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SCF LIF bFGF

1 2% 13
1 050016
2 100176
3 100850
Q813 A 1000-3061 2002 06-0754-04
1.041 PBS 1000r/min 3min
1.5mL 10°
Stem Cell Factor SCF leukaemia inhibitory /mL 75%
factor LIF Bsaic Fibroblast 1.2.2 200pL/ 96
Growth Factor bFGF o 7 6 34C 5%CO,
100% 24h
8
~12h
72h  120h MTT
1 1 2
1.1 !
1.1.1 DMEM Table 1 The collocation of medium containing different
& GIBCO BRL v growth factor with different concentration
ACE MTT Concentration of growth factor Groups
DMSO SIGMA Percoll  Pharmacia L / ng/ml. 12 3 4 5 6 7
+ SCF 5 10 20 30 40 100
1.1.2 7~8 LIF 0.1 1 5 10 20
bFGF 0.1 I 5 10 20 50 100
1.2
1.2.1 7~8d 1.2.3 MIT 0.25%
PBS S5min DMEM 100 ~10°  /
Img/mL 37°C 5% CO, 15min 96 37C 5% CO, 100%
1.5mg/ 3~5d MTT Smg/mL 20pL 37°C 4h
mL 0.25% 5~ 150pL. DMSO 10min
10min 350 490nm
Percoll 1.061 1.051 1.041 1.031 1.021
200g 20min ° 1.031
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2
Table 2 The concentration of growth factors combination
Concentration of growth factor Groups
/ ng/mL 1 2 3 4 5 7 8 9 0o 112 13 14 15 16
SCF 0 0 0 0 5 5 5 30 30 30 30 10 10 10 10
LIF 0 10 20 0 10 20 0 5 10 20 0 5 10 20
bFGF 0 10 20 5 20 10 10 20 0 5 20 10 5 0
1.2.4 Q-BASIC STATISTIC P>0.05
20 50ng/mlL
120h P <0.01
P 20ng/mL 50 ng/mL 0D
P<0.05
2.1 MTT 1.0
0.8 1 72h
SCF72h  MITT o 06 I 1200
© 04
P <0.05
30ng/mL oD P<0.05 02
0
120h oD P< 0 0.1 1 ¥ 10 20 50 100
0.01 20 30 40ng/mL bFGF/(ng/mL)
P<0.01 3 bFGF MTT
06 Fig.3  MTT level on SSC with different concentration of bFGF in culture
05 F [ 72h 2.2
04l B 1200
8 03 F 120h
02+ MTT SCF  bFGF
0.1 F P <0.01 Rser =0.330
0 Ryper =0.520 4 SCF
0 5 10 20 30 40 100 s
SCF/(ng/mL) 16ng/mL.  bFGE
1 SCF MITT 5 bFGF
Fig.1 MTT level on SSC with different concentration of SCF in culture LIF P>
0.05 SCF  bFGF
LIF 72h 120h
P <0.01 6
MTT 72h
Model:v4=a+bl*v1+b2*v1**2
P>0.05 5 10ng/mL oD ¥=(0.5030662)+(0.03665018)*x-+(-0.001109437)*x**2
120h 10 20ng/mL S T T T
P<0.05 ]
C:
12 r g
10 | ] 72h &
08 W 120h g
06 I ¢
S ;
04 b
02 | ]
0 0 5 15 25 30
SCF/(ng/mL)
LIF/(ng/mL)
4 SSC 120h SCF
2 LIF MTT

Fig.2 MTT level on SSC with different concentration of LIF in culture

72h bFGF

MTT

Fig.4 The non-linear trend of SCF effect on SSC after 120h cultured
with the combination of SCF LIF and bFGF ng/mL
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BFGF vs. OD 78 SCF
0D =1.4520+.02317*BFGF .
26 Correlation: r=52022 c-kit SCF
SCF
c-kit
LIF PGCs
LIF SSC SSC
~o. Regression —PGCs  LIF PGCs
2 2 6 10 14 18 22 95% confid.
BFGF/(ng/mL) LIF LIF
5 SSC 120h bFGF LIF
Fig.5 The multiple-regression trend of bFGF effect on SSC after 120h LIF
cultured with the combination of SCF  LIF and bFGF ng/mL PGCs e LIF
Data:120.5TA 4v * 86¢
bFGF  SSC 120h 20ng/
mlL 50 ng/mL bF-
Hl 0551 G
. 0952 | 4
Bl 1044 2
. 125 24
EE 1.208 2-3 120h
7
=R SCF  bFGF SCF
1450 o 16 ; SCF SCF
1531 O 44y :
1.612 12 SCF
B 1693 1 ;
Bl 1.774 it :
Bl 1.856 &= SCF
Bl 1937 o
B 2018 B SCF  16ng/ml.  SSC BFGF
EE 2059 = P Y~
o
L
SCF  bFGF
6 SSC 120h
SCF  16ng/mL bFGF
Fig.6 The effect of SSC cultured after 120h with SCF
LIF and bFGF combination ng/mlL
SCF  bFGF
3
LIF
LIF
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Effects of SCF LIF and bFGF on Mouse Spermatogonial Stem Cells Proliferation in vitro
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' Quartermaster University of PIA" Changchun 050016  China
2 Chinese National Hunan Genome Center  Beijing 100176 China
3 Academy of Military Medical Science Beijing 100185  China

Abstract The present study identified the favorable environment conditions for Spermatogomial stem cells in vitro according to
their unique biological properties. Three growth factors stem cell factor SCF  leukemia inhibitory factor LIF and basic fi-
broblast growth factor bFGF were all found to independently contribute to the proliferation of mouse spermatogonial stem cell.
The percentage of cell proliferation significantly enhanced by SCF at 30 ng/mL but decreased with heightening its combination af-
ter cultured 120 hours. The mice spermatogonial stem cells were significantly proliferated after 120 hours’ culture with 10 ng/mL
and 20 ng/mL. P <0.01 of LIF between 20 ng/mL and 50 ng/mL. P <0.01 for bFGF. SCF and bFGF were significantly
enhanced mice spermatogonial stem cells proliferation after these three factors combination. For LIF no obvious effect was ab-

served.
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