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Supplementary Figure 1. HO-1 inhibition decreases Gas6 production inU266 cells. (A, B) mRNA expression of HO-1 and Gasé6 in
U266 cells were measured by qRT-PCR. B-actin was used as a control. Cells were treated with ZnPPIX for 24 h. (C-E) Western blot and semi-
quantitative analysis of HO-1 and Gas6 protein levels in U266 cells-treated with ZnPPIX for 24 h. B-actin was used as a loading control. Data
are expressed as mean + SD (n = 4). ¥*P< 0.05 vs. untreated control group (0 uM). (F, G) HO-1 and Gas6 mRNA levels in U266 cells were
measured by gRT-PCR after transfection with empty vector (EV) and HO-1 siRNA. (H-J) Western blot analysis was performed to detect the
protein expression of HO-1 and Gas6 in HO-1 knockdownU266 cells. (K, L) Immunofluorescence staining was performed to visualize Gas6
expression using a primary rabbit antibody against Gas6, and followed by Alexa Fluor 555-conjugated secondary antibody. The endogenous
Gas6 was shown in red. Nuclei were stained with DAPI (blue). The scale bars represent 100 um. Data are expressed as mean = SD (n = 4).

*P< 0.05 vs. U266; "P< 0.05 vs. U266-EV.

ZnPPIX 0

U266

01 uM

-
il
HO-1 W . oo 0.

Gas6 W - .. 80 kDa
B-actin WS SENN.. 45 Do
U266

] 15

>

K]

$s

€ ©1.0

ES

- £

10

2z "

® 206

3 ;

S

3

[

€ o0

®
>
2
£
2
1<
2
[-%
© 10
2
-
5
o
[
<
o)
- <

Merge

O’
Ny
N
R &°
Ky
—— I
*#
o ~N\ N
& 3
R é,?/ °
v 2
N &
\3"'
Gasé
>
4
B
s 3
g
g2
4
-
21
“w =
€
H
& o
o &
" #
N

www.aging-us.com



>
o

RPMI8226 RPMI8226

5 1.5 ) 15
3 H
é 1.0 é 1.0
E§ E§
- 5 © -5 ol
g 2os * 3 Zos
o - 0=
g S
H H
K °
T o0 v o0 v

0 0.1 0 0.1

Concentration of ZnPPIX (uM) Concentration of ZnPPIX (uM)

(9
o
m

RPMI8226 RPMI8226 RPMI8226
E 25 3 25
ZnPPIX 0 1 pM 2 H —[_
. T 20 | = 20
HO-1 u 33 kD g g
o' a
s £15 B g1s *
S S
Gasé — 80 kDa § 1o g1o
[3 [
- 05 @ 08
B-actin ; ! 45 kDa £ 00 . 8 00 .
0 0.1 0 0.1
Concentration of ZnPPIX (uM) Concentration of ZnPPIX (uM)
F G
RPMI8226 RPMI8226
5 157 5 15
3 3
£%10] . 2510]
ES ES
bl © 2
Qo Qo
S 8=
° 205 o 205 .
€ 2 £
£ g I
° [
['4 0.0 o 0.0
Y N A\ N
g P & &
i > g R\
& ©® & o®
& & & &
¢ N &N
& &
H | J
RPMI RPMI < 1.0 < 2.0+
';;‘:2' 8226 8226 2 2
-EV -siHO-1 c08 £ 154
> > I S5
- - ?
= [ o 1.04
! 204 s 3
i . s k] *s
[ 2 0.5
Gasé "% 80kDa - 0.2 @
: 3 o ]
" T oo : 9S00
P ,@ N ,\'6 N
B-actin m 45 kDa ‘pq,'\' '\."?é i«"d “§;» '»'?Q\ %‘d
& o 'og;’ & & &u“
& & & ®
A &
& &

Supplementary Figure 2. HO-1 inhibition downregulates Gas6 expression in RPMI8226cells. (A, B) mRNA expression of HO-1 and
Gas6 in RPMI8226cells were measured by qRT-PCR. (C—E) Western blot and semi-quantitative analysis of HO-1 and Gas6 protein levels in
RPMI8226 cells-treated with ZnPPIX for 24 h. (F, G) HO-1 and Gas6 mRNA levels in RPMI8226 cells were measured by gRT-PCR after
transfection with empty vector (EV) and HO-1 siRNA. (H-J) The effects of HO-1 knockdown on Gas6 protein expression level was shown in
RPMI8226 cells. Data are expressed as mean = SD (n = 4). *P< 0.05 vs. RPMI8226; #P< 0.05 vs. RPMI8226-EV.
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