 (18) 1.67%%* + 5.19
sucC 54.8 93.4 112. g (20) 347 + 75
NC-1 Control 100. 100, 27 (78 260 Control
Mean t = 10.3
Trial 2 [107]
B(a)P .000791 5.81 47.3 131 (20) 6. Q9%** + 5.74
B(a)P .000250 21.2 75.8 122 (20) B.53%n + 4.05
suc 292. 7.52 38.4 53 (20 2.45 L00C-1.11)
suc 219. 31.5 49.8 115 (20) .34%w* + 3.85
Suc 146. 65.3 77.7 114 (20) 5,37 + 5.09
suc 73.0 6.4 93.0 60 (20 2.60 .00¢- .72)
NC-1 Control 100. 100. 274 (80) 2.95 Cantrol
Mean t = 2.24
Urea [UREA, M.W. = 60.07]
Trial 1 [109]
B{a)P .000791 31.9 4.3 99 (20) b LPFHN + 5.31
B(a)P .000250 66.2 108. 81 (20) Eh Rk + 4.16
UREA 416, .000 243 0 (20) .000 .00¢-23.0)
UREA 312, 43.0 17.5 43 (20) 1.85 .00C- 1.80)
UREA 208, 80.6 69.2 102 (20) AL + 3.39
UREA 104, 20.8 74.1 30 (20} 3.57* + 2.05
NC-1 Control 100. 100. 237 (80) 2.55 Control
Mean £ = 1.81

Abbreviations: B(a)P, benzo(a)pyrene; CC.A., co-culture clonal survival assay; Cone,, concentration; mM, millimole; M.W., molecular weight; N,
number of culture vessels, NC, negative control; ND, not determined; %RCE, percent relative cloning efficiency; S.A,, standard clonal survival
assay.

*Treatment Condition: The experimental design for the transformation assay is deseribed in detail in the Materials and Methods. The
concentration of the positive control and test chemical treatment are presented in mM, but they can be converted to pg/ml using the molecular
weight that is provided with each chemical. The solvent vehicles used for the individual test chemicals were listed in Appendix Tables Al and A3,
and the concentrations of the solvent vehicles are presented in the Materials and Methods.

"Cytotoxic activity: The experimental design for the standard survival assay (SA) and the co-culture clonal survival assay {CCA) were described
in the Materials and Methods. The test chemical cytotoxic respense was expressed as & RCE and was caleulated as deseribed in the Materials and
Methods.

“The criteria used to evaluate the transformed foci of BALB/e-3T3 cells is deseribed in the Materials and Methods. The number of type III foei
> 2-mm in diameter per culture vessel scored are recorded in this table.

“Transformation response: The transformation responses are expressed as type 111 foei/vessel and were caleulated using a log, , mathematieal
transformation procedure (refer to Materials and Methods). The arithmetic value or foci/vessel represents the antilog of the log,;, mean
transformation response minus one.

“Significance: The sighificance of test chemical transformation responses was ealculated by a computer using the SAS statistical software (22),
and the method is described in detail in Materials and Methods. The correct f-statistie according to the F-test is presented in this table. The
t-statistics of each treatment dose of the test chemical in a single experiment were averaged to determine the mean ¢-statistic of the test chemical
for the experiment (refer to Appendix Tables A2 and A5). The mean ¢-statistics for two or experiments for each chemical was weighted to the
number of treatment doses evaluated and averaged to determine the rank ¢-statistic which was used to rank-order the test chemical
transformation responses in Appendix Tables A3 and A6. Arbitrarily, transformation responses with negative (—) {-statisties were given a value of
zero (0).

*Significant BaP or test chemical transformation response, 0.01 < p < 0.05.

**Signifieant BaP or test chemical transformation response, 0.001 < p < 0.0,

***Significant or BaP or test chemical transformation response, p < 0.001,
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