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Effect of TCF4 on biological behavior of human squamous carcinoma A431 cells
Liu Yan, Xiong Ya, Song Zhigiang, Shen Zhu, Hao Fei, Yang Xichuan ( Department of Dermatology, Chongqing Institute of

Dermatovenereology, Southwest Hospital, Third Military Medical University, Chongqing, 400038, China)

[ Abstract | Objective To investigate the effects of T cell factor 4 (TCF4) siRNA on TCF4 gene
expression, and the migration, invasion and cell cycle of human squamous carcinoma A431 cells. Methods

A431 cells were transfected with TCF4 siRNA liposome. The mRNA expression of TCF4 in A431 cells was de-
tected by RT-PCR. The expression of TCF4 protein was detected by Western blotting. The proliferation, migra-
tion, and invasion activities and cell cycle of A431 cells were measured by CCK-8 assay, chamber cell migra-
tion assay, transwell chamber test and flow cytometry, respectively. Results TCF4 siRNA transfection could
inhibit significantly the expression of TCF4 mRNA and protein in A431 cells. The rates of cell proliferation and
abilities of migration and invasion were also significantly decreased after TCF4 siRNA transfection. In addition,

analysis of cell cycle demonstrated a marked G,/M arrest of the A431 cells treated with TCF4 siRNA.

Conclusion

It is concluded that TCF4 siRNA can inhibit proliferation of human squamous carcinoma cells,

which may provide a rational approach in clinical therapy for human squamous carcinoma.
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DMEM 15 5% W i 2F M3 (FBS) | 8% B2 45 22 »f i (PBS) |
0. 25% JIERFH AL H HyClone 23 7], J§JFi{& Lipofectamine2000
reagent 1 [ Invitrogen 2\ &), Si-h-TCF4 Ity B 458 2 &), TRIzoL
RNA a7 305 SR G2 B AR /. 2B/ 2 24 FL
Millicell Ity & Millipore 2\ ]
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B2 BRBRIR AN s A0 ik A431 I B v ERLE B B 40 i
YIRS, T8 10% JiG 4 LE i) DMEM 35585 5% CO, Fl
37 CHEAETIEE .
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YL, Y 1.2.3.4d &5 dJ5 CCK-8 £, $2 1 RNA &R
AT
1.4 RT-PCR #%#m TCF4 mRNA %X

RS G A431 AHJARAL 5% control siRNA 2] [ F%
It TCF4 siRNA ZH 200, TRTzol 370 42 U0 M 23 RNA , 28403
St E R, B4 pg B RNA FH 0 G S F 17 396 07 5% 6 il
¢DNA,PCR 44 TCF4 11 g ILZHEE1. Bh B LB E NS,
I3 L2 g DNA AR #EAT PCR SR, TCF4 RS 190 .5 -
CGGCGGTGGAGGGGATGAC-3' , N5 4 M :5'-GGCCGCTTCT-
TCCAAACTTTCC-3", B 26 14:94 °C 30 5,57 °C 30 5,72 C
30 s, IEHEFT 35 DMEER, BUPCR 72T 1% SRR WEEE RS Uk,
LEHMT R BAHFFATER 430, L TCF4/B LB 2K 1 ( B-actin)
KICEATE BT
1.5 Western blot # TCF4 & & %k

WA , A A0 M 2 A%, 4 C 12 000 x g B> 15 min,
BRI PRk, MO E AT E FE R . BOE R A
LA 5% AR T AT RIK AT B Ja , R B L G
ZEZFALRIAE (PVDEF) &, TBST BEAE 3 W, R A—3i,4 C
PR, “ PR IRHE 2 h, TBST ST /358 (10 min x 3) W5,
B BEGIRE X 4 it HPIAS BUR ST RS E & 3T o
1.6 CCK-8 7 A 2 fe. 3§ 7814

SIS A431 RFEYL A A431 FE YL control siRNA 2 | A431
Y TCF4 siRNA 4, 53 il B2 R 96 LG 324, A FL 100 pL
(3 x10*/mL) , 2450 15 FL, 1338 24 h J5%5 4% control siRNA
HITCF4 siRNA, 4330 TH 905 1.2.3.4 d & 5 d &, i
i, AL A 90 L DMEM/ 54845 37 22 f1 10 L CCK-8, FH-HL
3 AR HRN AR AR PN AAH [ & 4 55 7R B CCK-8 1 2s 1
XF R AN IR FRAEE A 2 b, R R GO B
1.7 TCF4 3t am g it 45 64 3% e A

A431 AU YL 5 24 h BCHS 41 i 25 B0 A2, 2 N
1x 10° A4 /mL, BT 3 AN A 24 FUBR P MR 5

U3k A431 ARFEYLL | A431 YL control siRNA 2H \A431 §5 4y
TCF4 siRNA 2, A2 /NI AT R 43 20 9 e I 1) 4 i
100 pL(BPAFFLAMIECH 1 x 10°4Y) , A0 /NVE B9 R A
500 pL 10% Jif 4 ML i% (1) DMEM/ =54 56 4 85 757 3, i 40 i 1 =
FAREFE 10 h 5/ HCH AN E  PBS IR TR 2 Wk, FH T
i) 80% <, JE[E] & 25min, PBS I iiifk 2 ¥k, 4142 20 s, PBS
PUEBES . BUL/NE A A 3 mL PBS (1 6 fLiRH . EIF Y
I BT BEALIR 6 AN B L 115 (200 %) , BOF4%%,
1.8 Transwell 523546 8 fiAz 2 48

-20 CA44F Matrigel JZ7E 4 CykAE L R glfb, fEvk B
TV (AR S M 40 W Matrigel A VKT 9 80 L JC 1ML ¥
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% b E, R RERERIE,37 °C,30 min, BOE B R, H /N E
VU A 242 R B Matrigel BRI 41, B A 37 °C ff Matrigel i 3R
AR . S B - Matrigel 152 09 40 8/ BA 4/
TN N 4320 T S A 40 B 2R v 100 L ( B AL 4H A B R
1x10°4>) 5 4 /N 1 R = A 500wl 10% Jif 4 ifi 37 1
DMEM/ s A b 7R 0k i 40 M 15 R A 15 9% 24 h Jm &2
JEFRGL (a3 9 BB T AL 6 AL EF R L 35X
(200 i) , BUF35%5,
1.9 F X 2\ ) 4m ie B 27 & 4m fe A

A431 4 %% G 48 h J5 A8 L R AR TN . PBS R 41 Jifg
(291 x 10° 4 4HH) ,75% Z B 5, PBS FEAIHE, IIA 150 pl
RNAase,37 ‘C##F 40 min J5 /1A 200 pL PL,4 CHEE 2 h, izl
ANARAKEIN . ModfitLT for Mac 3. 0 #4347
1.10 %t 3o
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2.1 TCF4 siRNA T3 A431 4m 6, TCF4 mRNA 4 & &
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mRNA F£ix
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2.2 TCF4 siRNA Fif A431 2a e TCF4 & & 4 A3k
L TCF4 siRNA 204405 , A431 dliffitk TCF4 & (R A B
A431 A YL K A431 55 3% control siRNA 21 BH B B, T A431
REEYLIH Fr A431 %YL control siRNA #H TCF4 75 (4 F A E A,
B TCF4 siRNA HATHIH] TCF4 B 2R MEH . WK 2,

1 2 3 4 5

1. k3 420,2. 45 % control siRNA 28 ;3 . 4+ 4 TCF4 siRNAOO1 41
4. 4% 4 TCF4 siRNA002 415 : # % TCF4 siRNA0O3 41
E2 Western blot # il TCF4 siRNA #{k /5 A431 20tk
TCF4 EH%ki%

2.3 TCF4 siRNA 7] 2m i 3% 78 7% M

FAEYL 2] H5 Y4 control siRNA 41 J %% 4t TCF4 siRNA 4 4
MIAE1.2.3.4 d J25 d F CCK-8 VR I 4 L% 5P 14 14 S 9o b
HULIE 3, S5 IR, FEYe TCF4 siRNA 20 41 458 5075 1 I f e
I, TFE Y control siRNA 2H (%) 20 By 3% 78 15 4 L b oK 75 Y 41 Rl
%, LA 5 Y4 TCF4 siRNA 179 40 M Ak AH Xt T %% Y4 control siRNA
AN AR A WA IR (P <0.05)
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Braf R s A431 40 B bk 40 i 8 30 A T B3 1 AR Ak, B gk
TCF4 SiRNA J& G,/M ¥4 17. 17% , i 4% control siRNA
AR G,/ M 45351 9. 75% F1 4. 65% , Ut B
TCF4 133K LUR 4 JBEE 2 (B TE G,/ M #H (&1 6) ,

A R#F ;B %% control siRNA 48 ;C . % % TCF4 siRNA 41
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505 )i

A k#$20;B: 4 % control siRNA 41;C. % TCF4 siRNA 28
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TEIRE ) A A Rk Rt B v, Wnt 38 % 19 2K R 25
BXHEBEMIEH . TCF4 & TCF REM G Z —, J& %
WG SR, 24 Wt {55 3005 B, 4050 9 Wt 58 #%
{55453+ B-catenin FARIF 4 AAMERE N, 5 TCF4 11y
Rt B A G TEE AR, ¥ A s e, i
LGB K A T R R O AR SR RS
UESE TCF4 |9 55 Rk 5 0% M Mg ¢ R % V1. Longo
sl CVRIE S e B, AR 4G B R, LT Wint 38 % ) ¢ #
H 1 B-catenin J , AT B AN pfoig A= Ko Joo 2510 &
PAE HCC i, B-catenin 7E 21 Jf 5 i &5 B 1T & HCC
KA RIS}, Zhang 2s14] it 5% & PH, B-catenin/ TCF
TH AR | R ) 8 IR 41 i i (esophageal squamous
cell carcinoma, ESCC) 4 g & KM AMH - A&
KEEVEH . WE9E o, W Wot {55 @ 8% )5, 7T LA
ARk Tl IR R B M AR 286 7% i A B9 Wnt {55
S R IR AR TR — SE DGR AR 1, P IRE T EE R A — AR
SR M 25

ARG Ve PR 363k TCF4 14 5z Bk 5 bk 241 Bt 92 40 iy
Bk A431 HHFFEX 4, % TCF4 siRNA %5 4L 35 A431 4
Mk, @33 RT-PCR Kz Western blot %45 A, %& Bl H
AR T A431 4 ffikk  TCF4 mRNA f& TCF4 &
HRRIL, il TCF4 J5, FATRH Transwell J5 % &
CCK-8 J7 k43 il ke I 4 JfL i E 4% B8 1 AR 2868 T Mo 3%
FARETT, Z5 R A0 A431 A 0T FE R T LR 28 HE 1 e
ARG I A7 B o A0 A SR ) 24 A S B R
TCF4 siRNA FJFH A431 4T G,/M #, ABF5EIIE
SET TCF4 9 55 238 5 K2 ok 85 IR 240 Jd g %% U0 AH OC,
B-catenin/TCF 18 f% 75 K¢ Pk 1R 40 i 96 v e 4 8 224
oA — 2 8h i N SE g4 T He e SEBR AT, Ry
4Rz R SR A0 BT BT IR T A, R R B TS
AL T B IE
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