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Abstract: In order to isolate the ES cells from Kunming mouse efficiently, the feeder cells, devel-
opmental stage of embryos and culture conditions were optimized in the study. Mouse embryonic
fibroblast (MEF) were inoculated at concentrations of 1 X 10", 1X10°and 1X10° + mL™" as the
feeder layers of ES cells after they were treated with Mitomycin C within 3 passages, and cultured
in H-DMEM-+15% KSR+ LIF, the growth of the ES cells were observed. The effects of develop-
mental stages of embryos and added SCF, SCF-+insulin in culture medium on growth of Kunming
mouse ES cells were investigated. The results showed that the formation rates of the 1" and 2™
passage ES cells in 1 X 10° « mL.™' MEF were higher than those cultured on the other 2 groups
(P<C0.05). The 2™ passage ES cells colonies formation rate of blastocysts were higher than that
of compacted morula(P<C0. 05). It had improved the attachment rate was significantly enhanced
(P<C0.05) when the culture medium added with SCF, and the highest attachment rate, 1* and
2™ passage ES cells colonies formation rate were got when the culture medium added with SCF
and insulin (P<C0.05). The isolated ES cells, which were positive for AKP staining and immu-
nofluorescence against antigens of Oct-4 and SSEA-1, had a series of characters of mice ES cells.
These results suggest that the blastocysts on the MEF with a density of 1X10° « mL.™" and addi-

tion with SCF and insulin in the culture medium is more suitable for the isolation and passage of
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A. Hatching blastocyst; B. Adhesion of ICM to Flask; C. The third ES clones of mouse; D. Positive staining for
AKP; E. The homogeneity of ES cells was monitored by immunohistochemistry with antigens Oct-4 staining

(green); F. ES cells were positive for the expression of ES cells antigen SSEA-1(red)
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Table 1 Passages of mice ES cells cultured on different concentrations of feeder cells
- A FILMCESAIME  F2 ft ES 41 .
MEF %/ - . ICM £ % N . N . LB
. I e Wi 5/ %% - FHMA Y RHTRAS Y
(CORR D) B3/ % Passage
No. of embryos Attachment rate Formation rates  Formation rates
Density of MEF ICM growing rate number
of 1st passage of 2nd passage
110" 27 74.1 (20/27)" 66.7 (18/27)* 14.8 (4/27)* 11.1¢3/27)¢ 3
1X10° 36 83.3 (30/36)" 75.0 (27/36)" 44, 4(16/36)" 25.009/36)" 9
1X10° 20 80.0 (16/20)* 70.0 (14/20)* 20.004/20)" 10.0(2/20)* 2

7] — %) p A ) 52 B 36 7R 25 5 B 3 (P<<0. 05) Ml A F 8RR 2 F A B E(P>0.05), T

Different letters in the same row means significant difference between treatments(P<C0. 05) ,same letter in the same row means

no significant difference between treatments(P>>0. 05). The same an below
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Table 2 The effects of the phase of the embryos on the isolation and cloning of mice ES cells
iR & B B B F1 14 ES 41 F2 {4 ES 411 e
Developmental VR Ji % W BE 2 / % ICM &% TE %/ % EFETBNR/ % EETERR/ % P
assage
phase of the No. of embryos Attachment rate ICM growing rate  Formation rates  Formation rates b
numbper
embryos of 1st passage of 2nd passage
#F WL Blastocysts 34 82.4 (28/34)* 76.5 (26/34)" 44,1 (15/34)* 26.5(9/34)" 9
AL | | , |
37 73.0(27/37)° 64.9 (24/37)° 32.4 (12/37)" 13.4(5/37)° 4

Compacted morula
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Table 3 Passages of mice ES cells cultured on different medium
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¢ 2dh 48h 72h 96 h g & of 1st passage  of 2nd passage
1 56 2 21 43 44 76.8(43/56)"  73.2(41/56)*  42.9(24/56)*  23.2(13/56)"
2 18 5 14 16 17 94.4(17/18)"  88.9(16/18)*  61.1(11/18)" 33.3(6/18)"
3 23 4 14 23 23 95.7(22/23)" 95.7(22/23)*  65.2(15/23)"  47.8(11/23)"
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