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X 1

Effect of perinatally exposed estrogen-agonists on sexually
dimorphic nucleus of hypothalamus.
- A preliminary study to estimate maximum torelable dose -

~

Animals: Sprague-Dawley (IGS) rats, pregnant

Parameters to be analysed:
P9: Hypothalamus fixed with Methacarn solution

(RT-PCR: gene expression analysis )
. Y,
Grou ’ g g
P E15 P2 P9
1 Basal diet
A
Sacrifice
2
Sacrifice
3 Py
Sacrifice
4 EE, 0.5 ppm in diet
Sacrifice

Abbreviations: EE: Ethinyl estradiol; EB: Estradiol benzoate
EOQ: The day when a vaginal plug is found

P1: The day when a rat gives birth

EB is dissolved in sesame oil (100 pg/mi)
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4  Laser Capture Microdissection [ZX Y
HRER U 7= BF4R 4> 5 @D HGFR-RT-PCR

# 1. 46 ng total RNA
# 2: 15 ng total RNA



5 MREKRTEDOMEMTZERKICETS RT-PCREH
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GABAT |

Cont EEo0.125 EE0.25 EE 05

27 29 31 27 29 31 27 29 31 27 29 31
Oxytocin

Cont EEo0.125 EE 0.25 EE 05

31 33 35 31 33 35 31 33 35 31 33 35

Progesterone receptor
Cont EE0.125 EE 0.25 EE 0.5

29 3133 29 31 33 29 31 33 29 31 33

) ’\:{‘ Vlr' —

B FIIPCRYA O NEERT
EE: Ethinylestradiol % 5 8¢




M6 WA TFBOMNIKICHT S RT-PCRERH
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Neurotensin/Neurmedin N
Cont EEo0.125 EE 0.25 EE 0.5

31 33 35 31 33 35 31 33 35 31 33 35

GFAP
Cont EEo0.125 EE 0.25 EE 05

g2 3133 29 3133 29 31 33 29 31 33

Bcl-x
Cont EEo0.125 EE0.25 EE 05

29 3133 29 3133

E CBFIIPCRUVAIINEAERT
EE: Ethinylestradiol %58
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RNA-yields and concentrations of contaminating DNA of the RNA
preparation extracted from rat liver PETs

Fixative No. of sample RNA yield DNA contamination
(Lg/mg wet tissue) (ng/mg wet tissue)

Unfixed frozen 6 1.55+038 7 5.85+1.31
Methacarn 5 0.74£0.11 * 0.78 £0.20 *
Acetone 5 082013 * 555+2.297¢
Paraformaldehyde 5 0.16+0.17 * 7 1.12+0.55*
Buffered formalin 5 0.30+0.21 *,§ 075051 %*
Ufix 5 0.05+0.10 *,{ 032+045*
Bouin’s solution 5 0.14+0.14 *,§ 1.88+£0.91 *

* Significantly different from unfixed frozen sample (P < 0.0001).
1 Significantly different from Methacarn-fixed sample (P < 0.005).
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Protein yields from rat liver PETs

Fixative No. of sample Yield of protein (Lg/mg wet tissue)-
Unfixed frozen 4 179+ 21

Methacarn 5 137126

Acetone 5 175 £ 41

Paraformaldehyde 5 19+ 4 *+

Buffered formalin 5 23+ 5 *7§

Ufix 5 21+ 5 *¢

Bouin’s solution 5 111 75

* Significantly different from unfixed frozen sample (P < 0.0001).
T Significantly different from Methacarn-fixed sample (P < 0.0001).



