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AGS-EMT Cells Based on TGF-f/Smad Signaling Pathway
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Abstract: Objective: To investigate the effects of Qifang Weitong Granule on zinc finger E-box-binding protein 2 (ZEB2) , E-cad-
herin (E-cad) and vimentin in human gastric adenocarcinoma ags-emt cells based on TGF-B/smad signaling pathway. Methods
AGS cells were treated with TGF-B1 to establish EMT model. The cells were divided into blank group, Qifang Weitong Granule
(drug containing serum + EMT model) group and 1.Y2109761 ( TGF-B/Smad inhibitor + EMT model) group. RT-PCR and West-
ern Blot were used to detect the expression of ZEB2 ,E-cad and vimentin. Results ; Compared with the blank group,Qifang Weitong
Granule and LY2109761 could up regulate the expression of E-cad protein and its mRNA ,down regulate the expression of ZEB2
protein and its mRNA , vimentin protein and its mRNA in a time-dependent manner( P <0.05). Compared with Qifang Weitong
Granule group,the expression of ZEB2 protein and its mRNA in LY2109761 group was significantly decreased (P <0.05). Con-
clusion ; Qifang Weitong Granule has similar effect as LY2109761. It may inhibit epithelial mesenchymal transition of human gastric
adenocarcinoma AGS cells by inhibiting TGF-B1/Smad signaling pathway , up regulating the expression of E-cad,down regulating
the expression of ZEB2 and vimentin,and inhibiting the formation of EMT , thereby inhibiting the epithelial-mesenchymal transition
of human gastric adenocarcinoma AGS cells.

Key words: Qifang Weitong Granule; human gastric adenocarcinoma cell; epithelial-mesenchymal transition; zinc finger E-box-

binding protein 2(ZEB2) ; E-cadherin( E-cad) ; vimentin ; LY2109761
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t EMT S48 b K 20 i % Ak oA 1) Joa 20 40 i 1) A ) ik
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), LA BT N B Bt AGS 20 A B2 1] T i 1k iy
TR, L 5 18 R BURLLE I R E 4
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1.1 ABIREAGS A5z A BBE AGS
MR T L EF AR AR AR WREA K
BT 37 CHI5% CO, SMmssefrh o, Mtk
SPF 2R fi B Wistar KR 40 H R i & 100 ~ 150 g,
WAF A K T R AR AR A BR A |, 5556 5))
YA P4 AT HIE . SCXK (1) 2014 — 0011, 7E) Pirp &
2y RSt UL (SYXK EE2019 - 0001 ) 35, S8
W BBl ) 35 R S 5 AR AR TSP R R 2R
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SEE ST 3 RN 25 T GE 3 SO G TR IR
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1.2 FREIRF L BRI R
A BRI FAE = (e BT 25050k, B )Y R 2 KA
S — ot B B il ) = SR LA A A B RS 30 ¢, M
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KORGN 49 o AL 10 ¢, KFF 6 ¢, BEHE 6 g, RAH
3¢,715 6 o, PYPWRBIRA DI 4L R4S 8 ¢ 1Y
FUAE K A% . R4 U ( EIEARRHE AR Wy il
FRA W], 425 FCS500) 5 #7162 R 6 22 v i (10 mM

NP - 1510 - 03) ; TGF - B1 [ 3 & PeproTech ( Ik
Z&ye) o Al E AR R AL 5845100 - 21 ] TGF - B/
Smad #HI57] LY2109761[ Selleck ( A [E) 2 &, 525
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5 :CW0957M) ; RIPA 24 (At 5t 38 1 3k P B R
FHBRAE 585 C1053) ; BCA 85 1 B I 2 1R 7 &
(KR RM | 475 . CW0014S) ; Marker ( Thermo , 555
26617) ; PVDF Ji5 ( Millipore , 5% 5 : IPVH00010 ) ; £} [4]
L BRI By (A 508 R e 5 R B AR A BR A ], 6
5.P1622) , Bl (P8 A MER AR R A IR A
Al) o
1.3 X8 76 ER PCR L (EE ABI A H]);
5810R AR 0L (FEE Eppendorf A H]) 5371
K CO, H5 5548 (9 Thermo A H])
2 FHiE
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KR RIR 80% I, 29143 A 22 8 1) 35 77 sl
—MFRRELLGI 1 2 3, AL AEA — e R S,
FH 10 wg - L") TGF - B1 4bFH AGS 40 fifg, % £ b5
¥ 3 A%, HE EMT RS
2.2 TWSE KA 3 A, HAE (e
(1) EMT &8) L5 5 BURL (5 25 107 + EMT 48
A1) 4 1.Y2109761 ( TGF — B1/Smad #1#l7] + EMT
B 4
2.3 ZAMElI®E  TGF - B/Smad I LY2109761,
TRAP LG 25 25 EERR BN 10 pumol + L', TGF -
BL, RSNG4 2R ERGREN 10 pg - L1, SEER
HIFRICL T B I BRI R I 259
2.4 ZYMiEHE KRB YA 5
4, 20 Ko aralgs T L 7 8 IR BURE (45 245 77
it =GR E A x ShP 3 i R < BE R N
B B ) FnAE R KV L S 25 A AR AR K
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Fke, BCE N 2 ¢ - mL™" B 25 M0TR B IR TR 4h K BRE
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227 K, TARREGZE 1 h 8 ESIKCR L, e
F10 mL E.08, 58S 2 h DL B BEO0FERE 8 em,
3000 r + min "B 15 min, TEME ILTE . B
BT 56 C/KH 30 min KiG, FH 0.22 um GLFLJE B
AHUERRTR, BT -20 C AR, &= A RRER
T AR KA L O B R ORLE S 24, R AL
75 B I ORE B 2 I A s, SRR ET R EMT AR
T AGS HMIAE AR F% B FLEERD T DMEM K552
(1996 FLA 3%, 2 12 h 5, R 20 Mo DU B 3 -
FERAL R & 25 S VE AN 24 h 48 h .72 h J5 %=
HAEKAEN

2.5 RT -PCR i%#ill ZEB2.E - cad & vimentin
BIFRIE  FEBC LAY R RNA | 2S48 1R 0 B X He gk
1355 53, 4 18 cDNA, L GAPDH A& SR EL
SER 2 E i PCR AT H ALK mRNA 3R35,
FEHEATE 7 PCR 938 FL W 25404 .95 °C APk
5 min #F APEIF,95 C AP 45 5,55 CiR Kk 45 s,
72 C 1 min, 3% 33 MER G, 5202 A FAEA
CfA, DA 2 72 A M i W45 B i B 178 366 DR X
RKikmrER, WK1,

1 s|MER

5l 4 7 5l
ZEB2 F.5" - AGTCCTCCCCACACGTGAGCC -3’
R:5" - TGCGGTCTGGATCGTGGCTTC -3’

E - cad F:5" - CTTGGAGCCGCAGCCT -3’
R:5" - AAATTCACTCTGCCCAGGAC -3’

Vimentin F.5" - CGGGAGAAATTGCAGGAGGA -3’
R:5" - AAGGTCAAGACGTGCCAGAG -3’

GAPDH F.5" - TCCCATCACCATCTTCCAG -3’

R:5" - GGTATCCATCGCCATGCTC -3’

2.6 Western blot A%l ZEB2 . E - cad & Vim-
entin FYRIE FEUIMEEN ,BCA KA &N EE
FMRBEE,5 x SDS - PAGE [ LA MfH 1 - 4 Lk
BIIMAEH HZ B 5 min, BU50 pg & A AE 12% 1Y
SDS - PAGE &EfEH HLTK, 100 mA fH I HL %% 70 min,
P % 2 PVDF IR -, 5% B 4= WA 4% S 6 1A
1 h, IMA—dehiik 4 CEw, ImMA P EEMNT
1 h,ECL %35 ~10 min, KER%ERA Quanty — one
AT AT AT, UL H B/ WS RE (a3
AAEXT H B K
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3.2 tAEEHEKIN EMT & E — cad mRNA
REWEW S A4, £y H POk 4l A
LY2109761 ZH4EFH 24 h 48 h 72 h J5¥REM B %
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TGF - B1 A1 5 N a4 i 4 24 EMT, I3 58 HAR
ZEMITRAE S 1 TGF - B/smad g TGF - B {2
MR EMT A& 4B 1) 8 245 5 3 %, TGF - B/smad
S5 PR i snail (slug  ZEB1 ,ZEB2 | Twist %5 5
EMT 25 YJAH 3¢ B 7% s 33k, T ] E - cad
Foik Bk EMT K41 | E - cad J2& EMT 17 P iy
FH T, E — cad 76 EMT 18 F v 32 315 KA, £ 40
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K, ##% TGF — B .EGF \NF — kB Wnt HIF — 1o %
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JRFEH Y AR AL b R 4, BELAS 3E JRE IE TE
BB AR ANE 7 A5 WoR ZEB Sl R
JE A, SR T S AL S0 ZEB2 B Rk 0T LI
58 SGC7901/DDP 4 it X i 401 14 SR 1 | $7 ZEB2
TR 5 NI R 22 UG HYIHI 5™ Vim-
entin 7 B % Y 235 COBVE N B 9 BUS M (0 2
PR L2 AR LR IR (0 A, mT 8 40 2 2 40 i A
P 20 B (R 0 IR, A0 FRURY B BE T B 12 Bh g
JyRE T, DA (5 200 60 1) 3 A% RN AR 22 68 Jy 3 >,
B K 1 598 BilFE AR 1Y 25 25 43 1 7R, Vimentin
PR eIk 5 15 9 2 3 30 2 I B AR A 190 R B 38 A O
HYAH 559 78 Vimentin %] 77 [E £ 3 1) B AR 777G
KA AFIF M,

LY2109761 & — Ff il IR A #F 5% By B 1Y 357 AL
ALKS/TGFBRIT XU 5410 il 790 27 | e 4R HC A 441 it A
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WiTR% A28 M4 Smad2 & FIBERR LK V-, 1B
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10 FH s 100 B R AT B A B/ e AR R AL e
SRR RS A IR O A T B, B SR AT AR, B
N AT

L7 B R URL RV h Be 2 K2R AR B A
s e Bl A JE DR S B R AL, 4 A K
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B TR B AP AN 2 gk T T Bl 2 Tt
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