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Table 1 The effects of two different methods on the percentage of

ES clones and the ratio of ES cell lines from 129/ter mice

Method of establishing ES cell line  Standard method — Improved method

Number of dissociated ICM 17 18

Number of ICM forming ES colonies 7 41.2% 13 72.2%

Number of ES cell lines 2 11.8% 6 33.3%
2 C57BL/6J ES

Table 2 The effects of two different methods on the percentage of
ES clones and the ratio of ES cell lines from C57BL/6J mice

Method of establishing ES cell line  Standard method  Improved method

Number of dissociated ICM 27 30
Number of ICM forming ES colonies 2 7.4% 4 13.3%
Number of ES cell lines 1 3.7% 4 13.3%
2.2 129/ter C57BL/6J ES
2.2.1 129/ter ES
5 10
129/ter ES 2 ES
1 6 ES
3 ES
3 ES

Table 3 The comparison of the karyotype of ES cell lines
established under two different conditions

Method of establishing Standard method Improved method

ES ell line
ES cell lines A-1 A2 A3 A4 A5 A6 A7 A8
Sex XX XY XYy XX XY XY XX XY

Diploid k s of
oI KayoPe O e300 4196 0% 55% 61% 84% 82% 37%
passage 5 %

Diploid karyotype of
POIC RAYONPE 0L 0706 28% 89% 44% 63% 6% T6% 40%
passage 10 %

Interval between two L5 2 15 2 15 15 1.5 2
passages d

4 C57BL/6J ES
Table 4 The comparison of the karyotype of C57BL/6J ES cell lines
established under two different conditions

Method of establishing ES ell line  Standard method Improved method

ES cell lines C-1 C2 €3 C4 G5

Sex XX XYy XX XY XY

Diploid karyotype of passage 5/% 4% 81% 66% 39% 80%

Diploid karyotype of passage 10/%  37% 84% 55% 33% 80%
Interval between two passages/d 2 1.5 1.5 2 2
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Discussion of the Methods for Establishing Embryonic Stem Cell Lines
from 129/ter C57BL/6J Mice with High Efficiency

MENG Guo-Liang”™ TANG Fu-Chou SHANG Ke-Gang XUE You-Fang
College of Life Sciences  Peking University — Beijing 100871  China

Abstract A new method for establishing ES cell lines from 129/ter C57BL/6]J mice was set up which was characterized by the
murine embryonic fibroblast cell MEF feeder the medium of rat heart cell-conditioned medium RH-CM for ES cells and the
consecutive digestion by the digestion liquid containing 1% serum. Every group of improved experiments was done with a control
of routine method. The results showed that compared with routine method the improved way increased the ratio of ES cell lines
of 129/ter mice from 11.8% to 33.3% and of CS7BL/6] from 3.7% to 13.3% . The difference is distinct. The passage cul-
ture of ES cells showed that compared with medium added LIF RH-CM not only inhibited the differentiation of murine ES
cells  maintained its dipoild karyotype but also promote its adherence growth. This kind of culture condition not only maintained
the ES cells in an undifferentiated state and their normal dipoild karyotype but also a series of other characteristics of totipotent

embryonic stem cells during extended culture period.

Key words 129/ter mice C57BL/6] mice rat heart cell-conditioned medium Embryonic Stem cell diploid karyotype undif-

ferentiated state
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