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AL IR 0 e PR AR 5 | AR IR 2 2 B R
BEARA, f AR A 15 S B F ( hypoxia-inducible fac—
tor, HIF) - o (8 33AHG A0 , 2 T B0 100487 PN K A= A
+ A IR AR R ML AE AR B ( vasculogen—
ic mimicry, VM) , M T 513 il 52 300 % AR 56 7%
BF5E 27 IESE HIF a 2580 R & 7k R it 7
R AT B e A2 ( epithelial cell kinase, EphA2) 7F
AGPEI IR vh S R AR ] EPHA2 33K REAZ I
IR 065 A B, R BHLAE VMO T I B AR
SE A AE S5 DL G PR R 2 — , H AT G
oL T AR K VM I BOAIL ] 3 AN B, 12 S5 46 40
1 18 IR A0 i SGCT901 il ok £3 5 % Yk 7 2H o br
pGCsi-shHIF o, HERRR B, VLI #R BUBC T B AR 2
KAF L, FRIT HIF o 3R 3K TR i 83 1l 45 8 A= A
EphA2 3K 1520, i — 25 i vk it HIFdo fE T
AT A: B VM L AT RERE LA

1 #RERH*®

1.1 ##L A H R SGCT901 41 i 2 i e E R}
KEFGREZF AN BT - $R A, AR 5 E AL AR AT -

was tested by the cell cloning assay. Cell migration and invasion were measured by non-Matrigel transwell assay and
Using qRT-PCR analysis, we found ATB expression levels in U87 cell
line was significantly increased compared with HEB( P <0.01) . The expression of ATB was remarkable reduced

Matrigel transwell assay in vitro. Results

after U87 transfected with shRNA-ATB plasmid( the experimental group) compared with U87 cells transfected with
shRNA control( the control group) . Cloning formation experiment indicated that colony-formation ability was de—
creased than that of control group( P <0.01) . MTT assay indicated that the number of viable cell was lower than
that of control group( P <0.01) .In addition, Transwell assay further verified that knockdown of ATB significantly
inhibited the migration and invasion ability of U87 cells( P <0. 01) . Conclusion ~ATB knockdown inhibit glioma
cell proliferation, migration and invasion, which indicates that ATB may represent a potential therapeutic target for
the treatment of human glioma.
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RPMI 1640 Jif 4= 76 1 A 26 [F Gibeo 2\ w]; 5 Yeas
SR ) B LR 40 SGC7901 ( SGC7901 /Neo) Fa 7
Byt shRNA T4 HIFdo B M98 40 e SGC7901/
shRNA Fy 175 LS ml A R 528 : 2 1l K DAB
Kit 4t SP e H 2k =00 & B At h A2 4
BRRFI 2> 7); £ A EphA2.CD34 1 [ 5% [F Sigma
O3; 6 JEUY BALB/c BR B A L1 07 3 58 92 50
WA R, B LA s Y 5 bt SPF 25 41

B
1.2 7k
1.2.1 wmieizibied B SGC7901 T

50 ml BEFEHEHANA S ml & 10% G4 1l i RPMI
1640 B5 329, B 5% CO, [ 37 C R R i
FREE SR d I 1 K, K BB IR E 80% B H
0.25% g g 38 fb A5 A0 1 W BUXT 54 K 3
SGC7901 4fffl, 3% 2. 0 x 10° MFh T2 10% G 4F 10
5 RPMI 1640 5= i) 35 F2 L, Rr A K 2= 24
80% A IR YL . B IR 2 ng FiBET 125
wl (9 RPMI 1640 %5323 v, I 10 wl Jg i 44 Lipo—
fectamine ™M2000 , Z= JEFE 20 min, 555 F 37 CHi %
F6,CO, MRBEHN 5% - 6 h J5 BB R & 10% a4
M35 100 ku/L 5% Z M1 100 mg/L 4545 % () RPMI
1640 B335 . B XS HE 4% Yy 28 [k SGC7901 /Neos
5 GA18(400 pg/ml) Y EFEME RS I W AT I 2 4
RIGFREEE o 5% Yy d 20 ik pGCsishHIFd o il
BFV I X 5T R 1Y) 48 P iy 4% 1 SGCT7901/shRNA Fil
SGC7901 /Neo-

1.2.2 A BB SGCT01 2mpaift K T B AH B &
% 6 JE#% SPF %% BALB/c #EL 30 1, MM, 4> 3
2, B4 10 Ho K53E 3 A4, SGC7901 41 it~ 4
FEYL LR, B YL 23 JFORL Y SGCT901 4 Jifd ( SGC7901/
Neo) i 75 K4, T # B W9 HIF-doa B
SGC7901 ZHfift( SGC7901 /shRNA) 552, 3 4 4b
TR KA1 500 r/min 5.0 5 min, g4, RPMI
1640 F5FRE( TCILIE) PR 2 K, RPMI 1640 i & Jf:
VRN MR B, 4% 20 KT 2R T BALB/cnu/nu
BUTFH R T 4 0.1 ml, 4MHIEZ 5 x 10° 4>, Ayt
R AR A B A 75, R S d, iRg R/ R
Ueks R R, BhRE R B V/mm®) = (KAe x AR
2) 12, BhASHELIES 8 JH, [0 1 R4S AR
A A A LAV AR AR KA .2 S A IR 51 Sk ab st
R JEIRVK PBS whisk, uE 4RI T, H TR AR AR
FURIR BT 3, i IR R (%) = (1 - L4
/AL E) x 100% , 258 fifoid A Kl 2k . B

HB AT I IEg ZH 2L 10% W 15 W i1 5 , 3 F8 40 F4 AT BR
AL AT HIRG , - AF T - 80 CARIR VKA -
1.2.3 MB#beEE Een  RHGEAL L
2 SP YL LBRINE : N H BRIE SGCT901 4 &8 5375
FEIRFZHZ T 109 PRV 0 LI o, A g 38 1)
i, pH 6.0 A AT R 22 vl Ik i R B &
3% 33 F A I B R IR AL L T — T
(¥ CD34,PBS Fi Bt 1 : 150) 4 Cidk. K H,
T INRBTE Pt DAB hEE W, 55 T WA, TR AR
Y%, ASRIK kAR W, A B B . DL PBS AR
B —PUBBAPEXT B BEBLI T x 20 £ 95 W8I
PEATRROMAE THE, B M A BB HLIE 5% 5 A4 X
PR (0 il 885, SR IR o K 2= 43R 801 i HE ]
RO RS, BEPLIEI x 20 £5¥) 58 & 6 L EF, WL
%<3 21 B FS AR h CD34 FHPE Y 4 V- B0
{H.

1.2.4 Western blot 45| 28 2% EphA2 % & & &

- 80 CIGIR vKF A AL th/ i M 20 20, I AR
SR AP AR, BB O N E IR . 300 ~
400 W fiF 2y 28R ¥ 7K F R P A A B A2 AU
f%,12 000 r/min Z.0> 10 min, ¥ F % 1.5 ml B0
B SR BCA Fs o 21 11 0 7 25 For DA i 1) 2 P Uk
FE. HUBER 40 pg LAE, SDSPAGE HiJk, it A
HLA EphA2 —H( 1 : 1000) 4 CHEF 5, I H AN
HRP #Ric i) % BEE 1 h, ECL fb27 &Lk g
He 5. W TanonGis FRAFXFIEACIE B 55415 24T
REEAES3HT, LA B2 5 N 2 AR B-actin B TE
EAR R B A8 A I A 8K

1.3 St 408 R SPSS 18. 0 G4 k47
SIHT BELL % £ s Fon, dLiE] U BCR AN R 7
G3HT RIS AEAS ¢ K90 W48 40 1R] 25 5=, P < 0. 05
KESAE G E L.
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2.1 TEFY shRNA T HIF1o 5 B 4 A48
RBEEERBER T ES SGCT901 ( RFEYH
4H) s k) SGCT901( SGCT901 /Neo, 25 #k A
4H) YL E 41 ik pGCsishHIFd o T4 SGC7901
AHHfL( SGC7901 /shRNA, SZB64H) ,3 JH G, Bom R #E
Yu2l 25 AR AR BRI AR , S0 2H R UL i A
S Bt IS )RS, GG e 2 25 3 A 2 4 U IRk 34
TR S, SEERZH T 4 T i W AR, HIE AR B/
TR A S HEA, ZRAGRITFEL(F =
11.37,P <0.05,P <0.01) , K5 Ye 2] 525 #i ik 2s #;
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IR R R KN S RG24 5 L, #2278 pGCsi-
shHIFd o #J1] T SGC7901 4 Jfa JihJeg i A= 4 o B A
SR 8 R AR BRI TCAE TR ). WLIE 1.2 FiIER
1.

1 shRNA F#t HIFd« 7 7 FE B
WMERRBEAERBES REEKNER
Ar REEYLA ; B: 25 R 41 C: 5L 4

%1 shRNA F# HIFdo EFEESR
TR R B IR E KA EIN(n =10,x +5)
Wi H Esi il =B S
WERR (g 27.38+1.84  27.19:1.76  25.61£1.68"
IR AR mm®) 3 101.26+216.34 3012.35£203.82 2316.27 +182.63* *

SRR AL P <0.05, % *P<0.01
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23 AR AR R AN D I A G A 5 . A
BT RGN, 5 ARG YL RN 28 AR A LA, e e
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&4 Western blot ;%4 il EphA2 & QB EEHLAPRIRIE
A: Western blot Kzl 455%; B: 8 R B AP it B 5 R
YegH AR ** P <0.01

3 itig

TEMIEE K Az A ey, ph AR R TG T ) 36 A
Jry BSAVR A, e 200 e 3 7 K A P58 T R BRI SR 22
—RBIE L A AR FR , BEAPLIE 5 048 25 4 K il 45 i
T BITF A VM, DA T IE P ) o S ez 2>
SUm AR E IR R AT IR 4 i HIFd o mR—
NA Rk E T, BB A 1A 205 W R FE
A Ty HIF o B4 550) v 400 1 BP9 55398 15 3 2
FIBH L1 P SRR AT i VML, 33 38 HIF o 232
N E AR A S o ARG Y IESE HIFd o 7]
SRt SIRERERE R B FEE R T4 S, S 5
P B PR e 5, A 2 b e il 4 2E BUADE B VM. A
DR BRI A BT AR b B, v AR
g A0 2 A7 A vh b 98 20 M L B ) VML, 558 DL 1Y
iR 0 X R IR FEAE AR [ o EphA2 & —Ffi 32 fk
B RV, BRI 3 AR ST RS
T LA A B o 23R T g v, 4 SRk mT B
1k VM B RIE AL o BFgE 7 Fe W, TR K i
R At sk =, B R AL AN 2, MO R AR
il HIFA 3k, HIFA 45 HIF-do 1 HIFAR FiFh

B, Ho HIFd o P72 H R4 A B Y 20 i 1R
T, 20 3 5 W R DR ) S R s A g R A ek g
AN R S AR EURAS BT A IR
T AN R e R A i
L HIF o JRFEE &R A. (HET HIFHa 5H
i A A R 1 B I A R VML T AR 9 v 5
o R WESE HIF o 5 5 598 B0 10 24 1
P B A A A VM TR B8R AR SEHIL R L AR S 560k 1
JiE SGCT901 4 Mk 73 Rt YL 20+ 25 AR 4 Fn 5
B2, AR B UL R B T AR A KA O L 45
SR, SCI 2 T4 SGCT901 41 i H 98 e 1] 45K
AR P U AT TR AR R R e Y R AE RRB e
ZH 2 AR A YA A R B R SR ) LA A 4, T
SEG L4 SGCT901 4 it i) 1L 45 44 AF B4 I 25 1%
fi%, W HIF o 1 813 25 15 B i i 4 A=
K VM (4 A 2 e A K, HIF o 28 25 0K T 41
R B P A 4 ML AR A A R I AR, D R
A A VM B K

Eph Z 81 85 [ 2 e R B I S I 4 11 i <2 1R 1
%, 5 506K AN A KA 1L S s ik
P, EphA2 JE& 5 AL AL L T R 5 20 g g
B 175 S SN A R S5 80 R 25 JE e g
AR RN B o B R & ¥ E EEAE L EphA2 FEIF 2 A
SR A R AR R T L A B A
BRI T R R . wap BoR
EphA2 J2 i 1fin 45 A8 B A VM JE B Y B B 2R 1.
Western blot YA 3 21 i@ 20 21 EphA2 f & 1
Fak AT R B AR SGCT01 FEAH I A 5% e 4
23 AL EphA2 #5558 K- 238, 1 4t 8
JigiE HIFd o FEPK ) EphA2 33K W 35 A, 4D E-
phA2 A g /& HIFd o S5 10088 A B VM 8 45 4L
B T A . BHETET HIFdo 520 VM JE
WAL ai A TE 28, VE-cadherin /EphA2 /
PI3K/MMP {5530 J% & VM W28 IR E5 46 T A 114 gk
W, F ) HIF-d o f8 BCHIR YT B IR — N E T
B A RAWIF -

L5 LR ARBFIE AR 8 HIF o () B SE N 36
IRE TR AL L, O d 7 R a8 B Y AN i
i N I S RO A NRE S R =l B
SGC7901 #E AL MR 45 A0 HIF o JTER S, B B
W RS IR A 25 32 10, IS T BUFAIG , EphA2 3%
AR R, EphA2 FE PR 78 B B g B R B4R BR P
FEIk i i A8 A B B G 3 0, #E DN EphA2 ] 5B 2
25 HIF « () VM JERALE] AR T8
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Effect and possible mechanism of HIF- 1« gene transfection

of human gastric adenoma SGC7901 xenografts in nude mice
Wang Xiaoging', Cao Wei’, Song Xianbing', et al
('Dept of Pathology ,Anhui Medical College, Hefei 230601;
*Dept of Histology and Embryology, Anhui Medical University, Hefei 230032)

Abstract Objective To study the effect of hypoxia inducing factor]l alpha( HIFd o) gene transfection of human
gastric adenocarcinoma on nude mice transplantation tumor and its possible mechanism. Methods Set SGC7901
( untransfected group) , empty plasmid transfection SGC7901 ( SGC7901/Neo, blank load transfection group) for
comparison, gene recombinant plasmid pGCsishHIFd «, transfection gastric carcinoma SGC7901 cells( SGC7901/
shRNA, experimental group) inoculated nude mice, to establishanude mice subcutaneous transplantation tumor of
gastric adenocarcinoma model , dynamic observation of nude mice tumor volume and body quality. After eightweeks,
to get tumor tissue transplantation tumor model, weigh wet weight, microvascular density of transplanted tumor tis—
sue was detected by immunohistochemical SP method, epithelial cell kinase A2( EphA2) expression was detected
by Western blot. Results Compared with untransfectedand blank load transfection group, HIFda gene transfection
in experimental group tumors had significantly lower in tumor volume, quality and vascular proliferation, EphA2
protein expression significantly lower than that in untransfected and blank load transfection group( P <0.05,P <
0.01) . Conclusion HIF-« gene transfection can inhibit the growth of nude mouse transplantation tumor of gastric
adenocarcinoma significantly , which may relateits inhibiting tumor angiogenesis and EphA2 protein expression.

Key words gastric adenoma; nude mice; hypoxia-inducible factor 1a; gene transfection; angiogenesis



