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Abstract

BACKGROUND

ARHI has been proved to be associated with tumorigenesis
and progression. However, it is not clear whether ARHI
gene overexpression can inhibit the proliferation of gastric
cancer (GC). In this study, we investigated the effect of
ARHI gene overexpression on cell proliferation, invasion,
and apoptosis in GC cell line MKIN28.

Alm

To investigate the effect of ARHI overexpression on
the proliferation, invasion, and apoptosis of gastric
carcinoma MKN?28 cells and to explore the possible
mechanisms involved.

METHODS

The pcDNA 3.1-ARHI plasmid was constructed and
used to transfect MKN28 cells. Meanwhile, a blank
control group and a negative control mock group were
set. Cell proliferation was detected by MTT assay. Cell
scratch wound assay was used to detect the ability of
cell migration. Transwell method was used to detect cell
invasion ability. Flow cytometry was used to detect cell
apoptosis. Western blot was used for detection of related
protein expression.

RESULTS

Compared with blank control MKN28 cells (1.257% *
0.006%), the proliferation rates at 48 h after transfection
in the mock group was comparable (1.257% * 0.006%
vs 1.163% = 0.003%, P > 0.05), while that of the ARHI
overexpression group was significantly decreased (1.257%
* 0.006% vs 0.826% + 0.005%, P < 0.05); the migration
ability in the mock group was not significantly changed
(19.918% * 0.233% vs 18.295% + 0.534%, P > 0.05), while

2020-01-28 | Volume 28 | Issue 2 |
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that of the ARHI overexpression group was significantly
decreased (19.918% + 0.233% vs 4.299% +1.572 %, P < 0.05);
the invasion ability in the mock group was not significantly
changed (234 £ 3.61 vs 235 £ 4.51, P > 0.05), while that of the
ARHI overexpression group was significantly decreased
(234 £ 3.61 vs 93.3 £ 2.08, P < 0.05); the total apoptosis rate
in the mock group was not significantly changed (3.513%
1 0.015% vs 3.597% £ 0.25%, P > 0.05), while that of the
ARHI overexpression group was significantly increased
(3.513% + 0.015% vs 14.133% + 0.032%, P < 0.05). Western
blot results showed that, compared with blank control
MKN28 cells, the relative expression of ARHI protein
(1.037 % 0.003), vascular endothelial growth factor (VEGF)
(1.026 + 0.008), B-cell lymphoma-2 (Bcl-2) (1.014 + 0.010),
protein kinase B (AKT) (1.001 £ 0.005), and p-AKT protein
(0.977 £ 0.003) was not significantly changed (P > 0.05),
while the expression of ARHI protein (2.088 + 0.007) was
significantly up-regulated (P < 0.05), that of VEGF protein
(0.456 £ 0.004), Bcl-2 protein (0.468 + 0.005), and p-AKT
protein (0.502 + 0.001) was significantly down-regulated
(P < 0.05), and that of AKT protein was not significantly
changed (P > 0.05).

CONCLUSION

Excessive expression of ARHI gene can inhibit the pro-
liferation of MKN28 cells and promote their apoptosis,
which may be related to the reduction of VEGF and
p-AKT protein expression.

© The Author(s) 2020. Published by Baishideng Publishing
Group Inc. All rights reserved.
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TP
=

ARHIC ZHAEF R ke Rk I B K A 53R
Mx. AR, BA SR FEARHDE R 5t B J&(gastric
cancer, GC);2 & LA 3G s 4E A, R 23 vAGC
20 JRARMKN28 % ), #1323 & A pcDNA3.1-ARHUR
¥, 18t dm B A e PR A5 e MKIN28 4l ek, 3k — 7 #F
RARHDE R 3 GCm 3G 78 . 12 & B IR 83w

V=14

VAGC#a FEMKN28 A ], BF RARHIA B 3FGCha fien3g
7. 42 RA TR, FHAR T AU

Tix
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#EpcDNA3. I-ARHUR 4, i@ id 2m i sk e K45 3
MKN28%a it pk, AL T x4 A6y = @ sf R4, M4
*F FBMock 48 R ARHI & % ik 5% #kcloned 2 JEL 3k 4T 52
I, AMTTI & kA s 3 74, 4m AL X JR A 48 g
F 4 A1, Transwel AW 28 jeiz £ 48 1 A X dm e
AAeim) 4w L8 = %, Western blotAsill 48 % & & &k

ZR

5 i MKN2848 itt48 h3g 74 #1.257%+0.006%48 Ik,
MockZL 5 A RHI % %A 6 #R48h4m o3 75 5 45
1.163%=0.003%(P>0.05), 0.826% +0.005%(P<0.05);
5 EFMKN284m A48 hit 4% %(19.918% 1 0.233%)48
Y6, Mock28 5 ARHI & kA FF4#k48 hém it 4% 5 55
H118.295%+0.534%(P>0.05), 4.299% =+ 1.572%(P<0.05);
5 B MKN28%8 1848 Wiz 42 %234 +£3.61)48+L, Mock
5 ARHIZ & ik %448 htm iz £ & 5 5 4
235+4.51(P>0.05), 93.31+2.08(P<0.05); 5 E#MKN28
A48 h 8 = %(3.513%+0.015%)48 5, MockZa
S5ARHIZ .k ik 448 htm e B A =R 53 A
3.597%+0.25%(P>0.05), 14.133%+0.032%(P<0.05);
Western blott-it] &-28 s it N 5% & 48 R B~ 5MKN28
4\ it A8 Y, Mock 8. ¥ ARHIZE- &) %7 1.03740.003(2>0.05),
& P & £ K B F(vascular endothelial growth
factor, VEGF)%& & #1.026£0.008(~7>0.05), Bi#k
B 40 65 -2(B-cell lymphoma-2, Bel-2)& @
1.014£0.010(2>0.05), %& & % #B(protein kinase B, AKT)
&8 41.001+£0.005(P>0.05), BB ALAKT(p-AKT)
&8 40.977+0.003(P>0.05); & k. ik % Ktkcloned
P ARHIZE & #2.088+0.007(P<0.05), VEGF& & %
0.456£0.004(P<0.05), Bcl-2%& & #0.468 £0.005(P<0.05),
AKT% 8 #0.969+£0.005(P>0.05), p-AKT®E & #
0.50240.001(P<0.05).

&t

ARHIH B it &k 7T 44 GCoa MK N28 89 3% 78, 42
sham A T, X TR BARHIDE R & £k G F X ABS
BEALEZ3- 4 B/ AK T8 % F 49 VEGF. p-AKT®R & &
R EARA .

© The Author(s) 2020. Published by Baishideng Publishing
Group Inc. All rights reserved.

TR ARHIER; B Js; 385E; AT

BDIRE: KL H e 2 pcDNA3. I-ARHUR £,
1 it 2 I e K A5 MK N28 48 Bk, BF 70 45 R 32
ARHIHA W i £ 7T 394 B & 20 JMKN28 #9 34 74, 423 4m
MR T, X T i 5ARHIE A % &k G 5 BB IR BLALES 3-
BB R A M EEBIA S 6 B R R A KA T, BRERALE
B EEB R & £k BARA K. XN A 16 R T SR AR 64
AR,
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03I

MR BB 201 84F A BRI e Guil 4 75, 15 J (gastric cancer,
GO)IFET - AE i [EAL B 56—, KTl 153975, 5
Eh13.6%". B KL HGCEE LI C2m I, STFAER
FAE30% >, H AT CAESE, IR R B R RS %R
W3 27 S B DR (1 F A1 2 DA <. ARHT AR as
FES R [ — G, R O B E S mT DA ) 22 b i e A
K, HRIKBI S B 1 & A Sk s DA 5T B A2,
EFARHDER X GCA2E 75 A WA, v JoHiE,
VRS LLG CAH I FRM K N28 J9 51l IF 954 R HIFE R %o}
GCYNARIGHE . 1228 KJAT 1R, IR HALH, Al
PRI FUER LSRR

1 RS

1.1 A MKN28ZH ffd M B} 2 B e 28— = Bt i
A BESLIR S 15, RPMI-164085 7756, iG4E Mg, —
FEA. 258058 R ifb P me i k-1 26 [E Sigma A /],
o W20 AR T B A AR B0 SR T R LR A R R
FRAF]. ARHI. BitkE24HfaJ8-2(B-cell lymphoma-2, Bel-
2). I PN B A KK 7 (vascular endothelial growth factor,
VEGF). HHBMB(protein kinase B, AKT). &1k
AKT(p-AKT). B-actinfifk. RII$Hi. & IHEET
Santa Cruz/A .

12 F ik

1.2.1 ZapedE e MKN28GHMITE 2 10%3K B2 Jf 2 I i
RPMI 164055 773E M, 5% CO, 37 “Cia 5 (AR A Bs
7%, 1536-60 hi& AR, HUAL T-%f £ A= K A B MKIN28 4 A gt
ITHSG L.

1.2.2 Fas: DlpcDNA3. UD#EE, B s 44
R A BR 2 7 #4933 pc DNA3. 1-ARHIFURL T AG I ; Fa g 4
Yyl YA, SBIRATR : BUAL T B A KA MK N28
Y, PA3X10°AY/mLIR M E6 cmBEFRILA, 5%
CO,. 37 CHIMAHNREFR24 b, OB 7R, S E
L PR Gk 22(9 pLIE BeiliiH200 pLEG 7736424 pglithi)
A6 cmEFFRILAN, TRA)JET5% CO,v 37 CHIBFFE M
3212 hE B3R 24 WG IMANGA18(ZHK B H500
ug/mL), & H WS ARG FE G L, 15:2-3 dFE s IRk, [F]
N G418(Z3 % 500 pg/mL), B 24NN BARE
W%, PREUCR RN AR 245 LIR NI . R A
W% [ Vi (reverse transcription-polymerase chain reaction,
RT-PCR) 5 Western blotSE5a-Hh IR g 5 & 14 ve PR, S
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6 6 53U, 25 FAAMockZH i [ 14 X6} HE 4.

1.2.3 RT-PCRA& M| & 5% % 40 B Ak AR HTH Bl mRNA & &
K YR AL T X B A KPR 5 A 4B, I\ Trizo WK (T
X107 MBI T mL), HURESS s 5 T £ IR 5], f1
mL Trizol/IA0.2 mLEAG 5% 15 sfa EEBES min.
12000 g(4 C) F&90>5 min, L Z7KAHZHEPE P, N
NEARFR I SRR, 2], -20 “CHCE 30 min; 2000 r/min
4 ‘CE010 min, 375 B3, IMATA1175% . BE(DEPC
JKBEH); 7500 r/min 4 °C 5505 min, 3575 13, SR AR
BT JEIMADEPC/K20 uL; #imRNAWKSE, PLRAK
WRPERE S bR itE, RO & Se i EAURE s IR EAT A,
IR E IR

1.2.4 Western Blot# il & & & & WA B K
MEKN284H M % % SLIR AN, InNE & & (2R 22 v
W, B, TUK EZH#10 min, 8513000 g 4 “CiEEE
010 min. BUEIE, FEVUE. DARHEBC AT E &
IR 5 . T8 R A A T e v e PR OIS TR K/
F143 15, SRJEFEENES 1 22 PVDF R, @itk B 5% 1 i
JE A et PRSP SRR S PR B A S8 I N AH N — LS
5PVDFJE L) B R B AR, 4 CHEIFE 12 h. %
PPVDF G SN - HAESRAT FHEL h, Tk
PVDFE3¥K. Y/EPVDFE Ltk 22 & 6k, f5isit
XSHR A IRE. BA%, o3, WSXHRIER-actin, WMEL
ARHI. VEGF. Bcl-2. AKT. p-AKT. B-actinZk [
FILTEDL. LI EE3IR.

1.2.5 MTT & 34 m) 2m B3 7. AR K AL T H00
MEKN282H it [ - S UG 2 4 bk e T-96FLAR, &2 Hefh
YHLI8x 104N, A BSANEEIL, 5% CO,« 37 CifE
[0 B FE I EE 9524 hy 48 h & 72 h)g, 1E96FLAR P BN
A20 uL MTT, 4k£4:05 54 h, 3525 B3, BFLIAL50 uL
TR, FEGIR S, 18 EEAR AN E 96 FLAR H R FLIE
490 nmiE KA FIROGEEAE, BUFIME, 2l AR i Zk,
S A BRI T 2. SRIR E 3K,

1.2.6 %0 o X)JR 5 B A ) &40 4w J bk a2 A5 48 10 ¥
MKN2841 Al . Mock4l K cloned 4 i #k e Fh T 6 7L
5X10°AN/4L, 5597 2 W20, PBSTPYELIX, 10 uL
Sk AR 43 I 7E 6 FLAR A R - 3 BRI, J5 FHPB ST
TR, N 1% 625 L35 1) 164085 B FH, R %)
HEZH, 12N FL. 433010 he 48 hif| EAHZ B3
(<400) T UL DI 20 FLT A PR V5 - HERH, 00 5 X9 ) 2,
THEIE R R I AT Gevt 22 0. SR 3K

1.2.7 Transwell 52 B4 &- 28 2m JEL kAR 2 58 10 0
AT EE KA RMEKN28 il . MockZH % cloned it
i, i A B FE 1< 104y /m LI 4H AR R, X200 pL
T N Transwell F/NZ64LBR, =500 uL 7 10%FBSH]
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164055 B, 2 ANEIL. T7 CH: 48 h Jo, M2
NN R ETRAF AN, 4% 2 58 F I [ o J5 @ 0. 1%45
R Y th, PBSTRE DL, AW BT IR 5L s
WEKIIK.
1.2.8 7R &m i A A 2 B 8 = B FEMEKN284H i
Mock#H ¥ cloned 4 Mo ik 28 %o B0 AE K, SE s 3250 T8
JiG 2 M5 FIRPMI 1640455524 Wi, 5% CO,. 37 ‘CIEJ¥
[RISIEAE N 57748 g, WERANR AL #EZH 40 /i, 4 "CPBSHE
RIUR, REARLALRE S P A IR FE 20 1.5 10°/L 3 il 4
Annexin V FITCK PR G #4035 KBRS
VR BREHEAT 206, KI5 2H AR T2, 2 Annexin V
FITCHPI-H4HM H 532 B A BAVE T- 40 ffi %, Annexin
V FITCHPI+IAHAR T 7 28 BRI e A P 7226, % 2
NS T- 2, 5206 E 3K

Bt 40T LISPSS 20,0740 2E 404, it
B 40T LU KR, P<0.05 7 B Gt 2475 X

2 B8

2.1 RT-PCR#&MMEKN28 48 itk B & 52 1% 4 otk P AR HI
A EmRNA &KX AKF MRN8 RA L, Mock4L
ARHIERmRNAZ % 5:1.003 £0.073(P>0.05); clonel 41/
FRA R HIFEFImRN A #6325 £:0.899 +0.056(P>0.05); clone2
YHRA R HIEER mRN AR A 51.99540.0127(P<0.05);
cloneAZ il kA RHIEE P mRNA #35 §:4.383 40.329(P<0.05)
E1. %1).

2.2 Western Blot 52 B4l MK N28 48 itk B - 5% 144w i
B ARHIE & £ i2 K-F 5SMKN28H ik AH L, Mock
HARHIE 13145 £0.252+0.007(P>0.05); clonel 40
FRARHIZE [ 2214 50.254 £ 0.004(P>0.05); clone24H itk
ARHIE A £ ILE0.52410.001(P<0.05); clonedZH itk
ARHIZE FFIE0.997+0.012(P<0.05)(K2. #2). &i&
RT-PCR&4R, cloned4fiffitk NARHIFEH % kmRNAK
P S ARHIEE F7K-P25058 i, H0% B cloned i R IA MR Si2
B,

2.3 MTT 5 84 MMKN2828 itk . MOCKZE % Clone4
ARG 7 K SMKN2SY I bk AH L, MockZL4H
B 5 it TGt 5 2 5(P>0.05); clone4ZHffiFk48 h
WHERE 11790.826 £0.005(P<0.05), 72 hiFERE F1 N
1.589+0.006(P<0.05)(KI3. #£3).

2.4 AR R E A MMKN284 k. MOCK
20 % Cloned % ek it % K -F 5MKN284H it it
F£2(19.92% +0.23%) A Eb, MockZH 40 e i 72 %
(18.30%10.53%) L4t 1% 22 7:(P>0.05); cloned4H gtk
48 hit 8 N4.30% £ 1.57%(P<0.05)(Kl4. F4).

2.5 Transwell 30 M MK N28 %8 itk . MockZa &
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Clone4%m o ¢k 1z £ K -F 5EMKN284Iflitk48 hiZ 78
(234+3.61) Lk, MockZH4N 1R 72/ 11(235+4.51),
TG % Z 7 (P>0.05); clonedd BRI ZBHE 1N
93.3+2.08(P<0.05)(5. #5).

2.6 X 48 e A MMKN28 %8 fiLkk . MockZH % Clone4
m B bk R T KT I A MRS I - 4 4 48 hS TR
TR oK, SMKN284H Mk a8 T-%(3.51% 3 0.02%)
AHEE, MockZH 40 M 208 T2 N (3.60% % 0.03%), &
Gt % %= 7 (P>0.05); cloneddl bk S T-F N
14.13%+0.03%(P<0.05)(6. 76).

2.7 Western blot#- M MKN28 4@ itk . Mock#l % Clone4
4 Ak N &K 8 &k KT Western blotha il 52 4 ity
RAREER, SMKN2SAIRAHEL, MockZH4H A
B EARELG I HFZ 7 P>0.05); clonedZl itk N
ARHI. VEGF. Bcl-2. p-AKTEHAREEAGSGITEE
F(P<0.05), AKTH FHRB LG0T 2 7(P>0.05)(E7.
)

3 1Tie

AR 0, TR 180 A e 5 e DR PR s R s 2 A
I RIE VIR, ARHIPEA, 1E NRasF I i — B,
KERLIH8 kb, B E2 MR I N T AT
UESE: HgmtS B A CAUESEEANTUR . URE N RIL, 4
P JEIE . SRR AR NS S
P ARHIZE I FRIA A,

ARSI LG CAl AR MK N28 N, Fa 5 % e
pcDNA3.1-ARHII K, JE I RT-PCR [ Western blotifii
R IB AN v AR E N SE R A, R AAM O CK AL
PEXTRRZH, 45 FARTRA R HIIS KI5 Ja vl i G C 4 bk
MKN2834 5, FEARFHAZ AT AR ), FRIEE T,
X5 Z R FAR— B ik, FATHE— AN T AR
F, 32D IR AR AL, KA AT 7R RasFE R AH G 1)
GBS IR R A R R REYY, MiRaskH 30N
NEE SR, HATA WK EZG A, — S ERas-Raf-
MAPKK-MAPKG# S, J34h—> 2 ol e 1t JUL e 3 - i g
(phosphoinositide 3-kinase, PI3K)Y/AK T . %1% PI3K/
AKTI#ERK, PI3KstE AXKES 540G 5E. 7tk T
AV W s 55 2 PP A D R i) T Y, FE A p-AK TR
N UA bR B R R ) R B AR R R ) 7 A
HHRI T R 3R, (b an i b R (e 78 S i Ak, 3k %
T UUARZEI A, (et iR g R B ML !, X 5
AR SIS P — 3, A RHITE 305 va VRN LT fE
FEAIC, 1R2ERE IR, ZRBA G EE N, $RARHI
P I AN R A0 T R AR 2R R ). TR A AK T
I BERR AL 2 PRI SR S R -4, TE TR A AR
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%R 1 RT-PCRIGMIMKN28 /RIS Te ke ABIARARHE RIMRNATRIA B

MKN28 Mock clonel clone2 clone4
mMRBRNA-ARHI 1.000 + 0.059 1.003 £0.073 0.899 + 0.056 1.995+0.0127° 4.383 +0.329°

SIEEMKN284Bia8EL, °P<0.05.

® 2 MKN28/BERR R S oot 2 IRt ARHIZEERIEEENE

MKN28 Mock clonel clone2 cloned
ARHIKEEBNIE
U_&g’) i 0.245 + 0.005 0.252 + 0.007 0.254 + 0.004 0.5624 +0.001° 0.997 +£0.012°
FB-actin)

SIEEMKN284Bi8A8EL, °P<0.05.

3 MITAMIMKN28, MockB R cloned/BiEikiLiE R

MKN28 Mock cloned
48 hiZIEZR(b100%) 1.257 + 0.006 1.163 £ 0.003 0.826 + 0.005°
72 hIBIE%X (b100%) 2.451 +0.004 2.301 +0.007 1.589 + 0.006°

SIEEMKN282BIgA8EL, °P<0.05.

xR 4 AERPEAAIMKN28. MockZ8 R cloned/MiEH#RTFRER

MKN28 Mock clone4
48 NIRZEK(%) 19.918 +0.233 18.295 +0.534 4.299 +1.572°

SIEEMKN284BE48LL, °P<0.05.

R 5 BiETranswellSEIEATMMKN28, MockB R cloned/BigtkiRZe

MKN28 Mock clone4
48 hiRZE& () 234 +3.61 235+ 4.51 93.3+2.08°

SIEFEMKN28ZBiEA8EL, °P<0.05.

R 6 MKN28. MockZH R:cloned/BiRtE BAT-R AT

MKN28 Mock Clone4
MIRRIBTEK (%) 3.513+0.015 3.5697 £ 0.025 14.133 + 0.032°

SIEEMKN28ZBIEAEL, %,<0.05.

it RO MIME. DFFIESE: PIBK/AKTIEI/ERE  JAWIREAT, (LRI an i o, Rl e s 8 BoRARHI
W e, = S SR ADL D, DA SR DR RAHE v wT DL 4 0 P G2 40 1 MU i
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& 7 MKN28. MockfARcloned/BiRtkEORANEENS

MKN28 Mock Clone4
ARHI 1.000 = 0.004 1.037 £0.003 2.088 + 0.007°
VEGF 1.000 + 0.005 1.026 + 0.008 0.456 + 0.004°
Bel-2 1.000 = 0.006 1.014+£0.010 0.468 + 0.005°
AKT 1.000 + 0.000 1.001 = 0.005 0.969 + 0.005
p—AKT 1.000 = 0.003 0.977 £0.003 0.502 +0.001°

AANTFIEEMKN284BRR, °P<0.05. VEGF: MIBWRAEK RS, Bel-2: BIMEAMIREE-2; AKT: EEEEB; p-AKT: B B EsB.

(MANAARHD HABH. AKTYENBCl-20 Ll 1, SAKTHERR LT R
(5, BIHEBCl-2EE FIR AW, HETT 9B M A
T R AT, R 5, R
3+ & Mock ARHIZ AR LUE N 8 PI3K/A K T 5% 33k 11 18 35 41 i
f oz | AL
i 2 conet R A PR YIA REPE I kTG
o YH MK N2SHIH 5, (kAN T, X T RS SARHIES
0 a0 FiBJE FHPBK/AKTEE FMVEGF. p-AKTHEAR

TR FEARA 9%, IX ] BENGCH TR YT P AT 1 2L DR #E 25
B 1 RT-PCRAGMIMKN28/BARK K 22 5 I MBARAK PRARHE BRI MRNA

B SN, <015

MKN28 Mock clonel clone2 clone4 gl'_" 6 =
~ H 5
ARHI T s wme  Hi(gastric cancer, GOYE I ALIE B H LR 2 —,

= e TEZ WIS AT A IR N T2 e 78, DRttt — 25 B
P T W05 9, AR AT
2 MKN2SI RS SR IR A ARHE I FRIA DU . 2 R ARHL AT SR . B DA RH R

IR GCANILIREN, TGO I HL R 5.
(EFER*100%)
4r Eoatiy /074
AT FTHL I AR HTEER I 15 301 G CAH H bk 14 5 g
1. iL#RE ). 1R2ERET); R PR REGCA AR T
—¢— MKN28 S 25 HOR N GC R VR YT S AT 1Y) ik DRI 1.

—m— Mock

—4&— clone4 ;é'.ﬁ?’ﬁiﬁf
' AT 6 5L 5 A R HIEE TR AT LA G C 2 b
0 ‘ ‘ ) J1s ITRERET) . (RARAETT; TG CAIIRMK NS

0 24 48 72 JET, DU TARHDER MThRE, NshPnsess. I

3 MTTAEMIMKN28, MockBRcloned/MIAKIZIEAS . S8 IR 1AL
MEKN284fiEAHEL, P<0.05.

ZHFE
BEMGANGI A 2L, Bah, LiPHRIEFRARHEN T FKiE LI Bkl 4 #pcDNA3I-ARHIBTRL, JE 4L %
AL R AN B G U I S FE Sl 4m e 7 MIKN28ARAR A, it — 20 WA 6 28 Jm F o0 B 40 i Y
2, X RE S AR RN F A K. ARHIER i B R IAE L, [T T RT-PCR & Western
Bel-2JE B2 AR, nTid it P 40 (2 blotSaG; ik HY i Rk Tu M MRcloned 5, GBI MTTSZIG
MERRLARRE I R AT, AT R gE s o, f2aE RN ARG B e )5 20 R SIS 56 20 BT 2 e
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MKN28 Mock clone4
Oh
48 h
4 {BRERIRASIIMKN28, MockiB Rz clonedBIEMRITRZEESD. LEAIR: 1:100 pm.
MKN28 Mock clone4
100 um 100 um 100 um
B 5 TranswellSEEHEMIMKN28, MockZE Rz cloned{BiBtkiR e /.
(PI)
MKN28 Mock clone4
10° ] 0-00% 0.15%| ¢ 0.00% 0.13% | s 0.38% 4.21%
10* 3 10 3 10* 3
10° + 10° 3 10° 3
10 3 E 10? E
0% 96.5% 3.35% :96.4% 347%) 0 1855% 9.91%
LULLL UL B RALL B LS RLLL B AR AL I AL I B R B R B L B ALULLL UL LA D LI NS RLLL BN AL
0 10> 10° 10* 10° 0 10> 10° 10* 10° 0 10> 10° 10° 10° (FITC)
6 FRIIBIEARIEMMKNZS, MockiB Rz clone44BiEHRAETX.

T ARACT I S L T € /15 Western blotSE 446 12
A R AR IA G B

AT K B TSR 45 R, ARHIPER AT LI GCHH
NEARIETERE 7). IERERET) . 1RFRAETT; HEIEGCH
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FRMEKN28RJA T e T RSt K i PR S 464 it
eSS R

ARHFER T A T H| GC A UMK N28 458, {141
T, X 5ARHGER ERIEF S EPI3K/AKTIH
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MKN28 Mock clone4

ARHI —

VEGF |-— ; ——
A ————
’ .

P-AKT sm—  —

7  Western blot&UIMKN28., MockZB Kz clonedZAiBkAREBERIL.

HHHFIVEGFE. p-AKTH A FRIA A . 8 ks
5, A HEWGARHIEERAE B B R0 A, NGCHEFE
BITHRALH T R, FIRAEBCNGCR T KA
WFEFR.

REf=

RIS ARKRBT TS 1), 2L (DM @SR, 4T
LRSI QIR IRRRAS, i e i, A
GUS P SF R P BUIR ).
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