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Isolation, culture and identification of murine embryonic stem cells of Kunming species
QIN Mao-lin CAI Wenrqin, YAO Zhongxiang (Department of Higology and Embryology, Third Military Medical University, Chongqing 400038 China)

Abstract Objective To increase the efficiency of establishment of embryonic stem (ES) cell lines from Kunming species mouse. Methods

The blastocysts of 3.5 d from Kunming species mouse were collecteds cultured on the fibroblast cell feeder layers. The ES cell-like colonies were

sub-clonal cultured twice and cells were observed by phase contrast micoscope and identified by AKP staining. The ability of differentiation were ex-

amined both in vivo and in vitro. Results Two stable ESC clones were obtained and were passaged to 11th generation. ES cells were colony-like,

AKP positive. The differentiation of ES cells are outgrowth from embiyonic bodies in vitro, while three embiyonic derms were formed from ES cells in

vivo. Conclusion The cells obtained though twice sub-clona cultures still maintain the main characteristics of ES cell and are helpful to improve

the capacity of establishment of ES cell lines.
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Tab 1 Isolation ES clones with twice sub-clonal culture

Sequence of clone

1 2 3 4 56 78 9 10
Amount of first sub-clonal culture 4 6 4 32100 3 7
Amount of second sub-conal arltue 3 2 2 010 000 2
Stable ES cell clones 0 0 KMMEST 0 0 0 0 0O O KMMES2
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Fig1 Development process from blastocyst to IGM, columnar

1 ICM

in shape (Phase contrast microscopeX 100)
A: 3.5 d blastogyst » suspended; B: 1 d after attachment; C: 3 d after
attachment; D; 5 d after attachment prominent ICM column could be
seen( 1)

2.2 AKRKR
ES , ES
[5]: ’ ’ ’
s 2, ES
» KMMEST 172 3d 1 , KMMES2 1%2 4d
1

?1994-2016 China Academic Journal Electronic Publishing House. All rights reserved.

2 KMMES1 (48 £ 2 M A< 100)
Fig2 ES cell clones of KMMES] mouse (Phase contrast micro-
scopeX 1000,
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