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[ ZE] B F3 Wnt/p-3EHRE 1 (B-catenin) 15 5 1l H5 101 77 3- (4- 3L 2% SL At o frie 2L ) 2%
BRI E (MSAB) XA T8 B L R 40 e (HESCs) £F 44k 2 B B9 5% 0, S MSAB W T8 6OkG
HO(TUA) BB yh o7 42 BEAR 38 o ek MRAMIE 3R 1E % HESCs, 43 b %) B2 R e A 28 KW 7 Bl
(TGF-B1) #; RAME 5% TUA B35 K% 38 4 19 HESCs, {4 TUA 41. Kl Western blotting 32 £ 1l
TGF-B1 A A B (0, 12, 24, 48 M 60 h) Je S UMM b Fgfbtr G E A T K IE ol
(COLIAL) IR KT o SR MTT 5256 4 I 45 41 40 A 34 58 75 % . R HI Western blotting 32 4l %f
HEZH RN TUA 2400 B b 20 il COL1AL, M Bidr S8 [N R A o P AUILE E H (a-SMA) ]
PL B Wnt/B-catenin {5 5 i 1% A 5 8 A B-catenin FiA K ¥, M4 MSAB ¥ J&, # 1E % HESCs 434 0
(X B4 ) . 0.25, 0.50, 0.75 F11.00 pmol-L ™' MSAB #41, MTT £ & K I 4% £ 40 MY 77 15 K .
MSABEH 5, ¥ 1E % HESCs 4r It B4l (1E % HESCs) . TGF-g14l (10 pg-L ' TGF-B1i% &
1IE# HESCs 24 hJ5 i 2h, W hoE 2RI ee i 9% 24 h) AMIMSAB 4L (10 pg-L 'TGF-Bl iR
iE% HESCs 24 hJ5 2y, #4509 0.75 pmol-L ™' MSAB W52 235 32 B k223532 24 h) o SR 52
P it PCR (RT-qPCR) 5 K i 4% 20 40 it v 1= f - 8] i % Ak (EMT)  #H 5C 5% 5% A F Snail . Slug.
Smuc, ZEB1 #l ZEB2 #l COL1IA1 mRNA £ ik K ¥, & H] Western blotting ¥ 6 il #5 20 40 Jf1 b
COLIATZEH . N-#5 8 HE . o«-SMA % 1 . B-catenin fil c-myc H [ £k KT . FHR.: SXEH
(TGF-BIfEI O h) %, TGF-R14/EM 12, 24, 48 F1 60 hitt HESCs H' COL1A1 % A # 1k /K - T
F (P<<0.058 P<<0.01), S5XFME4I %, TUA4LM TGF-B1 40 HESCs 34 5 7if 7 22 5 L4 1T 22 3 X
(P>>0.05), S LE, TUAZI HESCs 1 COLIAL, B-FERE . N-45 %5 &K 1 fl o-SMA 2 4 %
KK TR B (P<C0.058% P<<0.01). SXFM4l 4, 0.75F 1.00 pmol- L' MSAB 41 4l it 7 i & [
it (P<<0.058% P<<0.01). SXFME4 %, TGF-p1 400+ Snail, Slug f1 COL1AT mRNA # ik K
T E (P<<0.058% P<<0.01); 5 TGF-Bl4lH %, MSAB 441/ Snail. Slug fil COL1A1 mRNA
TR (P<<0. 0588 P<<0.01). SXFME4I s, 1ER 24 hi TGF-1 A4 COL1AT .
N-#5Z & 11 . «-SMA & [ . B-catenin Al c-myc & [ Rk K P A (P<<0.01); 5 TGF-pL4A IL#,
MSAB A4+ COL1IAT ., N-#5% 11 . «-SMA . B-catenin Fl c-myc T [ % i5 7K F B (K
(P<<0.05 3% P<<0.01) . #5#: MSAB Wil A Sh 5532 HESCs M £F 4 AL SN, %45 5 MASB i
T TUA 3R 7 2 4L 1 39 He il

[R@EA] T EHMNESYb; A RKFETBl; FE-H%{; AshermanZi & 1iF;
[FESES] R711 [X#FrEB] A

I}

R i

KR EH] 20231026

(HETBR] HHAERFHTRH LT RHE (20230204036YY, 20230203051SF, YDZJ202102CXJD076) ; ¥ ph4s T4d
Ze PR R R R BB H (20211059, 20211c061)

[(MEHEBMN] L (1996—), ., PEVUARMAT A, RS- Es A, 38 NF 75 WA 410 & 6 y7 7 T e .

[(BEEER]  HHRK, EAEEW, BEUFRAE S (E-mail: yq.fang@163.com)



ERWE, 4. Wnt/-catenin {753 H A 7 MSADB X AT B AR5 5T A0 i £F 4 AL S oo 1267

Effect of Wnt/3-catenin signaling pathway inhibitor MSAB on
fibrogenic responses of human endometrial stromal cells

WANG Feina', MI Xuguang®, LIN Xiuying®, FU Jianhua®, L1U Lei®, YU Xinyue', ZANG Huanhuan',
LIU Linjun', CHEN Shiling”, FANG Yanqiu'"*
(1. School of Clinical Medicine, Changchun University of Chinese Medicine, Changchun 130021, China;
2. Reproductive Medicine Center, Jilin Provincial People’s Hospital, Changchun 130021, China)

ABSTRACT Objective: To discuss the effect of Wnt/B-catenin signaling pathway inhibitor methyl 3-{[ (4-
methyl- phenyl) sulfonyl] aminof benzoate (MSAB) on the fibrogenic response of the human endometrial
stromal cells (HESCs) , and to provide the foundation for the application of MSAB in the target therapy of
intrauteriue adhesion (IUA). Methods: The normal HESCs were cultured in vitro and divided into two
groups: control group and transforming growth factor g1 (TGF-B1) group; the HESCs from the adhesion
part of the IUA patients were cultured in vitro, regarded as IUA group. Western blotting method was used
to detect the expression levels of fibrotic marker protein type | collagen a1l (COL1A1) in the cells in
various groups at different time points (0, 12, 24, 48, and 60 h) after treated with TGF-B1. MTT assay
was used to detect the proliferation activities of the cells in various groups. Western blotting method was
used to detect the expression levels of the fibrotic marker protein COL1A1, stromal marker proteins
such as N-cadherin and a-smooth muscle actin (a-SMA), and Wnt/B-catenin signaling pathway-related
protein fB-catenin in the cells in control and IUA groups. Based on the MSADB concentrations, the normal
HESCs were divided into 0 (control), 0.25, 0.50, 0.75, and 1. 00 pmol:L ' MSAB groups, and MTT
assay was used to detect the survival rates of the cells in various groups. After treated with MSAB, the
normal HESCs were divided into control group (normal HESCs) , TGF-81 group (10 pg-1.” ' TGF-pl1
induced normal HESCs for 24 h then the drug was withdrawn, replaced with complete culture medium, and
the cells continued to be cultured for 24 h), and MSAB group (10 pg-L ' TGF-B1 induced normal HESCs
for 24 h then the drug was withdrawn, replaced with a complete medium containing 0. 75 pmol-L. ' MSAB
and the cells continued to be cultured for 24 h). Real-time fluorescence quantitative PCR (RT-qPCR)
method was used to detect the expression levels of epithelial-mesenchymal transition (EMT) -related
transcription factors Snail, Slug, Smuc, ZEB1, and ZEB2, and COL1A1l mRNA in the cells in various
groups. Western blotting method was used to detect the expression levels of COL1A1, N-cadherin,
a-SMA, B-catenin, and c-myc proteins in the cells in various groups. Results: Compared with control
group (after treated with TGF-B1 for O h), the expression levels of COL1A1 proteins in the HESCs after
treated with TGF-B1 for 12, 24, 48, and 60 h in TGF-B1 group were increased (P<C0. 05 or P<C0.01).
Compared with control group, there was no significant difference in the proliferation activity of the HESCs
in [IUA and TGF-81 groups (P>>0.05). Compared with control group, the expression levels of COL1AT,
B-catenin, N-cadherin, and «-SMA proteins in the cells in TUA group were increased (P<Z0.05 or P<<
0.01). Compared with control group, the survival rates of the cells in 0.75 and 1.00 pmol-L~" MSAB
groups were decreased (P<C0.05 or P<C0.01). Compared with control group, the expression levels of
Snail, Slug, and COL1IA1 mRNA in the cells in TGF-B1 group were increased (P<C0.05 or P<C0.01) ;
compared with TGF-B1 group, the expression levels of Snail, Slug, and COL1A1 mRNA in the cells in
MSAB group were decreased (P<C0.05 or P<C0.01). Compared with control group, after treated with
TGF-B1 for 24 h, the expression levels of COL1A1, N-cadherin, a-SMA, B -catenin, and c-myc proteins
in the cells in TGF-B1 group were increased (P<Z0.01); compared with TGF-B1 group, the expression
levels of COL1A1, N-cadherin, «a-SMA, B-catenin, and c-myc proteins in the cells in MSAB group were
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decreased (P<C0.05 or P<C0.01).

Conclusion: MSAB can inhibit the fibrogenic responses of the

HESCs in wvitro, and the results provide the theoretical basis for the application of MSAB in the target

therapy of IUA.

KEYWORDS Endometrial fibrosis; Transforming growth factor-g1; Epithelial-mesenchymal transition;

Asherman syndrome; Intrauterine adhesion

Asherman £ 5 1E & B T 5 9 BE 45 45 51 S 1Y)
— B LLUE ARG 3% (intrauterine adhesion, TUA) A
FROER SN, FENmMKRERA LS ML, R
MR E ARG, LA L RIS T H W
YAk L R YRR S BN T A A A 5 1 R A
WA, HAMERMMEANER (extracellular matrix,
ECM) WEB Y, E¥GHREZ - RINEIRN
{8 2F 2 Ak AP 2F 2 A ok BB Y, A4 3T
HESME SRR 1A AE BB . 3 5 B B R
AR B . FEM D A, R 2R S Y AT A 4
I B G, B LR £F 4E 40 2 ( myofibroblasts,
MFs), FEHTAERMITRECM 5, [F 8%
P WA R R s MEs 76 R ZF A L ng e i o 22 5] AN
MACH R EEAEM Y. Bk MFs {U7E 4204 3R
N CAER O ma) e, HAELF ey
PR LR L A A S 0 R OS5 B
MHEPAR ", WG A MFs & 27 24 1L 8 Al 0 5%
N 20 B, AT ] R R R A ECM Bt B i AR
SEHAL AL . MFs fl 3@ i I f - 18] i 5% 1k
(epithelial-mesenchymal transition, EMT) 2k & F
R . A EMT 09 40 M 32 22 3K 1] i bR i 2R
HANN-F5 & EH . WIEE N . 4 EEEn M
a-F W WL & A (alpha-smooth muscle actin,
a-SMA) ',

e " WoR Wnt/B-E M & [ (B-catenin) 1H
T O — MR A iR, EERC A
A SR A AL 0 2% B P R OB Wt/ B-catenin {7
SIS, AR YAk N B EE BT 4 i Wnt/B-catenin
fF 5 W ss ", I NENLE M AEE. B
O 3- (4- WY O L B mE B R ) R B MR W IR
[methyl 3- {[ (4-methyl- phenyl) sulfonyl] amino}
benzoate, MSAB ] J&—Ff Wnt {8 14 41 il () A 3 ik
PEMERIHIF), AT H Wnt/B-catenin {5 5 A BHE 1
A WE 58 W% A B Ak A K 5 Bl (transforming
growth factor-g1, TGF-81) 530 75 N K 21 4k
fE i, MSAB & 75 i 13 41 ] Wnt/B-catenin {5 %5 i
% X 5 P RS AF 4 Ak i R SR AR, S 2P 1
MSAB 7E 8 N BREZF 4t AL 5005 H i 4 B2 AR 40 -

1 #MRE57EE

1.1 @ .2 Z2XNAME  EFEATENEER
40 fiff  (human endometrial stromal cells, HESCs)
HTUA 8 B HESCs ¥ i 75 R AR BR B v 52
5 = 3 B ACORAE , T SRR T T 18 RS & £
PE, JEE ORI TS B T AT TUA 0 i R i3
DMEM/F12 iy [ 3£ [ HyClone 2 &, #5 1 id 4
MiEM AL E Clark £ 8w, BEREEZ vhil . &
HR-BEHERFW . REMAM-EDTA. TransZol Up
Ml TransScript® miRNA  First-Strand  ¢cDNA
Synthesis SuperMix %14 {4t 5t 4> X & A= Y HR A
BRZ T, TGF-1 I A A6 508 A N B B 0y A BR 2
7, MSAB I H 2 E MedChemExpress /A /], SZHf
7 )t % & PCR (real-time fluorescence quantitative
PCR, RT-qPCR) KK FHR SYBR Green i il &
At &N EVWHEARAGRAF, RT-qPCR G
750 W R A MER AR RN A R, GAPDH $io ik
W E B G R ARARA T, T A ol
(type | collagen a1, COLIA1) #iik . N-%5%h &
HATIAR . «-SMA UK I B-catenin JT K I H 3
Cell Signaling Technology /A 7], c-myc $iLik Il A %
we (dbnt) AR AR A A, H 2R A Tris
Base ¥4 H 32 [ 75 M & v 18 AE W B A R A H
FH s [ b o [ 2 4 Ak 27 R A RS W), T80 f
P& UL E 1 2% i (radioimmunoprecipitation assay
buffer, RIPA) I B H[E FilHR = RAEVRHEAR
Awl, BRI A A NS K BioSharp 2 /), Mk
F AR (bicinchoninic acid, BCA) & & &= ik 7 &
WH EwEREYHEARARAA, SDS-PAGE
il 2R & B IR AR A TRA RS
PVDF Iy [ 3% FE Millipore 28 & . CO,1H i 5% 5% 4
SESEE 3 NI NS /NI I - S R A €N
A H 4 Olympus 28 A, RT-qPCR X 1 H 3% H
Applied Biosystems 2\ A .

1.2 HfimpiERH&fmpesm KUK
1 2 A0 40 B S BT TU A B 35 R 3% #8062 1) HESC s
¥ IE HESCs %5 B2 1 % % 0. 76X 10° mL ', & Fh
T OfLAMIE T, BALIMA 2 mL 557, 40
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Wi BEJGBEE N O he RA10 pg-L ' TGF-B1 4L B 1E
# HESCs (TGF-B141), 0. 12, 24, 48F160 h/J5
WA A FLA I B T, 55 0 h A 40 I i Ry IE
HESCs (X H40), R JH Western blotting 2% # il
2H AN COLIATHE I RB Ko KH 10 pg L
TGFE-BLALFEIF# HESCs 0, 6. 12, 24, 48F172h
5, MTTEKIRRA (IE% HESCs), TGF-p14H
(TGF-B1¥5 S W IEH HESCs) MIUA D (5 ks
TR R VE T 2y i HESCs) 40 g 39 58 3% 1k . LU
10 pg L ' TGF-Bl AL B HESCs 12, 24, 48 M1 60 h
J&, 40M T COL1IAL R [ R IBKF & T O h,
HAMMPIGHIEM K ZRARITHE X, R
TGF-R1 5 5 £F 4 1k 40 Mg A 7 57 s o o R A
Western blotting 72 iz ) % JE& 2 1 TUA 21 40 g 40 it
COLIAL, M Bidrai & A (N-55%5 84 1l «-SMA
M) Lh K Wnt/B-catenin {5 5 1l A 3¢ 25 1 B-catenin
FIRKTF . 525 %10 pg-L ' TGF-B1 4b 2
IE# HESCs 24 h, S H A1k,

FH A #E (0, 0.25, 0.50, 0.75 0
1.00 pmol-L ') MSAB 4b 3 IF % HESCs 24 h, %
JH MTT ¥ # Wl 1E % HESCs 7 3% %, & B W
MSAB i B S 41 A7 1% %235 8026 ~100 %6 B {1 Y
MSAB ¥ i . Pl 5 22 52 80 3% B 0. 75 pmol L
MSAB 4b # HESCs 24 h. 454140 ffg ik #J5 X. xF
W8 21 Jy 1F % HESCs; TGF-p1 4% M 10 pg-L !
TGF-B1iE S IF % HESCs 24 h 5 #2, ®i#e h5e 4
F5 KL Of 4k 22 55 3% 24 h; MSAB 40 % ] 10 pg-L !
TGF-B1 % S 1E % HESCs 24 h 5 #25, Hhh &
0.75 pmol-L ™" MSAB I 5 4= ¥ 37 3 Jf 4k 22 55 3%
24 h; TUA 210 TUA B35 A5 1% 507 1 HESCs.

1.3 MTT&xéMEMmpigaEr BOTHAEK
WIHESCs, R MEAM-EDTA MG, &5
0 M B W, DL AL 3X 10T AN 4N M 1% B B 4 Rh F)
6 fLAn L A, BT 37 CMAME . 41
BEJGIEE N Oh, SAMMTHEO. 6. 12, 24,
48 FN 72 hAT MTT SL 50 ill g, TR . fEFT %
I B R SR AL 20 pL MTT W5E W, AL
SVRAT, 37 CHEE 4~6ho R TC B W45 W 1 b i
W, BEALMALO0 pl —HIETM, EEETFTET
PEPR PR AR 3~5 min, fHi4h 50 m . T
FRAL 490 nm AL KGN & FLIOE R (A) ., PAAEER
TIN5 2 4 49 B O P

1.4 MTT %A EmpAEE BB IE

HESCs, RABEEAB-EDTA HILE, Hil g0
i, DAAREFL 8 X 10° /> 40 it 1) %% J3 B2 F & 96 FL
g A, BT 37 CMATIE . 4 ki
AR VR B MSAB 21, 20 i I B i 55 4o J B SR T
SR E 0, 0.25, 0.50, 0.75F11.00 umol-L "
MSAB % DMEM/F12 i = 5, B & 3P E AL,
Oy B 24 h)E 24T MTT 28I % . F B br A
490 nm ALK I AL A A, THEAMAEE R, A1
fER= (WHAABE-=HLAME) / HRA
AE—2HAFLAME) X100%.

1.5 RT-qPCRZ#& M XA P EMT 48 X 4 %
B F# COL1A1l mRNA & X K F TRIzol & # B
SFHRZH . TGF-B12H A1 MSAB 20 HESCs /1 8L RNA ;
RNA JE it J5 2 BR300 70 &5 vd BH 5 a3F 47 39 7% 5%
AR, G cDNA, ¥ cDNA # T —20 C 8 ff %
Mo BARMNRREB N 20 pL, JFEE3INE
fL. RH SYBR Green i i & £ il 40 ffd ' Snail |
Slug. Smuc., ZEB1. ZEB2 il COL1A1 mRNA %
KK, SR U6 AE Ry AT IR 51y, Scie iR
3W. 51 FH . U6 F 5-AACGAGACGAC-
GACAGAC-3', U6 R 5-GCAAATTCGTGAAG-
CGTTCCATA-3'; COL1A1 F 5-GAGGGCCAA-
GACGAAGACATC-3', COL1A1 R 5-CAGAT-
CACGTCATCGCACAAC-3"; Snail F 5-GCGAG-
CTGCAGGACTCTAAT-3, Snail R 5-GCCTCC-
AAGGAAGAGACTGA-3"; Slug F 5-CCTGGT-
TGCTTCAAGGACAC-3', Slug R 5-TCCATGC-
TCTTGCAGCTCTC-3'; Smuc F 5-GTGAAAA-
CGCACTCCAGC-3', Smuc R 5-AGAGCAGGC-
ACCATTGATT-3'; ZEB1 F 5-TTACACCTTT-
GCATACAGAACCC-3', ZEB1 R 5-TTTACGA-
TTACACCCAGACTGC-3'; ZEB2 F 5-GGAGA-
CGAGTCCAGCTAGTGT-3', ZEB2 R 5-CCAC-
TCCACCCTCCCTTATTTC-3, RWERF: 94°C
45 ¥ 5 min; 94 ‘CZE¥E 1 min, 55 ‘CiR k 30 s,
72 ‘CHEAf 1 min, #§FF 40 ; 72°C. 10 min; 4 °C
TAf e R 2 SO B mRNA FRAKF
1.6 Western blotting 3 # R & 48 48 fe F 18] JT A= 4
BAREEZF G A Wnt/B-cateninfE FBRARALE G
FaERP OWCESAAM, A RIPA 28 ofi #2 5
Ui ff b SR T, BCA B A8 o 0 0 40 it v 2
W . W20 pg A MM S &E A FFEAT 10X SDS-
PAGE BE ik, ¥&E %% 2 PVDF |, 5% it
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RE Wy ky M 1 hJs, A GAPDH (1: 1 000) .
COLIAT (1:1000), N-#5Z5&H (1:1000) .
«-SMA (1:1000) ., 1.000) A
c-mye (1:1000) $itk4 CEE T K. RH
TBST MR e PVDFE G, A SR A AP
BB/ R Eidi e (1: 2000) —HUre sl T 1509
B 2h, TBSTZ P PEE PVDF B35, SR At
SRS R AL 2 RO S LR, UL GAPDH
ERNNZSE A, KA Image J 5 &2 Ak 457 o
IR EHMEAREKE, BWEAREKF=HM
W IR A/ GAPDH 2K 11 47 1 18

1.7 %t EH5H# KA SPSS 20. 048 i+ F k17
Gt 251 o R Shapiro-Wilk 4 56 % 45 2H B4 18
TTIESTERT S, 45 20 20 M 3 58 05 M, 40 A2 305 %

B-catenin (1 :

1 2 3 4 5 Mr

220 000

COLI1AI T W —_—

GAPDH anewmy ewss wsess wumm b 36 000

A

4 g # Snail, Slug. ZEB1. ZEB2 A
COLIAT mRNA % 5 /K “F K 41 Jfd ' COLIAT,
N-#5%i 8 H . «-SMA ., B-catenin Ml c-myc 5 (4 % ik
KR A IE ST, ot FoR, WL BEA
BB B R WA ST REAS (R 56, 22 A1 IR ARE A 24 4
POk B R O 22 e B, 2H )T P LE BCR
LSD-1K: 5. LA P<<0.05 W R H G2 L.

2 % R

2.1 TGF-Bl1&BFRRAmIEE2AMmEF COLIAL
EOREAF SXRALE, TGF-8141%SiE

# HESCs 12 h 40 it b COL1A1 %5 14 2 ik K 3 T+
B (P<<0.05); TGF-pl 4% 5 IF % HESCs 24,
48 F1 60 h i 40 st COL 1AL %5 1136 1k /K °F B i T+
o (P<<0.01)., WK1,

Smuc,

sk

ok
&%k

1.0

Expression level of
COLT1ALI protein

L

1 2 3 4 5
B

Lane 1: Control group; Lane 2: TGF-B1 group(12 h); Lane 3: TGF-B1 group (24 h); Lane 4: TGF-1 group (48 h); Lane 5: TGF-1

group (60 h). 1: Control group; 2: TGF-B1 group(12 h); 3: TGF-B1 group (24 h); 4: TGF-B1 group (48 h);

‘P<C0.05, "P<20.01 compared with control group.

5: TGF-B1 group (60 h).

B 1 Western blotting %Rl TGF-B1 4B R F A J5 40 COLIA1 B H R X HEIKE (A) ME L&A (B)
Fig. 1 Electrophoregram (A) and histogram (B) of expressions of COL1A1 protein in cells after treated with TGF-§1

for different time detected by Western blotting method

2.2 BumpygaEn SXIE4E, AR
& (0. 6, 12, 24, 48F172h) TUA A1 TGF-B1
Y140 M BE BN M 22 R RS E L (P>>0.05) .

2.3 FAEAKREMSABRAERHAmEGEEE 5
FMEZE HAE, 0.25. 0.50, 0.75F11.00 pmol-L
MSADB 40 40 il 77 15 R L 2 Wi PRt 3y, Hop e

W21, FH24hJ5, 0.75H11.00 pmol-L ' MSAB 20 41 }fs 77
R TR ) i A 2 0 B O
Tab.1 Proliferation activities of cells in various groups at different time points (n=3,2%s)
Proliferation activity
Group
(¢/h) O 6 12 24 48 72

Control 0.2240.03 0.2540.02 0.284-0.04 0.3740.01 0.62+0.07 0.67+0.03
TGF-81 0.2340.01 0.2540.03 0.2740.05 0.364-0.02 0.624-0.08 0.694-0.02
IUA 0.2340.03 0.2440.02 0.284-0.04 0.3640.01 0.6340.07 0.634-0.03
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I B B AR (P<<0. 0588 P<<0.01)., W32,

2.4 stB4Ae TUA 48200 F 18 Jf Ao 4F AL AR &

G & Wnt/B-catenin 1z 5B B A8 X &F G LA KT
X B2 AR, TUA 4140 M0 b 2F 4 Ak dr 5 5 A

#2 AFWEMSABIER G & AT ER
Tab. 2 Survival rates of cells in various groups after treated

with different concentrations of MSAB (n=3,2%s,7/%)

Survival rate

Group
(¢/h) 0 24
Control 100.0041.06 101.3043.81
MSAB(umol-L™")
0.25 100.0043.57 100.0044.25
0.50 100.0044.37 92.04£2.22
0.75 100.0043.18 88.15+0.34

1.00 100.0041.56 80.62+1.59™

'P<C0.05,7P<C0.01 compared with control group.

COLIALZ AR XKW I & (P<0.01); [
i b5 7 B N-55 36 R o-SMA B R 3k KF
FHiE (P<<0.05); Wnt/B-catenin 15 5 i i AH ¢ &
M B-catenin 3 ik /K P ] 8 A & (P<<0.01) .
DL 2,

2.5 Bemipt EMT X4 XE T COLIAL
mRNA & KP  HGXIEA A, TGF-B1 440
i EMT #f 56 % 5% ] 7 Snail mRNA 3 35 7K T
(P<0.05), Slug mRNA Fik/K V8 THm (P<
0.01), COL1A1 mRNA EkKF B & Fm (P<
0.01), HAHFENT mRNA Fikk¥ 2R L5H
FEN (P>0.05); 5 TGF-pl4lbE, MSAB4
4 il b EMT AH 5C %% 5% I Snail mRNA £ 357K -
Bk (P<<0.05), Slug mRNA kK F ML (P<
0.01) , COLIA1 mRNA # ik /K F [ & (P<
0.01), H AN T mRNA FikK¥ 25 L5 H
MY (P>0.05), W3,

1.5
1 2 Mr *
Gt
COLIAI — 220 000 T‘f £ 1ok
> o '
N-Cadherin Sese  S— 99 800 Z 8
g~
B-catenin o 92 000 @ < _
o 2 0.5
GAPDH R S 36 000 0
Control  TUA
A B
1.5 1.5 1.5
*
5 | s, | s |
2% 1.0F 25 1.0 gfg 1.0
5 a 55 52
g .S = 2 ==
253 2 < 23
25 2 s AR
2 0.5 2w 0.5+ 28 0.5F
&Q &3 &3
oz m m =
Control  TUA Control  TUA Control  TUA
C D E

A: Electrophoregram (Lane 1: Control group; Lane 2: [IUA group); B—E: Histograms; B: Expression level of COL1A1 protein;

C: Expression level of N-Cadherin protein; D: Expression level of «-SMA protein; E: Expression level of g-catenin protein. 'P<0.05,

“P<<0.01 compared with control group.

B2 Western blotting B4 £ 28 40 i + 45 4 4k 71 18] SR AR 75 8 1 KX Wt/ B-catenin {5 538 B X E A R A H AL

Fig.2 Expressions of fibrosis marker protein, mesenchymal marker proteins, and Wnt/f-catenin signaling pathway-

related protein in cells in various groups detected by Western blotting method
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R3  BHMMH EMT AR REFH COLIAL mRNA REKF
Tab.3 Expression levels of EMT-related transcription factors and COL1A1 mRNA in cells in various groups (n=3, r=s)

Group Snail mRNA Slug mRNA Smuc mRNA ZEB1 mRNA ZEB2 mRNA COLIA1 mRNA

Control 1.0540.05 1.0440.04 1.0940.07 1.0340.02 1.034+0.03 1.0340.02

TGF-g1 1.93+0.58" 3.96+1.59™ 1.4940.42 0.91+£0.04 0.99+0.16 1.68+0.32"

MSAB 0.92+0.04> 0.8240.40"" 1.0240.15 1.0240.12 1.084+0.13 0.99+0.09°4
"P<0.05, “P<C0.01 compared with control group; ©“P<C0.05, ““P<C0.01 compared with TGF-B1 group.
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A': Electrophoregram ( Lane 1: Control group; Lane 2: TGF-81 group; Lane 3: MSAB group) ; B—F: Histograms (B: Expression of

COL1A1 protein; C: Expression of N-Cadherin protein; D: Expression of a-SMA protein; E: Expression of B-catenin protein;

F : Expression of c-myc protein). "P<C0.01 compared with control group; “P<C0.05, ““P<C0.01 compared with TGF-B1 group.
3  Western blotting & K3 4 41 40 g b [A] 5 F0 £F 4 fL A7 5 28 F & Wnt/B-catenin {5538 B AH R B A RK Ik (A) Fl
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Fig. 3 Electrophoregram (A) and histograms (B—F) of

expressions of mesenchymal marker proteins, fibrosis marker

protein, and Wnt/B-catenin signaling pathway-related proteins in cells in various groups detected by Western blotting method
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