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Effects of TCF3 on cell proliferation and migration in non—-small cell cancer

A549 cells
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[ Abstract]Objective . To investigate the effect of T cell factor 3(TCF3) gene silencing on the Wnt pathway transcriptional activity and
cell growth and migration in non—small cell cancer A549 cells. Methods ; The TCF3 gene was silenced by RNAI technology and used as
the experimental group, meanwhile the blank control group and negative control group were set up. The mRNA and protein expression
levels were detected by real-time fluorogenic quantitative PCR and Western blot, separately. A TOPflash/FOPflash repoter gene was
employed for analysis of the Wnt pathway transcriptional activity. The cell proliferation was detected by CCK-8 assay. The apoptosis
and cell cycle were analyzed by flow cytometry. Transwell chamber assay was used to examine the migration potential of A549 cells.
Results ; Compared with those of blank and negative control groups,mRNA and protein levels of TCF3 were lower in the experimental
group. The ratio of TOPflash/FOPflash was lower(P=0.00,P=0.00). The protein expression of Wnt target C—-myc was declined (P=0.00,
P=0.00). The cell proliferation was inhibited. The apoptosis was promoted and the percentage of A549 cells in GO/G1 phase was in—
creased (P=0.01,P=0.00)and that in S phase was decreased (P=0.01,P=0.00). The cell migration ability was reduced (P=0.01,P=
0.01). Conclusion ; TCF3 seems to act as a transcriptional activator and promote the malignant biological in lung cancer cells.
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Tab.1 The mRNA and protein expression levels of TCF3(x +s )
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Fig.1 Expression of mRNA detected by real-time PCR
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Tab.2 The detection of cell proliferation ( x +s )
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F1E 32.39 1661.07
PH 0.00 0.00
237 o 1.007
~ 201 j File:1.007
E =5 Acquisition Date:17-Nov—14
% 1.5 1 —— i%éﬂ . X Parameter: Annexin—v ( Log )
g/ o 5 RS = S 4 ;P;Tar;eler:PI(I_/rg)
.01 nad Events  %Gated
< —— BIPERT AL 2 Twom
0.5 2 4 5 UR 982 982
= A e LL 8262  82.62
100 10" 102 10° 10* IR 674 674
0 : T B T ; T " ! Annexin-v
A 2 XTI
Hd’lﬁﬂ (t/d) . 1.008 -
<
5 CCK-8 #&ill A549 fary 41 r File: 1.008
=5 Acquisition Date:17-Nov—14
Fig.5 Cell proliferation detected by CCK-8 = X Porameter: Anmosinee (Log )
= é E Y Parameter: PI ( Log )
2.4 /‘;)iuiié[ﬂ E@/fi?}(fl'/m'l %éﬂ A549 28 Eé’a élj ;E] 1‘:7“("1‘]”_&23‘] Hé’;}gj ‘/ﬁ}] > ] Quad Events %Gated
. N ke \ - UL 39 039
THE AS49 4HAEAY TCF3 25k 48 h J5 , i i =X 41 X g [ UR 631 631
5 Vi Vi — i 2 3 ‘ LL 8720 87.20
AT AR TP R A AR T SR R L SRR NN 1 T AT

PR3 50 5 128 16 R ZH K BT FR 4 (P=0.00, P=0.00) 2%
SAGHEE L Hm T TCF3 ikl A549 M T-%
HH SR B0, 1725 O HR A A B X B A = 8] L 25 S e 4t
RN (P=0.64) BEWLF% 4, 6.7,

g ISR ERE SN S es k) iR =R S D)
ARZH K SR BRZH (P=0.00, P=0.00) , Z R ¥ E F il X,
725 P 6T REZE RN B M B 2 ) b 25 53 e 124 8 X (P=
0.58) 5 G2 HA S 5620 200t LU (515 2 1 6] 2 % [ o) 2]
(P=0.00,P=0.00) , 2= 54 H Gei 270 3, i 2s G B2 A
PEXT R AL 2 [A] Fe iR 22 7 R 4E 778 L (P=0.13) ;S #1500 40
A H BIIRF 25 3 R A B X HR A (P=0.01, P=0.00) , 2%
SRR GE T S W28 R BRI BA P B4 = i) L% 2%
SIS L (P=0.36),

F4 mAARMGENAEETRAMEER(x£s5)
Tab.4 The apoptosis and cell cycle analyzed

by flow cytometry (x s )

Annexin—v

B. BAMEX IRZH

1.009

File:1.009
Acquisition Date:17-Nov—14
X Parameter: Annexin—v ( Log )

Y Parameter: PI( Log )

Quad Events %Gated

UL 6l 061
Z UR 976 9.76

LL 7541 7541
10° 10" 10° 10° 10* R 1422 1422
Annexin-v

C. SEERA
6 U a4 R Tk
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413 N %ﬁ%&)%?; AAfa 1 Tab.5 The detection of cell migration ability (x +s )
(%) GLEI(%) G2H1(%)  SHI(%) 4151 n IR 2 RN R (A)
ZSEXNTHRZH 3 14.59 £1.99 59.20 2.55 10.05 + 0.68 30.87 = 1.80 25 I IR 3 68.70 +4.20
BAEXTERZ] 3 15.33+1.97 58.06+3.25 9.06 = 0.84 32.87 +3.90 R X HE 2H 3 67.00 + 8.70
SEIGAH 3 29.77+£1.52 7198 +0.51 4.10+£0.48 2391 +0.05 LI 3 36.00 + 4.00
FAH 64.99 30.99 65.66 10.80 FiE 30.99
P1{H 0.00 0.00 0.00 0.01 P1H 0.00
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Fig.7 Cell cycle detected by FCM
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Fig.8 Cell migration detected by Transwell ( 200 x )
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