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An experimental study of cultivating rat limbal stem cells in vitro on amniotic membrane "
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[ Abstract |

basis for LSCs transplantation. Methods

Objective To search the optimal substrate of limbal stem cells(LLSCs) cultured in vitro and provide experimental
The amniotic membranes of placenta from healthy pregnant women were obtained after
caesarean section,the intact fresh amniotic membrane, the denuded fresh amniotic membrane and the denuded frozen amniotic mem-
brane were prepared. There were 4 groups in the experiment: the experimental group 1 (the intact fresh amniotic membrane group) ,
the experimental group 2 (the denuded fresh amniotic membrane group) , the experimental group 3 (the denuded frozen amniotic
membrane group) and the control group (the amniotic membrane free group). One hundred and twenty SD rats were used in this
experiment. The cells of 4 groups were detected by cell apoptosis (TUNEL method) , immunofluorescence of p63 and PCNA. The
positive rates were analysed with the statistical methods. Results On the 3th day.the cultured cells of 3 experimental groups sprea-
ded tightly and fused to a monolayer. There were many big clones clustered and the cells were spherical or oval with the same size.
The cultured cells of the control group spreaded less tightly and fused to a monolayer as well. There were some small clones clus-
tered and the cells were similar to the experimental groups. Experimental groups had less apoptosis positive cells and most cells
were p63 and PCNA positive, while the control group had more apoptosis positive cells and less p63 and PCNA positive cells. The
cell apoptosis rates of three experimental groups were lower than those of control group,the positive rates of their p63 and PCNA
were higher than those of control group (P<C0.01). The changes of the experimental group 1 were the most obvious (P<C0.01).
Conclusion Three different amniotic membranes are all helpful for rat LSCs culture in vitro. Moreover, the cells cultured on the in-
tact fresh amniotic membrane were maintained with better characteristics. So the intact fresh amniotic membrane is considered to be
the optimal substrate.
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