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Fig. 1 Neuropheres
Isolated from the brain of rat embryos, culturing in DMEM/F12+N2B27
with 10 p.g/L bFGF and 10 pg/L EGF.

2.2 ARMKEHEZ TMARRIFATEZR

2T 40 il P1. P3 A1 P5 AL HEAT Nestin FH 1
B2 S84 1 1 IR B e i S 2SS R R R R v i ]
BeE, Lk 67%, 80%, 99%, UK 2a~c.

Fig. 2 The cyto-immunofluoresence detection of Nestin from different passages of neural stem cells
(a, b, ¢) The percentage of Nestin-positive cells is about 67%, 80% and 99% at P1, P3 and P5 respectively.
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Fig. 3 Monolayer culture of the neural stem cells
(a) Neurophere adhere to the dish coated with 0.1% gelatin. (b) Picking
up single clone from (a) under microscope and passaging
mechanically. (c) Repeating (b), Neural stem cells still form the
neuropheres, but the size is smaller than former by passaging. (d)

Neural stem cells at P10 are monolayer cultured.
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Fig. 4 Identification of neural stem cells

(a) Sox2 immunostained images of neural stem cells in monolayer
culture. (b) DAPI. (c) Merge (a) and (b). (d) Nestin immunostained
images of neural stem cells in monolayer culture. (e) DAPI. (f) Merge
(d) and (e).
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Fig. 5 Neuronal and glial differentiation

in monolayer culture
(a) Phase contrast. (b) GFAP immunostained images of astrocytes
generated from by the monolayer culture of neural stem cells. (¢) DAPL
(d) Merge (b) and (c). (e) Tuji immunostaining of neurons generated by
the monolayer culture of neural stem cells. (f) DAPL (g) Merge (e) and
®.
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The Monolayer Culturing of The Neural Stem
Cell Clone and Its Qualification

DING Dao-Fang”, XING San-Li?, ZHOU Ming-Ming", SONG Hou-Yan""
(" The Key Laboratory of Molecular Medicine, The Ministry of Education, Fudan University, Shanghai 200032, China;
? State Key Laboratory of Medical Neurobiology, Fudan University, Shanghai 200032, China)

Absract The primary neural stem cells were isolated from SD rat and formed the neuropheres, the neuropheres
were passaged and planted on the dish coated with 0.1% gelatin, the colony was picked up under the microscope,
then dispersed and cultured, to obtain the clone proliferated from one cell, passaging and picking up the cells 5~ 6
times at least. The NSC and its differentiated cells were identified with the marker genes respectively. The results
showed that the neural stem cells were isolated from the SD rat embryos and the real clone were obtained by
picking up the cells again and again, and then cultured in the form of monolayer. The marker genes of the neural
stem cells and its differentiated cells could be detected at last. It will provide the rat model the resource of the cells
for the treatment and the basic research for the morphology standard.
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