Figure S1. Knockdown of HHLA?2 inhibits TGF-f1-induced EMT of GBC in vitro. (A) TGF-f1 (10 ng/ml) increased the expres-
sion of HHLA? in a time-dependent manner, (B) according to the quantification. (C) EMT was inhibited in the TGF-f1-treated
GBC cells with HHLA?2 expression knocked down compared with that in the TGF + sh-NC group, as shown by Western blot
analysis (n=3), (D) which was also quantified. (E) Immunofluorescence staining showed similar results to western blotting. Scale
bars, 100 ym. Green, target protein; Blue, DAPIL. "P<0.01 and “"P<0.001 (TGF + shHHLA2 group vs. TGF + sh-NC group)
HHLA2, human endogenous retrovirus-H long terminal repeat-associating protein 2; EMT, epithelial-mesenchymal transition;
Col-I, collagen I; a-SMA, a-smooth muscle actin; sShRNA or sh, short hairpin RNA; NC, negative control.

Col-I

—— - 180 kD2
A B o C Col-| w—— s
< 4 - -
—
% —~ - N-cadherin — a—
- 70 kDa 55 5
HHLA2 = === T i E-cadherin e s sm—
- 40 kDa 23 - 70 kDa
GAPDH w—= s 89 2 0-SMA —— a—
Oh 36h 72h 29
2z Vimentin e— s—
§E 1 - 40 kDa
.gg GAPDH " s
s 0- L (6] Y
0] <
& oh 36h 72h P £ 3
B I
iz
3
g f
0]
D =
_  25- e CTGF v o
g T =3 TGF+sh-NC
< £ 207 =3 TGF+shHHLA2
S<
?O 1.54 2 )
22 Sy
$ 8 1.0 2, 5 ., TGF+sh-NC
[ W
= E i asV
£E05 .
£
c ~ 0.0-
TGF+shHHLA2

a-SMA

£
<
@
£
>

E-cadherin
N-cadherin

Vimentin oa-SMA HHLA2  E-cadherin N-cadherin Col-I



Figure S2. H19 overexpression promotes the EMT process, migration and invasion of GBC cells in vitro. (A) Increased EMT
was found in the GBC cells overexpressing H19 compared with that in the NC group according to western blot analysis (n=3),
(B) which was quantified. (C) Wound healing assay (D) and subsequent quantification showed that H19 overexpression improved
cell migration. Scale bars, 100 ym. (E) H19 overexpression was found to increase cell invasion, (F) according to the quantifica-
tion. Scale bars, 100 gm. “P<0.01 and "“P<0.001 (H19 group vs. H19-NC group). Col-I, collagen I; a-SMA, a-smooth muscle
actin; NC, negative control.

-180 kDa 25-
Col-l = — T .., ™ GBC-SD oh
N-cadheri 20 204 ox =3 H19-NC
-cadherin o< *kx = H19
o = 23 1.5
E-cadherin 3o
- 70 kDa 5% 1.0
a-SMA xR YT
2g 48 h
Vimentin s s c— .% £ 0.5+
-40kDa g 2
GAPDH —— —— — 40KD2 0 € (4] _F ;
28 2 £ 2 £ £ 3 GBC-SD  H19-NC H19
O T » 2 2 [$)
Q 2 1< 3 k] kel
o T = @ I
o T > o 9
L =z
D 259 E F 150 =
© *%
g 2.0_ *kk
5 5 100=
2 - )
g 15 8
5 €
€ 1.0+ %
2 3 50—
© -
5 o5
[hs
0.0— 0
[a] (@] o] a O o
® =z I -
O o S 3
& = 3



