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Abstract: Objective To improve the separation and cultivation methods of the mouse mesencephalic neural stem cells. Methods
Using mechanical method and enzyme digestion methods, the mouse mesencephalic tissues were separated after birth from 1 to 3
days. After being cultured or subcultured in DMEM/F12 culture medium which had a volume fraction of 2% B27 and 20 ng/mL bF-
GF,immunocytochemical staining method such as Nestin, glial fibrillary acidic protein(GFAP), and neuron specific enolase (NSE)
were used to identify neural stem cells and differentiated cells. Results In the DMEM/F12 culture medium which contain bFGF and
B27,Nestin positive neurosphere was suspension growing. The GFAP or NSE immunoreactivity positive cells could be found in the
cells after induction of differentiation. Compared with enzyme digestion method, the mechanical method could obtain more neural
stem cells. Conclusion Adding 2% B27 and 20 ng/ml bFGF into DMEM/F12 culture medium can obtain mesencephalic neural stem cells

successfully. The mechanical method is a more simple and more effective method in neural stem cells separation.
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