Fig. S1

AML cell lines (72 h)
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Primary AML patient samples (72 h)

- AML#136
= -= AML#137
g 100 AML#140
L - AML#141
2 -A- AML#144
g% ¥ AML#146
> -8 J000106565
0 : . - y
0 500 1000 1500 2000 2500
ONC213 (nM)
THP-1 (48 h) HL-60 (48 h)
1007 mp Annexin \+PH 100 W Annexin \Ph
20 T Annexin VPl g X Annexin VPl
w
3
4
£
@
2
&

MR
qO

ONC213(nM)

AML#153 (48 h)

80qymm Annexin V+/Pi+
3 Annexin V+/PI-

@
s

Annexin V+ cells (%)
S 8

o

Mt ,§° S
¢

ONC213(nM)

AML=156 (48 h)

80y Annesin /P
=X Annexin A /PI-

@
=3

Arnexin V+ calls (%)
3 8

o

J000106565 (48 h)

B Annexin VP
BT Annexin V/Pl-

@
S

@
=3

~
S

Arnexin Y+ human CD45+ cdls (%)
o 8

S » &@Qo.\\\p DI @g:o.*\n S 8 ‘&Q: .\““ A @g:°$.\. Q 'v‘P & @:&s‘. Q '13? & ’siois‘.
ONC213 (nM) ONC213 (nM) ONC213 (nM) ONC213 (nM) ONC213 (nM) ONC213 (nM)
MV4-11 f THP-1
4h 8h 12h 16 h 24 h 4h 8h 12 h 16 h 24 h
0 500 0 500 0 500 0 500 0 500 ONC213(nM) 0 500 ) 0 ) 500 0 500 0 500 0 500 ONC213 (nM)
e mar—— B R €T
= p— — ——— — éTRAIL 6
10 10 10 12 10 11 10 11 10 09 0 11 10 09 10 12 10 10 10 11
Jre— 60R5 %ag_..-——.—__—-——--—— [ —— 6DR5
10 10 10 10 10 10 10 11 10 08 10 10 10 09 10 10 10 11 10 09
— — — — — — — — —— . AKT T — — — S— — — — € AKT
10 12 10 10 10 10 10 09 10 08 10 08 10 12 10 10 10 10 1.0 1.3
A ———— € p-AKT(S473) Sp— € P-AKT(S473)
10 10 10 10 10 10 10 10 10 11 1.0 10 10 10 10 10 10 10 10 11
e S —— — ———— — T S (p-AKT(TSOB) ép-AKT('r308)
10 10 10 10 10 10 10 08 10 10 10 09 10 10 10 09 10 11 10 09
- . ————— — —— € B-actin ~ . <€p-actin
Dose Tir = (e i Clast AUC, AUC_inf Vz/F CLF
(Hg) (h) (h) (Hg/L) (h) (Hg/L) (h*pg/L) (h*pg/L) (L/kg) (Ln/kg)
50,000 44 05 1,882.5 240 40 2,769.5 2,795.2 1148 17.9
h i Kk
ONC213 PK S Treatment schema Mice body weight
g cells 75 mg/kg ONC213 -
H B ALAAAAASIR A2 20444/ I
- | e e e e s
g Day0 12 34567 8 910111213141516171819202122 £ 154
§ 5 104 -e- Control
3 o1 : 4+ ONC213 75 mgikg
g J wveqs  Treatment schema 5] = ONG213 125 mgikg
' O L cels 125 mglkg ONC213 A ' ' '
0 2 4 6 8 10 ° 10 20 20
Time (h) ﬁ’ ******** | Time (day)

Day0 12345678910



Fig. S1. ONC213 shows potent antileukemic activity against AML cells without inducing TRAIL and DRS.
a&b. AML cell lines and primary patient samples were treated with variable concentrations of ONC213 for 72
h. Viable cells were determined using the MTT assay. Representative response curves are shown. c&d. AML cell
lines CTS, U937, HL-60 and THP-1, primary patient samples (n=5), and JO00106565 PDX cells were treated
with vehicle, ONC213, or positive control (50 nM CUDC-907 + 1 uM venetoclax) for 48 h, and then analyzed
by Annexin V-FITC/PI staining and flow cytometry analyses. Mean percent Annexin V+/PI- and Annexin V+/PI+
cells £ SEM are shown. e&f. MV4-11 and THP-1 cells were treated with 500 nM ONC213 for up to 24 h. Whole
cell lysates were analyzed by western blotting. The fold changes for densitometry measurements, normalized to
B-actin and then compared to the vehicle control at the same time point, are indicated below the corresponding
blots. g&h. BALB/c mice (n=2 mice/time point) were treated with one oral dose of 50 mg/kg ONC213. Plasma
samples were collected at 0, 0.5, 1, 2, 4, 6, 8, and 24 h after dosing. Pharmacokinetics was analyzed by a validated
LC/MS-MS method. i-k. Panels i and j show the treatment schema used for the in vivo experiment shown in Fig.
1g. Body weights were measured daily and are graphed as mean + SEM (panel k).



