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Experiment design
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Histology

5
Immunohistochemistry-Hrk localization
I
Control EE 200pgkg
Hrk localized in oocytes of PND1 ovary
6 invivo Hrk
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TUNEL s staining in Ovary of PND 1
I =~
Control EE 200ugkg

Oocyte apoptosis is inhibited by EE treatment

7 invivo (TUNEL )

S

3 8 8

Positive staining oocytes
number per section for TUNEL
=

<

T *
Control EE treatment

& 1invivo TUNEL
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Histology—EE treatment ovary in PND21
1

PND21 S
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PCNA Staining PCNA Staining

PCNA Staining PCNA Staining
| |

~

&3 REING

PCNA localization

GC O GC OTICGC O TC GC O TIC  —

o
Dayl - + NA NA NA NANA NA NA NA NA NA MNA +
Day3d - + + + NA NANA NA NA NANA NANA +
Day7 - + + + + + - NANA NANANANMA +
Day2l - + + + + + - + + + + + + -

NA:No Available; +: Positive; -: Negative
GC: Granulosa cell; TC: Theca cell O: Ooctyes

There is no too much difference of PCNA staining between control
ovary and EE treatment ovary.

11 PCNA
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The Influence of EE on Sexual Dimorphic Nuclei Development
[ |

Experiment design:

f Control: sesame oil
Treatment: EE 200 ugkg
PNDO

| ] | | S|
[ I | “|
PNDIPND3  PND7 PND14 PND21

1. Morphology of SDN-POA area in control and treatment groups
(Nissl staining; Calbindin staining )

Aromatase

——> SDN-POA is larger in male
Alpha-fetoprotein

11 1.

The Influence of EE on Kisspeptin, GnRH and GnIH in Peripuberty
|

Experiment design:

/’ Control: sesame oil
Treatment: EE 200 ugkg
PNDO

I | 5|
| | I

PND30  PND45-50Estrous

1. The expression change of kisspeptin in AVPV and ARC area
The expression change of GnRH in POA area

The expression change of GnIH in DMH area
2. The epigenetic change of kisspeptin, GnRH and GnIH genes

12 2
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