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MET—< Attempt to enhancement of nuclear reprogramming for nuclear transfer using modified
(Fx3X) az |unfertilized oocytes
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| examined whether oocyte-base reprogramming facilitates by using injection of mRNA for
reprogramming related factor into unfertilized oocyte before somatic cell nuclear transfer (SCNT).
The acceleration of reprogramming was assayed by developmental ability to blastocyst stage and gene
expression of undifferentiated related gene. The firstly, | established efficient pig SCNT system
with defined culture system. Treatment of 1mM valproic acid (Histone deacetylase inhibitor) for
48 hours during activation and culture period, the developmental ability dramatically increased
(25% vs 70%) . For efficient modification of unfertilized oocytes, injection of poly-A tail GFP mRNA
into second metaphase || stage oocytes 2 h before SCNT was most effective for GFP protein expression.
Therefore | modified the pig oocytes by injection of defined reprogramming-related factors (Oct4,
sox2, klf4, c-Myc, Nanog, Lin28) or DNA demethylation enzyme (Gadd45a, Apobecl), and then SCNT was
performed. Unfortunately development of SCNT embryo strongly interfered in a mMRNA-dependent manner
and methylation level did not altered by injection of DNA demethylation enzyme. In conclusion, |
established efficient pig SCNT system and modification of unfertilized oocyte. However modified
oocytes by injection of defined reprogramming related factor could not facilitates oocyte-base
reprogramming.




