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Abstract: Application of drugs made in China on culture of embryonic stem cells could decrease the cost of ES cell
research. In our experiment, mytomycin made in China ( Zhejiang Hisun Pharmaceutical Co.,Ltd, authorized H33020786)
was used to process feeder cells, from which mouse embryonic stem cells have been isolated and cultured in vitro. When
the blastocysts were cultured directly on treated feeder cell layer, the inner cell masses were growing. After 4-6
days culture, ICM-derived outgrowths were separated into clumps, and placed on mitomycin C-treated mouse
embryonic fibroblasts feeder layer. Every 2-3 days, passage were made ever since. These ES cells have been proven
to have a potential for germ-line contribution.
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Fig. 1 Isolation of hybrid ES cells derived from
fertilized blastocysts

A: EGFP FEH DR BN B WY B A2 A5 B I FE IR (Hybrid blastocysts
derived form female kunming mouse and male EGFP-transgenic mouse);
B: ZOGRME T, ARFIMK 4056 (Hybrid blastocysts under
UV); C: 2k 2T BERE P9 40 MU IAT 1) 5 SR S5 4 (( ICM derived from
hybrid blastocysts); D: 4325 H 22 FhFE W P 41 i 1A i G T 40 i (ES cells
derived from hybrid blastocysts).
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Fig. 2 Characterization of ES cells derived from
hybrid blastocysts

A B PEBEEREEBHPE (ES cell colony stained positive for alkaline
phosphatase, x200); B: SSEA-1 FH{%: (ES cells stained positive for
SSEA-1, x 200); C: Oct-4 P4 (ES cells stained positive for Oct-4,
x200).
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Fig. 3 Histological analysis of teratomas derived from
hybrid ES cells
A: 2 LA (BMIEJZ)  (Neural epithelium, x400) ; B: BE4UlL
(HIRZ)  (Striated muscle, x400) ; C: WP FZAELHZL (WIRE)
(Respiratory epithelium, x400) .
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Fig. 4 Embryoid bodies derived from hybrid ES cells
A: WAL (Embryoid body, x40) : B: {EAMMAR T, 2%
AR £ 558 (Embryoid body under UV, x40) 5 C: Z4FEIGT-41
M%7 (Representative karyotype of hybrid ES cells, x1000) .
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Fig. 5 The offspring born from mating between male chimera and female KM mouse
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