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W E. HEY  #98 MASPIN HAZF IR, 74T MASPIN i 8%t B M9 40 itk SGC7901 fsgmi, Jjik PCR ¥~
35 MASPIN R 2K, H#k{k PCR2. 1 ¥y et 41 ok, F5 Ye 2= HIE 4 bk SGC7901, RT-PCR,Western blot #;ill] MASPIN 3
PRI 2R 3R 75 Ak, MTT 32465 D0 4 6L 4 055 O, 37 =2 At LA ( FCMD) 43 4 J) 39, 483 2 35 MASPIN X SGC7901 41 Jifd i 1) 52
W, &5 TRy MASPIN/ PCR2. 1 FiR AR5 e 25 B Al ik SGCT7901,#54x i# T SGC7901 4 ffi#k MASPIN 7
mRNA ZE H /K-35, f5 Y% MASPIN /19 SGC7901 21 i 3% 4 5% b Bsf [R] T U 12, 565 24 48 72 /INESF ) 40 it 354 5 2R 43 391 o
93.07% .81.97% .66.5% , B BAK FHE YL 25 #5142 (95.98% 95.79% 95.59% ,P <0.05) , Sy ss #ik i Ml b, i ik
MASPIN [ SGC7901 4fi Ak 7E G,/ G, HH I o Lb 5] B @ 45 55 (70. 3% ws 55. 6% ) ,S BHAH L2 (19. 8% vs 34.9% , P <
0.05). &5 HWiTiHyE MASPIN/PCR2. 1 ik {4, i Feik MASPIN A] il SGC7901 4 Hufk ity 48 .
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Construction of an eukaryotic vector expressing maspin gene and its effect on prolif-

eration of gastric cancer cell line SGC7901

ZHENG Ai-hua, YI Yong-fen, ZHOU Wen-wen (Department of Pathology, Falcuty of Basic Medical Sciences, Chongqing Medical U-

niversity, Chongging 400016, China)

Abstract: Objective To construct a recombinant eukaryotic vector expressing maspin cDNA, and to ex-
plore the effect of maspin overexprssion on the proliferation of human gastric carcinoma cell line SGC7901.
Methods The fragment of maspin gene was amplified by polymerase chain reaction (PCR). An eukaryotic
vector expressing maspin ( maspin/PCR2. 1) was constructed with PCR2. 1, and transfected into SGC7901
cells. The expression of maspin at mRNA and protein level was detected by RT-PCR and Western blotting. The
proliferation of SGC7901 cells was observed by MTT. Cell cycle was analyzed by flow cytometry. Results Re-
combinant plasmid maspin/PCR2. 1 was constructed and transfected into SGC7901 successfully. The mRNA
and protein levels of maspin were significantly higher in the maspin/PCR2. 1 group (33.6 +1.2,23.4+1.6)
than that in the blank PCR2.1 (15.0 1.5, 12.3 £1.5) and the untreated group (13.7 +2.0, 12.0+1.3)
(P <0.05). The proliferation of SGC7901 cells was significantly lower (93.07% , 81.97% , 66.5% ) in the
maspin/PCR2. 1 group at 24, 48, 72 h than that in the blank PCR2. 1 group (95.98% , 95.79% , 95.59% )
(P <0.05). Compared with that in the blank PCR2. 1 group, the G,/G, phase proportion of the maspin/
PCR2. 1 group at 72 h was significantly higher (70.3% wvs 55.6% , P <0.05) , and the S phase proportion was
lower (19.8% wvs 34.9% , P <0.05). Conclusion MASPIN overexpression can suppress the proliferation of
gastric carcinoma cell line SGC7901.
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RPMI1640 35522 . /N2 I 3% W F 25 [ HyClone 2% &), i
R & T Ak 5t RAR A AR A 7], 25 3% B0k PCR2. 1
A T R BE R 2 B IR 45 — I e JI R A0 B4 1) i il 4 S0, Lipo-
fectamine2000 #5443 & F 32 [H Invitrogen 23 ), & RNA #2
B35 \RT-PCR Kit( AMV) Ver3. 0, FR il 4 N VI i . surpercoiled
DNA Ladder Marker T, 3% #5050 £ . ¢ o100 60 0 F R 3% 52
AR/ 7], MASIPIN — 31 T 36 [# Santa Cruz 2\ &), MTT
RNase Ity T35 [F Sigma A\,

1.2 fetkde fm fe 33 I

N B AR SGCT01 W —F i Pk B B} K 2 B P T R
FEI s HE S 10% K% /N I35 9 RPMI1640 5753 .37 °C 5%
CO, 51 FHEFR. 0. 5% BN LB,

1.3 X RPRAHE

LI GenBank I+ #& L ) MASPIN mRNA J¥ % ( ¢ 51 5
453368) Wi & MASPIN LK 4K Al Hind 1/ Xba 1 X7 25
219, P54 5'-CCCAAGCTTATGGATGCCCTGCAACTAG-3'
T W51 4 5'-CTAGTCTAGATTAAGGAGAACAGAATTTGCC-3',
PR 2 584 bp, ARG FEAYIEH B LR 40 i bk HFI1145
252 x10° 2 HUS RNA JFEf7 Wi RT-PCR & 3 ( LA B S
W) .

¥ BB EE R E 1045 A B PCR2. 1 1K1K Hind 1A Xba |
TR s, A T 2H BT MASPIN/PCR2. 1, 3528 4 £ 1l A 55
WFESE
1.4 kst ZAofik L% 09 PCR 52

Lipofectamine' 2000 JIi 5 14 % %% 2 Fil MASPIN/PCR2. 1 &
20 TR R e SGCT901 20 ifd . Xof B 20 hy 2 i 25 1 JoT A 2
RACFRL o FEYLHT 1 d SIBOTTHUA: R I IR REF% , I8 9% 40 M5
H2x10° ml™' L2 mU/ LR T 6 FLI SRR PR 3R . Rrdii
A% 90% ~95% B}, ¥4 U ki-Ng Bk 52 & W e g & A0 vh (5
BRI = 1:3)  4kSLAE 37 °C,5% CO, T I i Fohi Ak 135
FEM T EESR 8 h JF A 1640 JEFR, Ak SR .

12 h J WS A0 A ARG 55 Y S5 AN ML Y PCR %578, AHICH]
Y1k PCR2. 1 JBoki b —BESE AT R IT 5, B[4 5'-CCCGT-
CACTCGCAAGCG-3', Fii# 8| ¥ 5'-TGGTTGAGAAAAGGCTTCC-
3" PP B S 410 bp,

1.5 RT-PCR #] MASPIN mRNA 7K -F ¢4 & ik

A3 IO T 15 3% e Y T 20 TR AN 25 L 12 h J 41
FPRHCE RNA Jf4% PCR Kit(AMV) Ver3. 0 {77 & Ui B #4774
# RT-PCR )i, MASPIN [ i5[ 4% 5'-CTCCAGGCCCGCAAT-
GGATGCC-3', F 514 5'-GGGCTATGCCACITAAGGAG-3', 1
BAF= R/ 1 240 bp, S B TaKaRa A A& AL, BS54
5'-TTGACGGAAGGGCACCACCAG-3', F i 51 ¥ 5'-GCACCAC-
CACCCACGGAATCG-3', P28 A /1N 270 bp, ¥ B =147 1% BilS
MR IR FEL VK 20 min(100 V) ,EB(0.5 pg/ml) 4ef%, F Bio-Rad [&]
BGOSR G I A T2 2 AT, LA AE B 3L A 2R3k K

A3 AR IE 7 e 5% i e A b RN 25 Bokr 12 h s 4R
BUSEE M, 2T BN R BRI FL vk o B R I REA , R IR
KR 2 PVDF R . 85 3 AW 37 C 3] PVDF i 1 h,
PBST Pi%, —$HU(MASPIN 1:300)37 CHFFE 4 h, PBST #Ri% vk
BB, =40 (1:200) 37 CHEHE 20 min, PBST ¥ 4 ¥K,5
min/{R, DAB Z i 5%, 0 RE5 R .

1.7  MTT sk 5 2m i3 75 5

S Sy YL 2 R AL B s R AL S A A
SRR AR AR T 96 FLA P AR ALY 1 x 10° N4, 14 45
W3R, By 12 .24 48 72 h U 3 AL, 7E R B ALY 3R SR R
JE A 20 wl MTT F1 100 wl JC i 55379 , 175 37 °C ,5% CO, %%
HTFE:3%2 hy FH Model-550 ELISA Plate Reader 3zHU7 < 490 nm
AR S EEAE [ D(490) 1, IF45 T XT38 40 M 1 G 400 o) 2

I TN KA (% ) = [D(490) sy — D (490) ysyyy 1/
D(490) .y % 100%

1.8 FCM 447 m it JB] A

43 S B e o 2 TR 2 A B G s A 2 A i R oA Ak B
SGC7901 ZHMaEAh T 96 FLAR Hr , A4 12 fL, R A 4529 1. 0
x 10°ml ™' FELERESE 72 h, 0.5% B4k 5.0, PBS ¥k 2 5
1 000 r/min 85002 B, JBAMEN 5.0 x10° ml ™", A
TiYs 70% 7,1 2 ml [# 52, RNase 11k ,4 Chl® 24 h, §u 4 PBS
YE2 W WA . BT A B R B Muhiplus Soflwire 11
HAF o BT
1.9 %itsxr*

B LL X =5 o8, R SPSS 10. 0 et B 4E4T ¢ K,
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M 5 45 R MASPIN B Zh % 3 8 2 4K |- PCR2. 1 L,
TCRAR , LA G GenBank AR 751, H4 Fiki MASPIN/PCR
2.1 % Hind L H1 Xba | W EGYI G155 3 829 bp M4k i B
2 584 bp 1Y) MASPIN B[] F Bt ; PCR2. 1 Uk 28 XU U] J5 TG i
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®1 BIEBARNEEHRAA SGCTI01 Hi K EE
12h 24 h 48 h 72 h
il
D(490) AR (% ) D(490) iR (% ) D(490) A (% ) D(490) (%)

ARALHH 0.583 £0.018* 0 0.718 £0.012* 0 0.951 £0.014* 0 1.274 £0.011* 0

ZE Tk 0.586 =0.057* 0.04 0.696 =0.022° 3.01 0.876 £0.017* 4.21 1.218 £0.012 4.41
2 TR A 0.526 +0.025 0.98 0.668 £0.015 6.93 0.750 x0. 021 18.03 0.847 £0.025 33.50

a: P<0.05,5 T4 adarbss
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FIFRIK R MR AR L2l R e s Bk 2 8 1 AR IR 05 , AN K
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1.6)(P<0.05), ARE:YLdl FEEYess Bk b o i k22 R
(P>0.05), WK 4,
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2.5 FCM #m SGC7901 28 e 2m fie, J8) #A 64 T 4L

TR AN AW TR A A 3 A 45 2R 7R | 5 5 Y FoR 20 A0
L, SRy A Bk 12 .24 48 72 h J5 B G/ G WIFH i , RN
72 h Go/ G, H4NHL 43 L TR ik 70.3% S BAZANA A 43 ELBEAIG
% 19.8% . BLAM, T YL T 21 5k 4 200 it 3 UL 3 9R T 40 i R O
TR0 15.3% (£ 2) .

#2 % MASPIN/PCR2. 1 % SGC7901 £H i1 HAB 240 ( % )

415 Gy/Gy S Go/M JATR
PN SLEE] 55.5° 35.0° 9.52
23 RURLZL 57.0% 33.5¢ 9.5%
T2 R 70.3 19.8 9.9 15.3

a; P<0.05,5 &4 A an ki
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MASPIN 5K 2 22 28 1% 2 11 B0 il 770 500 Hh i) —
o ENAMFSE R, EAEMIE R R A R R B A
ZFPMEIRLN , LAXEZURAEE 09 840 AT 50 R R AR
TSI A2 o H T EEB A AL A 10 ) e 4 i
AR A= 28 AR ST LA KO SR T A

A S5 FH MSPIN/PCR2. 1 FRiK# AR Y N B I
Yl ffukk SGCT901, & 4L I T MASPIN #£ SGC7901 4
Fikk mRNA 18 (17K P ik, i gt or T o ik
MASPIN B4/ 5 . MTT S28 4558 Wos, SGCT7901 4
Jfu%e e MASPN SE[R DL, 20 Jfd 4 43 4 BH (32 20 3 461
HELA I TR, B )RR, G G R A TR 2, ()
REAY, P25 i 25 8 3% Ab 4% e PGL-3/MASPIN #;
AR BT 2 98 40 M Ak LNCaP J5 32 40 bk 08 T3 8
MTT A6 W0 1) 1 240 it 3% 58 3% 77 B A%, Tahmatzopoulos
23 5 st 26 14 MASPIN (1) 7 1) fi 6% 40 Ji Bk DU-145
Xof 22 VMR IR F1 2 7 I S 2 B IRV RE 1 45 8 I — 4G
M VEGF ,TGFbetaR I .Smad4  bax #H &3}t K 1) 315
A, RIAEREA L S #E mRNA | 2 FKOF 1) 22
A4k, >k MASPIN HF B 9 19 SE IR 4R 40 75 )
B UESE

ke MASPIN I8 5205 7 SGC7901 24 g it J& 14 43
A7, 7 AT A SRS &35 St 7 40 e S 309 A L i 32 A
Go/G 1, $E7~ MASPIN 33 & 3K R I 1 i ygs 11 A e, 5
RSN AR FT S R — B, M T 5-Aza2” -deoxycyti-
dine iR N45 7 9 20 itk PKO v MASPIN JE K J5 3l
X A8 LA A I, PKO 200 Jif Ak 86 5 53 B 3 400 4
AR SR AE G/ Gy o

IRF6 (Interferon regulatory factor 6, T4 2 415
F 6) J2 IRF S5 HAT FEaRAE R A9 B 08, Iifed 240 i
IRF6 (1452 1 BE 5 | 4 40 10 8 J01 452 4 . Bailey %650 7
5% 3L % h TRF6 F1 MASPIN 1y 3¢ & I & ¥R,
MASPIN F1 IRF6 -G 1F F i i fe o P 4e ik A G/
G, JA T A2 HF 7 e 240 Jf 1) o3 Ak i SE DR P53
240 R S Y 7 T A AR T AR BN A ] A
FAMLE 20 2 5 7 4 M J8 91 30 G, 1457 i 5%
DNA 54N T 5 515 St . Lee 251°77 R
T RELL LU R B Ik A 2 Ry R N i 4
th MASPIN Fl1 P53 B9 #1500, K I E w4l
MASPIN ik fll P53 ELA5 A 261 , MASPIN B64 P53
AT IR} — ST B B S Wi i b o Zhang 251 1] ]
AU R F AR AN [F] g 20 21 b MASPIN 25 [ 1 3%
ik M5 58748 P53 A W TUAH G IS, $2 h P53 BB

— VETER) pS3 ML, HEES S T e A 4= 4 A
A PR, AR SEEG R SGCT901 241 Jifa 1 HE 417 41 , 4 it A 34
I G/ G, BT R R AT gt F AL LR R A %)%
% . {H Zhang 2l 5 Aza-CAR |- 18 3 B3 I8 41 g
MDA-MB-435S ) MASPIN 3k U5 , K60 2] 1 20 Jifg 334
FAR AP AT G,/M BRH AR . DL IS 278 MASPIN
Xof e 240 A S 9T %) 8 5 O O ARG, T RE AT
2R HVI R R

25 P 5 gt MASPIN (RBLH 1 411 15 98 20 Pl
HATEAE I Se4E F AL 2R3k MASPIN A ¢,
FLARBLA R 1 — 25T
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