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catenin B 1A T2, FH535 254 4 wnt/ B-catenin {55 MK IUEEIE R cyclin D A% mRNA FIEE 103
K R, SX A 22 RA S L (P <0.0001) . 4518 FH535 i@ cyclin D mRNA M cye-
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[ Abstract )
mechanism. Methods HepG2 cells were treated with FH535. Cell proliferation was determined by modified 3-(4,5-

Objective To explore the effect of B-catenin inhibitor FH535 on proliferation of HepG2 and its

Dimethylthiazol -2-yl ) -2, 5-diphenyltetrazolium bromide colorimetric assay ( MTS). cyclin D mRNA expression were
determined by real time polymerase chain reaction ( RT-PCR ), B-catenin and cyclin D protein expression were
determined by western blot. Results  Compared with the control group , the proliferation of HepG2 cells was
significantly decreased after treatment with FH 535 ,in a dose- and time-dependent manner. cyclin D mRNA and cyclin
D protein level were both down -regulated in FH535 group compared with the control group ( P <0.0001 ), while B-
catenin protein expression was not affected . Conclusions FH535 inhibited the proliferation of HepG2 cells. This
might through down-regulation of cyclin D mRNA and cyclin D protein .
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NI 2R HepG2 AR L5t BRI 7 Bt 40
forpls . AR T 55 2 3 ( minium essential medium |
MEM) AR EN A 2 AR 75 S R s
FRIN F b O B A S Al A 5 T A B G 3-
(4,5- " FIBLmEMR-2) 2 5- IR FL DY MR R ER (MTS) Iy
H Promega 1) ,96 LA H Corning /A F] , RIPA 24 fi#
WO AR R 58 W B A TAE WA BRZS |, BCA
AR BEAS I 25 I 1 G s B A A R D B
YL B-catenin HLHLE [ Abcam 23], BT A cyclin D
PAHTIE H Cell Signal Technology /A ), FRHT A B-actin Ff.
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U BOR AL P AR C 19 1 E BT R G 1 [ Santa
Cruz 2~ ], mRNA %5 55307 &0 H Fermentas 23 ]
Syber green qPCR master mix Trizol 4 H Applied Biosys-
tems v A, A5 RO KW A Millipore 23 F,
FH535 . — B 3£ . ( dimethyl sulfoxide , DMSO ) 1 [
Sigma A F] K FH535 ¥ F 1% DMSO | e il il ik B
A3 mmol/LI¥ I A7, 0. 22 wm J& e R E Sk pE AR L
Jo , ROCIAE . (R MEM 55 2 6 B 2 T e i

—OTE

1. 43R F 534 HepG2 AL LA & 109% Ji2F 1L
T , INERPR 5N (20 000 U/L) , A ek (20 000 U/L) K
A3 5 55 25 (200 000 U/L) FIEEEE 2 (0.02 o/
L) [ MEM 15323 F 37 °C 5% CO, M4 3R46 b
Bigt, BN IE 2 R Xt BB 4 ( DMSO 41) fil FH535 Ab B
20, B O W TR K HepG2 4I1i, MEM JEali 1% 5%
FEFRANM K A R R T 96 FLAR AN 6 FLAR, 40 5%
JE 4391120 3000 A0/ AL 1 x 107 4/ FL, 20 s e
St4a , BN F DMSO SR [RIME B FHS35 kG 7R3,
FENREBE 6 N L, ARS8 7 24 h 48 h F172 h J5 iE
FTIGARSZE . 96 FLAR 2 it FH 200 i 448 g 410 ) S 56, Ui
£ 6 FLAR A 4 i H T SE B 26 € & PCR 1l Western
blot 256 .

2. AHMIEEFEAM ] 5256 (MTS 3) .96 FLAR 4 i /e
0 pwmol/L 30 pmol/L, 60 pwmol/L, 90 wmol/L Fl
120 pmol/L FH535 Ay FRIEH 155724 h 48 h #172 h,
FEF SRR ALINA 100 pl LA MEM 3533235 ,37 <C
K oAl - 60 min J5, BEALIMA 20 pl MTS K51,
37 CHEOECIFF 60 min, BEAR (0RO EE(E (A ),
P 490 nm/630 nm

3. SERTHOERE B PCR 6 LA T AIMIAE & O pmol/
L 360 pmol/L FH535 By L4555 24 h 48 h 5%
72 h, AR A, #% Trizol 7156 HA 45 A\ HepG2 4l h
PRI RNA, AR P S HRL UK S5 5E RNA 1Y S22 1, 43
JEGEETINE RNA B, % mRNA 390 5% a0 & Ut
PHHE B 1 wg &2 RNA #5455 8 cDNA | syber green
DA 45 254 53 FEZH AN cyclin D mRNA Rk /K-,
WS R B-actin, 519 LA TAYH RA R A,
SIS 1, R 2720 T AR [ 4 ]
cyclin D mRNA FTIRER,

4. Western blot : 6 FLA 4 il £ & 0 pmol /L &,
60 pmol/L FH535 MG FRIL 14557 24 h 48 h 5 72 h,
W2, ¥ B RIPA 247100 PH 5 DA e v B2 IS B
1, RIPA 24 FHATAS I AR (B0 . BCA Bl e
EEWH, B30 pg MEM, %ISR ki 7k,

4% ~12% K FE NG BEI 7T B B UG R R 2
THFREF AEZR AR 1, 3% /N4 I3 1 & & iR 360 min,
3% /N M E HE H M B —$0 (anti B-catenin
1:1000 , anti cyclin D 1: 1000, anti B-actin 1: 1000) ¥ &,
4 CHW ., ZiR UL R BERR S 3% /N4 IH
BB —H0(1: 10 000) ZiRIFEE 60 min, P
RIS , S48 RO 2GR SN 1 min, 1 254
BOLT X & i b, AR T3,
Fz1 LWPOGESR PCR 519751
LA 319751

F#E51% 5'-GGACTTCGAGCAAGAGATGG-3’

cyelin D

TUsI®  5'-AGCACTGTGTTGGCGTACAG-3'

B-actin LUE51% 5-AACTACCTGGACCGCTTCCT-3’
TUsI%  5'-CCACTTGAGCTTGTTCACCA-3’
B L]

SEYGZE R PR £ ARiERE (x +5) o, FIH SPSS
12,0 BRAFHEATGETT o0 b, AL IR] B8 LR AT Student ¢
K, P <0.05 NZERAGIT R,

s R

1. FH535 %f HepG2 ZH 3G 50 7 . 55 %0 B 2H
AHH,30 wmol/L .60 pmol/L .90 wmol/LA1 120 pwmol/L
FH535 A3 HepG2 4Hfid 24 h, HepG2 4 Jifi i 44 7 i 2%
SR W HI R 58 10.2% (P <0.01) 19.9% (P
<0.001) 45.8% (P <0.001 ) #161.9% (P <0.001),
XA 2 R A G L, AR 2, 60 pmol/L
FH535 YEFH HepG2 4iiffl 24 h 48 h 172 h J5 B4 i)
R34 19. 9% 49. 5% F161. 8% , 5%F HELIHH b2
SHEGH 7 L (P <0.001), FH535 X HepG2 4il ity
HEBE AP0 HIAE FH 2 s T R ) S AR, LT 1,

2. FH535 % HepG2 #fififl B-catenin ik [ 5Z A .
60 wmol/L FH535 AbFH 24 h 48 h M1 72 h J& , £ [a] 25
HepG2 4iJffd B-catenin £ [ 3R3K K F-AH[A] , 5 % B4 A
Fe2s S geit2# = S, K 2,

3. FH535 X} HepG2 4 MY cyclin D & ik B4 52 M)
FH535 &0 HepG2 AP cyclin D mRNA [ 3k
(E3A), FH535 XHHMIA cyclin D mRNA Fik A ]
RN it o BsF (] 38 i #4458 . 60 mol/L FH535 4b B
24 h,48 h 172 h J5 eyclin D mRNA ik B E T, 5
XTREZHAH G 25 S A Gei 27 a8 S (P 1 <0.0001 ) , West-
ern blot Kl 60 wmol/L FH535 /£ J5 HepG2 4l s 1N
cyclinD 8 R IXH, 25 R BIR A 25440 cyclin D
RS WEREIN(KI3B)
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F 2 FH535 %F HepG2 4 i34 5 3 4
24 h 48 h 72 h
FH535
AfH (x£5) MR (%) AfH (x%5) MR (%) AfH (x=5) (% )

0 pmol/L 0.365 +0.013 0.475 +0. 009 0.558 +0. 005
30 wmol/L 0.316 +0. 00" 10.2 0.295 £0.010" 32.4 0.238 £0. 004" 49.3
60 wmol/L 0.272 +0. 00" 19.9 0.200 0. 004" 49.5 0. 157 0. 007" 61.8
90 pmol/L 0.154 +0.00" 45.8 0. 058 +0. 004" 75.2 0.020 £0. 002" 83.0
120 pmol/L 0.082 +0.00" 61.9 0.005 +0. 002" 84.8 0.004 +0. 002" 85. 4
L SR A, P =0. 005, P <0. 001
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e kA R — A A=k 1, 5 S R AR
S5 [FS IR AR, TR AR A R wnt/ B-
catenin AP W IE LR HE L FHMFZ — A
90% HIMTJi o 7T LAAG I 3] B-catenin (9 524 15 46,
HBV fl HCV J&& 435 2§30 B-catenin /K 1 5% Tt
15, e 9 1) Eﬁim o Wnt/B-catenin i J Y FR 4
wnt {558 H#, H wat 25 wnt 8 ALK frizzled 25
AHSCTRE 28 1 Qb e & B 3B | B-catenin LA K HE A
SR AR T AR 9k 2 44 58 R ( TCF/LEF ) 4%

IR, B-catenin 1% B M S HE IR B 1Y 7E
wnt 25 15 HBUARZE G5, AT B-catenin 2K 17K
FTbE IR AN, 5 S B AREE A A
A4 cyelin D FLR I EE S . ISR B, wnt/ B-catenin 18
FORAEK AT A B P EEE S, H Wik
FEAE KR R RIS S ALY wn/
B-catenin {5538 % BE 5 411 1] b 733 40 L %) 184 5, $2 75 3
T H 1E ALY wnt/ B-catenin {5 538 B 1] BE A b
@?ﬁﬁﬂ@%,ﬁ[gmi o ARG T T wnt/ B-catenin {555

X T H AN A HepG2 4 I3 58 ) 52 ), IR

wnt/ B-catenin {5 538 FEAE IR A TEVE R
FH535 j&—F/ N T4 a1, et R = A B-
catenin 5 TCF/LEF 454, il FLAR PE#0IE R 5% SR 1) 7%
P, FH535 YEF T4 5 , 40HE DY B-catenin &5 FRIAA
ZR | S 2 AR TCF/LEF 454 16 P32 3 i 3%
Elflfl]ﬂiﬂmr o ARMFFEFIF FH535 T 7l wnt/B-catenin 155
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P A, 25 R W, FHS35 0 2540 HepG2 410 iy
Ha5, S IR AR L 22 S A Gt B S, FH535 X 4
Hiirfr B-catenin 2 [ # A JCRE N, 5 SCERARIE — 3",
SCHRARE " vent/ B-catenin {75 7538 5 I X A LY 9 1
SEHEAE T, AT RES B0 cyclin D #5561 BTl
T SR E i PCR Kzl FH535 X eyelin D &R 4% 5%
BysEm , 25 R GRS AI I eyelin D ) mRNA 23k
IRV TR, S0 BREH A b 22 S A e T2 3, Hogi
MR cyclin D 3k W2 TR, #2785 FH535 4] 8-
catenin 75 [ B 35 R 6 S 06 M s T wnt/ 3-catenin %
T FEFEIEE eyclin D Y S5 T 0 1) 40 o 5
ARG LE R BoR, T wat/B-catenin 15 518 J e
% 8, 2 1 ) N 98 40 L 3R HepG2 40 M 1 384 i, 7
wnt/ B-catenin {5538 i 0T LIVE N FHE IR ST 25 0T 58 10
FE A LLRSE T 03 57K B IR S 1] VR T 7 RO SE AL B-
catenin FJ il 5] W1 FH535 GEAE TN ] wnt/ B-catenin {5745
T AL P s, AT VR Y PP IR PR, 5 22
2D S B HOOH R A0 M B AR RO

2 £ x #f
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