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[ Abstract]Objective : To observe the mouse ovarian preantral granulose cells proliferation and expression of proliferating cell nuclear
antigen (PCNA) in order to investigate the mechanism of nerve growth factor(NGF) and K252« and UO126. Methods : The mouse
ovarian preantral granulose cells were treated with NGF and inhibitors K252« and UO126 in vitro. Cell proliferation was measured by
cell counting Kit—-8 (CCK-8) assay and change in the expression of PCNA was detected by Western blot. Results:The data showed
that the proliferation of granulose cells was significantly increased in NGF group(A value=1.58) than in control group(A value =1.31)
(Py=0.000). The proliferation of granulose cells was significantly decreased in K252 group (A value=1.21) ,NGF+K252a group (A
value=1.19) ,NGF+UO126 group (A value=1.14) than in control group (Pis5=0.001, Pxcr.056=0.001, Pycr,10126=0.000) after applying
K252« and UO126. Relative expression of PCNA was higher in NGF group(5.21) than in control group(1.65) (Py;=0.000). Relative
expression of PCNA was respectively 1.48,0.84,0.41 in K252a group,NGF+K252a group and NGF+UO126 group,with statistical
differences compared with that in control group (Pios:=0.02 , Pxcrikas2¢=0.000, Pycr10126=0.000) and that in NGF group ( Ps.=0.000,
Praso52=0-000, Pygrio126=0.000) . Conclusion ; NGF could significantly promote the proliferation of granulose cell and at the same time
induce the expression of PCNA. However, the inhibitors suppress the proliferation of granulose cell,which might be associated with the
declining expression of PCNA.
[Key words ]nerve growth factor; K252c; UO126;cell proliferation ; proliferating cell nuclear antigen

EENB: T %, Email:4673322@163.com,
BRIy e AT

5% tH RR - hitp://www.enki.net/kems/detail/50.1046.R.20150209.1114.020.html
(2014-04-04)



— 272 —

BERERKFZER 2015 ££55 40 &5 2 #7 ( Journal of Chongging Medical University 2015.Vol.40 No.2 )

2 K F (nerve growth factor, NGF) A Y
B 2 A M A R AR R B R X R 2 A
MR AR R E Al AR I RE AR T R Rk ) A
AHREEIEER . BFFERT NGE K 2 A1
TOML AR G ORAE | SELIE] SERANME RS A AR
ARG, $ER NGF XG40 I G5 | 43
b R A: Sy e R B AR A,

G LR AN i 2 DN SR F- 2T RE AL, 78 A= 5
PR E G E ] . B RSB A b
SNSRI T RETE 3l , XTI RN & s HEDE K
BT R A e PR HIM,

HABE AN L AZ BT (proliferating cell nuclear anti—
gen, PCNA ) F S 7E 20 M A% K35 | 72 4 MO 1G 5 1 AH OC
FEP . BAEN DNA 5 5 & Al AL 2240 Mg s
it F, DRI DA 0 S 7 ) — AR AR,

AHF M T2k ] NGF B A i 5] K2520c
U0126 15 FHRE % 04 /)5 BB S wi R0k 40 i, 2 (2
VSRR -4 RS ) -3 - (4-AH AL ) -5 (2, 4- Rt
) —2H-PU Mk HLEHER (cell counting Kit—-8,CCK-8)
VS 3 A ORI E AR S8 % b A S BEAR L, 1
FH Western blot 7 A6 PCNA FEAMIAE , DLERTT
NGF J& 75 i i JURL 20 Jfa 48 5, #E— 2D B IE NGF 7
WEME LR B R GE P PR

1 #RFTTE

1.1 EZ3XA

NGF ,RD systems 23] ; K252, SIGMA 2] ; U0126, PCNA
PATERE—PU P, Santa Cruz =W AR E]; TATA B4 E
5 1 (TATA-box binding protein, TBP)FL{A, i fliA4: 4 T 72
A FRZ T DMEM-F12 ¥R SR A0 iR 24 I B,
GIBCO 25l ; 4 1ML I 11, Biotech BASIC INC 24 H] ;CCK-8,
Dojindo laboratories NG| ,fﬁﬁlﬁ%ﬂlﬁt?ﬂ]ﬁ ,BestBio Biotech—
nology A ] ; BCA H LIV E & iR &, 38 = RAEWHOR BT
FEHT
1.2 Eshh

10 d AR MENE ICR /)N B SE EEAE R T T (Insitute
of Cancer Research) 714 4% A F %=, 4 E AR R ICR /N,
H ERHEROR K22 AR R B S e s rhon (T IE S
SCXK( f5¢)2005-0008)
1.3 97 3 B A7 Bk 48 L (preantral granulosa cells, PreGC) #9
o B AndE I

ZINERUBSE A BT 254 B J BB XSU00N B8 5, 2 5 ] L i I 2. 21
I OR EL Y  WETR 2% t1 K (phosphate buffer solution , PBS) ¥
e AR O T TS B 743 B I T B, T A IS4 L 5~
10 min, WA EERTOIHL, 2 000 r/min 5.0 5 min, # 4,
JBRETHAL 15 min Ji7,1 500 vmin #5.0:5 min, & 13, i ADMEM/

F12 SEAREIRIE T 0k, 20 TR B , DR 40 it 2% 15
2 x 10° A/l BHEF BT
14 %Eaoa

WE 5 4, XTI K252 41 NGF 41 NGF+K252a 41 |
NGF+UO126 41, R E 6 5 1L,

1.5 CCK-8 4l 547

F A B AR E] 96 FLIEFRMR, 100 wl/AL, T° 37 °C,5%
CO, WA EEFE 24 h, AU RE SRR 5] 90% , B4 & 0.1%BSA
i DMEM/F12 3532 5501088 24 h K252a 2H \NGF+K252a ZH Al
NGF+UO0126 415675 Sl A 23 5 8 100 nmol/L (1 K252
YEFIEMAE 1 b (i AN RIS )2 AE S 6 v 2 77 e it
P RN AR v () 235 SR O 1 9 R 114 ), 496 R 10 nmol/IL
) UO126 VEFH 4N 45 min (IEHE BE FIE FH A 1] 2 78 752 56
F 2% 5 ) S ARG R B T A 2 178 2385 SR 0 2 e 2 1) ) ,
JNGF i 44 BE 7 50 ng/ml, 425 15 37 48 h (1 ik i AR
FHES[RIVE Ry S 5025 SR 5 e S e A SR, IR R, 5 &
). RRLIEIEFE H PBS IHBEE A 100 wl 7% 0.1%BSA
) DMEM/F12 85375 AR & 9 ZER BFL A 10 l
CCK-8 FMFE 12 h, BEAR UK I 450 nm P 1Y A, 11
RSN
1.6 Western blot #9] PCNA & & #9 &%

PR AR 12 FLEE SRR, 800 wl/fL, K555 24 h,
DUk 24 h, S AR A0S N 28 B R 50 ng/ml
) NGF 4k£L3555 24 h, 2k 8537 5 IEE AT PBS 150k, 4%
R IO & A U SRIBUZ AR 1, BCA A2 %41
MIAZ AR I Bk &, R A (30 pg) , T b BLai i o - 5
TR B MG JIE FEL UK (sodium dodecyl sulfate polyacrylamide gel
electrophoresis, SDS-PAGE) L JK 43 B AZ 85 1, H 76 21 R —
TR LG (polyvinylidene fluoride , PVDF) I I | [l A5 05453 £ 4]
T, TBST WIE Ve, ARG A —$T 37 CIEE 2 h, —hi =
1 h, fe2e e AR5 . B RUR T R G0 e 4 17
VIR BE(E 04550 . LA TBP B H £ ik M NS M PCNA I
TBP# V- K U3 7R PCNA FAHNS & &

17 %itsFix

fifi 111 SPSS 16.0 GeitZr A i, ke 25 R LI B = rife
# (wxs) Fn  RHSBE R 2250005 247410 LSD—t 7
WL, KK ifE @=0.05,

2 &% B

2.1 NGF % K252a,U0126 53y F 97 £ PreGC ¥ 3169 % vh
100 nmol/L %) K252a .10 nmol/L i) UO126 F1 50 ng/ml
) NGF 1EH PreGC J& , R CCK-8 A NGF K3 1 7
XYM BT ATRE IR, 45 R | 4% L0k 2T 18 e 5 20
AN [FIRE R B UAE (F=46.695 ; P=0.000) , 24 NGF S A 20
48 h(A A 1.58) B, {21478 1 H B b 280 5k | [ % R4 (A
8 130, 25 53 Gi it 78 L (Pyr=0.000) 5 B 5 Jin i
T VT BEL DAY ) K252 (A {1 1.21) LA K2 56 FH K252 T4
HLFLIN NGF J& (A {E 1.19), J507 41 A ) 38 58 249 3 BEIA &8 R
R gt | B ARG T4 IR (Prospe=0.001 , Pygpugosn=0.001) ; [RIKE



BERERKZEZER 2015 £5 40 B 2 H8 ( Journal of Chongqing Medical University 2015.Vol.40 No.2 )

— 273 —

45T MAPK J4E R S PEA I 57 UO126 J5 (A {H 1.14) , Fikr
AN A BB SR I 58 T, RINT IR [, 25 A Gei2p i X
(P I\GF+U0126:0~000) ( F{q 1 ) o

1.80 1
1.60
1.40 1

a
& a
1.20 L =
1.00 4
=
=< 0.80 4
0.60
0.40 1
0.20 -
0.00 - T T T

T
Xt REZH K252a NGF NGF+K252 o« NGF+UO126
Eibl]

n=6,a, 5% A HLEE, P < 0.01
Bl 1 NGF & K252 o .UO126 3f/NiREP &L PreGC HE5H RIS
(CCK-8)
Fig.1 Proliferative effects of NGF,K252 o and UO126 on
PreGC detected by CCK-8 method
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by Western blot
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Fig.3 Grey value ratio of PCNA protein expression against TBP
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