25

-37-

T-2 T-2 toxin
9 ppm 3
0 1 3 9 ppm ICR 12
6 ( 21 )
77
9 ppm 7 14 21
9 ppm
1 ppm 9 ppm
9 ppm
9 ppm
7 3 ppm
9 ppm T-2
7 9 ppm
Tbr2
3 ppm T-2 type 2
reelin 9 ppm
A.




(SG2)

21

25

T-2 toxin

T-2

7

OTA B.

ICR 1
12
4 T-2 01 3 9ppm
6 21
0 6 12ppm
12 ppm
6 ppm
9 ppm 4
8 2
1 1 2
1
2
21
10 CO,0; 4 PFA
0.1M
31 35 13 20
CO,0;
10%
T-2 PFA
T-2 Bregma
-35mm 1
2
3 um
Sox2
x4000 Abcam Tbr2
x500 Abcam
6 doublecortin x1000 Abcam
reelin x1000 Novus
Biologicals, Inc., Co. NeuN
x100 IgG Clone A60 Millipore
Corporation parvalbumin

x1000 IgG  Millipore Corporation

-38-



DAB ABC
VECTASTAIN ABC Elite kit  Vector
Laboratories
Sox2 Tbr2
doublecortin
GABA
reelin parvalbumin
NeuN
22 C0O,0,
10%
T-2
77 T-2
1 1 1
77 10
C0O,0, 4 PFA
0.1M
10 C0O,0,
10%
Bartlett
Dunnett Steel

CO,0,
C.
9 ppm
14 9 ppm
5,18, 21
ppm 14, 18, 21 3 ppm 18
Fig. 1
9 ppm
77
Fig.2,3 Table 1
1 3 ppm 35
3 ppm 56 63
1 ppm 63
(Fig. 3)
T-2
Table 1
1 ppm
1 9
ppm 9 ppm
Table
2
3 ppm
9 ppm

-39-



Table 3

3 ppm 77
9 ppm
Table 4
3 ppm
SGZ
Tbr2 Type2
3 ppm Sox2
type 2a
doublecortin
Table 6
reelin 9 ppm
parvalbumin
D.
ICR T-2
6
77
9 ppm 7
9 ppm
21
9 ppm
1 ppm
9 ppm

Table 5

type 1

NeuN

9 ppm
21

14

9 ppm
9 ppm
77
3 ppm 9 ppm
T-2
77 9 ppm
Tbr2 Type2
3 ppm
T-2
9 ppm
reelin
E.
T-2
9 ppm
1 ppm
3 ppm
type2
F.
2

-40 -



—

-41 -



Body weight

(@

80
70 |
60 |
50 |
20 | &
30 |
20 |
10

6 9 13 16 O 3 7 10 14 17

Gestation day Postnatal day

Food Consumption
(g/animal/day)
60 r

—— 0 ppm
>0 —=—1ppm
40 p —A—3ppm
—>—9 ppm
30
20
10
O J
7 10 14 17 1 5 8 11 14 18 21
Gestation day (day)
Postnatal day
(g/animal/day) Water Consumption
90 r
80  —*Oppm
70 | —=—1ppm
60 —&— 3 ppm
50 | —>¢9ppm
40 F
30
20
10 F
0 ) . : L L L J
7 14 1 8 14 18 1
Gestation day Postnatal day (day)

Figure 1. Body weight, food consumption and water consumption of dams given T-2 Toxin from
GD 6to PND 22in thediet.
* ** Significantly different from the untreated controls (P<0.05, P<0.01, Dunnett's or Steel’s test).
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Figure 2. Body weight of male and female offspring at gestation day.
** Significantly different from the untreated controls (P<0.01, Dunnett's or Steel’s test).
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Figure 3. Body weight of male and female offspring at postnatal day.
* ** Significantly different from the untreated controls (P<0.05, P<0.01, Dunnett's or Steel’s test).
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Table 1. Reproductive and general parameters of damsgiven T-2 Toxin from GD 6 to PND 22

T-2 Toxin (ppm)

0 (Control) 1 3 9
No. of dams 9 10 10 10
No. of implantation sites 15.30+1.77 16.33+1.87 16.15+1.41 15.50+2.65
No. of live offspring 14.36+2.50 14.50+2.07 14.92+1.19 13.75+£2.34
Mean body weight (GD, g) 48.3743.53 48.06+2.33 48.78+2.51 47.85+3.43
Mean body weight (PND, g) 49.12+4.52 48.44+1.74 48.58+1.75 46.67+1.76
Food intake (GD, g/animal/day)® 6.48+0.69 6.61+0.84 6.57+0.58 6.77£1.92
Food intake (PND, g/animal/day)? 22.61+1.63 23.51%£1.77 22.55+1.54 20.09+£1.51**
Water consumption (GD, g/animal/day)® 13.85+2.59 12.94+1.47 13.44+1.58 11.78+£1.27*
Water consumption (PND, g/animal/day)*® 44.25+5.00 42.1244.11 40.89+4.10 33.58+£3.45%%*
T-2 Toxin intake
(GD. mg/keg body weight/day)® 0 0.14£0.02 0.40+0.03 1.18+0.25
T-2 Toxin intake

0 0.49+0.03 1.3940.07 3.79+0.24

(PND, mg/kg body weight/day)*

Mean+SD.

?Mean value of each week.

* ** Significantly different from the untreated controls (P<0.05, P<0.01, Dunnett’s or Steel’s test).

Abbreviation: GD; gestation day, PND; postnatal day.
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Table 2. Organ weights of damsat PND 22

T-2 Toxin (ppm)

0 (Control) 1 3 9
No. of animals 9 10 10 10
Final body weight (g) 45.30+4.38 4478 +1.61 4471 £2.53 45.39+2.92
Brain Absolute (g) 0.50+0.03 0.50+0.02 0.49 +0.02 0.49+£0.02
Relative (g/100g BW) 1.11£0.06 1.11+0.03 1.10+0.05 1.07£0.06
Liver Absolute (g) 2.91+0.33 2.89+£0.36 2.96 £0.23 3.45+£0.30**
Relative (g/100g BW) 6.43+0.35 6.45+0.69 6.63 +0.46 7.60£0.50**
Thymus Absolute (g) 0.094 £0.013 0.070+0.020** 0.073+0.016* 0.031£0.011**
Relative (g/100g BW) 0.209 + 0.029 0.158+£0.046* 0.164 +0.040 0.069+0.011**
Spleen  Absolute (g) 0.164 +0.029 0.157+0.025 0.211 +0.064 0.207+0.093
Relative (g/100g BW) 0.360 = 0.043 0.350+0.050 0.470+0.126 0.451+0.183

Mean+SD.

*, ** Significantly different from the untreated controls (P<0.05, P<0.01, Dunnett’s or Steel’s test).
Abbreviation: BW; body weight, PND; postnatal day.

- 46 -



Table 3. Organ weights of offspring at PND 21

T-2 Toxin (ppm)

0 (Control) 1 3 9
No. of male animals 31 35 32 32
Final body weight (g) 17.98 +1.78 17.63+1.44 17.13+1.33 13.61 £ 1.22%*
Brain  Absolute (g) 0.441 £0.025 0.433+0.016 0.425+0.019** 0.411+£0.022%*
Relative (g/100g BW) 2.467+0.232 2.477+0.198 2.491+0.176 3.033 £0.227**
Liver Absolute (g) 1.03+0.14 1.02+0.12 0.98+0.13 0.71 £0.10**
Relative (g/100g BW) 5.69 +0.36 5.79+0.42 5.73+£0.43 5.25+0.40**
Thymus Absolute (g) 0.12+0.03 0.11+0.02 0.10 £ 0.02%* 0.08 £0.02**
Relative (g/100g BW) 0.67+0.16 0.64+0.11 0.60+0.10 0.58+£0.13%*
Spleen  Absolute (g) 0.14+0.03 0.14+0.02 0.14+0.03 0.09£0.02%*
Relative (g/100g BW) 0.79+£0.18 0.78+0.10 0.79+0.15 0.66+£0.13%*
No. of female animals 13 17 20 19
Final body weight (g) 16.99 £1.37 16.81+1.40 1627 £1.54 12.89 £ 1.62**
Brain  Absolute (g) 0.433+0.027 0.422+0.014 0.414+0.018* 0.410+£0.020**
Relative (g/100g BW) 2.556+0.167 2.524+0.189 2.561+0.224 3218 £0.350**
Liver Absolute (g) 0.88+£0.12 0.92+0.10 0.87+0.11 0.64+0.11**
Relative (g/100g BW) 5.16+0.37 545+0.33 5.35+0.42 4.98+0.38
Thymus Absolute (g) 0.12+0.03 0.11+0.02 0.11+0.02 0.08 £0.02**
Relative (g/100g BW) 0.69+0.13 0.67£0.12 0.69+0.15 0.62+0.13
Spleen  Absolute (g) 0.14+0.02 0.13+0.03 0.13+0.02 0.09£0.03**
Relative (g/100g BW) 0.83+0.12 0.80+0.15 0.78 £0.15 0.72+0.19
Mean+SD.

* ** Significantly different from the untreated controls (P<0.05, P<0.01, Dunnett’s or Steel’s test).

Abbreviation: PND; postnatal day, BW; body weight.
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Table 4. Organ weights of offspring at PND 77

T-2 Toxin (ppm)

0 (Control) 1 3 9
No. of male animals 10 10 10 10
Final body weight (g) 4596 +£547 46.60+5.19 43.71 £4.95 40.75+3.78%*
Brain  Absolute (g) 0.515+0.090 0.502+0.016 0.487+0.017 0.494+0.021
Relative (g/100g BW) 1.128£0.182 1.087+0.113 1.126 +0.123 1.222+0.121
Liver Absolute (g) 2.198 £ 0.347 2.244+0.337 2.154+0.158 2.191+0.263
Relative (g/100g BW) 4.960 + 0.423 4.984+0.536 5.079 +£0.505 5.314+0.387
Thymus Absolute (g) 0.056 +0.019 0.050+£0.010 0.045+0.014 0.047 £0.020
Relative (g/100g BW) 0.126 +0.039 0.112+0.027 0.105+0.031 0.113+0.045
Spleen  Absolute (g) 0.134+0.025 0.134+0.025 0.139+0.022 0.134+0.036
Relative (g/100g BW) 0.307 +0.069 0.299+0.048 0.332+0.080 0.325+0.077
No. of female animals 10 10 10 10
Final body weight (g) 40.70 £3.55 38.00+3.63 38.55+3.74 33.43 £2.94%*
Brain Absolute (g) 0.525+0.022 0.515+0.018 0.505+0.015 0.504+0.020
Relative (g/100g BW) 1.296 +0.102 1.362+0.105 1.321+0.138 1.517 £0.120%*
Liver Absolute (g) 2.082 +0.387 1.858 £0.269 1.672 £ 0.575 1.690+0.211*
Relative (g/100g BW) 5.095+0.725 4.885+£0.486 4.349 +1.403 5.069+£0.577
Thymus Absolute (g) 0.080 + 0.020 0.071+£0.010 0.074 +0.011 0.063+0.017*
Relative (g/100g BW) 0.197 £ 0.043 0.188+0.031 0.193 £ 0.034 0.187+0.038
Spleen  Absolute (g) 0.175+0.051 0.177+0.059 0.178 +£0.041 0.166 +0.047
Relative (g/100g BW) 0.425+0.104 0.465+0.159 0.462 +0.092 0.494+0.123
*Mean£SD.
*, ** Significantly different from the untreated controls (P<0.05, P<0.01, Dunnett’s or Steel’s test).
Abbreviation: PND; postnatal day, BW; body weight.
Table5. Macroscopical finding with dams at PND 22
T-2 Toxin (ppm)
0 (Control) 1 3 9
No. of animals 12 11 13 13
Forestomach
Thickening of mucosa 0 0 2 7

Abbreviation: PND; postnatal day.
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Table 6. Immunohistochemical data in the hippocampal dentate gyrus of male offspring on PND 21

T-2 Toxin (ppm)

0 (Control) 1 3 9
No. of animals 9 10 10 10
Number of positive cells at subgranular zone (/mm)
Sox2 37.3+3.3 38.6+3.4 40.5+£2.5 36.2+2.9
Tbr2 10.68 +2.84 8.71+£2.04 6.91+£1.82%* 7.33£2.25%*
doublecortin 89.7+14.0 86.1+8.0 90.8+12.3 76.1+13.7
Number of positive cells at hilus (/mm?)
reelin 147.7+44.1 177.5+42.7 178.8+39.0 224.0 £ 53.6%*
NeuN 291.7+£43.0 277.2+61.5 263.1+£56.0 283.6+58.4
parvalbumin 37.9+£19.5 49.0+18.2 36.8+15.9 41.7+13.1
Mean+SD.

** Significantly different from the untreated controls (P<0.01, Dunnett’s or Steel’s test).
Abbreviation: PND; postnatal day, Sox2; SRY (sex determining region Y)-box 2, Tbr 2; T box brain 2, NeuN;

neuron-specific nuclear protein.
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