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Abstract: Objective To establish a method for isolation, culture, passage.identification and preservation of human corneal
stromal mesenchymal stem cells in vitro. Methods After clinical keratoplasty, the residual donor limbal tissue was taken
under sterile conditions,the epithelial and endothelial tissues were removed.and the stromal tissue was cut into 1 mm X 2
mm tissue mass, The mesenchymal stem cell culture medium without animal-derived serum was used. The tissue mass was
cultured in an adherent manner,and the growth morphology and adherence state of the cells were observed dynamically un-
der an inverted microscope. The third-generation cells were identified by flow cytometry and cryopreserved using liquid nitro-
gen, Results Human limbal stromal tissue was cultured using tissue mass adherent culture method. On the 7th days, the
cells began to radially grow. The culture dish was covered about 14 days after culture.and the cell morphology was uniform
as a spindle. The cells were serially passaged 3 times,and their growth characteristics and morphology were unchanged. Af-
ter subculture.the growth rate was rapid., reaching 90% fusion on 2nd or 4th days. The positive rates of CD90,CD29 and
CD105 were all >>95% ,and the positive rates of CD34 and CD-HLA-dr were all <<3%. Conclusion ~The results indicated
that mesenchymal stemcells can be isolated and cultured from human limbal stromal tissue,which lays a foundation for cor-
neal tissue repair and reconstruction as well as resistance to immune rejection.
Keywords: human corneal stromal mesenchymal stem cells(HCS-MSC) ;in vitro isolation and culture; phenotypic character-
ization
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