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The Separation and Cultivation of Rabbit Endometrial

Cells and Smooth Muscle Cells in vitro
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(Key Laboratory of Animal Reproductive Endocrinology and Embryo Biotechnology of
Agriculture Ministry of China , Northwest A&F University , Yangling 712100 ,China)

Abstract: In this paper, rabbit endometrial cells (epithelial cells and stromal cells) and smooth
muscle cells were successfully isolated and cultured, and the ways used in purifying endometrial
epithelial cells and stromal cells were discussed. The ways of differential centrifugal speed and
differential sticking on the wall were applied to obtain the purified epithelial cells and stromal
cells, the way of sieve was chosen to harvest smooth muscle cells, separately. The cells were cul-
tured in the medium that consist of a 1 ¢ 1 mixture of DMEM : F12 media supplemented with
20% FBS. 100 pug/mL insulin, 63.5 nmol/L estrogen. 7. 14 nmol/L progesterone,at 37°C hu-
midified atmosphere of 5% CO, in air. Immunohistochemistry and immunofluorescence assay
were used to identify the three kinds of cells and their purification. Results showed that rabbit
endometrial epithelial cells and stromal cells were successfully separated and cultured, the purifi-
cation of the two kinds of cells reached about 98%. Decidualization was observed in stromal cells.
The purification of smooth muscle cells reached about 97% , cells showed lateral-cut growth. The
research indicated that endometrial cells and smooth muscle cell could be cultured successfully in
vitro; The DMEM/F12(1 ¢ 1) culture medium supplemented with 20% FBS,100 pg/mL insulin,
63. 5 nmol/L estrogen,7. 14 nmol/L progesterone and the incubation under condition of 37°C hu-

midified atmosphere of 5% CO, were optimal to support the growth of endometrial cells and
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smooth muscle cells.
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Fig. 1 Cultured epithelial cells on two and a half days

of endometrium (Inverted microscopy X 100)
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Fig.2 Cultured stromal cells on 2 days of endometri-

um (Inverted microscopy X100)
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Fig. 3 Cultured smooth muscle cells on 2 days of endo-

metrium (Inverted microscopy X 100)
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Fig. 4 Endometrial cells CK18 positive, cytoplast stai-

ning brown, nuclei staining blue (X 200)
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Fig. 5 Stomal cells Vimentin positive, cytoplast stai-
ning brown, nuclei staining blue ( X 100)
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Fig. 6 Smooth muscle cells a-actin positive, cytoplast
staining brown, nuclei staining blue ( X200)
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A.D.G. CKI18,Vimentin,o-actin Gy& 5 G Y @ , 2 F; B YL f 5, BH M M 7 2 408, BLE . H. Hoechst33258 3

1 5t

PR AMEZREEC;CCABMERE;F. DEMERE; LG HMEREK

A,D,G. CKI18, Vimentin,g-actin immunofluorescent staining, Rhodamine B staining for the cytoplast, posi-

tive cytoplast showed red; B,E,H. Hoechst33258 non-specificity staining for nuclei, nuclei showed blue; C.

Merge picture of A and B;F. Merge picture of D and E;I. Merge picture of G and H

& 7
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Fig. 7 Immunofluorescent double staining of the 3rd generation endometrial cells and smooth muscle cells
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