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Cuture of mouse granuosa cells in vitro

WANG Yan ,ZHAO Xiao-e,YAN G Pa-xian ,ZHAN G Shi-giang ,Su Li-hong ,MA Bao-hua

(College of Animal Science and Technology , Northwest A & F University, Key laboratory of Animal Reproductive Endocrinology

and Embryo Biotechnology of Agricultural Ministry of China,Yangling, Shaanxi 712100, China)

Abdgract : To investigate the growth characteristics and regulational factors contributed to proliferation
of mouse granulosa cellsin vitro ,insulin (24 ¢/ mL) ,FSH (50 ng/ mL) and EGF (20 ng/ mL) were added
into the basal medium ,respectively. The cell number were counted every 24 hours ,the effect of each factor
on promoting mouse granulosa proliferation was researched. In addition ,al kaline phosphatase (A KP) stai-
ning ,and Ckit immunohistochemical staining were performed to identify the clones of granulosa cells ap-
pearing in culture. The results showed that the group added with EGF and FSH ,but insulin ( P> 0. 05) ,
had sgnificant effect on promoting proliferation ( P <0.05) compared with the control group on the 4th
day ;the clones of granulosa cells were both positive for A KP and Ckit. Therefore,it was concluded that
EGF and FSH could promote granulosa cells' proliferation and mouse granulosa cell s had some properties
of stem cells.

Key words: granulosa cell s;culture in vitro ;cell proliferation; mouse
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1.3 FSH EGF

, 70 % ,
Kishi FSH , 1x10° mL"* : 2
, Mg/ mL 50 ng/ mL FSH 20 ng/ mL EGF,
37 5% CO: 24
h
) 3, “ * " ;
SPSS 13.0
1.4
1 1.4.1
1.1.1 D/ F2 , GIBCO ; 1.4.2 (AKP) ,
(PMSG) , PBS(-) 3 4%
: , 15 min, PBS(-) 3 AKP
. cadt Mgt PBS(-) , (1.2 mg/ mL a- ,1 mg/ mL ,0.1
: Ckit , mol/L Tris , pH 8.4) , 15 30 min,
; B PBS(-) 3
(FSH) 1.4.3 Ckit SABC
(EGF) (ED- 4%
TA) a- SIGMA 30 min, 30 % H20: (
1.1.2 1 50) 30 min, 3 1
, , 18 22g 300 C kit 37 1h,PBS
1.2 (-) 3 ., 2 min;
PMSG(8 10U)48h 1gG,37 20 min,PBS(-) 3 2
) , min; SABC 37 20 min,PBS(-) 4
PBS(-) 3, 5 min;DAB 30 min,
, 1mL
, 1g/L 2
, 0. 074 2.1 FSH EGF
mm ,1 000 r/ min 5 min , 1 , 4
PBS(-) 3 ., (D/ Fz2 , EGF FSH
+100 U/ mL + 100 M o/ mL +0.5 (P<0.05),
M g/ mL -B + 10% FBS) (P>0.05)
1 FSH EGF
Table 1 HEfect of FSH ,EGF,Insulin on granulosa proliferation
/ (x10* - mL ~Y) Number of the cells
Treat ment 1d 2d 3d 4d 5d 6d
Control 9.67+0.58 a 12.00+0.60 a 18.20+2.11a 20.03+1.05a 16.03+1.55 a 12.33+1.04a
FSH 10.67+0.5a 12.17+1.26 a 17.33+0.58 a 25.60+0.69 b 17.17+0.76 a 14.67+0.58 b
EGF 10.67+1.15a 17.03+2.45 b 19.07+1.30a 30.27+0.64 b 25.27+0.64 b 15.00+1.00 b
10.67+0.58 a 16.27+0.64 b 17.07+1.10a 18.90+0.66 a 15.10+0.66 a 11.00+1.00 a

Insulin

(P<0.05), (P>0.05)
Note:Different small letters within a same row indicate sgnificant difference ( P<0.05) ;and the same lettersindicate insgnificant differ-
ence (P>0.05).
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1 (A C. x200;B. x100)
Fig.1 Investigation of granulosa cells morph primarily cultured in vitro (A ,C. x 200;B. x 100)
2.3 AKP Ckit A KP ( 2B) Ckit
( 3B)
23 : ( 2A  3A) ,

“B
2 AKP ( % 100) 3 Ckit ( % 100)
A. ;B.AKP A. ;B. C-kit
Fig.2 Mouse granulosa cdlls stained by A KP( x 100) Fig.3 Mouse granulosa cells stained by Ckit ( x 100)
A. Control ;B. A KP staining A. Control ;B. C kit staining
[5] [6]
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3.1 FSH EGF ,
FSH (n
FSH 50 ng/ mL FSH, 4
,FSH (P<0.05)
) ,FSH , EGF
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