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ABSTRACT Objective: To study the tumorigenicity of the human fetal brain-derived neural precursor cells cultured in vitro.
Methods: The human fetal brain-derived neural precursor cells were cultured to passage 1, 25, 40 and 60 in vitro, and each passage of
them were prepared as two types of preparations of neurospheres and single cell suspension, and then 293T cells were taken as a positive
control. BALB/C nude mice aged 4-8 weeks were assigned to 9 groups, and each group has 5 ones. They underwent subcutaneous
inoculation respectively. The nude mice were fed for 6 months after inoculation, and their mental state, diet, defecation as well as the
presence of nodules or lumps in the local inoculation parts were observed. They were killed six months after inoculation, then local
inoculation parts and viscera were treated with histopathologic slicing and HE staining. Results: No tumor or other abnormal tissue
formed 6 months after the subcutaneous injection of human fetal brain-derived neural precursor cells in nude mice. However, visible
tumor was formed 1 month after the subcutaneous injection of 293T cells in nude mice in positive control group. Conclusion: The human
fetal brain-derived neural precursor cells in vivo in nude mice tumorigenicity experiments indicated no tumorigenicity.
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Fig. la Clearly visible tumor formed 60 days after inoculation of 293T

cells. Fig.1b No clear tumor formed 180 days after inoculation of hNSCs
(60 passage's cell spheres)
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Table 1 The survival of mice in each group at each time point after cell inoculation

1 days 30 days 60 days 90 days 120 days 150 days 180 days

293T cells 5 5 5 5 5 5 5
NI 5 5 5 5 4 4 3

S1 5 5 5 5 4 3 3
N25 5 5 5 5 4 4 4
S25 5 5 5 5 4 4 3
N40 5 5 5 5 5 5 5
S40 5 5 5 5 5 4 3
N60 5 5 5 5 4 3 3
S60 5 5 5 5 4 4 3

FENLE 1 REER;S1: | REPMBETE;N25: 8 25 RIWEEK; S25: 8 25 R MME T ;N40: 5 40 RIPZBK; S40: 5 40 REMMB T ;
N60: 5 60 X H#Z2TK; S60: 55 60 XA LM E Ko

Note: N1: the 1st passage's neurospheres; S1: the 1st passage's single cell suspension; N25: the 25th passage's neurospheres; S25: the 25th passage's single
cell suspension; N40: the 40th passage's neurospheres; S40: the 40th passage's single cell suspension; N60: the 60th passage's neurospheres; S60: the 60th

passage's single cell suspension.
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[ 2a #EFp 293T RIS AL BOBPER B A(HE S SR> 20); B 2b HEfh hNSCs(60 £ ZAAESK) 180 KEVIBXHRAILA R (HE S & stiEx 20);E
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Fix 20); B 2¢ 0 hNSCs(60 £ fAaEK)180 RIEVIEN A SRR (HE S FHix 20); B 2f HRh hNSCs(60 X ZAAa3K)180 RS VIENAL AEALR

(HE 8 388> 20)
Fig. 2a Lump tissue formed after inoculation of 293T cells (HE staining, light microscopy * 20). Fig.2b Tissues of situ 180 days after inoculation of

hNSCs(HE staining, light microscopy * 20). Fig.2c Tissues of liver 180 days after inoculation of hNSCs(HE staining, light microscopy % 20). Fig.2d

Tissues of spleen 180 days after inoculation of hNSCs(HE staining, light microscopy % 20). Fig.2e Tissues of kidneys 180 days after inoculation of hNSCs

(HE staining, light microscopy % 20). Fig.2f Tissues of heart 180 days after inoculation of hNSCs(HE staining, light microscopy x 20)
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