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Abstract Objective To establish a stable and effective system of embryonic stem cell feeder layer in order to culture embryonic
stem cell in vitro. Methods Mouse primary embryonic fibroblasts were sterilely prepared from mouse fetus of different embryonic ages.
When embryonic fibroblasts grew and contacted each other,they then were treated with  Coy — irradiation for 10, 20 and 25 minute. Re-
sults The cell viability, proliferation and secretion were affected by the embryonic age and ® Coy — irradiation. (1) Viability; @AIIl the
passages of MEFs from third to fifth, derived from E12.5, E14.5, E18.5 embryon and PO postnatal mouse, had good cytoactives. The
sixth passage of MEFs from E18.5 and PO mouse had more than 32% amoeboid cells and were significantly different from the same pas-
sage of E14.5 cells (P <0.05) ; @The third to sixth passages of MEFs form E14.5 embryon still grew quickly after 10min irradiation,
survived more than 20 days with remaining cell density after 20min irradiation, and survived about 14 days with no changes cell density af-
ter 25min irradiation. (2) Secretion; (D MEFs from third to sixth passage, derived from E14.5 embryon, after 60 Coy — irradiation and
cultured for 5 days, were strongly I — type collagen protein positive cells; @For MEFs from third to fourth passage, after 25min * Coy —
irradiation and cultured for 5 days, the number of positive cells of I — type collagen protein was no different with control group; but after
fifth passage, the positive cells of 1 — type collagen protein decreased and light dying. Conclusion The optimal origin of feeder layers

were the third to sixth passages. E14.5 derived MEFs 20min ® Coy — irradiation (30 Gy, 20°C ) was the optimal condition for preparing

feeder layer cells.
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