ALE ol &8 dAAZT 7)1e S FYstuz s

A AYste Wxket AAEZ EYsta, 28 449

1 ¥ transfected ovarian cell calcium alginateE ©]-&

& encapsulationA A FA 22E ThA] HAEE I F 49U B st Ak ALE sk

EXFH Aol i3t siRNAE long dsRNAY] RNase IS A zldted A 2etal, 53219 knock down

< realtime PCRE 218} o} WA in vivo control, sham control, TFO (transfected oocyte - somatic cell),

TFS (oocyte - transfected somatic cel) = L}0] Bl H-A3514th

Results: Sham “1EofAl YA} Pxe 8439 #8384 gl9do) vare] whed4:% 7} in vivo control

o Hlgl thA AdsE AL B2 4 Jdvh A TS gansfection TFS ZEL WAHE0] sham
IERG AXA QYL 17 dEet FARE d¥E #Ed £ o, iy A-yAEE #

AT WHH] FATHE transfection 3t TFO 158 W2l dAdo] @3] A, 4D dEY 4

= v EEsisich

Y

)

Conclusions: WX UG Fofdls B FARY AIZHE-37HE o Eolg 7]eS AT
AA AR = U 7MW OR ovarian cellol A RNAIS 8l E2st= G-A1Abe] 2g-S wgia

)
T, dAE AR § A 71Nkl slEEths Ao & ourh uka Alg Rk ¢o o) d i
2z 71€0] LHHW primordial-primary follicle transition®] 7|48 AFsh=d &84 A1-8-2
Aoz 7l gt

Acknowledgement: ©] =22 200315 A=eEVTATe] Aol olske] AFHYL (KRF-2003-
041-E00350).

P-6 Follicular Development of Transplanted Ovarian Tssues
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Background & Objectives: The objective of this study was to determine whether ovarian function
would be restored following subcutaneous autologous ovarian transplaritation in the mouse model.

Method: Four-week old ICR mice (n=7) were ovariectomized at right ovary. These ovarian tissues were
autologously transplanted at dorsal subcutaneous site as left ovary was intact. Four mice were stimulated
with PMSG and 3 mice were non-stimulated as a control. The ovarian grafts were collected for histological
examination around 8 weeks after transplantation. The number of follicles in intact ovary and the tran-
splanted ovarian tissue was counted and examined for morphological appearance in paraffin embedded
sections. The PMSG and PMSG-hCG primed oocytes were recovered from the transplanted mice. The
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number of oocytes in intact ovary and the transplanted ovarian tissues was counted.

Results: The proportion of antral follicles was lower in transplanted than in control ovary (57/329
(17.3%) versus 63/282 (22.3%)), but there was no significant difference. Especially, the proportion of
PMSG primed antral follicles was significantly lower in transplanted than in control ovary (31/190 (16.3%)
versus 34/144 (23.6%)). And the rates of primary and secondary follicles were increased after transplantation
indicating early follicular growth. The recovered oocytes from PMSG-hCG primed transplanted ovary were
higher than only PMSG primed one (35.3% versus 20.0%).

Conclusions: Our results suggest that subcutaneous auto-transplantation of ovarian tissues is feasible in
the mouse model. Primordial follicles in subcutaneous ovarian graft retain their developmental potential
and can reach antral follicle. In addition, PMSG-hCG primed GV (Germinal vesicle) oocytes in subcuta-
neous ovarian graft can mature to MII stage. In conclusions, this mouse model would be useful for human
clinical trial.

P-7  Analysis of DNA Fragmentation in Bovine Cloned Embryos
Activated with Different Activation Protocols

Kil KS, Park SY, Yoon JY, Tae JC, Kim EY, Chung KS',
Lee WD?, Park SP, Lim JH?

Maria Infertility Hospital Medical Institute/Maria Biotech,
'KonKuk University, *Maria Infertility Hospital

Background & Objectives: This study was performed to investigate whether different activation pro-
tocols affect in vitro development and the incidence of apoptosis in bovine cloned embryos.

Method: Matured bovine oocytes were enucleated and reconstructed by ear fibroblast cells. The fused
embryos were chemically activated using 5 uM ionomycin for 5 min followed by 4 hr culture in i) 1.9 mM
6-dimethylaminopurine (6-DMAP), ii) 10 pg/ml cycloheximide {(CH) plus 5 pg/ml cytochalasin B (CCB)
or iii) 10 pg/ml CH. Activated embryos were cultured at 39 C in a humidified atmosphere of 5% CO, air.
Day 7 control or NT blastocysts in each group were stained by TUNEL for the analysis of DNA-fragmented
nuclei and with propidium iodide for determination of the total number of cells.

Results: Different activation protocols did not affect the rate of blastocyst formation (6-DMAP = 15.9%,
CH plus CCB = 13.5%, CH = 17.0%). Total cell number of cloned blastocysts were significantly higher
after activation with 6-DMAP (119.6£31.6, 60~145) or CH (121.9131.0, 64~160) than that with CH
plus CCB (87.8%+35.7, 28 ~140). However, a significant increase in apoptotic index was observed in
cloned embryos activated with CH plus CCB (9.7%) compared with DMAP (7.9%) or CH (8.0%)
(p<0.05).

Conclusions: These results indicated that the CH or 6-DMAP treatment could be efficient method not
only to improve developmental rate but also to produce good quality cloned embryo.
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