&
S & S v o
N o & Q A
»© KM n_)i{( b Input  IP:Flag C Input  IP: Flag d s q}‘o{(} O,L%‘z\,bq%)w)z\
- —_— B— & 5
200kDa-| e — Q‘Lb‘ @Wb‘ @(be Q}Wv 3+ 'b+<< AQY\ Q’tﬁo WB
120kDa- = | 3 3 s S S S 20kDa -
g85kDa-| —— - & Q\'bq & Q\Q’Q Qc’}o .§<\® Q}o‘o .{5\7' Cleaved
190a- - Q7 aF W@ ¢ wae: N N\ %" wa: 15kDa Caspase-3
a- — - |lgG i -— -
000 e 4K 2540n || VDACT - o o
40kDa-| —— 60kDa+ - |IgG Flag
-~—E24 - 9 60kDa= — |IgG gg}tgg:
0KDa~ ~<—VDAC2 - . Flag hatne . Flag 2510 - | HA
a-
26kDa- - — |lgG - 55kDa -|
20kDa=-| = 25KDad || —— g G 25KDa- 19G 0 | —— | TUDUIN
a-
HEK293
16kDa=| —— —
e ™ TNFa TG
PN \SNS f shControl shVDAC2-1 shVDAC2-2
& ¢ s f 8 2 ol o
@ @O @ Owe: i . ;
C LT — - Cleaved : = z -
15kDa - Caspase-3 & <
35kDa- e
2 — — -0 . LA ’ -
40kDa - . -

GAPDH

AmexinV " * AmexinV ©  Amnexin V'

30kDa-
HEK293
N
h SC T 8 e
S | 35kDa- ’
3 - - —
g 50 nM cpt 100 nM doxo 1 uM eto - VDAC2
» o Pt e ¥ e g s —— i
O & E 3 LG &G s o
S L FSOEFSFESL & &FQ S | 35kDa~
eSS we: £ £ S 55 sSwe < W | VDAC2
- 20kDa~- Cleaved ]
oo [ Vo1 3" [ o s i S5 oo .
55kDa- Tubulin 55kDa-|— } ———I Tubulin < | 35kDa-
HEK293 = - NP —— DAC2
o
w
% 55kDa- | "EG—— O-tubulin
Hela
k 1Vector I 15 LIDMSO
1.5q .53 ° . cpt
- H o 3
i 100 nM cpt J HCT116 U20S HEK293 3 E
__WT__ _pS3KO o So o 5101 210
0h 8h 12h 0h 8h 12hWE: N R S R - 2 g
30Da- VDAC2 30D l VDAC2 & 805
[N 9| S—) [} [
60kDa~- 60kDa~- 0054 2
— p53 i 53 2 kS
50kDa- 50kDa- K} 2
-1 a-tubulin p— p—
50kDa- a-tubulin 50kDa- 0'0'___ P AL L R L L L L é& 4\9 @4-0
HCT116 PLFCIF SN C AL N @ P
RS Ao ,\Q‘Z}.@?‘ . @ S
ATV QY U Y U TS Primer 1 Primer 2
U208 HEK293 HCT116 HCT116

Figure S7. EI24 Specifically Interacts with VDAC2 and VDAC2 Protein Level is Increased Upon DNA
Damage in a p53-dependent Manner.

(a) HEK293T cells transfected with the vector or 3xFlag-EI24 were immunoprecipitated (IP) with anti-Flag
antibodies 36 hours after transfection, and the precipitated samples were analyzed by silver staining and mass
spectrometry analysis. The black arrow indicates 3xFlag-E124 enrichment, and the red arrow indicates VDAC2.
(b, c) HEK293T cells transfected with either the vector or 3xFlag-EI24 were immunoprecipitated with anti-Flag
antibodies and subjected to western blot analysis with anti-Flag and either anti-VDACI (b) or anti-VDACS3 (c)
antibodies.

(d) Western blot analysis of lysates from HEK293 cells transfected with 3xFlag-EI24 and VDAC2-HA, as



indicated.

(e) Western blot analysis of lysates from HEK293 cells transfected with either the control vector or VDAC2-HA
and treated with 1 uM TM, 50 ng/mL TNFa or 100 nM TG for 12 hours.

(f) Representative flow cytometry analyses for VDAC2 shRNA-transfected cells positive for propidium iodide
(PI) or Annexin V. Cells were treated with 100 nM cpt 12 hours.

(g) Western blot analysis of lysates from HEK293 cells transfected with control or VDAC1 shRNA and treated
with 50 nM cpt, 100 nM doxo or 1 uM eto for 12 hours.

(h) Western blot analysis of lysates from HeLa cells treated with cpt, doxo or eto for the indicated times.

(1) Western blot (WB) analysis of lysates from wild-type (WT) or p53-knockout (KO) HCT116 cells treated with
100 nM cpt for the indicated times. Tubulin served as a loading control.

(j) Western blot analysis of lysates from HCT116, U20S and HEK293 cells transfected with the vector or p53.
(k) U20S, HEK?293 and HCT116 cells were transfected with the control vector or p53 for 24 hours, and relative
VDAC2 mRNA levels were analyzed by quantitative real-time PCR (n = 8).

(1) Wild-type (WT) or p53-knockout HCT116 cells were treated with DMSO or cpt for 12 hours, and the relative
VDAC2 mRNA levels were analyzed by quantitative real-time PCR (n = 8).



