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Acquisition of Glioma Stem Cells from Different Glioma Cell Lines
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ABSTRACT Objective: To prove that GSCs are widely existed and to suggest a simple strategy for isolating them. Method: Tumor
cells were seeded in proper density (100-200 cells) in each well of 96-well plates. We harvested tumorspheres after 2 weeks. Their capa-
bility to self-renew was detected. We further determine whether tumorspheres expressed multiple genes enriched in neural and other stem
cells and whether they had the capability to differentiate into multiple lineages by laser scanning microscopy. At last, tumorigenicity of
tumorspheres was tested. Results: We found that a small proportion of the cells from several human glioma cell lines could form tumor-
spheres in culture in a proper density in 96-well plates. These spheres can self-renew and express many genes characteristic of glioma
stem cells. Besides, under conditions promoting differentiation, cells are multipotent. In nude mice brains, merely 5,000 cells from tumor-
spheres could form tumors. Conclusion: Our results further convinced that GSCs are widely existed and will facilitate future studies of
initiation and progression of human gliomas.

Key words: Glioma stem cells; U87; Glioma

Chinese Library Classification: Q95-3, R73-3 Document code: A

Article ID:1673-6273(2011)11-2098-05

" [6 9-11]

( N ) . o CDI133 .

N N N N N 20 CDI133
[1-5] 1%,
N N CD133 N
[12.13]
[2, 6-810 o
7-10
1983- 96
13637883702

2011-01-03 2011-01-25



www.shengwuyixue.com Progressin Modern Biomedicine Vol1l NO.11 JUN.2011

- 2099 -

U87MG C6 U251 ATCC
10% DMEM o
100-200 / 96
2 DMEM/F12
(Gibco) 20 ng/ml bFGF  Peprotech USA) 20 ng/
ml EGF Peprotech USA) B27(1x Gibco),
1.2
2 10%
DMEM 12h, 3/
96 o
2 o
1.3
37C 1h
-CD133/1 (1 100 abcam),  -nestin (1 200 Chemi-
con), -Olig-2 (1 200 abcam), - NeuN (1 200 Chemicon),

-GFAP (1 1000 Chemicon), -MBP (1 1000 Chemicon)

4°C R (1 100 Sigma)
1.5h Hochest33258 50%
1.4
24 10% DMEM
2 GFAP MBP  NeuN
1.5
1% 4
5l
5000
4 mm 0.5~1
mm N
SPF N
1.6
xt s SPSS13.0 t
3
2
2.1
° (100-200
/) 96

7-9
1%

300-500

2.2

0.1%

10.6x 2.1% C6

23

Olig2

Olig2

24

GFAP NeuN

2.5

(4/5),
uN

. 2
5000
3/ 96 o
. 2
. U87 0.9+
9.3+ 0.7% U251
2.0+ 0.2%
1.7¢ 0.2%
8.8+ 0.8%, Us7
uUs7
CD133 nestin
MBP.GFAP  NeuN,
CD133 .nestin.
MBP . GFAP  NeuN,
2
MBP
3 o
uUs7 Us7
5000 U87
Us7
GFAP MBP Ne-
4 o

[6, 10, 11, 14]



- 2100 - www.shengwuyixue.com Progressin Modern Biomedicine Voll1l NO.11 JUN.2011

[6, 11]

[15, 16]
o o

87 U251 6

1 200%

Tablel The Glioma stem cell ball obtained from different glioma cell line
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Table2 Indirect immunofluorescence fluorescent marker detection access of glioma stem cells ball molecular marker expression
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Table3 Indirect immunofluorescence fluorescent marker detection access of glioma stem cells ball multiway differentiation ability
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Table4 Indirect immunofluorescence fluorescent marker detection access of Intracranial transplant tumor molecular marker expression
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