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miR-128-3p targeting TCF4 in melanoma A375 cells inhibits prolifera-

tion, invasion and epithelial-mesenchymal transition
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[ABSTRACT] AIM: To explore the effects of microRNA-128-3p (miR-128-3p) on proliferation, invasion and ep-
ithelial-mesenchymal transition (EMT) of human melanoma A375 cells and the possible mechanisms. METHODS ;: miR-
128 mimic and/or transcription factor 4 ( TCF4) expression plasmid pcDNA-TCF4 ( pc-TCF4) were transfected into the
A375 cells. The expression of miR-128-3p was detected by RT-qPCR, and the expression of TCF4 was determined by
Western blot. Luciferase reporter assay was used to confirm the relationship between miR-128-3p and TCF4. The invasion
ability of A375 cells was measured by Transwell assay. The expression levels of EMT-related proteins, including E-cadherin
and vimentin, and the down-stream target molecules of TCF4 , including cyclin D and ¢-Myc, were determined by Western
blot. RESULTS : Over-expression of miR-128-3p significantly inhibited the expression of TCF4 (P <0.01), while trans-
fection of pc-TCF4 significantly reduced the inhibitory effect, and miR-128-3p also significantly reduced luciferase activity
of wild-type TCF4 plasmid (P <0.01). miR-128-3p significantly reduced positive cells labeled by EdU (P <0.01).
Meanwhile, miR-128-3p significantly decreased the number of invasive A375 cells (P <0.01). In addition, the protein
levels of vimentin, cyclin D and ¢-Mye (P <0.01) were down-regulated by miR-128-3p, but the protein level of E-cadher-
in was up-regulated (P <0.01). CONCLUSION: miR-128-3p inhibits proliferation, invasion and EMT of A375 cells by
inhibiting the expression of TCF4 and its downstream target genes.
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Figure 1. Targeting relationship between miR-128-3p and TCF4. Mean = SD. n=9. * P <0.01 wvs control group; *P <0.01 vs pe-

TCF4 group; “®P <0.01 vs pc-TCF4 wt group.
1 miR-128-3p 5 TCF4 §j§B[a % &

2 F3Ri% miR-128-3p Xt BB RE A375 AKX
TCF4 80

RT-qPCR FlI Western blot 5Z 4 4% B 3 0, miR-
128 mimic 4] miR-128-3p AR L K4 control 21 i
FETE (P <0.01), WL 1B, Sl Kk i, 5
control ZH [t %%, miR-128 mimic #H ) TCF4 # X%}
FE KT B EREAL (P <0.01) , pe-TCF4 41/ TCF4
HEXF R B 7K W25 T (P < 0..01) 5 [A] I, miR-
128 mimic + pc-TCF4 215 pc-TCF4 24 AH Lb 45, TCF4
AR 2 1 RA K- BB REAIR(P <0.01) , WA 1C,
$rn id R 3k miR-128-3p w] DL [n] #10 fi % {4 2K 9

A375 2 TCF4 A%k .
3 xtFik miR-128-3p #%) B G A375 i
|

EAU #1019 A375 RIS 48 h 5, & T W
EdU B4 i it . 25 R WoR, 5 control 4 HL AL,
miR-128 mimic 21 ffY) FHE 40 iR 10 5 B & BRI (P <
0.01) , i pe-TCF4 ZH &y BH 1 28 i b7 30 %6 I 25 T 5
(P <0.01), A}, mimic + pe-TCF4 4 f) BH 4 20 fo fs
IEAEL pe-TCF4 411 F AR (P <0.01) , WA 2, X
YL miR-128-3p AT L HE 1345 TCR4 2 k40
| S0 22980 A3TS 2R B



- 2002 -

pe-TCF4

Control miR-128 mimic

100+

EE
< 804
>~
Mimic+pc-TCF4 = )
8 60
(0]
= ##
Z 40-
&
=
<
M 20
%
0 ‘\I T T Ib‘
; %
&R <
& & L&
% 19 9
N R QXQ
’ o
& &

Figure 2. The effect of miR-128-3p on the proliferation of melanoma A375 cells ( Apollo and Hoechst staining, x400). Mean + SD.

n=9. " P<0.01 vs control group; *P <0.01 vs pc-TCF4 group.
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Figure 3. The effect of miR-128-3p on the invasion ability of melanoma A375 cells (crystal violet staining, x400). Mean +SD. n =

9. ™ P<0.01 vs control group; P <0.01 vs pc-TCF4 group.
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