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Conclusions:

Parental NOEL = > 2500 ppm (125 mg/kg: HDT)*
Reproductive/Dévelopmental NOEL = 500 ppm (25 mg/kg)

Reproductive/Developmental LEL = 25300 ppm - {Decreased hody
weights of male and female pups at weaning in all
generations; decreased body weights of male and
female pups at birth in the second and third
generation, respectively) )

Core classification: Minimum

¥Although, compared with the controls, there were
statistically significant {p ¢ C.03) decreases in maternal

body weights at this dos= level during the premating periocd
{the only time when bhadsr waights were recordad in this
study), thesa were &ither small {5 or 6 %} and probably
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biologically insignificant or occurred in animals which were
smaller (20 %) than controls at the start of the treatment, due
to reduced_weight at weaning.

-

Experimental Procedures:

Charles River rats, 10 males and 20 females/ dose level,
were fed diets containing 0, 500 or 2500 ppm of AC 84,777 for
three successive generations. The feeding of the test material
was started 14 weeks (P: parents) or 9 weeks (P: and P: parents)
before mating and was continued throughout the mating, gestation
and lactation periods. The test material was incorporated in
Purina Laboratory Chow and the food (and water) were allowed in
unrestricted amounts. The animals weighed 125-149 g (males) and
94-125 g (females) at the start of treatment, were assigned to
groups randomly and housed individually. The parents were
observed Tor toxic signs and mortality throughout the study.
Individual body weights were recorded on treatment weeks 0, 4, .
and 9 (P,, Pz and Pi: animals) and also on treatment week 14 for
the P1 animals. Food intake was recorded during the same weeks,
except that no record was made at the start of the treatment
(week 0).

Twenty-four hours after parturition, the litters in each
generation were randomly reduced to a maximum of eight pups (4
males and 4 females, when possible). A record was kept of the
number of pregnancies, litters born, live and still births,
deaths during lactation, and of litter size and weight by sex at
24 hours and at weaning. All pups were examined for external
abnormalities. At the weaning of each generation, 10 males and
20 females from each dosze level were saved for continuation of
the study; about one-~third of the pups were subjected to gross
necropsy; and the remaining pups and all parents were discarded
{without necropsy).

From 20 male and 20 female weanling pups of the third
generation (Fsa), the following tissues were preserved in
formalin for possible future histopathological examination:

brain, pituitary, eye, thyroid, lung, liver, spleen

k¥idney, adrenal, stomach, pancreas, small intestine,
urinary bladder, gonad, bone, bone marrow, heart, :
large intestine, and any unusual lesions.

The following reproductive indices were calculated for each
generation: Fertility Index (number of pregnancies x 100 /
number of females mated) and Gestation Index (number of litters
born x 100 / number of pregnancies observed).

Statistical analysis of parental group mean body weight and
food consumption data and of the reproduction data (mean number
of pups born, mean number of live pups, mean number of dead pups,
and mean weight of live pups at 24 hours and weaning) was

—9_
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performed by the t-test at the 5.0% probability levell.

Results:

- -

Parental Data

Males -~ The high-~dose animals in all generations gained
slightly less weight (4-7 %)} than did the controls during the
premating period, but these differences in weight gains were
small and lacked statistical and, probably, biological
significance. Also, compared with the controls, the P: and P;
_high-dose males weighed less (10-12 %) at the initiation of
treatment, due to reduced weights at weaning,.

Food consumption was océaéionally reduced among the high-
dose animals, but decreases were small (3-7 %), inconsistent,
and, in most instances, statistically insignificant.

) Females -- Comparéd with controls, decreases in body weights
were observed in the high-dose animals (5 to 6 in P: and P3:
generations, and 11 to 15 % in the P: generation). These

decreases generally persisted throughout the premating period
{the only time when weight was recorded) and were statistically
significant consistently for the P; and P: animals. Body weights
among the low-dose animals were also occasionally slightly (6 to
8 %) but significantly (p < 0.05}) lower than those of the
controls. However, due to reduced weight at weaning, the P:
animals weighed 20% less at the initiation of treatment than did
the controls. This lower initial weight did not worsen as
treatment with AC 84,777 was continued.

There were no consistent differences in food intake among
the control and the treated groups in all generations.

Reproductive/Developmental Data

Male and female pups born in the high-dose group weighed
less at weaning in each generation than did those in the control
group. The mean weight decreases ranged from 13.9 to 15.5 % and
were statistically significant. In the low-dose group, the mean
weight decreases ranged from 2.1 to 8.7 % and all were
statistically insignificant.

The test material had no effect on the fertility and
gestation indices, number of pups born alive and dead, weight of
~live pups at birth (Fia generation only) and pup mortality during
the lactation period (Fia and Fs. generations only).

1Wilfred J. Dixon and Frank J. Massey, Jr., Introduction to
Statistical Analysis, pp. 123-124, p. 232 - Section 13-6, McGraw-
Hill, 1957. _ ‘

-3-
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Statistically significant decreases in the weight of the male
pups (7 %) and female pups (8.2 %) at birth were observed in the
F:a and Fia generations, respectively. These weight decreases
were attributed to smaller size of the parents, compared with
their respective controls. There was also an increase in the
number of the high-dose male pups dying during the lactation
period, but only int the F:a generation. {(For details on the
above findings, see Attachment 1).

Gross necropsy of randomly selected pups did not reveal
treatment-related abnormalities. Incidental observations
~included a roughened spleen in one Fia control female and one Fia
low-dose female; thickened stomach walls of one Fia female (dose
level not specified); and thinness of two Fsa high-dose males.

Comments:

This study was conducted some 14 years ago and some of the

.. data required in the guidelines are missing, such as: 1) Parents
were not necropsied (and neither was one low-dose female which
was found dead during the premating period); 2) Animals were

weighed only during the premating period, a total of four times
during 14 weeks (P; sgroup) and a total of three times during 9
weeks (P2 and P; groups); and 3) Litters were weighed only at
birth and at weaning. However, enough of the essential data were
reported to accept this study as an adequate reproduction study.
Although two levels, rather than at least three, of the test
material were used, the highest level caused developmental
effects.

Parental NOEL = > 2500 ppm (125 mg/kg; HDT. See page 1 for
commentsg)

Reproductive/Developmental NOEL = 500 ppm (25 mg/kg}

Reproductive/Developmental LEL = 2500 ppm (See page 1 for
: toxic signs)

Core Classification: Minimum

——— Ay — S ———— A~ — —— " o o Ny g it AL W bt =T

Quality Assurance Statement was not inc¢luded in the report.
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Attachment I
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Figure No. 3 '~ A summary of-i‘ep'rodu:;:ion and .
veaning survival data ' : s
LSRR RN
GROUP NUMBEY
) . Co - i o2 . 0~ - 3 . -
: ‘ . CONTROL 500? 2500 PPM | .
No. of Matings =~ ——-——n 20 1 0, ] .
Mc. of Pregnancies 18 16 19 E
Fertility Index . o — . 90,02 ___ _ _ 94.7% . 95.0%
' " ¥No. of Litters Born X 18, 18 18 :
© Gestation Index 100,03 1000z ___ dYT» . .,
Hﬁu: . o . ' -
- No. of Pups Born 10,4 _ 1.1 - 9.3 0:6% %
. Ne. of Pups Rorn Alive - : i . o
Males .. 5.4 5.6 . — N B 3
Females o . ... 5.0 e 5.8 e k6. TV
- Ho. of Pups Born Ded - . . .
I - Males _ 0.0 _ . ____ 0.8 ——e . 6.0
. Females _— e oo 00 1 L+ ——; Y :
_ Weight of Live Pupa II M.rth - .
O Males e 6.8 . 86 6.5
. : Females __ R 6.6_ C 6el 6,2
! . - No. aof Pups Left to Nurse - ] .
. Hales - 3-5 —— ‘-2 3-8 A
- Females 3.6. 3.8 . 33 . i
* No, Died During an:utmn - .
. " Males ) 0.1 - 0.2 —- .02
Pemales -~ -~ 6.1 0.2 - 0.0 . .
Ne. of Pups H’uned . : ’ o
Males o B I A0 3.6 2
C Fezales - . 3.6 - 3.6 L 3.3 : .
- Wefght at Weaning - . . - o 0% ¢
Kales TS T R -—‘—”‘—%é‘,’ -
Pemales —- - o AT — o4 20T e 409 5. ATV B
o et b bk dovies B ity pust .
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|: ,
Pz - Fu &
: GROUP_NUMBFR :.~'
S| 7 3 =
CONTROL 500 PPY 2500 PPM _ &
o
. Bo. of Matings 20 __ 20 20 =,
No. of Pregnancies 0. _19 5 19 ‘
_ Pertility Index 0. 0% . 95.0% . . 95.0X .,;.:'
1 Fo. of Litcters Borm . 20 ... .19 . 19 M
Gestation Index _ . 100,01 __. .. . 100.0%. .. 100.0% %
: : ‘ : _ > . B
' No. of Pups Porn 11.3 11,4 i 0.5 17 b il
' ¥o. of Pups Born Alive = . . '3.
Males . e 82 8 e 5.3 *:
Pesales - 5.9 Rl 2L e 13 4
No. of FPups Born Dnd - . ) k. 2
- Males 0.5 -0 -~ 0.5 laE
Fenales _- 0.2 R 0.2 - 0.5 - g;_ﬂ
Weight of Live Pups at Birth - o/ RS
Males 7.1 .14 6.6 S- 172 . Ea
Feasles 6.6 __ - 8,7 6.2 —_ ¢ % 1
No. of Pups Left to Nuyrse - B
Hales . e XY 3,9 3.6 ¥
. Females __ . _ . .. 3B _ - 1,9 - 3.9 e
No. Died During Lactatisonm - ) IO T %
' Males : i — 0,2 . __ 0.1 . 0.5 5+ ;4
 Females = 6.3 0.4 0.3 qgr-
o, of Pups Weaned ~ o 3
Males 3.7 . 1.6 © 1,2 3.9 % w
_ Temales _ S P 1.5 ‘_-3.6 -
Weight at Weaning - : >3
Kales - . ’ 49,5 a1.6 3EHU 495 1527
Temales ~— i . 42,7 _ L L T
. $+ « Stgaificantly higher than comtrols at p ¢ 0.05,
5 - = Significantly lower thaa controls at p < (.09,
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. . %
% . ERREN y Z
' : . : % )
B CROUP NUMBER
. 1 ' -2 : Y
oo . CONTROL S00 PPU - 2500 PPM
No. of Matings : 20 - 20 . 20
3 MNo. of Pregnancles ——eo—-18 W ... 2ID. * g
Fercility Index $0.0% - 100,02 _ _____  100.0Z-
Ko. of Licters Bors —— -~ o 18 e L 20 : 20. . '
‘ Cestatfoa Index 100.0X ~100.03 — 2 100.02 ° ° N /-
b .‘ . - . ] s
Mean:~ : _ T o B
. . . P " s -
' . Mo, of Pups formn —————n Fob — - 12,2 s+-7,ﬁ;?fﬂ4g.5 s+ X 33/;_1_\- e
‘ No. of Pups Born Alive - .
: Males - 83 _ ... __5. 6.3 T
Fezales 5.1 .?"l e 8,2 T
No. of Pups Born Dead - o . %
s Hales - - 0-5 o.l ———— 0.5 . %
- * Females . e B0 s G e 0.0 . i
Weight of Live Pups at Birth - . 2 .
Hales — . — TS - L 11 I e 2 § ---6'(}1’.?.‘}}" L2
Ftlllet — S 6.1 - 6.1 _____'_-...—_.—-..—5.6 G AL " .
6..______._.80. of Pups Left to Jdurse - : :
—Iﬁles - P SRS 79, SNSRI 2. e
Z___Femasles- R Y M 1% UNUERSRSSEI P { &
¥o. Died During Lactatian - . C .- -
Males 0.1 0.4 0,1 (E;-"
Fesales - 0.2 ey 0. 'y
Wb, of rups Henned - e . . g
Malns I 3.3 - __'_'.___.‘L_..,_ 3.5 B L 9 ) _'.53
Fepales —— . 3.6 . S 7T 4.0 : g:
- Weight at Weaning ~ ¥y ] . ' 3 o
gamu e B Y ¥ ~£’—'-7—~—’§ 9.7 s° ‘E{i fa . .
. 4.7 50,8 s~ 8240 30 5. S ILE T

Ferales .. .. .

S¢'= Significangly higher than coutrols at p < 0.05.
S- = Sigaificantly lower than controls at p < 0.05. T ' P
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