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Establishment of Hypoxic Model of Myocardial Microvascular Endothelial Cells in Rats. Zhai Yangkui, Pan Mingzheng ,Zhang Hong.
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Abstract Objective To improve the procedures of in vitro culture of the myocardial microvascular endothelial cells (MMVECs) of
rats primarily and establish the hypoxic cell model of MMVECs. Methods The hearts of the Wistar( about 7 days of age) rats were taken
and the method of trypsin and collagenase digestion was used to obtain cells, then the gradient centrifugation was applied to purify the cells
and the purity of cells was measured. Factor VIl ,CD34 and CD31,the special related antigens of endothelial cells,were tested by immuno-
cytochemistry. The cells were incubated in a closed container with continuous follow of 1% 0, ,5% CO, and 94% N, for 4,6,12,18,24h
respectively and normal control groups of each time period were established. The viability of cells were evaluated by MTT activity assay
and hypoxia induced cell morphologic changes of apoptosis were assessed by Hoechst 33342 staining. Results The morphology and im-
munocytochemistry results showed that the purity of MMVECs was improved by gradient centrifugation(P <0.01). MTT activity assay
showed that compared to control groups, the OD value of hypoxic groups decreased, among which the group of 12,18 and 24h decreased
significantly (P <0.01). The OD value of hypoxic groups began to decrease gradually from 12h and differences were significant( P <0.01
or P<0.05). After 12h of hypoxia, cells began to show typical morphologic changes of apoptosis, such as condensation and fragmentation
of nucleus and it became obvious with the increasing time of hypoxia. Conclusion The improved in vitro culture method of MMVECs can
get cells with relative high purity to perform hypoxic tests. The hypoxia inhibits the viability of MMVECs and the present method can estab-
lish a successful hypoxic model of MMVECs.
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