to cells cultured on feeders, hES cells maintained under feeder-free conditions expressed Octd, alkaline

phosphatase, surface marker (SSEA-4).
Conclusions: The established hES cells derived from frozen-thawed blastocysts can be maintained on

feeder-free condition without loss of human cell characterization.
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P-11 Creation of Viable Oocyte using Diploid Somatic
Cell-derived Nuclear Transfer Technique
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Objective: In this study, we tried to create bovine normal haploid oocyte by modified nuclear transfer
technique and to produce blastocyst from these reconstructed oocytes after /VF,

Materials and Methods: Bovine female adult fibroblast cells arrested in GO/G1 of cell cycle using
tricostatin-A were introduced into in vitro matured and enucleated recipient cocytes. Reconstructed eggs
were activated by chemical method and cultured to permit extrusion of polar body for 18 h. Some of these
eggs were stained with Hoechst to observe chromatin morphology in hourly intervals until 18 h of culture.
Also, 8-cell embryos recovered at 60 h after /VF were examined their chromosome number using
G-banding technique. And remainder were developed to blastocyst stage after /VF.

Results: Forty three (46.2%) of 93 donor cell and recipient oocyte units were fused. In the fused oocytes,
in vitro survival, cleavage and development to morula and blastocyst stage were 86.0%, 53.5% and 20.9%,
respectively. We confirmed that transition from premature chromosome condensation (PCC) to prophase
was observed after 8 h. Especially, extruded polar bodies in reconstructed eggs observed at 18 h after fusion
using Hoechst staining. Normal chromosome number was observed with blastomere of 8-cell embryos.

Conclusions: This result indicated that viable oocyte can be created using diploid somatic cell-derived
nuclear transfer technique and that it may offer the pregnancy opportunity to infertile women who do not
produce their own oocytes in human IVF-ET program.
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