stics such as small cytoplasm, large nucleus, and prominent nucleoli. In long term culture of ES
and EG cells, LIF (leukemia inhibitory factor) promotes the proliferation and suppresses the dif-
ferentiation of ES and EG cells. To develop stem cell culture system, we cultured STO-SNL2
cells (transfected with plasmid containing the murine LIF gene) as a feeder cell in DMEM-high
glucose supplemented with 15% FBS. To stop the proliferation of feeder cell, mitomycin C was
treated, and we conformed LIF secretion from STO-SNL2 cells by western blotting and RT-PCR.
Finally, gonadal ridges and mesentries (PGCs isolated from 9 weeks human fetus) were mechan-
ically disaggregated and then incubated in 0.5% trypsin-5.3 mM EDTA. PGCs initially cultured
and subsequently passaged on STO-SNL2 feeder cell. Feeder cell duplicated every 48 hrs and
had 80% plating efficiency after thawing. To find optimal mitomycin C concentration, serial diluted
mitomycin C was treated and then cultured for 7 days. 10 pg/ml of mitomycin C was optimal
concentration to stop feeder cell proliferation. Secreted LIF proteins were confirmed by western
blotting. Also, RT-PCR products of LIF mRNA was exactly the same as the expected sizes on
the base of murine LIF gene sequence transcripts. Gonadal ridges and mesentries were cultured
on feeder cell for 7~15 days in the presence of forksolin, human basic fibroblast growth factor
(hbFGF) and secreted LIF. PGCs gave rise to large compacted multicelluar colonies resembling
those of pluripotent stem cells termed embryonic germ cells. Most cells within the colonies were
alkaline phosphatase positive. These results showed that the murine recombinant LIF can replace
the human LIF in human PGCs culture. So, this advanced system can be used for human PGCs
culture.
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A& AT -8 VDCCH) d@ £ JEetaQ) $4L T-8 VDCCH 5ol de-
generative primersE o] &3] AA4Qle] 1822 o)A touch down RT-PCRE A|8)5ta] AHE

£ pMOSBLUE 9 ¥] 9| cloning, sequencing3dt & -7} &8 AL B35t F¢latact.
Ca™iz} P49] A f% w3-o) thobo) mibefradilo] ¥ A 8)&S B o1} pimozide:
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Table 1. IC50 for VDCC inhibitor on human sperm AR

e IC50
Ca”" inhibitor
Ca™i P4

T-type VDCC

Mibefradil 13 pM 1.6 uM

Pimozide 85 uM 30 uM
L-type VDCC

Nifedipine 150 pM 60 UM
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