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Table 4

Skeletal examinations in fetuses of rats given DTG on days 6-19 of pregnancy

Dose (mg/kg) 0 (control) 10 20 40

Total no. of fetuses (liners) examined 184(24) 176 (24) 170(24) 130020)

Total no. of fetuses (liners) with malformations 1 1 13(6) 26(12)"
Split canelige of thoracic centrum 0 0 1 |
Fused canilage of cervical bral arches 0 1 | |
Fused cartilage of ribs 1 0 0 0
Ab fusion or malposition of caudal verichrae 0 0 8(3) 10(8)"
Absence or fusion ofphllmgcs 0 0 50) 18(9)"
Fusion of | and phal 0 0 0 20
Absence or fusxm of metacarpals 0 0 0 4(4)"
Shortening of tibia and fibula 0 o 0 |

Total no. of fetuses (liners) with vaniations 1007 16(9) 16(11) 12(8)
Bipartite ossification of thoracic centrum 0 2(1) 1 0
Dumbbell ossification of thoracic centrum 0 1 0 o
Unossified thoracic centrum 1 1 0 1
Variation of number of lumbar venebrae | 4] 0 2(h
Wavy ribs 0 1 1 0
Short supernumerary rib 9(6) 12(M 14 (10) 4(4)
Short 13th rib 0 o 0 2(2)
Sacralization of lumbar 0 0 0 2(h
Bipartite ossification of stemebra 0 0 | |
Asymmetry of sternebra 0 0 0 1

Degree of ossification®
No. of sacral and caudal vertebrae 7305 75+05 1505 7.0 £ 0.6
No. of stemebrae 4.6 =04 48 £ 05 4604 42 =04
No. of metatarsals 8.0 =00 79 403 T804 67 £ 14"

* Values are given as the mean £ 5.D.
* Significantly different from the control (p < 0.05).
** Significantly different from the control (p<0.01).

characterize the effects of DTG on embryonic/fetal develop-
ment. The findings of the present study confirmed the results
of a previous screening study and extended the understanding
of the reproductive and developmental toxicity of DTG. The
present data showed that the prenatal oral administration of
DTG produced maternal toxicity, as evidenced by deaths, neu-
robehavioral changes, decreased body weight gain and reduced
food consumption, and developmental toxicity, as evidenced by
a high incidence of postimplantation loss, a decreased number
of live fetuses and lower weight of fetuses, and teratogenicity,
as evidenced by a higher incidence of fetuses with external and
skeletal malformations.

DTG is a specific sigma receptor ligand [3] and sigma recep-
tor ligands can modulate neurotransmissions, including the nora-
drenergic, glutamatergic and dopaminergic system [10,21,22].
The systemic injection of DTG has been reported to cause neu-
robehavioral changes in rats [4,6,7,9.22]. The present study
shows that the oral administration of DTG also induced neu-
robehavioral changes at 20 and 40 mg/kg bw/day in pregnant
rats. Lowered body weight gain at 20 and 40 mg/kg bw/day and
food consumption at 40 mg/kg bw/day were also observed in
pregnant rats, These findings indicate that DTG is maternally
toxic at 20 mg/kg bw/day and higher.

The sex ratio (males/females) was significantly lowered inall
DTG-treated groups. The values for sex ratio were 0.429-0.521
in the background contro] data for the last 6 years in the labo-

ratory performed present study. Statistically significant changes
in the sex ratio observed in the present study were considered to
be unrelated to the administration of DTG, because the values
for sex ratio in the DTG-treated groups were within the range of
the historical control data, no increased embryonic/fetal deaths
were detected at 10 and 20 mg/kg bw/day and the conirol value
for the sex ratio was very high in the present study. A decreased
number of live fetuses, increased incidence of postimplantation
loss, and reduced weights of fetuses and placentae were detected
at 40 mg/kg bw/day. A decreased number of live fetuses and
increased incidence of postimplantation loss indicate embry-
onic/fetal lethality, and reduced weights of fetuses and placentae
indicate intrauterine growth retardation. These findings indicate
that DTG is toxic 1o embryonic/fetal survival or fetal growth at
40 mg/kg bw/day when administered during the time of implan-
tation to the term of pregnancy.

In our previous reproductive and developmental screening
test [15], the total number of fetuses with external malfor-
mations, but not individual malformation, was significantly
increased at 50 mg/kg. At this dose, oligodactyly and tail anoma-
lies were frequently observed, and the teratogenic effect of
DTG was strongly suggested. No malformed fetuses were
found at 20 mg/kg bw/day in our previous study. In the present
study, morphological examinations in the fetuses of exposed
mothers revealed increased incidence of fetuses with exter-
nal and skeletal malformations at 20 and 40 mg/kg bw/day.



M. Ema e1 al. / Reproductive Taxicology 22 (2006) 672-678 677

Fetuses with external, internal and/or skeletal malformations
and/or variations were found in all groups. The malforma-
tions and variations observed in the present study are of the
types that occur spontaneously among the control rat fetuses
[23-26]. At40 mg/kg bw/day, significantly higher incidences of
the total number of fetuses with external and skeletal malfor-
mations were detected, and significantly higher incidences of
individual types of external and skeletal malformation were also
noted. At 20 mg/kg bw/day, the incidence of the total number
of fetuses with skeletal malformations was significantly higher
than that of control group. Although the incidence of individual
types of skeletal malformation was not significantly increased
at 20 mg/kg bw/day, types of external and skeletal malforma-
tions observed at this dose were the same as those observed
at 40 mg/kg bw/day. Consideration of the sum of these find-
ings suggests that a conservalive estimate of the LOAEL for
the teratogenic dose of DTG is 20 mg/kg bw/day in rats when
administered during the time of implantation to the term of
pregnancy. DTG caused suppression of body weight gain and
neurobehavioral changes in dams and abnormally morphologi-
cal development and developmental delay in the offspring of rats
at 20 and 40 mg/kg bw/day. Therefore, the teratogenic effects of
DTG at doses without maternal toxicity, a selective teralogenic-
ity of DTG, was not found in the current study. There are no
available reports in which the developmental toxicity of DTG is
assessed in any other animal species. Further studies are needed
to confirm the reproductive and developmental toxicity of DTG
in additional species. Developmental neurotoxicity and multi-
generation studies are also required to support the conclusion of
the prenatal hazard of DTG.

In conclusion, DTG caused maternal neurobehavioral
changes and decreased body weight gain at 20 mg/kg bw/day
and higher, embryonic/fetal deaths and lowered fetal weight
at 40 mg/kg bw/day, and increased incidence of fetuses with
malformations at 20 mg/kg bw/day and higher when adminis-
tered during the time of implantation to the term of pregnancy
in rats.
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Abstract

We comprehensively re-analyzed the toxicity data for 18 industrial chemicals from repeated oral exposures in newborn and young
rats, which were previously published. Two new toxicity endpoints specific to this comparative analysis were identified, the first, the pre-
sumed no observed adverse effect level (pPNOAEL) was estimated based on results of both main and dose-finding studies, and the second,
the presumed unequivocally toxic level (pUETL) was defined as a clear toxic dose giving similar severity in both newborn and young rats.
Based on the analyses of both pNOAEL and pUETL ratios between the different ages, newborn rats demonstrated greater susceptibility
(at most 8-fold) to nearly two thirds of these 18 chemicals (mostly phenolic substances), and less or nearly equal sensitivity to the other
chemicals. Exceptionally one chemical only showed toxicity in newborn rats. In addition, Benchmark Dose Lower Bound (BMDL) esti-
mates were calculated as an alternative endpoint. Most BMDLs were comparable to their corresponding pNOAELs and the overall cor-
relation coefficient was 0.904, We discussed how our results can be incorporated into chemical risk assessment approaches to protect
pediatric health from direct oral exposure to chemicals.
© 2006 Elsevier Inc. All rights reserved.

Keywords: Pediatric susceptibility; Industrial chemicals; Phenols; Newborn rats; Childhood exposure; Uncertainty factors; ADI; TDI; Benchmark dose

1. Introduction

Exposure of humans to environmental chemicals may
occur via several routes such as the mouth, respiratory sys-
tem, skin and eyes. As a result, regulatory/limit levels in
food, water and air have been established to protect human
health through risk assessment, which is usually based on
toxicity data from animal studies (Hasegawa et al., 2004).
However, the early postnatal period, especially the nursing
phase, is not directly covered by current risk assessment
approaches because of the inherent lack of toxicity infor-
mation. Rather, two uncertainty factors are used to cover
this data gap, one for human variability to toxic insult

* Corresponding author. Fax: +81 3 3700 9788,
E-mail address: hasegawa@nihs go jp (R. Hasegawa).

0273-2300/% - see front matter © 2006 Elsevier Inc. All rights reserved.
doi:10.1016/.yrtph.2006.10.003

and the other for the lack of specific data to determine
the critical effect (Dourson et al., 2002).

Repeated-dose oral rodent studies administer chemicals
starting at approximately six weeks of age (OECD, 1995).
In two-generation toxicity studies, chemicals are usually
fed to rodents during the entire experimental period but
newborn animals are only exposed to chemicals indirectly
through maternal milk during nursing (up to 3 weeks
old), or through small amounts of foods contaming chem-
icals at about day 14 or older (OECD, 2001). Thus, there is
generally no definitive toxicity information for chemical
exposure in newborn animals.

Human infants may ingest not only baby foods and lig-
uids but also household materials, fluids, and soil. They
have unique physiological characteristics with regard to
their organ/body balance, and the immature structure
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and functions of various organs may lead to elevated sus-
ceptibility or sensitivity (Scheuplein et al., 2002; Polin
et al., 2004). Even though newborn exposure studies cannot
be conducted for all chemicals due to ethical limitations,
limited human and economic resources, or handling diffi-
culties, such studies are valuable for the assessment of pedi-
atric health risk given the appropriate comparative
attention now being drawn to infant and child health world
wide (Landrigan et al., 2004; IFCS, 2005).

Therefore, we have established an 18 day repeated-dose
newborn rat toxicity study protocol, and conducted new-
born studies for 18 industrial chemicals using this protocol,
although the selected chemicals were mostly limited to phe-
nolic compounds due to financial support. In addition, we
have compared the newborn results with the results of a
28 day repeated-dose study (young study) and published
all of the detailed analysis in peer-reviewed journals
(Koizumi et al., 2001, 2002, 2003; Fukuda et al., 2004;
Takahashi et al, 2004, 2006; Hasegawa et al., 2005;
Hirata-Koizumi et al., 2005a,b).

In this article, we compare the results of these published
studies by first describing our comparative study condi-
tions common to all chemicals, then providing a summary
of the final re-analyzed data, and finally discussing how our
results can be incorporated into chemical risk assessment
approaches to protect pediatric health from direct oral
exposure to chemicals.

2. Experimental conditions of newborn and young studies for
comparison

To appropriately elucidate differences in chemical sensi-
tivity, studies in newborn and young rat were conducted
under the same experimental conditions as closely as possi-
ble. For example,

(1) Sprague-Dawley SPF rats [Cr:CD(SD)IGS] pur-
chased from Charles River Japan Inc. (Yokohama,
Japan) were used for all studies;
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(2) the same Lot Number for each chemical was used for
both newborn and young studies;

(3) test solutions were prepared by the same methods
with the same vehicles for both studies and adminis-
tered by gastric intubation;

(4) test solutions were prepared at least once a week and
kept cool and in the dark until dosing; stability was
confirmed to be at least 7 days under these condi-
tions; and

(5) all other reagents used in this study were specific puri-
ty grade;

(6) all animal treatments were conducted in 5 Japanese
contract laboratories according to their Animal Care
Guidelines and Japanese GLP Guidelines inspected
by the Government.

The only differences in conditions were the adminis-
tration period of 18 days for newborn and 28 days
for young rats, and the recovery (maintenance) period
as described in Fig. |. Since rearing conditions for new-
born rats change abruptly from nursing by foster moth-
ers to individual self-feeding at postnatal Day 21 it was
considered to be the best termination time point for the
newborn dosing (a dosing period of 18 days) rather
than adopting the same dosing period for the young
studies (28 days).

2.1. Young studies

All schedules and examinations were performed in com-
pliance with the Test Guideline ““28 day repeated-dose tox-
icity study using mammals” of the Japanese Chemical
Control Act (Official Name: Law Concerning the Examina-
tion and Regulation of Manufacture, etc. of Chemical Sub-
stances). This guideline is equivalent to OECD Test
Guideline 407,

A dose-finding study was conducted according to the
results of a single oral toxicity study. The study had a
shorter dosing period (14 days) when compared to the main

Newbomn Study
Autopsy Autopsy
(scheduled-sacrifice group) (recovery-maintenance group)
Postnatal day 4
Dosing period Recovery-maintenance period

For 18

0
Weeks after Birth

Young Study

9 weeks
[ —— (NS (S [— |VI— [— — (S -] -
3 10

For

12
Dosing period Recovery period

For 28 days 7F0r2wmh!7

Autopsy
{scheduled-sacrifice group)

(recovery group)

Fig. 1. Dynamic comparison of schedules for newborn and young studies,
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study, and included most examination, but did not have
examination of histopathology, urinalysis or recovery
groups.

In the main study, at least 5 rats of both sexes were
assigned to control, low, medium and high dose groups,
and at least 5 rats of both sexes were assigned to control
and high doses as recovery groups. Animals at 5-6 weeks
of age were administered chemicals by gastric intubation
daily for 28 days and sacrificed under ether anesthesia fol-
lowing the last treatment after overnight starvation (sched-
uled-sacrifice group). The recovery groups were maintained
for 2 weeks without chemical treatment and sacrificed at 11
or 12 weeks of age. Observation of general behavior and
estimation of body weight and food consumption were
conducted during dosing and recovery periods. Macro-
scopic findings, blood chemistry (20 items), hematology
(10 items), urinalysis (11 items), organ weights (15 organs)
and histopathology (18 organs) were examined for the sac-

2.2. Newborn studies

We established a newborn rat study protocol due to the
lack of any standard test guideline for newborn animals.
Fig. 1 shows the dosing and examination schedule for the
newborn rat and young rat study. Pregnant rats (gestation
day 14) were purchased and allowed to deliver
spontaneously.

For a dose-finding study, all experimental conditions
including the administration period were the same as the
main study described below except that no examination
of histopathology or urinalysis occurred, and no recov-
ery-maintenance groups were maintained.

In the main study, dosing began on postnatal Day 4
with the administration of chemicals to 12 males and 12
female pups in each of 4 groups (control, low, medium
and high doses). Each littermate consisted of 4 male
and 4 female pups given different dose of chemical.
Dosing to the pups continued up to weaning on postna-
tal Day 21 (18 days). On postnatal Day 22, half of the
pups in each group were sacrificed under ether anesthe-
sia (scheduled-sacrifice group), and remaining pups in all
groups were maintained for 9 weeks without chemical
treatment and subsequently sacrificed at 12 weeks of
age (recovery-maintenance group). Observation of
behavior and estimation of body weight and food con-
sumption were conducted as with the young rat study
protocol. The groups were examined for developmental
parameters such as surface righting and visual placing
reflexes for reflex ontogeny; fur appearance, incisor
eruption and eye opening for external development dur-
ing dosing period; and sexual development such as pre-
putial separation, vaginal opening and estrous cycle
during the recovery-maintenance period. The long recov-
ery-maintenance period allowed for examination of sex-
ual development after weaning and latent toxic effects in
the early adulthood.

y Toxicology and Pharmacology 47 (2007) 296-307

3. Unique approach to analysis of the susceptibility of
newborn rats to chemicals

The no observed adverse effect level (NOAEL) is fre-
quently used to determine safety or toxicity for environ-
mental and industrial chemicals, with the NOAEL being
the greatest dose at which no adverse effects are observed.
However, the NOAEL is not always appropriate for an
accurate comparison of toxicity levels between studies
because the NOAEL is dependent on the dose setting,
For example, in our early analysis of 2,4-dinitrophenol
data, NOAELSs for both newborn and young rat main stud-
ies were both 10 mg/kg/day because clinical signs of toxic-
ity appeared at 20 mg/kg in newborn and 30 mg/kg in
young rats. However, newborn rats seemed to be more sen-
sitive to the chemical considering the intensity of lesions at
higher doses. Further analysis of the data from the dose-
finding young study showed no clinical toxicity signs at
20 mg/kg. Therefore, 20 mg/kg/day from the dose-finding
young study was considered to be more appropriate as a
NOAEL than the 10 mg/kg/day from the main young
study. Including the dose-finding study in the determina-
tion of the NOAEL for a main study is not commonly
done, thus, we decided to employ a new terminology in this
document; the presumed NOAEL (pNOAEL) and defined
it as the most likely no adverse effect dose for our specific
purpose. The lack of information from dose-finding stud-
ies, such as histopathological examination in both newborn
and young studies, and the shorter administration period in
the young case was carefully considered in adopting the
pNOAEL approach.

In addition, a Benchmark Dose (BMD) approach was
applied to the same toxicity endpoint data that was used
for the estimation of pNOAEL. Although clinical signs
and histopathological changes are generally not appropri-
ate for BMD analysis, since the frequency, duration and
severity cannot usually be incorporated for the calculation,
we attempted to employ incidences such as numbers of
affected animals from both main and dose-finding studies
where appropriate. Using the US EPA provided Bench-
mark Dose Software (Version 1.3.2), Benchmark Dose
Lower Bound (BMDL) was estimated with 10% extra inci-
dence at the 95% confidence level. In most cases, the inci-
dence data were input to a Dichotomous model. For
selection of the model, the lowest AIC (Akaike's Informa-
tion Criterion) was used and the goodness-of-fit was con-
firmed visually with graphical displays.

At the first trial to evaluate the susceptibility of newborn
rats to chemicals, we judged that the above endpoint com-
parison of pNOAEL/BMDL was not sufficient with respect
of outcome reliability and the full toxicity data set should
have been used. Alternatively, comparison of pNOAEL/
BMDL might be sufficient for low dose responses but not
with results at Lowest Observed Adverse Effect Level
(LOAEL). In fact, it is reported that 17-day-old rats show
higher susceptibility to chlorpyrifos at the maximum toler-
ated dose than adult rats (Moser and Padilla, 1998),
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whereas no differential sensitivity was evident in NOAELs
between the two groups (Pope and Liu, 1997)—a fact
repeated with several chemicals in our series. Thus, we also
considered the comparison of LOAELs among the new-
born and young animal studies. Unfortunately, the tradi-
tional comparison of LOAELs has frequently suffered
from a disparity in severities among studies, a situation
that continues today with comparison of BMDLs.

This lead us again to employ a new terminology; the
presumed unequivocally toxic level (pUETL) and defined
it as the clear toxic dose giving similar severity for both
newborn and young rats (at the same endpoints as far
as possible). However, this was not simple to apply
because the toxicity profile differed from chemical to
chemical and also from newborn to young rats, the num-
ber per dose setting usually only being three in each
group. Therefore, the most practical analytical strategy
had to be a case by case approach. In most cases, the
appropriate pUETL for either newborn or young rats
was chosen first, thereafter the matching toxic dose or
the range of doses was estimated giving similar severity
for either group of rats, considering the whole data bal-
ance. Again, data from the dose-finding studies were also
taken into account, especially considering the kinds of
toxicity which appeared and the limits to be used. It
should be noted that pUETL is not an absolute value,
being different from pNOAEL/BMDL, but useful never-
theless to compare toxic responses between newborn
and young rats at sufficient exposure.

This unique approach using two original definitions,
with additional data from dose-finding studies concerning
limitations, was fully supported by peer-reviewers of toxi-
cology journals. On the other hand, the BMD approach
for our whole data, including the dose-finding studies,
was first conducted for this article.
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4. Comparison of sensitivity of newborn and young rats to
chemicals

4.1. Toxicity profiles

Critical toxicity data and the preliminary evaluation for
18 chemical studies have already been published in the lit-
erature. Table | shows a summary of the major findings for
toxicities from the newborn and young studies. Fourteen
chemicals commonly induced similar types of toxicities in
both ages with the data considered in the pNOAEL or
BMD approaches. With 3-ethylphenol and 1,1,2,2-tetra-
bromoethane, the toxicity profiles of both ages were not
similar. In the case of 3-ethylphenol, the toxic similarity
or difference between newborn and young rats cannot be
predicted because of inadequate high dose setting in the
newborn study. For 1,1,2,2-tetrabromoethane, hepatotox-
icity in newborn rats can be speculated to appear at higher
doses because a remarkable increase of relative liver weight
was observed in the dose-finding study, although patholog-
ical examination was not conducted. In contrast, 2,4,6-trin-
itrophenol demonstrated a completely different profile of
the major toxicities between the differently aged rats; also,
tetrabromobisphenol A demonstrated unique toxicity in
newborn rats.

4.1.1. Specific toxicity to reproductive organs in newborn
rats

Although specific developmental parameters such as
preputial separation and vaginal opening were carefully
examined in newborn studies, no significant changes for
any chemicals were observed.

In the case of p-{a,a-dimethylbenzyl) phenol, ovary
weights were lowered at the end of the dosing as well as
the recovery-maintenance periods and increased numbers

Table 1

Major types or symp of of 18 industrial chemicals in newbom and young studies

Chemical name Newborn studies Young studies References

4-Nitrophenol Convulsions Hypoactivity, convulsions Kotzumi et al. (2001)
2,4-Dinitrophenol Hypoactivity, convulsi Hypoactivity, convulsions Koizumi et al. (2001)
3-Aminophenol Tremors, thyroid hypertrophy Tremors, thyroid hypertrophy, anemia Koizumi et al. (2002)
2-Chlorophenal Tremors, renal toxicity Tremors, hypoactivity Hasegawa et al. (2005)
4-Chlorophenol Tremors Tremors, tachypnea Hasegawa et al. (2005)
2-tert-Butylphenol Hypoactivity, ataxia Hypoactivity, ataxia Hirata-Koizumi et al. (2005b)
2 4-Di-tert-butylphenol Hepatic and renal toxicity Hepatic and renal toxicity Hirata-Koizumi et al. (2005b)
3-Methylphenol Tremors, hyperactivity Tremors Kozumi et al (2003)
3-Ethylphenol Low BW Ataxia, forestomach lesions Takahashi et al. (2006)
4-Ethylphenol Hypoactivity, delayed reflexes Ataxia, forestomach lesions Takahashi et al. (2006)
p-(,a-Dimethylbenzyl) phenol Renal toxicity, ovarian lesions Renal toxicity, forestomach lesions Hasegawa et al. (2005)
1,3,5-Trihydroxybenzene Thyroid hypertrophy Thyroid hypertrophy Hasegawa et al. (2005)
2,4,6-Trinitrophenol Low BW Anemia, testicular atrophy Takahashi et al. (2004)
{(Hydroxyphenyl)methyl phenol Low BW Low BW, forestomach lesions Hasegawa et al (2005)

Trityl chloride
1,3-Dibromopropane
1.1,2,2-Tetrabromoethane
Tetrabromobisphenol A

Low BW, hepatotoxicity
Low BW, hepatotoxicity
Low BW

Renal toxicity

Hasegawa et al (2005)
Hirata-Koizumi et al. (2005a)
Hirata-Kotzumi et al. (2005a)
Fukuda et al. (2004)

Low BW, hepatotoxicity

Low BW, hepatotoxicity, anemia
Hepatotoxicity

None

BW: body weight.
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of atretic follicles at the end of the dosing period. Most
females continued to show various changes after the recov-
ery-maintenance period, such as decreased numbers of cor-
pa lutea in the ovaries, and hypertrophy of endometrial
epithelium in the uteri. Therefore, further studies on this
chemical should be conducted to elucidate the underlying
mechanisms.

With (hydroxyphenyljmethyl phenol, some estrogenic
effects were expected because it consists of bisphenol
D, E and F isomers, and bisphenol F is reported
to have estrogenic potential on the evidence of several
in vitro and in vivo experiments (Hashimoto et al.,
2001; Yamasaki et al., 2002; Stroheker et al., 2003).
Some phenols such as nonylphenol, p-fert-octylphenol,
bisphenol A and diethylstilbestrol have already been
reported to induce morphological alteration of sex
organs on early phase exposure after birth although
the administration routes were either intraperitoneal or
subcutaneous (Lee, 1998; Katsuda et al, 2000; Khan
et al, 1998; Suzuki et al, 2002). The negative result
in our study may be related to an insufficient compo-
nent level of bisphenol F to induce such action.

4.1.2. Other specific toxicity in newborn rats

There was one exceptional case of toxicity limited to
newborn rats. Tetrabromobisphenol A induced polycystic
kidneys at 200 and 600 mg/kg in newborn rats but not in
doses up to 1000 mg/kg in the main young study and
6000 mg/kg for 18 days exposure in an additional young
study. Such specific renal toxicity in newborn rats has also
been described for other chemicals such as chlorambucil
(Kavlock et al, 1987), tetrachloro-1,4-dibenzodioxine
(Couture-Haws et al., 1991) and difluoromethylornithine
(Gray and Kavlock, 1991). Kidney nephrons of rats are
formed in the period of the advanced stage of pregnancy
until 2 weeks after birth (Chevalier, 1998), only 10% of
nephrons are present at birth (Merlet-Benichou et al,
1994). It is possible that developing renal tubules in new-
born rats may be sensitive to induction of hyperplasia of
the tubular epithelium in response to cellular damage, lead-
ing to polycystic lesions. Although this toxicity is unusu-
al—at least in newborn rats—it seems reasonable to
consider similar unusual potential effects in newborn
humans for some chemicals.

4.1.3. Specific toxicity in young rats

2,4,6-Trinitrophenol induced anemia and atrophy of
seminiferous tubules of testes in young rats but only slight
lowering of body weights in the main newborn study. High-
er doses in the dose-finding newborn study induced severe
suppression of body weight gain and death but not anemia
or testicular toxicity. Sertoli cells in rats proliferate rapidly
from day 19 of gestation to postnatal Day 15, then slow
down and cease multiplying by approximately postnatal
Day 20 (Orth, 1982, 1984; Toppari et al., 1996); 2,4,6-trin-
itrophenol seems unlikely to affect this stage rather affect-
ing the maturation of spermatids, For anemia, the same
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pattern, of anemia only in young rats, was found for 3-ami-
nophenol and 1,3-dibromopropane. Although methemo-
globin levels were not determined in this study, it was
reported that methemoglobin reductase levels in newborn
rats are distinctly higher than in young animals (Gruener,
1976; Lo and Agar, 1986), which could be a reason for
higher susceptibility in the latter. Another possible expla-
nation is that major metabolites such as picramic acid
may damage seminiferous tubules as well as induce hemo-
lytic anemia but the metabolic rate may be very slow in
newborn rats because of low P450 content (Rich and
Boobis, 1997).

Hyperplasia of squamous cells in forestomach was
observed for 3-ethylphenol, 4-ethylphenol, p{o,a-dimeth-
ylbenzyl) phenol and (hydroxyphenyl)methyl phenol only
at high toxic doses in young rats. Generally, phenols have
similar toxicological effects due to their actions as extreme-
ly corrosive protoplasmic poisons (Manahan, 2003; Bloom
and Brandt, 2001). The fact that the epithelium of the gas-
trointestinal tract of newborn rats may be more quickly
renewed than that of young rats because of more active
body metabolism in developing newborn rats, as well as a
low capacity for gastric acid secretion, could explain any
lower sensitivity in this regard.

4.2. Comparison of pNOAELs and pUETLs

pNOAEL:s for newborn and young rats with all chemi-
cals were re-evaluated as shown in Table 2. Single pNOA-
ELs for newborn and young rats were estimated for most
chemicals on the basis of careful analyses of the results
from the dose-finding and main studies. In two cases we
judged that specification of a single value was not appropri-
ate and therefore ranges were adopted. In case of 3-meth-
ylphenol for newborn rats, tremors only with contact
stimuli were noted in three males on single days at the
medium dose of 100 mg/kg in the main study. Thus
the overt NOAEL became the low dose of 30 mg/kg, but
the realistic NOAEL was considered to be slightly lower
than 100 mg/kg, supported by overt NOAEL at 100 mg/
kg in the dose-finding study. Therefore, the pNOAEL
was established in the range of 60-80 mg/kg/day for more
accurate comparison with data from the young study. The
second case concerned the value for 2,4,6-trinitrophenol for
newborn rats because they showed only a slight lowering of
the body weight at 61.5mg/kg and the low dose of
16.1 mg/kg was not considered appropriate as the
pNOAEL; we adopted the range of 40-50 mg/kg/day
instead. It should be noted that the pNOAEL of
1000 mg/kg/day of young rats for tetrabromobisphenol A
is also not realistically appropriate because it was the high-
est limit dose indicated in the Test Guideline. As for esti-
mation of pUETL, 8 values were given as ranges based
on the definition of matching toxic dose ranges to induce
clear toxicity at similar severity as described earlier. There
were two chemicals without matches: 3-ethylphenol and
tetrabromobisphenol A. For the former case, a dose in
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Table 2
Summary of pNOAELs and pUETLs for 18 mdustrial chemicals in newborn and young rats
Chemical name Newbomn studies Young studies Young/Newbomn

pNOAEL pUETL PNOAEL pUETL pNOAEL pUETL
(mg/kg/day) (mg/kg/day)

4-Nitrophenol 110 230 600-800 36 26-35
2 4-Dinitrophenol 10 30 20 80 20 27
3-Aminophenol 80 240 240 T20 o i0
2-Chlorophenol 40 200-250 200 1000 50 4.0-50
4-Chlorophenol 100 300 100 500 1.0 1.7
2-1ert-Butylphenol 20 100-150 100 500 50 33-50
2,4-Di-tert-butylphenol 5 100 20 500 40 5.0
3-Methylphenol 60-80 300 300 1000 40-50 33
3-Ethylphenol 100 v 300 — 30 -
4-Ethylphenol 30 200-250 100 1000 i3 4.0-50
p{o,a-Dimethylbenzyl) phenol 30 300 100 700-800 33 2327
1,3,5-Trihydroxybenzene 100 500 300 1000 3.0 20
2.4,6-Trinitrophenol 40-50 65 20 100 04-05 1.5
(Hydroxyphenyl)methyl phenol 100 140-160 40 1000 04 63-7.1
Trityl chloride 60 400-500 12 300 02 0.6-08
1,3-Dibromopropane 50 150 10 250 02 1.7
1,1,2,2-Tetrabromoethane 50 200 6 300-400* 0.1 1.5-20
Tetrabromobisphenol A 40 —_ 1000° — 25° -

—: Appropriate values were not able to be given.

* These range values were estimated on the basis of all relevant toxicity data, including single dose toxicity data in young rats (the lowest mortality dose

was 722 mg/kg for males and 852 for females) (MHLW, 2003).

® No accurate values for p)NOAEL and pNOAEL ratio could be generated because 1000 mg/kg/day is the highest dose indicated in the Test Guideline.

newborn rats matching the toxic dose in young rats could
not be predicted because the high dose in newborn rats
did not induce any clear toxicity. The latter is that the high
dose in young rats did not induce any toxicity.

The last column in Table 2 shows ratios for the young/
newborn pNOAELs, and young/newborn pUETLs.
Among the pNOAEL ratios for all 18 chemicals, newborn
rats were less or nearly equal in sensitivity (less than 2-fold)
to 6 chemicals (33%), clearly more sensitive (2-5-fold) to 11
chemicals (61%) and more than 25-fold for one exceptional
case (6%). The mean ratio was 3.9 for all 18 chemicals or
2.5 for all but the exceptional case. Among the available
pUETL ratios for 16 chemicals, 5 were less or nearly equal
in newborn rats (less than 2-fold change) (31%) and 11
chemicals were clearly more toxic (2-8-fold) (69%). The
mean ratio was 3.1 for the 16 chemicals.

Based on reliable calculated ratios for our two end-
points, approximately 94% of values (32 out of 34 ratios)
demonstrated differences of 5-fold or less, one chemical
had a 6-8-fold variation, and in the case of a 25-fold ratio
of tetrabromobisphenol A, the nephrotoxicity in newborn
rats is a specific toxicity rather than a higher susceptibility
to the same toxic endpoint in young rats. These same ratios
can be used to state that a higher susceptibility (more than
2-fold) in newborn rats was found for 62% of all tested
chemicals in terms of pNOAELs and pUETLs, via oral
repeated administration.

To appraise correlations between pUETL and
pNOAEL ratios (young/newborn rats), available values
were plotted on a logarithmic scale in a correlation dia-
gram. As shown in Fig. 2, two separate groups became

apparent, group | has the same or lower pNOAELs for
newborn than young rats, and group 2 has higher pNOA-
ELs for newborn than young rats. The mechanistic specu-
lation for the differences is discussed next.

4.3. Speculation on differences in responses between low and
high doses in newborn and young rats

Immature functions of organs (especially the liver and
kidneys), in newborn rats may contribute to the difference
of response. There were at least two types of dose response
curve shifts between newborn and young rats, as illustrated
in Fig. 3. The first was a parallel shift from right (young) to
left (newborn) for 12 phenolic chemicals (group 1). The
other 5 chemicals demonstrated a steeper shaped curve in
newborn than young rats but young rats were clearly more
sensitive around the pNOAEL doses (group 2).

Group 1 chemicals may primarily have direct actions on
their target organs such as the central nervous system, kid-
neys or thyroid. They may be detoxified by the formation
of conjugates, for example, glucuronidation of 4-nitrophe-
nol (Robinson et al., 1951) and 3-methylphenol (Bray et al.,
1950). UDP-glucuronyltransferase activity at birth in the
rat liver is known to be comparable to that in adults but
nearly 50% lower during nursing (Watkins and Klaassen,
1985; Rachmel and Hazelton, 1986). Therefore, a low
capacity for glucuronidation may be one of the major caus-
es of higher susceptibility of newborn rats to these phenols.
This may also occur in human infants since immature
hepatic glucuronidation and low activity of bilirubin glucu-
ronidation at birth have been shown in human infants
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Fig. 2. Correlations of pUETL and pNOAEL ratios (young/newbom). Each point is plotted on a logarithmic scale from the ratios for young/newborn
PUETLs and pNOAELs. Closed and open diamonds indicate group | and 2 chemicals, respectively.
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Fig. 3. Nlustration of two patterns of shifl of dose response curves from young to newborn rats.

(Gow et al,, 2001; Kawade and Onishi, 1981). In addition,  increased permeability of the blood-brain barrier (Cremer
there is a possibility that high susceptibility may be duetoa et al,, 1979).

low capacity for hepatic cytochrome P450 (Rich and Group 2 chemicals did not demonstrate as many
Boobis, 1997) and renal excretion (Horster, 1977), and  effects at the low dose but nearly the same or higher
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number of effects at the high dose in newborn compared
to young rats. These chemicals may need metabolic acti-
vation to exert toxic effects. Newborn rats have been
shown to have a low content of hepatic cytochrome
P450 (Rich and Boobis, 1997) and a drop of glutathi-
one-S-transferase activity in the early days after birth
(Tee et al., 1992). Therefore, production of active metab-
olites may be significantly lower in newborn rats. In fact,
it has been suggested that 1,1,2,2-tetrabromoethane
requires an oxidative biotransformation to produce active
intermediates (Kennedy et al., 1993) and 1,3-dibromopro-
pane is conjugated with glutathione before or after oxi-
dative biotransformation (James et al, 1981) as is
common for dihaloalkanes or dihaloalkenes (Zoetemelk
et al., 1986; Trevisan et al., 1989). However, pUETLs
for newborn rats for 4-5 chemicals were in approximate-
ly the same ranges as in young rats. Although major rea-
sons for variation in susceptibility are unclear, one
possible explanation might be a low capacity for protec-
tion against deleterious oxidative stress in the newborn
when the toxic chemical burden crosses a threshold in
the liver, which has a low activity of catalase and gluta-
thione peroxidase during the nursing period (Yoshida
et al, 1982).

4.4. Application trial of the BMD approach

We attempted to derive BMDLs as sensitive and appro-
priate endpoints in each study in addition to pNOAELs
whenever possible. These calculated values are shown in

Table 3
Summary of BMDL values and ratios for 18 industrial chemicals in
newborn and young rats

Chemical name Newborn Young Young/

studies studies newborn

(mg/kg/ (mg/kg/

day) day)
4-Nitrophenol 141 392 28
2,4-Dinitrophenol 11 14 13
3-Aminophenol 54 254 47
2-Chlorophenol 31 126 4.1
4-Chlorophenol 9 63 0.8
2-tert-Butylphenol 43 130 0
2,4-Di-terr-butylphenol 7.5 48 5.1
3-Methylphenol 50 397 7.9
3-Ethylphenol 276 376 14
4-Ethylphenol 53 173 13
p-(a-Dimethylbenzyl) phenol 28 a2 1.5
1,3,5-Trihydroxybenzene 63 206 3.3
2,4,6-Trinitrophenol 41 15 0.4
{Hydroxyphenyl)methyl phenol 108 42 04
Trityl chlonide 34 6.8 02
1,3-Dibromopropane 2 6.1 02
1,1,2,2-Tetrabromoethane 82 31 0.04
Tetrabromobisphenol A 45 — -

—, Appropriate values could not be generated because no loxicily was
apparent in the young study.
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Table 3. Most BMDLs seem to be relatively close to the
corresponding pNOAELs but there are some cases in
which BMDLs were lower than the probable values from
toxicity profiles. One major reason may be the nature of
the toxicity data used for the BMDL calculations. For
example, no changes were observed with histopathological
data in the young study for trityl chloride at 12 mg/kg, only
slight changes in 3 of 6 animals at 60 mg/kg, and 4 mild
and 2 moderate levels of change in 6 animals at 300 mg/
kg. For the BMDL estimation from these data we input
an incidence of 3 animals in 6 at 60 mg/kg and 6 animals
in 6 animals at 300 mg/kg, even though the severities of
these changes were different. So an actual dose response
curve was obviously steeper than the input data curve,
leading to a lower BMDL of 6.8 mg/kg/day, compared to
the pNOAEL of 12 mg/kg/day. Nonetheless, Fig. 4 shows
a good relationship between pNOAEL and BMDL since
the correlation efficient was 0.904 (calculated without loga-
rithmic conversion). The BMDL ratios in Table 3 are
slightly lower than pNOAEL ratios in Table 2, with 9
chemicals (53%) demonstrating less or nearly equal sensi-
tivity in newborn rats (less than 2-fold) and 8 chemicals
(47%) demonstrating more sensitivity (2-8-fold) in new-
born rats. However, a correlation diagram of the pUETL
ratios versus the BMDL ratios also showed the same pro-
file as Fig. 2 (not shown here). Therefore, the BMD
approach can be considered very useful for the present pur-
poses and somewhat easier than our pNOAEL estimation
because extensive experience in toxicology is necessary
for the latter estimations.

5. Discussion of pediatric susceptibility

Major uncertainty exists in the derivation of human
safety doses from animal experimental data. This uncer-
tainty consists primarily of toxicokinetic and toxicodynam-
ic differences between experimental animals and humans
and among humans, and is addressed through the use of
two factors, inter-species differences and human variability
(intra-species differences). For either factor, a value of 10-
fold has generally been applied for most assessments.

The aim of risk assessment is to derive the estimated no
adverse toxic response level in sensitive humans. Thus,
NOAELSs or BMDLs are used as the starting point values,
and not higher doses exhibiting toxicity, although descrip-
tions of such toxicity provide critical information on risk
assessment. Human variability implies appreciable differ-
ences of NOAELs or BMDLs between average populations
and sensitive subpopulations as indicated by Dourson et al.
(2002). Since the general human population or a more uni-
form experimental animal population is typically the focus
group for toxicity evaluation, risk assessment needs to
include sensitive subpopulations, such as infants, children,
the elderly, and specific subgroups with minor diseases or
relevant genetic polymorphisms. However, some hypersus-
ceptible individuals might be excluded, for example,
patients with severe hepatic or renal dysfunction should
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Fig. 4. Correlation between pNOAELs and BMDLs from both newborn (closed squares) and young (triangles) studies.

be excluded because they may be extremely sensitive 1o
chemicals due to their impaired capacity for detoxification
or excretion. Pregnant women and fetuses are also sensitive
subpopulations, but the toxicity to these groups is routinely
tested by reproductive and developmental toxicity studies.

Recently, Dourson et al. (2002) summarized consider-
ations on adequacy of uncertainty factors of human vari-
ability for children. With human data, Glaubiger et al.
(1981) reported that overall differences in sensitivity
between children and adults are quite small on the basis
of comparing maximum tolerated doses for 17 anticancer
drugs. Using animal data analyses, Charnley and Putzrath
(2001) demonstrated that younger animals appear to be
less susceptible to 47% and more susceptible to 40% of
the tested chemicals in carcinogenesis studies. Sheehan
and Gaylor (1990) showed newborn mammals to be more
sensitive than adults (86% within 10-fold) by comparing
LDs, ratios for 238 chemicals. Calabrese (2001) also
reported that younger animals have a greater sensitivity
than older animals in 54% of cases (more than 10-fold in
14%) with LDs, ratio analyses for 313 chemicals. All these
reports suggest the degree of variation in sensitivity of
infants/younger animals as compared to adults for most
chemicals may be within 10-fold, so that a 10-fold
uncertainty factor may be sufficient to cover the variation
(Dourson et al., 2002). However, only Sheehan and Gaylor
(1990) targeted newborn rather than young animals and
the report was a meeting abstract.

Concerning the methodology for risk assessment with
repeated exposure, NOAELs or BMDLs from repeated-dose
toxicity studies are starting values to derive risk values such

as acceptable daily intake (ADI) or tolerable daily intake
(TDI). These studies might be as short as 28 days or as long
as 2 years, but invariably dosing generally starts around 6
weeks of age for rodents. These animals are referred to as
““young' in this article rather than adult because their growth
is still vigorous. Therefore, toxicity responses of young ani-
mals, equivalent to late childhood in humans, may already
be covered by the general repeated-dose toxicity studies
(see also Table 2 of Dourson et al., 2002 which summarized
work by Scheuplein et al., 2002, on this point).

However, only limited data exist for animals from birth
to 5 or 6 weeks of age. During these initial few weeks after
birth, susceptibility to toxic insult might be expected to be
greater than at later periods because organ growth rates are
higher. Moreover, metabolism and elimination pathways
are not yet mature (see for example the discussion of kinet-
ic comparisons of newborn, infants and children as com-
pared with adults by Rane, 1992 and Renwick, 1998 in
Dourson et al., 2002). Although for some chemicals this
lack of maturation in metabolism and elimination might
serve to protect the newborn, it is clearly very important
to clarify newborn sensitivity versus young animal sensitiv-
ity. Thus we have designed our newborn rat study protocol
(18 day newborn study) to follow the conditions of the 28
day repeated-dose toxicity study (onset of administration
at 5-6 weeks old) as closely as possible using 18, mostly
phenolic, compounds. In addition to the unique design of
the 18 day newborn study, new clarifying terminology
has been developed, pNOAELs and pUETLs, in order to
more appropriately determine ratios between newborn
and young studies.
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Our analyses of 18 such pNOAEL ratios or 17
BMDL ratios revealed less or nearly equal sensitivity in
newborn animals (less than 2-fold) in 33-53%, clearly
greater sensitivity (2-8-fold) in 47-61% and one excep-
tional case of more than 25-fold sensitivity in the new-
born. In the case of 16 pUETL ratios, 31% of
chemicals showed less or nearly equal toxicity in new-
borns (less than 2-fold) and 69% more toxicity (2-8-fold)
in newborns. This distribution and the extent of newborn
susceptibility in toxicity are in line with the conclusions
of several investigators summarized previously by Dour-
son et al. (2002), but evidence presented here is more
direct because of careful design of the comparative stud-
ies and comprehensive toxicological analyses and judg-
ments. In addition, two kinetic analyses showing
newborns to be more sensitive than adults, with a 3.5
arithmetic average difference in elimination half life
(Rane, 1992) or a 4-fold longer average half life (Gins-
berg et al., 2002), support relatively similar degrees of
average susceptibility as we have found.

Collectively, all of this work suggests that studying the
carly life stage sensitivity to toxic insult is important.
When such studies determine the critical effect, then
ADIs or TDIs should be based on their findings. When
such studies do not determine the critical effect, then
the ADI or TDI is appropnately based on a crtical
effect found in a different study and the newborn is pro-
tected. It is when such studies have not been conducted
that uncertainty factors must be invoked to protect the
newborn, and other potential sensitive subpopulations,
and several investigators have looked at the adequacy
of such factors (e.g., Burin and Saunders, 1999; Dourson
et al., 2002). Based on our results and those of other
investigators, we suggest that an uncertainty factor of
10-fold for human variability and an uncertainty factor
of between 3- and 10-fold for database completeness
can be considered appropriate for risk assessment unless
knowledge of particular toxicity in newborn or infants is
present, or if not present is discountable due to other
credible information on the chemical,

In conclusion, newborn rats are clearly more suscepti-
ble than young animals (at most 8-fold) to two thirds of
the present series of 18 chemicals, mostly phenolic sub-
stances, and less or nearly equal sensitive to the others
for oral repeated exposure. However, it should be noted
that there was one exceptional case in which the toxicity
appeared only in newborn rats. These repeated oral
exposure newborn studies are unique for this limited
group of chemicals, and perhaps for other chemicals as
well.
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1 [FLHIS

EFieHMRMM (Organisation for Economic Co-operation and Development : OECD)
BEFIETIBEEREEHR (High Production Volume Chemicals : HPV Chemicals) (=
DUVT, 1992 FISWFE-72 OECD BEER(EPURARTIOT S5 L (HPV Chemicals
Programme) |2& Y REMOFHEATHOATVD (BBIS 1999a, 1K 2006). BFRBRFIE
PELYEEXBERHELTEY., E17TAETOYMIFMESM (Screening [nformation Data
Set (SIDS) Initial Assessment Meeting: SIAM) (ZEVWTHBR UBHENER Sz EEHRO
3%, BABMHNEY L-IHEXE-ET 28RN, ARESRUARET SOV TIHRICE
ftLTE (BANS 1999, 2000, 2001 ; Hi&S 2004, 2005a. 2005b. 2006a. 2006b).
#1-. SIAM19 R U SIAM20 OLMAE. SIAM1 A 5 SIAM18 FTOSMORBROBEICOW
THBMALTE- (&S 2005a, 2005b, 2006a, 2006b) ,

EBPIRR2128S (International Council of Chemical Associations : ICCA) (Z& 55
EXROREFERIEVBRICELTS 2001 §H5,. BABRFICHABFELPIRRENAE
RLFEXROREEZERL TS,

HExEE. it BENE. ARESRURRERCHETIEAL SMEZATVS. FR
T3 18 @ SIAM (SIAM18) TARICE >t ¥HRERVAFELHROFEXROREEL
BT,

2 SIAM 18 TREShI-{LEWROEH L EFELMROIVRENET

2004 % 4 Bl=/8Y (75 2R) THMAEAI- SIAMIS IZHELT, 23MRAEV 109N T
J— (FREh 8, 13, 12. 5. 3. 2. 4. 6. 2RU 5 WREST) 60 WA, & 83 HROIM
HEXENEREIN. B 1 CRTEEHROVNUNERRS X UBEFaRES ATz, SIAMICE
i+ 32 %IZFW (The chemical is a candidate for further work.) #F7=[&X LP (The chemical is
currently of low priority for further work.) & LTREATILNS, FW (& 48 4EMOMERH
FUSHDBETHS). LP (X TRROFARRICEVTIHEMERDBEIEL) ZLERT,
BARFNEY L-t2aN0MNEEXROBBRELTICRY.

(1) N-(1,3-Dimethylbutyl)-N"-phenyl-1,4-phenylendiamine (793-24-8) (RI{ERL : BABUF
RUICCA F4 vit®)
1) MEBRR

{EZAHBAER W28 25 (2006.12) 286301 B
S - T158-8501 MMttt AAX EAR 1-18-1 E-mail' ema@nihs.go.jp
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FE2OREITLBASEMLENE LTERSATVS, REBROTEERIBARVER L
EAOND, F-. KERPRESTUR (B Y PILER) ORECHUS~OEMNM S, B
ARUBEERICLIARTRBOTRESSHS,

2) MREW

ALLORASRE-HHE N8BS, H95%AHRIZL FEY. $52%H0KEIZ. ¥ 2% E
RBIZHHT DM, BON-MEL. 4-hydroxydiphenylamine &7 5. KARUKBIZETS
HBEPORTHELEL., R EPLURIEBCEHSR LTV, MAKIMRIENRDH, KE
4HIBT A5 DRRBEZENEFIOND, KEEDICHT IR T, MWD 50%EF
RA® (ECw) 1% 0.6 mg/L (96 Bl . I 2220 ECw 1% 0.23 mg/L (48 B, OECD TG 202).
ATOLBWERE (LCw) X0.028 mg/L (96 B¥M, OECD TG 203) TH~>1 =,

3) ARER

5 FOMERORSEIERR (OECD TG 401) (SBT3 MB%ER (LDw) XET 1,005
mghkg, HT 893 mghg THY. BitERE LTERADOET. TMH. PR, EXE. W
BB Shiz, Y X OMBRESSEERR (OECD TG 402) 286114 LDw X 3,000
mghkg BLETHY, BitER: LTERRORS, AREDOET. WRIBOSNT:.

SHEOERRUVBICH L THEVHMEABHLA TS, ELE Y MZBLTERBEEA
#oh, £ErORyFTFR FTHEREBRIBEShTVS,

5w k=, 0. 4. 20 R U 100 mg/kg/day A0S L1- 28 BMRESOHRS SIERRT
[£. 20 mg/kg/day O (=MIREEIEOFEMORNE & kR RS REDOMMLH 5 h At I
EROMMAAHSALEN1=-C 0D, ChoDEGIBV LN Ehiz. 100 mgkg/day TD
Hig-5+3FRES (FERMN, MKREEEOFEROENL) RUNMRER~AOESR (X
. m/higdm) A oMBiER (NOAEL) (X 20 mg/kg/day LB STz,

5y ho. ZEAT2 AN, TokEsc, BTETREMMESS 48 AWM. MTEXXENM.
SHENMEUSREWR 3 BET, 0, 6, 25 BU 100 mg /kg/day 2MMIROKS L-BORS
WEEMEMIR (OECD TG 421) TlX, BTIX 25 mg /kg/day HLETHRE. FERONNE
UZiREiesEnh 5h, BT 25 mg/kg/day MLECHEROMMABO SN, ChoDER
5. REE5RIE=H1F5 NOAEL 1Z 6 mghg/day LIRS hi-, EMRERECHT IER
RO ShT. ¥ESE (NOEL) (X 100 mgkg/day EHESh Tz,

5« k=0, 250, 1,000 RU 2,600 ppm (BTO, 15.7, 62.3 B 1563.8 mg/kg/day. BT 0,
18.5.75.0 BUf 172.1 mgkg/day) £BMES L1 13 AMENEO K5 SRR TIE. 1,000 ppm
LU CHEI- R A% S h. NOAEL IZ 250 ppm (R 15.7 mg/kg/day, BT 18.5 mg/kg/day)
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EHEENT, £, Fv FIZ0, 100, 300 2T 1,000ppm (0, 8, 23 BV 75 mg/kg/day) %
EBHBRS L 2 SMRASORSEMEBTE. 1,000 ppm CHEMSDNS (HiE) SR - 62
REROSN () 'Ho5hi-A, ChonERIFEARENELEE#OEV I LMSHEE
FLZFAHLEENT. NOAEL (ZBEHARED 1,000 ppm (75 mgkg/day) &HEEhi=,

SMREREICOVTIE, EROBOBSMBEMIERER (OECD TG 421) TEREEY
Shizdhotz, Ft=, 5y FOEE6-156 BIZ 0. 50. 100 RY 250 mg/keg/day ZRMBEORS
LERBRUDYLOEEG6-18 BIZ0.10 BU 30 mg/kg/day 2ESEOKS LEEBIZENT
LEMBERNITHT IEREBH SN T NOAEL (35 v + T 250 R U YT 30 mg/kg/day
EMEZIN,

In vitro COAEPIEILFABR LAV JREFERERERLS v FOF@ERZAVSTEN
DNA ARBBTIEBETH 2. Fr4 ==X NLARS—ERARZAVIRAEREE
BTIIBMETH 7. n vivo TONBRBTIEBESTRLZBEMARCEVTLBETH 122
ENS, RMEPWER o vw ITELWTRESEERE GV EHHES AT,

4) BMEDE

FEEOREFW LS 2h. HRERDESRL-E FBRTER UCRRERFEETSC

EHERENT-, £, SREEVOBIECOVTLRENDEL SO,

(2) N,N-Dicyclohexyl-2-benzothiazolesulfenamide (4979-32-2) (EHRBFFER)
1) MEBRR

AR ETLOMBEEME LTEAZA TV, XEELHRIIOFARICELTERIC
ERT 3 1-0FCEPROAREBRBILVIZ(VETIOND, MERBOZERERIBRA
EFEABND,
2) Rixew

AELORAKECI BRI HE A - BECREFOTEART 5. KACHHSAZEEEX
Rz 428%, THMZ629%AHT 3, AELHRIBRCEDIMLELH,. EFRLOTL.
AKEEDI-H T EEMRBIETEOEEMEND (logKow : >4.8), KEEMIZHT SRIERE
TlE. KEBREZTTORE (25°CTIEH 002 mgll) TREBHESBOHLAT, BBHS#ONT:
X REO ECx £>0.0118 mg/L. (72 BM. OECD TG 201). 320 ECwl(3>0.0314
mg/L (48 B, OECD TG 202). #3f® LCew[3>0.0344 mg/L. (96 B¢, OECD TG 203) T
Hot=-, MERNKETE. BROBARETRE (NOEC) (£0.0118 mg/L (72 5. OECD TG
201), 2> a0 NOEC % 0.0331 mg/L. (21 HM. OECD TG 211) TH-1=.
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3) MEEY

5 v FOBEENRSEMERE (OECD TG 401) T® LDw | 1,000 mg/kg ELE, S4E£nk
ERERESSEERTO LDw (X 2,000 mghg LLELBEShTINS,

VHXOERIZH L TPEREOMMEE. BI<HL TEBULINESBOHONT:, TILTEY Mz
BVTERBEEZEHSATLVEL,

Ty MIXEM 2 AMRUXEERNMESH . TR 44 BM. B TIE2REMET 3 BET.0.
6.25.100 B U 400 mg/kg/day ZRMBOEKS L - RESSRIE- MR EREHS IR (OECD
TG 422) (2T, HATIZ 100 mg/kg/day Ll E TRBOAMFRAE LR-HFRLFBHON.
400 mg/kg/day TEREGMBERENMICE T SEERORY. BENME A L TOHEERMIDH .
R 7 b AR UIERE ) oMn. R GPT RUSEORD. MBROBERE S TICHEBD
L BH ST, HBTIX 100 mghkg/day KLETRBICHT ZRESRALA, BRE IR
T YR REE ERICEHEESBHSh -, £ BEREHET. THSEEORIZ XL 5548,
ARG ED—BRBOELLZSUVICHIREREROZRIERUVRROBBLIBO o hT=, 5[
400 mg/kg/day Tlk, ZERRUSEERNMSORMERED. STREN TOKERDINSL S IS
BROBRAEHLN. 3 EASRFRASHSLVEEORAILEELE:. ChoORRI L. R
HE5R%I"H TS NOAEL (X 25 mg/kg/day L¥EEhi-. BROLMICHT SEREZEDHS
hifnotz, BROZEMREURBOORE(ZDOLTIE, 400 mgkg/day TEENESHSh, ki
MOELLZLSUISTRISH I HERCRBHUHERROBLHBH S iz, Fi=. 400 mg/keg/day =
BOTHRPECO 1 1, SRBED 1 fHAREh, E5ic, HELLEMROLRHI VI
ROPEMTFIMMBHCECLTSY . HRZFOROMEITINA LAY, W2 BETIC
EPORLFEC L, HER, HER, HERBRUFEROWN 4 BEFRORVHIBH ST,
ZROBHBELSUVISHERDBEBICHT IERIBHOALL 212, CALCORRN S, £W
£ RO NOAEL IZ 100 mg/kg/day LB Eh iz,

HNCEASHREAVSURRRERBRTCIZBETH 1245, i vitre TOMERBTIZ
MMETH o1z, /o vivo TOT Y FORBURERBTIRSTREZBEARCELVTHRIET
Hot=Z M. FEPMRIL in vivo TILREREEZRA LV SN,

4) BMEEE

ALPOREIFW LBEZh, HNERDERR L1t FERFERUVRRBRIEET5C

e =N,
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