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~ Combined Repeat Dose and Reproductive/Developmental Toxicity Screening
Test of o-Acetoacetotoluidide by Oral Administration in Rats
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Fig. 1 Body weight change in male rats treated orally with o-acetoacetotoluidide in the combined repeat
dose and reproductive/developmental toxicity screening test
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Fig. 2 Body weight change in female rats treated orally with o-acetoacetotoluidide in the combined repeat
dose and reproductive/developmental toxicity screening test
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Fig. 3 Food consumption of male rats treated orally with c-acetoacetotoluidide in the combined repeat dose

and reproductive/developmental toxicity screening test
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Fig. 4 Food consumption of fernale rats treated orally with o-acetoacetotoluidide in the combined repeat

dose and reproductive/developmental toxicity screening test
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Table 1  IHematological findings of male rats treated orally with o-acetoacetotoluidide in the combined repeat dose

and reproductive/developmental toxicity test

Iters  Dose level {mg/kg/day} 0 ’ 8 25 80 250
No. of animals 10 10 10 10 10
RBC(10/uL) 810::35 804 £32 77922 756 &= 42** 681 4 28**
Hb(g/dL) 148105 14.8+06 14505 14307 13.3 £ 04**
Ht (%) 45+12 443+18 433+13 430420 40,1 £ 1.0**
MCV(fL) 55+2 5541 561 57t£1* 59 & 2%
MCH{pg) 183207 184£04 186405 189403 19.5 0.7
MCHC (%) 33305 33405 335+05 33203 33.1+05
Ret. (%) 38 41£7 46+ 12 5013 04 = 20%*
Met-Hb (%) 0.8 =05 06205 0507 D806 1.3+07
Hein-B (%) 00 0£0 00 0£0 27 £ 254+
Plat. (10%/.L) 136+ 16 140+ 15 137+ 14 132415 148 +13
PT{sec) ©129+05 135+ 1.1 13.0:+ 04 13203 132 +0.7
APTT (sec) 17611 18416 18.1:£1.3 17.7+1.3 185+15
WBC(L0%L) 79+ 14 72414 8126 T4+21 77420

Each value is expressed as Mean==S.D.
Significantly different from control (*:p<0.05, **:p<0.01)

Table2  Blood biochemical findings of male rats treated orally with o-acetoacetotoluidide in the combined repeat

dose and reproductive/developmental toxicity screening test

Item Dose level (mg/kg/day) 0 8 25 80 250
No. of animals 10 10 10 10 10
LDH(IU/L) 280 £ 114 262 £ 85 304 =97 302 + 141 30278
GOT(IU/L) 66 667 65+9 6517 6245
GPT(IU/L) 34+6 36£6 8+p 37+8 337
ALP(IU/L) T 245461 226 £ 42 228 44 243 + 68 225 £ 55
yv-GTP(IU/L) 0.71 £ 0.54 114+ 050 0.67 = 0.56 048 £0.33 0.91 £+ 0.65
ChE{IU/L) 5315 4112 4912 44419 54 £ 27
T.protein{g/dL) 6.21 £0.25 6.26 £ 0.18 642+ 0.12 626015 612027
Albumin{g/dL) 2.81 4= 0.21 2.88+0.31 298 +0.18 2742028 2604037
A/G ratio 083011 0.87 +0.14 0.87 £0.00 0.78 +0.13 0.74 +0.15
T.cholesterol (mg/dL} 6814 8715 84+13 76 £ 17 74417
Triglyceride (mg/dL) 83+ 27 81415 83+ 30 01 £ 34 94 + 36
Glucose (mg/dL) 13719 136 £27 13523 13327 124 £ 17
Thilirubin (mg/dL) 0.27 £0.03 0.28 = 0.02 0.20 0,02 0.31 £0.02% 0.33 £ 003"
BUN(mg/dL) 154+14 157+16 156+ L9 162+22 17.3:£1.1

, Creatinie(mg/dL) 0.51 £0.05 0.54 4+ 0.07 0.51 £ 0.03 0.51 £0.07 0.54 0.0
Ca(mg/dL) 103403 105203 10503 105 £0.2 10.5 £ 0.3
P{mg/dL) 71+08 72+04 TO0£06 72405 71+£06
Na{mEq/L} 4241 142+1 1431 1431 14241
K(mEq/L) 469028 476+0.18 4924031 497029 547 £ 0.40**

104£1

Cl{mEq/L) 10341 1031 10441 1032

Each value is expregsed as Mean®:S.D.
Significantly different from control (*:p<0.05, **:p<0.01)
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Table 3 Incidence of gross findings of male rats treated orally with o-acetoacetotoluidide in the combined repeat
dose and reproductive/developmental toxicity screening test '
Dose level (mg/kg/day) 0 8 25 80 250

TK FP {h TK FP I TK (' TK FP (T} TK FP (T)

Organ . Findings No. of animals 9 1 W 9 1 GO 1w (o 9 1 {10) 9 1 {10)

Liver : Graaular, vellow - 9 1 Q0 8 1 © 10 QW 9 1 (» 9 1 ao

caudate Jobe + 0 0 )] 1 0 1) 0 © 0 0 )] 0 0 o)

Testis © Atrophy - 9 1 a9 0 {9 w a 9 1 1o 9 1 {10)

+ 1} o0 @ o0 1 0 o @ o 0 (o 0 0 (0]

Adrenal; Enlargement - 9 1 ) 9 I o) 1w (0 8 1 ©} 9 1 (o

+ 0 0 © o o O 9 @ 1 0 O 0 (V)

Spleen ; Black - 9 1 (10 9 -1 (10} 10 Q0 7 1 (& 1 0 1)
+ 0 0 o 0 0 (] 0 (W] 2 0 h 8 1 (gy+

Enlargement - 9 1 Qa0 9 1 0 1w W 9 1 (10 8 1 (9

+ 0 0 © 0 0 ©)] 0 © 0 0 © 1 0 n

~:Negative, +:Slight

TK:Terminal kill, FP: Failed to cause pregnancy, T Totat

Significantly different from control (**:p<0.01)

Table4  Incidence of gross findings of female rats treated orally with o-acetoacetotoluidide in the combined repeat
dose and reproductive/developmental toxicity screening test
Dose level (mg/kg/day) 0 8 25 80 250
TK NP (T} TK NP (T) TK (m TK NP §y) TK NP (1)
Organ ; Findings No. of animals 9 I (1 9 1 i 1 Qo 9 1 o 9 I Qo
Lung : Redspot - 9 1 o 9 1 (10} 10 (10 9 1 (10) 8 1 )]
+ 0 0 y ¢ 0 )] 0 O 0 0 ©) 1 6
Uterus | Hydrometra - 9 0 @ 9 1 (1 o o 9 S BN § (1) 1 (G0
+ 0 1 4)] 0 0 (o) 0 o 0 0 )] 0 0 (o
Adrenal: Red - 9 1 am 8 1 w 10 a0 8 1 [¢)] 9 1 (10)
+ 0 0o @ o 0 @ o O 1 o @ o 0 O
Spleen : Black - 9 1 e 9 I 1w o 2 0 @ 0 0
+H+H 0 0] o) 0 0 {0 0 © 7 1 8y 9 1 (1Op*
Enlargement - 9 11 9 1 aoy 1w o @ 1 Qo 3 1 @
+ 0 6 © o 0 @@ o O o 0o O 6 0 e
Adhesion, peritoneum - 8 1 )] g 1 o 10 a0 9 1 ) 9 1 {10
+ 1 0 (n 0 0 ()] 0 © 0 0 (B} 0 0 @
-.Negative, +:Slight, ++:Moderate
TK: Terminal kill, NP: Nor-pregnant, T Total
Significantly different from control (**:p<0.01)
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Table 5  Absolute and relative organ weights of rats treated orally with o-acetoacetotoluidide in the combined repeat
dose and reproductive/developmental toxicity screening test

Sex Item Doselevel(mg/kg/day) 0 3 25 80 250
Male  No, of animals 10 10 10 10 10
Body weight 436 + 30 47229 475132 482 4 30 475+ 37
Absolute weight
Brain{g} 207 £0.10 2,10 0.05 2.10 £ 0.09 2.13£0.11 211:£0.05
Liver(g) 13.29 + 1.58 1263 £ 1.46 13.28 = 1.14 13.93 £ 159 13.8+1.58
Kidneys {(g) 3.14£0.21 3.03+011 311022 321+035 2.99+0.17
Spleen(s) 083 £0.01 024 £009 0.87 £0.09 0904 +0.18 111 £0.14%*
Heart (g) 1.384£0.13 1.34 £0.07 1.37 £ 0.07 142 £0.11 133 0.10
Thymus (g) 0.33:£0.06 0.32 = 0.08 0.32 £ 0.08 0.36 £ 0.07 0.29 =0.05
Thyroid (mg} 3374289 327438 349428 36.0+52 352439
Pituitary {mg) 136+ 14 13408 14616 14.2:£10 154+ 1.6*
Adrenals (mg) 863+£122 E351102 61640 518+ 16.1 55779
Testes (g} 3404023 3.10 +0.64 355+0.25 3444027 34240.18
Epididymides (g) 1.53+0.14 141 £0.21 146+ 0.09 149+0.18 143014
Relative weight )
Brain(g%) 043 £0.03 0.45 £ 0.02 0.44 £ 0.04 044 +0.03 0.45 £ 0.03
Liver(g%) 2.73x022 267 017 279013 259023 280018
Kidneys (g%) 0.65 + 0.03 0.64 = 0.04 0.66 =003 0.67£0.05 0.63 4 0.04
Spleen (g%) 0.17 =0.02 0.18 £ 002 018002 0.19 £ 0.03 0.23 4 0.02%*
Heart (g%) 0.28 £0.02 0.29 £0.02 (.29 = 0.02 0.28 +0.01 0.28 £0.02
Thyrus (g%) 0.07 £0.01 0.07 = 0,01 0.07 £0.01 0.07 £ 0.01 0.06 = 0.01
Thyroid (mg%) 7006 69+06 7409 75+11 75x 11
Pituitary (mg%} 28+0.3 28103 3.1+04 3003 33404%
Adrenals (mg%) 137221 135+26 13.0+08 128432 118+ 2.0
"Testes (%) 0.72 £ 0.05 0.66 =0.14 0.75 £ 0.07 0.71 £ 0.04 0.72 £0.06
Epididymides{g%) 0.32 =003 0.30 £ 0.04 0.31£0.02 0.31£0.04 0.30  0.03
Female No. of animals g 9 10 9 9
Body weight 359 17 350 £13 347 £ 20 353+ 14 358 £ 13
Absolute weight
Brain(g) 1.93 % 0.06 199 £ 0.0 1.95 +0.08 1.99 + 0.07 198 £0.08
Liver{g) 148 £0.74 1435 +0.89 1451 +0.91 1481+ L14 16,10 % 1.16
Kidneys(g) 2.10£0.15 218+ 019 204 £0.14 2.11+£017 2.16 +=0.14
Spleen (g) 0.71 £0.16 0.67 :0.10 0.74 £0.11 0.77£0.10 112 £ 0,19
Heart (g) 1.07 £0.09 1.02 £0.07 1.04 £0.08 1.05 £0.04 110008
Thymus(g) 0.27 £ 0.03 0.27 £ 0.10 0.25 +0.09 0.23 £0.03 0.25 £0.05
Thyroid (meg) 234 £39 220432 224 +3.1 242430 268428
Pituitary (mg) 181+25 160416 14.4 £ 1.1%+ 17115 17.5%21
Adrenals (mg} 817+14.0 72285 75.0 £ 12.0 76.1 £8.9 726 4.1
Relative weight
Brain (g%) 0.55 £ 0.03 0.55 £ 0.02 0.56 2= 0.04 0.56 % 0.02 0.55+0.03
Liver{g%) 4325026 400£018 4216021 419031 450+ 0.23*
Kidneys (2%) 0.58 + 0.03 0.61 0.06 0.59 + 0.04 060005 061 +004
Spleen (g%) 0.20 £ 005 0.18£0.03 0.21 £0.03 0.22 £0.03 0.31 £ 0.05**
Heart (g%) 0.30 £ 0.02 0.29+0.02 0.30 £ 0.02 0.30 £ 0.01 0.31 £0.02
Thymus (g%) 0.07 £001 0.07 £ 0.03 0.07 % 0.02 0.07 £0.01 0.07 £0.01
Thyroid (mg%) 65+11 61109 65+08 69%09 75106
Pituitary (mg%) 5007 45204 4,1+0.3* 48+04 4906
Adrenals (mg%) 227+38% 20.1£24 2174338 21.5+27 203+13

Each value ié expressed as Mean=+5.D,
Significantly different from control (*:p<0.05, **;p<0.01)
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Incidence of histopathological findings of male rats treated with o-acetoacetotoluidide in the combined

Table 6
repeat dose and reproductive/developmental toxicity screening test
Dose level{mg/kg/day) 0 8 80 250
TK FP (M T FP (T} TE (I TK FP (I TK FP (D)
Organ: Findings No. of animals 9 1 (0 9 1 aw 1w o 9 1 () 9 1 (10}
Heart:  Myocardial degeneration/fibrosis - 7 1 ® - 1 1 - - 1 (. s 1 @
: + 2 0 @ - (1) - - 0o © 3 o @
Cellular infiltration, lymphocyte, - 8 1 @ - - 1 W - - 1 QO g 1 {10
focal + 1 o W - 0w - -0 m 92 o ©
Lung :  Mineralization,artery - 5 1 ® - 1 M - - 1 n 7 ¢ @
v+ 4 0 @ - ¢ o - - O (1) B 1 @
Accumnlation, foam cefl - 7 1@ - 1w - - L@ 3 1 @
) + 2 0o {2 - O (1) I - 0 0 1 0 (@
Hemorrhage/cellular infiltration, - 8 1 ® - 1 O - 1 8 1 ®
neutrophil, focal + 1 o @ - ¢ 0 - - 0 W 1 0 (I
Liver :  Depeneration, fatty, hepatocyte, - 8 1 ® 9 1 o w 9 1 (9 1 (0
periportal + 1 0o ) ¢ ¢ @ o O 0 0 @ o N (1)
Necrosis,focal - 4 1 0 8 1 @ w (9 9 L 9 1 am
“+ 0 o 1 ¢ W oo @ o ¢ @ o 0o O
Microgranuloma - 7 0o M 8 0o ® ¢ @ 7 1 @ 7 1 @
+ 2 1 (3 1 1T @ 1 1 2 0o @ 2 0 (@
Deposit, hemosiderin, Kupffer - 9 I (9 1 W 110 (10 5 1 6 0 R (0)
cell 0 0o @ o o W o O 4 0 @W* 9 1 (o)
Kidney.  Eosinophilic hody, proximal tubular - 8§ F A () B 1 (@ 10 (10 8 1 M 2 o @
epithelinm w1 0 (1 3 0 @ o0 ® 3 0o @ 7 I ) A
Hyaline droplet, proximal fubular -+ 9 w9 1) o @ 9 1 9 1 (0
epithelium H=+ 0 0 o o 0 (O 1 n ] 0 o 0 0 @
Cyst, solitary/multiple -9 1 a7 1 ® 10 (1) 8 0o ® 9 1 1o
+ 0 0 ® 2 0o @ o O 1 1 @ o o @
Cast, hyaline/pratenous - 7 FRN ) 1 o 1w Qo 9 1 (1 9 1 (10
02 o @ o0 ¢ ©® o ®W o o ©®@ o 0o O
Cellular infiltration, lymphecyte, - 8 1@ 9 1 (e 8 @ 9 a @ 8 1 @
cortex + 1 o O ¢ o @ 2 @ ° 1 1 0 -
Basophilic tubules - 6 1 n 5 1 (6) 7 4] 8 ] 8 .8 1
+ 3 0 (3) 4 0 @) 3 (3) 1 1 (2) 1 0 (O
Urinary:  Cellular infiltration, lymphocyte, - 3 1 @ - - - - - 8 1 {9
bladder  submucosz + 1 o o - - - - - 1 VA4V,
Testis:  Atrophy, seminiferus tubule -8 1 1 - ¢ 0 - - 1 (1) g 1 (10)
“+ 0 0 O - 1 O - - a o o
Hyperplasia, interstitial cell - 9 1 (1o - c © - - 1 D 9 [ )]
+ 0 0o O - 1w - - 0o O o 0o
Epididiymis: Decrease, sperm - 9 1 ao - o O - - 1 b g 1 (o)
w0 0 @ - 1 @® - - 0 @ 0o 0 M
Cell debris, lumen - 9 1w - 0 - - 1 g 1 o
Ho0 o o - 1@ - - 0 o o 0 O
Cellular infiliration, lymphocyte, - 7 @ - 1 - - T W9 Q)
interstitium + 2 0 2) - 5 () - - 0 )] 0 VI (1))
Prostate;  Cellular infiltration, lymphocyte, - -~ I () I 1 W - - 1 - 1 Q@
interstitium - room - [ (1) I - o O - 0 (@
Thymus: Hemorrhage - 8 1 W - 1w - - 1 {1 ¢ 1 (10}
+ 1 0 1 - U (1) - ] (9] 0 (1)}
Pituitary:  Cyst, anterior lobe -9 1y - 1 W - - 1 (1 8 1 {9
+ 0 0 © - 6 © - - (1) 1 o Q)
Spleen:  Hematopoiesis, extrameduliary -+ 8 I (9 8 1 @ 8 ® 7 1 @ 0 V(1)
+ 1 0 (1) 1 0 (1 2 2 2 0 (2 9 1 (o*
Deposit, hemosiderin -+ 8 19 7 1 @ w0 (o 3 1 @ 0 0 (0}
’ ++ 1 o U 2 0o @ 0o @@ 6 o0 @& 9 =
Congestion -9 1 a9 I 10 {0 6 1 M o 0 W
0 0 ()] 0 0 O 0 [0) 3 0 (3 9 1 (10
- Negative, +: Slight, ++:Moderate, +++:Severe
TK: Terminat kill, FP: Failed to cause pregnancy, T:Total, - Not examined
Significantly different from control (*1p<0.05, **:p<0.01}
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