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Z IR 7 & 2 0.5 X 15 R 40 AGS 40 it A 0]
N Wnt/B-catenin 1 J ' 52 i

A, IFELE, G, FMRY, RaAH, XFM, BREX

L HA R BR 2GR A A v 2087 A TAR S g =, HO A 2 M E VYR % 355, 7300005 2. H & B2 07 2542 4 -5 85T
WAL H s s 3.0 TRERIR PR

[(fZ] HHY MAEEA MMTVEAE SRR (Wnt) /B-£IRE G (B-catenin) i8R+ A K 795 7 8
7B A RE (PLGC) w9 TREAEAALH . FAik KA CCK-8 ik4m F 4 20 I AGS 28 o 5 7 & 0 it A .47 5
Fr 425 o i T TR 18 & Wnt/B-catenin 8 349 4] 7] XAVO39 F K E . LI ACS @it nh B Hmamies (15%
g, R AA (F SRR E XAVI39) . AEB T H A EL (12% 5K B T 2 HhhiF+3% 5 ah
F). AR PAEE (6% A KWBH HRF9%Za0E), SFERWBIRANZTH 3% 5 KB
Lt E+12% TG niE), FHEEIAMAAI, R IEFR24 h, 48 hil i o R IR I A g8 e it A | 42 & AR
Jrs 3A0R T IR G R X am B AR A am LR B, 56 R e gE kA 3 s am Be A R (Ki67) RakTF, &
B IR PP A M Wit B-catenin, ¥R &R Baigt B 38 (GSK-38). A Tas + 11 H-F (TCF) &éak
F, SR E E PCREAN Wnt. B-catenin, GSK-38. TCF mRNA ik, &R Hh b AR BFT LS50
T FRAT A) 4 48 h A= XAVO39 F TR E A 20 wmol/L A T/ 4 %%, 5 B R Mt L0 B Bfia) S b4k, 24 h A
K A IKRA 29, AEIBFAA M 24h, 48 ham R XR E A FH K (P<0.05), H5AEIWEH
AR ] SR, BARWB T & PAFL24 h B KIPIG T 57 2448 h LX) R iE A F Y AR
(P<0.05)., 5 BRmmpamrbin, ARG FH &7 BB AedpH 720 Wnt, B-catenin, TCF & & K -F & 248 &
# mRNA &k BAK, Ki67 B G KT & mie S 4. G2 M ks 7k FA1%, GSK-3B & @ K-F. GSK-38 mRNA &
KR GLEE IS (P<0.05), SapdlAlairbss, AR E o a2 61 4 s Bk, G2Aasl A5 (P<
0.05), # Wnt, B-catenin & & K-FH A8 5 69 mRNA £k £ F R4+ FEL (P>0.05). &8 A KBS
A th T A R BRI AGS 09t AS | AR AR, Kranie B B £ G1 AR, HAUH T 4k 5 4% Wnt/B-catenin
BIEA K
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RIMMTV #4560 K (Wnt) /-3 88
(B-catenin) {55518 FAE PLGC AN i 1) S HHH 1 2
—, Ol T LGE R g sy, R ENEYT PLGC
AU B EVE 0 ARBFFE N Wnt/B-catenin i R
ZEIVIE T iRYT PLGC BRI REVEFHALE, S Em
S8 7 1) J AR5 AN DR A FH P A S a0 dl . AR S
HH N E 2R s e B2 5y Stk (LR 5
SY2024-228) .
1 #RRFE
1.1 SR mie

20 HUSPF 2% SD HEE K B, 6~8 J&l, K5
(180+220) g, HlH B2y KA e oo 85, 5L
W EVFATIES . SCXK (H) 2020-0001, fd5%F
Hobr B 2 K2E s g oy, IR 22~25 °C, B
50%~70%, TR, JEM 12 hIREACE, HH
HEYOK, NEEAIMAGS, Wy E B TR Ay
BHEARA R (5. 1.870417020810).
1.2 %4

SEMIE AN EE30g, MH20g, 1IN
4 10g, 1UE10g, WZ15g, ANHAM30g, FK
A10g, FH#E20e, FIAR18g, H5t12g, NS
15 g0 KRG A H R o B2 KB e R B b 25 155
I 28 TR B 24 R A v 2 A 24 S U M E O IE
o B LIRAME T REET, AR 1015
JKIZ 30 min, KokEB S, /NAKRIE 30 min,
o E g 2SR . PR R B A 6 £ 1 K A
J&, /KR 20 min, FEPIUGIERIR &, WA 2 &
H 2555 6. 0 g/ml, Wnt/B-catenin i EH1 7] XAV939
(5[ Selleck Chemicals LLC A H], #5:S118006) .
1.3 XA AALE

Ham's F-12 5 fiff 5% 77 36 . AGS & H K5 5% 3t
(R HEEmPEARAR, #5550k
WH3624C061. WH2524C281); [ [ /G-EDTA W
i, HHER RIRAW . CCK8IRH & (D422 4
WA ED R A BR AR, 543 3 A24B231,
A23H211, A25A30); —HILH (DMSO) . M5
izl (Kie7) Pk (RN 4E R A YRHf
FRZS A, 5209 CR2209006, GB111141); 4
JiJE R & (WU BB A P B AR 0y A BR 23 ]
L5 . A405443) 5 Wnt, MR G AL B K B 38
(GSK-3B) . B-catenin FL K& ( ZE [H Gene Tex /A Al ,
#5209k 822200064 . 40051, 42564); ¥ N T4
M Sk (TCF) $ik . Fhife —ht (LI

BHA A5 A BRA R, L5 20 51k 36e6141
56j9958); GAPDH (ZE[H ImmunoWay A #], 5.
B1501) 5 J% B Lb 22 4k (1] 24 42 P Ak 2 00 A BR 2
AL, H5  WS20051230) s BCA & 1k ikl & (db
WRKEREARAF, #Ht5: 20230321); W&
RNA $REGAR & . Wit il hl g, Pilne 3
YR () B A BRA R, #5250k
M1307141. H4318040. H5310690],

R21G Rl ¥ R B0 Hl (A AR B S H])
PowerPac Basic BUH JKIY 24 E (32 Bio-Rad A H] ) 5
GeLView 6000Plus BIfb 2 &G R G () M %
AR A BR A F] ) 5 LightCycler96 7 5258 51
EE R AN (Real-time PCR) X (3£ [H
Roche /A7) ); BD FACSAria I E 0404 (£
BD Biosciences 2~ A ) 3 1CX41 B3] B ¢ 6 B ik 45
(TR TAEARAFED .

1.4 &hhFed s

20 2 SD K EUCR FHBEMLER 7395 70 R 2s LA
SR A4 10 K, R4 IR R0 & 7 iR
RS T R A 25088 39. 9 ¢/ (kgd) #E
B, SHHAKRRLAT0.7ml/ (100 g-d) )L FEER
KHER . FMa4 LIk, EEHEE TR, KRG Z52h
S A4 3% G 2240 5 miZkg RS, 18 3230 kU
FIRFFE 2h, 4°C. 3000 r/min &0 (B2 10 cm)
15 min JFBUMYE, 2856 C/KEHKIG 30 min, BT
-20 “CUKFRAER H
1.5 iy

FEURAE ) AGS 4R T 37 “CoK i 5 b st fi
Hla, BETS5mlBEO08N, BIALml 5257
5 (10%FBSH 1% FHERRIPL), 4 °C. 3000 t/min
B0 5 min, BOFEART. Sem, FEW, AR
FIFHERERY, 81 mlEBRBRA 1D T25 5
W, BRI RN 4 ml 58 23R 3L, BT
MR 3246 (37 °C. 5%CO,) W, B2 KW 11K,
B 3~4 RALARC 1R . FRAIMIR 2 70%~80% B AGS
YUl B AN, I, S T
S RN 571 B
1.6 MEIGAFA T ik
1.6.1 HE Atk FmeniFt KA
CCK-8 ILAM AGS 40 MEAE TR 6 . K 35 M (% 20 i
HALJE T8, +% B8 4L 2000~3000 4~ 4i it i A 96
L, b B AR A S MR E . L AR
R, A6 N fL. S MRy m R E4lm
A 12% 2 BEANIE J5 & 25 038 +3% 25 F LI 19 45
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FEIE, SRR TP RIE LI AR 6% S IR
Y MLIE+9% 25 MG MR SR 3L, S 5 K57
AN 3% 2 VR J7 % 25 35 +12% 25 FH i
THIERE, ZEME . T s SN
Jo8 5 2 LT 40 0 5 R K 80% . 40% . 20%;
B AN A T 15% 25 A S MR R, w34
96 fLAR /5557 24, 48, 72h, A 10 pl/fL CCK-8
R, ETEFFMME 1~4h)a, JHEFMUE450 nm
PR AL AL ODE, AHAEAETE 2= (& & A4 IH
fLODEH-Z L OD ) / (% MG L OD fH-=3
FIfL OD {8 ) o Ui 16 4 J A7 175 28 5 AR HL 55 A0 458 B ]
MU 22 A Gt o SO s TE) Sk e 4R
A ]

1.6.2 47 A F IR E ik & 2 B8 45 FL 2000~
3000~ 4HAE AN A 96 FLAR T, XAV939 435l 0. 10,
20, 40, 80. 160 pwmol/L I AFLM, 45 % 64
AL, RAL200 wl SRR B WA 96 fLAR B T RE
FERA Ay IR 24 h 148 h, e d e 2 Bom il
WeRE (1C,) I XAVO39 e i N e T Wik i
1.6.3 X R Zitm AGS tafeit 45 . 12 £ 48
F o BB A KB AGS 4, LAEEFL 1x10°1~4H
Js T 6o fLb . B3 NESL. B TR,
o7 HON BE I Bl A 2R 909%~100% 15, FH 200 pl B9
e A LR B ALMCRI 3 A T R, AR
Kigedk, FIPBSTHVE3 M, M4l in A 4541 2 id
ARG 3R L, Hrb T g 40 i 4H R 2 AR
o AR AEIR) 16, 1, A1 R ZE A 2k R Y
XAV939, 7 HIFE R s N AT, 10 0 h &
1%, J55rHIAE 24 h F148 h FEATHAME . RIRT R
(%) = [ (0O hRR A -HARE SRR ) /0 h
KPR ] x100%.

1.6.4 AX MR AGS t o8 B T FF 1x
10°4> AGS 4l B 4% Fh T 6 fLAR I, 524 hfm, H
PBS I YE 2 i, F2¢ A4 20 in A 45 2 £ B 47 i 35 55 2
(R H=A1.6.3), BHINEIL., HF
48 hJe, Fie A e ] B ARSI 3R] 6 U B B A T T Ak
PR, R A B ASOR I 45 2 A0 S5 48, Flowjo 10. 8
A AR

1.6.5 %K% %% x4 m AGS 4 e F Kie7 & & K
T OB ECE R AGS YR, B T EB A Bk
3%, FRen MG BE K 2= 70%~80% i, i B8 441
A OB ar s 3E (R 1.6.3), 4 34FE
AE, BigE48h)a, 4% ZRWPEEE, RiaH
M. A —$iKi67 (1:1000), 4 Cid®JGvEd,

IIAZHT (1:5000) 95 50 min, ¥, A DAPI
Juf® 10 min, I ETERMEE FHATE AR, (1
FImage J 1. 53 544531 6% BE(E (10D) .

1.6.6 RT-qPCR &40 AGS 28 Jee. ¥ Wnt \B-catenin
GSK-38. TCF mRNA &k T25 K577 Hh 41 g il B
K2 70%~80% I}, e JE 73 41 in A 45 41 © B 41 15
FREL (M 1.6.3), HHIMEAR, 48 0T,
RS T25 BE 32 P A 5 SR B T34, A
1 ml PBS YRS, 4 B8 RNA $2 Bl 5] & i W 45
AIG BRI EWATIRS), HEBANEIAEE N
1B, WEERZEE T, PRI LA Y S RNA,
W% SO DNA, RN 254424 25 °C 5 min, 55 °C
15 min., 85 °C 5 min, #EATPHE, KA R 95 C
S min, 95 CAEME10 s, 60 “CiE K IEH 30 s,
HAEIR 40K . LA GAPDH INZ:, R FH 234154
Wnt ., B-catenin, GSK-38., TCF mRNA ik & . 5l
Yl b E S E AR KA A IR AR A K, P51
W1,

#1 Wnt, B-catenin, GSK-3B, TCF mRNA5[¥%5

Table 1 Wat, B-catenin, GSK-3B, TCFmRNA primer sequence

519 gl Bl
GSK-38 iE[] TGGTAGAAACCTGAGCCACTGA 22
JZli]  AAACGGCATAACCCTTGTGAA 21
TCF iE[] TTCCCGGACAAACTTCCAGA 20
JZli  ATGAGCAGATTGAAGGCGGAGTA 23
Wnt 1EM GCAGCTGTGATGATGTGGAAATG 23
JZil  TCAATGGCTCCACGACAGAGA 21
B-catenin 1E[]  CATCCTAGCTCGGGATGTTCAC 22
I TCCTTGTCCTGAGCAAGTTCAC 22
GAPDH 1EM GCACCGTCAAGGCTGAGAAC 20
I TGGTGAAGACGCCAGTGGA 19

. GSK-38, WHILA MGG 38; TCF, TAMME:SHERH T
Wnt, FoEEIMMTV BSOS KRR T ; B-catenin, B-HEAEA
1.6.7 Western Blot 3 # M| AGS 28 /& + Wnt.
B-catenin. GSK-3B. TCF Z& & K -F T258: 55
I B IG BE K 2 709%~80% I, 4% IR IN A& 4HE
Bt ks R 3k (A 1.6.3), M43 MHEAR ., HiFF
48 h S A LA, IMA LM, VK 24 30 min,
REWAT G WA WA, B0 T, 47 BCAE
o MUK, FBETEER T EM 2 h, IA—HT Wnt
(1:1000) . B-catenin (1:1000) . GSK-3B (1: 1000) .
TCF(1:1000), 4 Cidfk, VEMEEMAZ$L (1:
5000) SEE 1 h, VEWE3 RGN E E AT R E,
FKERE, {#H Image J 1. 53 5453 B 45 26 11 4571
JREEAA
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1.7 %tk

K SPSS 25. 0 Ak Geit ot . i Bk
BIFF A IES A B rmE2E (fes) TR, RH
FAR R 220000, 722550 R LSD B 86, 72
AFFEF R A Tamhane K55, DA P<0.05 £ 5%
EE N9
2 H#R
2.1 A IpdE Ty A th fe i T IR A R ik 4 R

F2ow, 5 E BN E R RS A, S
Jo 5 45 500 4145 IR S I AE T R BRI (P<
0.05); 5% EEWg Jy IG5 4L R fa] s b, BR
72 h S IR AR AL Z A, AR S S
P L AR IR (P<<0.05);
52 B ) b 2 R R A R, S IR T
A2 24 hy 48 h A LA IE ST (P<<0.05).
HARM 24 h LA, SEME IR A48 h, 72h
AT R T (P<0.05), Z A8 745
48 h 572 h Ik ZE R T4 228 L (P>0.05),
T 48 h 5 72 hNAEREAEIG R IO B 22 R, U2
I 56 o3 A4 K9 S B 1 X535 FH 48 h kTR ] A
2.2 A A T IRR B R ik 4 R

378, BR24h, 10 pmol/LAb, iIFI& e T
1 4 JfL A7 16 R KT R B 2 0 pmol/L. (P<
0.05). 48 hit, BRO pwmol/L 4k, 49k & T Fil (1) 4i
O AF 15 RIAR T AR M JE 24 h (P<<0.05). 48 h
1C, fEZ1°420 pmol/L, PRIIEERS I EEVE TR 2050 .

2.3 XL AGS WMo F) B 18] X R i A F pb g

F4on, 5 E AN R RS AL, SEm
JEJT . R S AN 24 h, SR
FE2H KA )2 48 h MPRITFE R FER (P<<0.05);
S R4 B R L, 24 hy 48 h B AR
# AR TR R T E (P<0.05); 5ZEM
S 5 ARR S 2[RI [ A LA, S g .
W24 h, S MmN 2 48 h QYR ITH 31y
FEAL (P<<0.05); 52 ©4mIg 75 b ik 20 [m] s [
ML, ZEIMIE R4 24 h, 48 h IR
EBREM (P<0.05); SA424 htbER, S
FEME R R Z A, HR & H A RT3
BiFbE (P<0.05). #4URIRIHE AGS 4 il #4217
ZIEILE 1,

R4 AU ACS AR ] IR IR 5 LK

Table 4 Comparison of the migration rate of AGS cells with

different time scratches in each group (%, x+s)

20 531 LB 24 h 48 h
(ER[Re ok 3 56.19+5.37 72. 004 58°)
I R0 20 3 20.52+1.91" 28. 57+0. 96"
SEAEIRAEA 3 50. 54+3. 79" 58. 12+6. 43"
BEMETPAREL 3 42.80+4. 657 51.45+5. 570

SN TSR] 3 30,8242, 8279 39, 80x4. 354V

H:oa) 5B mA AL FEIR ] S ER, P<<0.05; b) Sl
ZH RIS L HR, P<0.05; ) 55 s AR50 42k 201 (5] s ] o5
#, P<0.05; &) S5 M I bl i 4l W] s i, p<
0.05; e) HA424 hH#, P<0.05,

FT2 A AGS AR ] 40 A7 R L

Table 2 Comparison of the survival rate of AGS cells at different times in each group (x+s)
24 51 LA 24 h 48 h 72 h
ERE 0k 6 1. 00+0. 06 1. 000. 03 1. 00+0. 07
ZEECIIR 5 AR ) 6 0. 90+0. 01" 0. 84+0. 017 0. 82+0. 06" "
SRR Ty R 6 0. 84+0. 03" " 0.78+0. 017" "V 0.770. 06" "
SRR Ty s 7 e 6 0. 76+0. 03" » 0.73+0. 042 > ¥ 0. 72+0. 06" >

TE: o) 5 AL RS HEL, P<<0.05; b) 55 RAMR 7 RGR k2L IR] I 8] G5 be gL, P<<0.055 o) 52 iR Jr vl k41 [ i) £

A, P<0.05; d) 544124 hH#, P<0.05.

K3 ANIRII ) LA AR50 T AGS 4R MIA7 I R LU AR

Table 3  Comparison of the survival rate of AGS cells with different concentrations at different times in the inhibitor group (x#s)

Hef ] LA 0 wmol/L 10 wmol/L 20 wmol/L 40 wmol/L 80 wmol/L 160 wmol/L
24h 6 1. 0120. 09 0. 90+0. 06 0. 83+0. 09" 0. 73+0. 03" 0. 66=0. 15" 0.53+0. 117
48 h 6 1. 0020. 14 0. 76+0. 079 0.51+0. 079 * 0.41+0. 05" 0.29+0. 08" 0.25+0. 10V *

W oa) 50 pmol/L W E] & L4, P<0.05; b) S 24 h b4, P<<0.05,
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A B C D E
W A, HRAIEA; B, MEGA; C, SEMBE I &S A
41; D, SR TR B, SEME I gL B R
N RN AMUT RS | R R IR o
B A ACSHINEAFN FIEES . EFE DL (x40)
Figure 1 Migration and invasion of AGS cells at different

times in each group (x40)

2.4 B4 AGS 28 o B B o A L3R

SR, SHEAMEALE, SEME .
r R i 21 R A o ) 4 A R R B G T e R, S
. G2 IR (P<<0.05); SMfIFI4H L,
Z AR 5 4% 0 S 2 A M R 0 G LU IR AR . G2
WItLGI T, S Mg ARG AL S W L i
f (P<0.05); 5Z &M@ EALE, =
AR D . R AN R G L
G2 W LL IR, = eI Jy v 7 it 2 S 10 L 451
ik (P<0.05); 5ZKMmEhhREdai, &

EEAIRE Ty R S L A0 B R G R TR, G2
FLBIFEAE (P<<0.05).
2.5 &#1AGSZmie ¥ Ki67,.Wnt,B-catenin,GSK-38.
TCF % & K- rbdz

Fon, SHBAMA LR, SR &
A K M7 40 Ki67 . Wnt, B-catenin, TCF % [
KA, GSK-3B & /K TR, S b
)5 20 Ki67 . B-catenin 75 [ KRR, GSK-3B %
HZKEFHE (P<0.05); S5MdHlai, 2K
P9y v i 4 GSK-3B 2R /KR4I, Ki67 2
KT E, SR 7 R i 40 Ki67 . B-catenin
TCF % 1K F-THi . GSK-3B 2R /K FREL (P<
0.05); SZEME IR, SEmmr
e 7 i 20 Ki67 25 KRR, GSK-3B 2R /K- P F
i (P<<0.05). 441400 Kio7 8 11 S 5
UL 2, 254140l Wat, B-catenin, GSK-38. TCF
A HRIKEIILE 3,
2.6 BZMMAGSZIELY Wnt, B-catenin, GSK-38. TCF
mRNA % ik rbiz

KR, SHEMRA R, SR &
A AN IR H Wne . B-catenin Fl TCF mRNA 323k
K%, GSK-38 mRNA FikT+&, Z gy il
w24 Wnt, B-catenin mRNA FIK[EMK, GSK-38 mRNA

RS S AGS AL SE Yo A A L LA

Table 5 Comparison of AGS cell cycle distribution among groups (%, x+s)
45 fLE G134 S G2
A 2 L 2 3 35.57+1.19 32.10£2. 93 27. 37+0. 64
kR 3 47.24+1. 107 21.17#2. 15" 18. 67+1. 45"
Z R AR 121 3 36. 97+0. 49" 28.93+1. 72" 26. 630. 81"
SR 7 R Al 3 40. 471. 00" V2 26. 801, 11* ¥ 24, 13+1.979 "
B 5 R e 3 43,601,514 Y 23. 600. 26" 21. 000, 70* ¥

e oa) 5 EEEANMILL LB, P<<0.05; b) SMHIFIALILE:, P<0.05; ¢) S MR RARA S, P<0.05; d) S5ZEME

A g, P<0.05.

R6 BAACSHMIAKi6T, Wnt, B-catenin, GSK-3B. TCF & [1/KF HbE:

Table 6 Comparison of Ki67, Wnt, B-catenin, GSK-3B, and TCF protein levels in AGS cells of each group (x+s)
21 51 LA Ki67/10D Wnt/GAPDH B-catenin/GAPDH  GSK-3B/GAPDH TCF/GAPDH
P AN 3 21.37+4.43 1.790. 50 1. 440. 53 0.26+0. 21 2.050.77
il 26 3 3. 470. 529 0. 7320. 35 0.51x0. 14* 3. 40+0. 22" 0. 48+0. 23
ZEECIIR 5 AR ) 3 17.08+3. 13" 1. 41+0. 44 1. 09+0. 26" 1. 070. 61" 1. 58+0. 56"
ZEEEIIR Ty P 3 13.36+1. 04" " 1.23+0. 49 0. 83+0. 08" 1. 780. 68 1.22+0. 42
SRR Ty s A 3 7.49+1. 449 © 0. 80+0. 32 0. 670. 16" 2.58+0. 52V 0. 850, 30"

W Ki67, HFEAMAZPI ; Wnt, JO#IR MMTV 34507 5 KRN L5 B-catenin, B-HEHE; GSK-3B, A MEHKEE3B; TCF, TH

M S I T

a) SEEANRA A, P<0.05; b) H5MHIFIHLLLE, P<0.05; ¢) S5& M@ EAEARE, P<0.05,
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TE: A, HEAIEA; B, MERHE; ¢, ZRMWETEMEH; D,
E, ZEMRITIAEL; Kio7, MMM B2 Goonh Kie7 &M .
B2 &4 AGS AL Ki67 & 15 9OLE (x200)
Immunofluorescence of Ki67 protein in AGS cells of each group (x200)

mRNA kT (P<0.05);

Figure 2

Wi | D e— G D G | /0

P T

52 R 5 (R R &
HEE, SRR Pl Wne

B-catenin

ﬁ-catenin‘— — I — ~‘ 92kDa

GSK-3p ‘ L N e — —-‘ 47kDa

TCF ‘-’ - d‘ 71kDa

GAPDH‘-—. Sy D CE—— —‘ 37kDa

A B C D E
W Wnt, JCHE MMTV 3507 5 FE R ; B-catenin, B-iE
WHE A GSK-38, WG MEEMAL3B; TCF, TANMEARAENT
A, HEAIMA; B, MHFM; ¢, ZEMF NG D, &
TR R AL B, SRR IR R
B3 &4 AGS ML Wnt,
TCF & 1 HL 7K ]
Figure 3  Electrophoresis of Wnt, B-catenin, GSK-38,
and TCF proteins in AGS cells of each group

FibFE (P<0.05); S#HIFIA LR, S
A7 A FI 4L TCF mRNA 235715, GSK-38 mRNA

GSK-3B.

[B-catenin |

mRNA Fik[&AK, GSK-38 mRNA ik THE, SN
Jo4 77t 77 4 TCF mRNA 263K f % (P<0.05) ;
5% IR T R R AL A, B R A
nt. B-catenin mRNA ik [#AK, GSK-38 mRNA #%
kTHE (P<0.05).
3 itig

R SRE PLGC Ay & “MAe” s
S, DIE S . RN BN B, AT
MEPRIEAEAT . LR . SRy i A
g, RIS, WSEMRE, AR, +0
FRARBEELE,, 204G M, (L2 E Ve . B
WRHles, HOMEZY; FARITABEM . WAL, &
AR IE, B HEA e ik, bk
%%-Aﬁﬂﬁmww\mwmr R AR

B, NSNS, ReboR, o fl

FIRFEAL, SEME T G EA Wnt, B-catenin %o WAL, Moehfentn, L2 ERIE . TR
KT SULACSYIMEEF Wnt . B-catenin, GSK-38. TCF mRNA ik s
Table 7 Comparison of Wnt, B-catenin, GSK-3B and TCF mRNA expression in AGS cells of each group (x+s)
21531 LA Wnt B-catenin GSK-3B TCF
SRR UK 3 1. 000. 06 1. 000. 06 1.00+0. 11 1. 00+0. 15
550 2 3 0. 39+0. 03" 0. 32+0. 02" 1. 90+0. 05" 0. 35+0. 02"
Z IR 7 ROR) i 21 3 0. 96+0. 08" 1. 00£0. 07" 1.0320. 12" 0. 92+0. 03"
Z Iy hoR R 2H 3 0. 84+0. 047 > 0. 58+0. 047 " ) 1. 5020. 047 > © 0. 69+0. 08"
STy el Al 3 0.4820. 06" * 0.40+0. 03" * ¢ 1.69:0.03" " 0.510.04" "
W Wae, JCAEIMMTV BA S GKER I 5 B-catenin, B-HEAEIT; GSK-38, WA MEEMEG3R; TCF, THMIFEFMEH T

a) SEmAMAE, P<0.05; b) SHHIFIAHE, P<0.05; ¢) 5 EME B4 e, P<0.05;

A, P<<0.05,

d) 52 R T5 A

el
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B fbEEES AN 2 T

AGS 4l & N\ B IR L 20 b i R A i =2
—, HA—EMISaGe I foar ki g, 5 PLGCHh
YRR S S AE A AR S AR, e, AGS 4fijfg
TE—E R bl AR PLGC [ B e o s A b i
AMEAEL, MAFFE PLGC BIMLEI B T4 38 i 240 i
BORL D JEF UL, AWFITBERE AGS 41 AT HE 17
PLGC MYWF5E . Wnt/B-catenin {55 51 % 75 B 0 19 &
AR R R CHAE ], 2R PLGC G E 5
Iz, 1 B S IO AT S B A A R i R
¥, PEUEMR R R A R & R N S ALAR AL FIE
R, Wntf5 58 AHROE BT, 1258 BAL T DUERIR
A, 46 GSK-3B 7£ N K it 52 A W1/ F B-catenin
ST AN T (= 3 g Y3 S T 5 NI S
1IE B-catenin A 1EH Ko 24 Wnt 55 5 5 BUG B
KA 526 W T8 32 2, 53 B-catenin K iA
FhiE, 5 40 N A TCF/ik 388 58 25 A R+ (LEF)
AHEAER, MR NS Y GSK-3B 3%
IRHEINS Wt 38 B 090 VIR OC , 1208 #5224
Wil J5, St — L AR AZ N [ -catenin B2k,
JESAMM R AT, FEXT4nIE Ay e . TR L
KMAZZBEAT AR B M EIE T, AR5 AT
PLGC FVAYT R 1, Ki67 & Wnt/B-catenin 18 & £
UL, AR VAR A% O 5 S A 0 A DG T
R, R IR 20 B 14 5 T Bl () T AR AR
P Ki67 #2615 RE % 1 35 100 1) 20 M 3 5, e 1 4
JEPAT, SEI A EIRYT BESE PLGC #E R I/ER 1.

AR FREER IR, S IR 5 45 7] 2 2 45 s [i]
SUAGS ML AA 15 R I B A Ml N, HBES
245 100355 VA 32 B N A LA SR B, PR S i
J9RE 7 25 1075 v B0 AGS 4R B g, FL G ok
ABIFGE e B2 52 56 ok 20 M R S 9 A 47358 H 48 h ok e
FET TR B A AR RS 50k 24 h 2 (I 7
IR ZAh, #5500 i 20 A5 B[R] 2 35 B i A i A
TR, PR S IR T & 25 00035 AT AGS 4 i
TH5RE, SN E . R & 2 4 i 1)
Gl B 35 B AN i Al T i, 3R S A
24 10 TE TR A R B TR G . A T
0 A A R A 4 Wnt, B -catenin, TCF Al
Ki67 25 (17K F &% Wnt, B-catenin, TCF mRNA ik
B, GSK-3B #E FH/KF M mRNA FHim, $#852
PN I v K & RE 9%l i R ] Wt B -catenin .
TCF 1 Ki67 () ik, 8 GSK-3p ik, #H
Wnt/B-catenin il J 1% 4, I & 450 20 i 34 i 04 A

Ho T LA Wnt/B-catenin i B 5] XAV939 #4751
BiUfE, AR RS R S adh, B2 I )y
5 Wnt/B-catenin 18 #3117 XAV939 7 2 PIAEH ,
B2 SR 7 ml BEAE 2 90 1) Wnt/B-catenin i R #1
il AGSZMMIIFE . 1T MAZ28, HEMIEIIRYT PLGC
AIFE

g LTk, Z A E Jr AT RE G o R 45 Wt/
B -catenin il BRIl AGS U 345 . TR 51%
722, Brgn it EIN LA 7E G, MR & IR YT PLGC
IVEH], HLAE RS RCR A . HAREFE A 8
PRGN RTRE TIARSNSEL:, FER ST b BRATH 2
K Wnt/B-catenin i 1 5 B 8 H BRI SS & 2
FEAR T S MG R T, DRSS I
38 £ P8 5 Wnt/B -catenin 38 [ Ok 52 M AGS 4 g (1) 1
. R
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Effect of Shengi Yiliu Formula (=M% 7J7) Drug-Containing Serum on the Cycle of Gastric Cancer Cell
AGS and Wnt/B-Catenin Pathway

WEI Na', GUO Chongyuan®, BAI Min', AN Yaorong', ZHANG Sichao', WU Liyang', DUAN Yonggiang’
1. Gansu Provincial Engineering Laboratory of Traditional Chinese Medicine New Product Creation, Gansu University of Chinese
Medicine, Lanzhou, 730000; 2. Key Laboratory of Gansu Provincial Prescription Mining and Innovative Translational Laboratory ;
3. Traditional Chinese Medicine College, Ningxia Medical University

ABSTRACT Objective To investigate the potential mechanism of Shengi Yiliu Formula (Z #1575 ) in treating
precancerous lesions of gastric cancer (PLGC) by the Wnt/B -catenin signaling pathway. Methods The CCK-8
assay was used to determine the optimal intervention time for Shenqgi Yiliu Formula drug-containing serum and the con-
centration of the Wnt/B -catenin pathway inhibitor XAV939 depends on the survival rate of AGS gastric cancer cell
line. AGS cells were divided into the gastric cancer cell group (15% blank serum) , inhibitor group (selected concen-
tration of XAV939) , high-dose Shengi Yiliu Formula group (12% Shengqi Yiliu Formula drug-containing serum + 3%
blank serum) , medium-dose Shengi Yiliu Formula group (6% Shengi Yiliu Formula drug-containing serum + 9%
blank serum) , and low-dose Shengi Yiliu Formula group (3% Shenqi Yiliu Formula drug-containing serum + 12%
blank serum). Each group was tested in triplicate. After culturing for 24 and 48 hours, cell migration and invasion
were assessed by scratch assays; after a selected intervention period (48 hours) , cell cycle distribution was analyzed
using flow cytometry, Ki67 protein levels were detected by immunofluorescence, the protein levels of Wnt, B-catenin,
GSK-3B, and intranuclear T-cell specific factor (TCF) were measured by the protein immunoblotting assay, and the
mRNA expressions of these above factors were determined by quantitative real-time PCR. Results The optimal inter-
vention time for Shengi Yiliu Formula drug-containing serum was determined to be 48 hours, and the effective concen-
tration of XAV939 was 20 wmol/L. Compared with the gastric cancer cell group, Shenqgi Yiliu Formula at all doses
reduced the cell migration rate at 24 and 48 hours (P<<0.05), except for the low-dose group at 24 hours. Compared
to the low-dose group at corresponding time points, high- and medium-dose Shengi Yiliu Formula groups showed
significantly reduced migration rates, particularly the high-dose group at 48 hours (P<<0.05). Compared with the
gastric cancer cell group, the high-dose Shengi Yiliu Formula and inhibitor groups exhibited reduced protein and
mRNA levels of Wnt, B-catenin, and TCF, along with reduced Ki67 protein levels and a decreased proportion of cells
in the S and G2 phases of the cell cycle, but GSK-3f protein levels, GSK-38 mRNA expression, and the proportion of
cells in the G1 phase increased (P<<0.05). Compared to the inhibitor group, the high-dose Shengi Yiliu Formula
group showed a decreased proportion of G1-phase cells and an increased proportion of G2-phase cells (P<<0.05),
although differences in Wnt and B-catenin protein levels and mRNA expressions were not statistically significant (P>
0.05). Conclusion Shengi Yiliu Formula drug-containing serum inhibits the migration and invasion of gastric
cancer AGS cells and block the cell cycle at G1 phase, and its underlying mechanism may be related to the regula-
tion of the Wnt/B-catenin signaling pathway.

Keywords precancerous lesions of gastric cancer; Shengi Yiliu Formula (& &M% J7 ) ; gastric cancer cells; cell
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