Supplementary figures

Supplementary figure.1 Real-Time PCR results. WT HCT116 and p53 KO HCT116 cells
were induced for apoptosis with UV for the indicated time points. Real-Time PCR was
performed, and cDNAs were normalized to GPI (housekeeping gene). Under apoptotic
conditions, a strong upregulation of ARTS was observed after 5 minutes of UV treatment in
WT cells. The graph represents three independent experiments and is plotted as mean + SEM.
Statistical analysis was carried out by GraphPad Prism software using a two-way ANOVA.
Statistical significance is denoted by *, **, or *** to indicate P<0.05, P<0.001, or P<0.0001,
respectively.

Supplementary figure.2 Differential cancer cell killing by B3. IC50 values (uM) for a panel of
94 tumor cell lines (NCI-60 extended panel) treated with B3. Six concentrations of B3 were
used to calculate the IC50 values for each cell line. Differential cell death effects of B3 on
various cancer cell lines were observed. Normal PBMC (peripheral blood mononuclear cells)
were resistant to killing by B3.

Supplementary figure.3 Flow cytometry plots of BiFC assays show the percentage of cells
expressing fluorescent YFP (Venus, P1) and PE (red, P2) signals, indicating close proximity
between each pair of proteins. FACS analysis results reveal the formation of a complex
between p53 and ARTS upon treatment with Etoposide.

Supplementary figure.4 Flow cytometry plots of BiFC assays show the percentage of cells
expressing fluorescent YFP (Venus, Q1) and PE (red, Q4) signals, indicating close proximity
between each pair of proteins. FACS analysis show that B3 disrupts the complex between
XIAP and p53.
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Supplementary figure 3
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Control-DMSO
BD FACSDiva 8.0.1

Specimen_001-Tube_010

LI IIIIIIITII

Specimen_001-Tube_010

<103

1|r1r|j T T T

HTC:-.& in

L 1r|I'I[s

10

50 100 150 200 250
FS e 1,000]
Specimen_001-Tube_0110
]
i )
=] Pl
=
T 10 1* 10*
o FITC-4

Spearmen_001-Tube 010

Tube: Tube 010

Population FEvents S%Parent %Tolal
B Al Events 10,000 ##e1| 1000
Il P3 9,963 096 996
—H P4 iral 670 BET
M F 217 33 22
mr: 298 45 3.0
o 5 29 a7 0.3
Ho 235 35 24
Ba: 53 08 0ns
O3 6217 932 B2.2
~J Q4 166 25 1.7
- Specimen_001-Tube_010

Conamit

10




Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3

Repeat.2
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Supplementary figure 3
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Supplementary figure 3

Repeat.2
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Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3

Repeat.2
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Supplementary figure 3

Repeat.2
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Supplementary figure 3

Repeat.2
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Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3

Repeat.2
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Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3
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Etoposide 6hrs
BD FACSDiva 8.0.1

[ 1,000)
Z?D

L Ll

]

S5C-A

Il 1
II.JLEI:IJLII?DJLIJTEIIIIJ

FRabab-Tube 001

Count
'Illll i |5|I:'| | I“il:ll il |1?n| L

@ 0__ 1% 200 25
FSC-A {1 1,000)
Rabab-Tube_001
' Pl
[ X
01 : w0 10*
Brca
Rabab=Tube 001
t]
[
il 0%

FRabab-Tube 001

]
L
=7
T
Lu'u"".\
te
tﬂ: T |||||I'|'| T ||||rl1| T |||||rl'|_|_
2z 3 & 3
108 0 ) HTC—.& 0 10
Tube: Tube_001
Paopulabon #Events %Parent %Tolal
Il Al Events 10,000 guga| 1000
-l P3 9138 g14| 914
P4 5818 64.8 582
Il 130 22| 1.3
- P2 53 048 05
~[JPs5 17 321| 0.2
H o 50 0.8 0.5
Ha: 167 28] 17
Oas 5,465 923 546
- G4 236 4.0 24
Rabab-Tube 001
5




Supplementary figure 3

Repeat.3
Etoposide 6hrs
BD FACSDiva 8.0.1
Rabab-Tube 002
Rabab-Tube 002

= N

86 -

= 3

Count

SEC-4

I.I.JI.SI:IJ I.II1?DJI.IJITDIII.12?

1]

IIIIIIIIIIlIIlIIIIIIIIIIII
5 100 150 200 250
FaC-A f+1,000)
Rabab-Tube 002
“ ‘1
£ H P1
. r
=] !
] [
1/ N
o1t wnt 10
-0 Hfl'l::—ﬁ
FRabab-Tube 002
P2
Frorat FTTET I
g 0 10? u:ln‘ Tll' 107
- FPE-&

A A

< Sl
L v )
- S Q2
e
b} 0 .
Tube: Tube_002
Population #Events %Parent %Tolal
W 21l Events 10,000 gen| 1000
-Er3 5,314 83.1| 931
~lra 6.264 673 626
l F1 139 22| 14
HF: 51 0.8 0.5
~[Jps 19 37.3| 0.2
H o 73 1.2 07
o 88 1.4| 0.8
Oaz 5,802 041 589
= [ 211 34| 21
Rabab-Tube 002
-3 | |
8- 5
= LU | LU 4 . Ts
1] L1} 1 1
0 Prrca




Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3
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Supplementary figure 3

Repeat.3
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Supplementary figure 4
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Supplementary figure 4
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Supplementary figure 4
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Supplementary figure 4
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Supplementary figure 4
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Supplementary figure 4
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Supplementary figure 4
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Supplementary figure 4
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Supplementary figure 4
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Supplementary figure 4

Repeat.2

Control-DMSO
BD FACSDiva 8.0.1

Specimen_001-Tube 015

£ :
T 3
=
g
ok
w7
s
a0 1001 150 200 250
FSC-4 i 1.00)
Specimen_001-Tube_015
&
£
T ] \
5351 Pl
5= |lll
= L
ik
3 a . 5
(U 1] I__EI 10 10
-1E (T4
Specimen_001-Tube 015
Fz
['I"‘hl'ﬁ'l‘i‘i"fnnu‘ T T I _ 7
5

i i 10
PE-4

Specimen_001-Tube_015

PE-&

E ULEEALILELLE PRI N ELLLI R L
g 007 Pl?rcrh 10" 10®
Tube: Tube_ 015
Population EEvents % Parent % Total
Il Al Events 10,000 gaaw| 1000
~HlPr3 9,743 974 974
~ P4 6,825 701 682
e 890 130, 89
= I 318 46 32
- ~[Oes 182 576 18
ot 55 08 05
i a2 238 35 24
a3 6.033 BE4| 603
= [ 453 73 50




Supplementary figure 4
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Supplementary figure 4
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Supplementary figure 4
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Supplementary figure 4
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