Table 16. Detailed immunohistechemical staining results of Reelin, GAD67 and PCNA, as well as data of
apoptotic bodies in the acrylamide-exposure study.

Antigen ACR Males Females Combined
Reelin 0 ppm 1950 +9.87 (3) ° 2165+7.75 (1) 2100 +£7.92 (10)
25 ppm 31291091 (4) 2754 £599  (6) 29.04 £ 796  (10) *
50 ppm 39.80 £ 6.51  (8) **  33.01 £12.02 (6) 36.89 £9.52 (14) **
100 ppm 33.52 £ 5.61 5 * 3773 £ 785 (3) * 3510 £6.35 (8) **
i.p. 3357+ 843 (4) 34.07 £8.02  (5) * 33.85+£7.67 (9) **
GAD67 0 ppm 20.02+ 1026 (3) 3323 +4.75 (7)) # 2927 +£8.90 (10)
25 ppm 38.17+£324 (4 36.04 £10.48 (6) 36.90 £ 8.11  (10)
50 ppm 4477 £ 996  (8) ** 39.65+8.12 (6) 42.58 +£9.26  (14) **
100 ppm 4795775 (5) ** 35681238 (3) 4335 + 10.88 (8) **
i.p. 4177+ 854 (4) * 3896 £ 1145 (5) 4021975  (9) *
Calb-D-28K 0 ppm 39.80 £ 6.51  (3) 40.39 £ 13.05 (7) 4021 £11.09 (10)
25 ppm 6235+872 (4) * 3810 £17.90 (6) # 47.80 + 18.98 (10)
50 ppm 49.33 £ 19.26 (8) 40.25 £ 13.53  (6) 4544 £17.08 (14)
100 ppm 58.61 £21.33 (5) 5552 £14.62 (3) 57451799 (@8) *
i.p. 4640 +£7.50 (4) 54.18 £ 18.18 (5) 50.72 £ 1425 (9)
PCNA 0 ppm 1.06 £ 0.52  (3) 1.54 £0.82  (7) 1.39+£0.75  (10)
25 ppm 127 +£049 (4) 1.78 £ 0.58  (6) 1.58 £0.58 (10)
50 ppm 1.59+£0.70 (8) 1.63 £033  (6) 1.61 £0.55 (14)
100 ppm 144 +0.68 (5) 1.09£0.58 (3) 131063 (8)
i.p. 143 £0.68 (4) 1.12 +0.32  (5) 126 £0.50 (9)
Apoptotic bodies 0 ppm 0.67 047 (3) 0.61 £0.51 (7) 0.63 £0.47 (10)
25 ppm 028+0.07 (4) 026 £0.32  (5) 027023 (9
50 ppm 023+0.18 (8) 036 +0.17  (6) 028 £0.18 (14)
100 ppm 022+0.14° (5) 0.11 009 (3) * 0.18+0.13 (8 *
i.p. 035+032 (4 0.09 £0.09 (5) * 021+024 () *

#Mean = SD.

*P < 0.0, **¥ P <0.01 vs. 0 ppm group.

# P <0.05 vs. males in the same group.

() No. of the animals examined.
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Fig 2. Flowcytometric analysis of lymphocytes in the

Thymus and spleen cells of the

| | Female

methamidophos -treated pups.

methamidophos (0,2, 10ppm) —treated pups were stained

with fluorochrome -labeledanti -CD3, anti -CD4, anti -CD8a, and anti -NK1.1, and measured
with FACSAria . Data are mean + SD (n=4). *p<0.05,

Dunnett ’s test,
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Thymus and spleen cells ofthe  methamidophos (0,2, 10ppm) —treated pups were fixed and
stained with fluorochrome -labeled anti -CD4 and anti -CD25, followed by permeabilization .

After staining with anti  -Foxp3, the cells were measured with

(n=4). *p<0.05, Dunnett’s test.

FACSAria . Data are mean+ SD




Table1. Effect of methamidophos on the body and organ weights

Methamidophos (ppm)
0 2 10 50
pam o 7 1@ @ 70
" Body (g) 233 + 28 26 + 20 214 = 24 196 + 13
Liver (mg) 1392 + 518 1212 =+ 397 1063 + 195 863 = 86
Spleen (mg) 1156 + 160 1120 =+ 204 (119 =+ 263 920 + 94
Thymus (mg) 53.0 + 152 480 = 7.0 933 =+ 1248 394 =+ 83
Liver/Body 582 + 152 528 + 133 500 =+ 89 440 + 23
Spleen/Body 50 =+ 05 50 = 12 53 = 1.7 47 = 03
Thymus/Body 23 % 05 21 + 04 48 + 70 20 = 04
Adult female i n 4 5 5 7
Body (g) 21.1 + 09 217 £ 14 217 + 23 196 + 13
Liver (mg) 984 =+ 103 981 =+ 62 975 + 69 863 =+ 86
Spleen (ng) 1053 + 115 1190 =+ 195 1018 =+ 132 920 + 94
Thymus (mg) 473 + 62 494 + 79 448 =+ 72 394 + 83
Liver/Body 466 =+ 50 453 + 3. 450 =+ 27 440 + 23
Spleen/Body 50 + 06 55 + 10 47 + 06 47 + 03
Thymus/Body 22 £ 03 23 =+ 04 21 =+ 04 20 = 04
Male pup n 16 9 6 0
Body (g) 106 =+ 12 106 =+ 06 73 & 35%* -
Liver (mng) 602 =+ 85 581 =+ 73 422 + 210 -
Spleen (mg) 1044 + 224 980 = 117 592 + 376% -
Thymus (mg) 68.5 + 82 697 + 102 410 =+ 314%* -
Liver/Body 571 + 28 546 =+ 44 498 £ 7.7 ** -
Spleen/Body 99 + 16 92 = 07 66 £ 25%** -
Thymus/Body 66 =+ 11 66 =+ 08 44 £ 24 % -
Female pup n 4 4 6 0
Body (g) 102 + 07 93 =+ 06 72 + 28 ~
Liver (mg) 530 + 27 474 + 50 348 + 172 -
Spleen (mg) 950 + 189 895 + 70 445 =+ 3137 -
Thymus (mg) 718 = 3.1 660 =+ 55 363 =+ 304% -
Liver/Body 521 + 21 509 =+ 3.0 465 =+ 59 -
Spleen/Body 93 =+ 16 97 + 12 55 + 25%* -
Thymus/Body 71 = 08 7.1 £ 09 43 =+ 25 —

Pregnant BALB/c mice (and their babies) were exposed to methamidophos (0, 2, 10, and 50ppm) via drinking water
fom gestational day (GD) 10 to posmatal week (PNW) 3. At PN'W3, mice were sacrified to determine effects of the
compound on the body and ongen weights. " "Numbers in parenthesis mean the number of dams who delivered pups.
“Dams' who did not delivered any pups. Valués are mean = SD." %<0.05, #p<0.01 (Dunnett's test).



Table 2. Effect of methamidophos on the hemocytolegical parameters

Methamidophos (ppm)
0 2 10 50
Dam n 703" 7" 7" 7(0)°
WBC (10 %/ L) 76.1 4 234 781 = 116 101.7 =+ 1335 374 + 207
RBC (10 L) 1003 =+ 57 1030 =+ 62 1062 =+ 111 1022 =+ 18
HGB (g/dL) 152 + 1.2 153 =+ 0.8 157 + 18 150 + 04
HCT (%) 529 £ 39 535 + 27 552 + 6.1 523+ 1.1
MCV (fL) 528 & 1.1 520 =+ 1.1 519 + 06 512 4+ 0.5%*
MCH (pg) 152 = 04 149 =+ 04 148 + 02 147 + 02*
MCHC (g/dL) 287 + 04 286 + 02 284 + 02 258 + 7.6
PLT(10% L) 1473  + 375 1335 + 340 1384 =+ 26.1 1271+ 11.8
Adultfemale ° n 4 5 5 7
WBC (10 %/ L) 840 =+ 10.5 774 = 11.2 458 & 17.9™ 374 & 207**
RBC (10 1) 969 + 47 1040 + 72 1008 =+ 74 1022 =+ 18
HGB (g/dL) 144 + 0.7 153 + 09 148 + 1.0 150 + 04
HCT (%) 504 =+ 29 535 + 32 521 + 34 523 & 1.1
MCV (fL) 520 + 08 514 + 06 517 + 05 512 % 05
MCH (pg) 149 = 01 147 + 02 146 + 01 147 =+ 0.2
MCHC (g/dL) 286 =+ 03 285 =+ 02 283 + 02 258 = 7.6
PLT (10 ¥/ L) 1191 =+ 145 1172 + 226 1286 + 113 1271+ 11.8
Male pup n 4 4 4 0
WBC (10 %/ L) 96.5 =+ 227 798 + 115 478 + 292* -
RBC (10%/ L) 755 =+ 46 84 =+ 30 813 = 156 -
HGB (g/dL) 107 =+ 03 109 =+ 02 114 + 23 -
HCT (%) 396 =+ 22 4923 + 1.8 428 + 87 -
MCV (iL) 524 * 05 513 + 1.0 525 + 09 -
MCH (pg) 142 + 06 133 = 03* 140 + 0.1 -
MCHC (g/dL) 270 =+ 1.1 259 + 06 266 =+ 03 -
PLT (10 / L) 1142 =+ 12.8 1214 =+ 88 107.8 = 320
Female pup n 4 4 4 0
WBC (10 %/ L) 750 * 59 80.8 + 14.8 450 =+ 279 -
RBC (10% L) 777+ 51 780 =+ 30 815 + 107
HGB (g/dL) 106 + 0.8 104 = 06 112 = 17 -
HCT (%) 404 =+ 26 409 = 13 425 =+ 53 —
MCV (fL) 519 =+ 05 525 + 15 521 =+ 08
MCH (pg) 13.6 =+ 03 13.7 + 08 137 + 05 -
MCHC (g/dL) 263 = 05 260 + 08 263 + 12
PLT (10 % L) 1087 =+ 25.0 951 =+ 9.1 1001 + 162 -

Pregnant B ALB/c mice (andtheirbabies) were exposedto methamidophos (0,2, 10,and S0ppm) via drinking water

from gestational day (GD) 10to postnatal week(PNW) 3. At PNW 3, mice were sacrified todetermine effectsofthe
campound onthe henocytological parameters. "Numbersin parenthesismean the mimberof damswho delivered pups.
*Dams whodidrot delivercdany pups Valuesare mean= SD. #p<005,*p<0.01 (Dunnett'stest).




Table 3. Effect of methamidophos on the serological parameters in dams

Methamidophos (ppm)
0 2 10 50
Dam n 7G) 10 7Q) 70)
AJG ratio 154 =+ 026 160 + 0.16 153 % 021 157 + 015
AST (TU/L) 1164 =+ 407 1426 + 992 1881 =+ 1464 1114 =+ 532
ALT (IUL) 344 + 202 501 + 576 56.1 + 583 647 + 119.6
ChE (IUL) 3886 =+ 7.86 3186 + 498% 1757 =+ 223*% 733 + 137%*

Pregnant BALB/c mice (and their babies) were exposed to methamidophos (0, 2, 10, and 50ppm) via drinking water
from gestational day (GD) 10 to postnatal week (PN'W) 3. At PN'W3, mice were sacrified to determine effects of the

compound on the liver (A/Gratio, ASTand ALT), and serum choline esterase (ChE) activities.
mean the number of dams who delivered pups. Values are mean & SD. *p<0.05, #p<0.01 (Dunnett's test).

Table 4. Effect of methamidophos on the serological parameters in adult females

"Numbers in parenthesis

Methamidophos (ppm)
0 2 10 50
Aduftfemale n 4 5 5 7
A/G ratio 1.68 =+ 0.13 154 + 0.15 164 =+ 0.11 1.57 <+ 0.15
AST (IUAL) 98.0 £ 212 996 = 206 1102 + 434 1114 =+ 532
ALTJUL) 190 =« 24 238 4 33 252 £ 90 647 + 1196
ChE (IU/L) 3300 + 082 3220 x 602 1760 =+ 114" 700 + 153**
Adult ferale BALB/c mice were exposed to methamidophos (0, 2, 10, and 50ppm) via drinking water for 31 days. At
day 31, mice were sacrified to determine effocts of the compound on the liver (A/Gratio, ASTand ALT), and seram
choline esterase (ChE) activities. Values are mean + SD. *p<0.01 (Dunnetts test).
Table §. Effect of methamidophos on the serological parameters in pups
Methamidophos (ppm)
0 2 10 50
Pup n 3 3 3 0
A/Gratio 140 = 0.17 123 + 0.06 137 + 006 -
AST(IUL) 1500 =+ 168 1797 + 302 2123 + 297°*% -
ALT (IUL) 373 + 80 410 £ 70 397 + 60 —
ChE (IUL) 3067 + 153 2967 + 231 2200 £ 500%* -

Pregnant BALB/c mice (nd their babies) were exposed o methamidophos (0, 2, 10, and 50ppm) via drinking water
from gestational day (GD) 10 to postnatal week (PNW) 3. At PN'W3, mice were sacrified to determing effects of the
compound on the liver (A/G ratio, ASTand ALT), and semum choline esterase (ChE) activities. Values are mhean + SD,
*<0.05 Dunneit’s test).
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#-1 Body weights and food consumption of mice exposed to Methamidophos
perinatally (GD10-PND21)

Treatment Body weight on PND21 Food consumption
(ppm) (8 (g/day)
Dam
0 28.8+2.8 7.8+ 0.7
0.01 25.6 2.5 7.3+1.9
0.1 304+1.3 6.6 2.0
1.0 30.1+1.3 8.2+0.5
10.0 26.0 £ 1.7 8.8+0.5
Offspring
0 14.7+ 1.7 0
0.01 14.7+2.9 0
0.1 12.6 £2.8 0
1.0 14.2 +2.1 0
10.0 10.8+ 1.8 0




