Supplemental Figure 1. HepG2 cells were transfected with GLI luciferase reporter construct
(pGL38XGLI), EWS-FLI1 luciferase reporter construct (NROB1-Luc) with or without GLI1, EWS-
FLI1 and cDNAs respectively. Renilla-TK construct was used as transfection control for signal
normalization. Twenty-four hrs after transfection, cells were treated with 3uM Arsenic Trioxide for
24hrs. Bars represent the means of the relative luciferase activity, which is calculated by dividing the
luciferase activity by the renilla activity used as a transfection control. Error bars are the standard
deviations (***P<0.001, ns = not significant using a two-tailed Student’s t-test). Transfection assays

were performed in triplicate.



Supplemental Figure 2. Localization of the EGFP-GLIIWT and EGFP-GLI1AHA, and EGFP-
GLI1IWT with HA-Dyrk1 was detected by green florescence. Shown are more cells per 20 X field than

in Figure 2. Arrows mark the nuclei.

Supplemental Figure 3. (A) GLI1 was immobilized on a CM5 Biacore chip and an SPR analysis was
performed by injecting DNA oligos that contained a single GLI consensus binding site (Wild type
oligo) with or without 10 uM ATO in running buffer. A DNA oligo that contained a mutated
consensus site (Mutant oligo) was used as a negative control. Each colored line represents a single
concentration oligo injection, which was repeated 3 times in every experiment. Oligos were injected at
100 nM, 50 nM, 25 nM, 12.5 nM, 6.25 nM, 3.13 nM, and 1.56 nM. Black lines represent curve fit for a

1:1 binding model using Biacore T-100 evaluation software.

Supplemental Figure 4. 1Cso graphs for ESFT cell lines. Cells were plated in a 96 well plate and then

treated with 1 nM to 10 uM ATO for 4 days.

Supplemental Figure 5. ICs graphs for non-ESFT cell lines. Cells were plated in a 96 well plate and

then treated with 1 nM to 10 uM ATO for 4 days.

Supplemental Figure 6. Overexpression or Knockdown of GLI1 changes sensitivity to ATO. (A)
COS7 cells were transfected with EGFP alone or EGFP- GLI1. 24hrs after transfection, cells were
treated with 1 uM ATO for 24 hrs. Bars represent the means of the total number of viable cells. Error
bars are the standard deviations. (**P<0.01, ns = not significant using a two-tailed Student’s t-test).
Transfection assays were performed in triplicate. (B) COS7 cells were transfected with Control or
GLI1 siRNA. 48hrs after transfection, cells were treated with 10 uM ATO for 24 hrs. Bars represent
the means of the total number of viable cells. Error bars are the standard deviations. (**P<0.01, ns =

not significant using a two-tailed Student’s t-test). Transfection assays were performed in triplicate.
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GLI1 protein levels following EGFP-GLI1 transfection or sSiRNA treatment are evaluated by western

blot analysis and provided next to each bar graph.

Supplemental Figure 7. (A) TC71 cells were treated with DMSO, 3 uM ATO alone, 10 uM JNK
inhibitor SP600125 alone or the two drugs combined for 24 hrs. Proliferation was measured
continuously every ten minutes using an Electric Cell-substrate Impedance Sensing (ECIS) assay.
JNK activation was measured by immunoblotting for phospho-JNK. Total JNK levels are shown as a
loading control. (B) COS7 cells were transfected with GLI luciferase reporter construct (pGL38XGLI),
and GLI1 construct. The Renilla-TK construct was used as a control for normalization. Twenty-four
hrs later, cells were treated for 24hrs with DMSO, 3 uM ATO alone, 10 uM JNK inhibitor SP600125
alone or the two drugs combined. Bars represent the means of the relative luciferase activity, which is
calculated by dividing the luciferase activity by the renilla activity, is plotted. Error bars are the
standard deviations. Transfection assays were performed in triplicate. Expression of GLI2 was detected

by immunoblotting.

Supplemental Figure 8. TC71 cells were treated with DMSO, 3 uM ATO alone, 10 ug/ml LPS alone
or the two drugs combined for 24 hrs. Proliferation was measured continuously every ten minutes
using an ECIS. NFkB activation was measured by immunoblotting for phospho-NFkB p65. Total

NFKB p65 levels are shown as a loading control.

Supplemental Figure 9. COS7 cells were treated with 10 and 30 uM of either ATO from Cephalon or

ATO from Sigma. Proliferation was measured continuously every hour using ECIS.

43




Supplemental Figure 1

pGL3ExGLI NROB1
£ - e ns
E 2 15
20- 2

Eﬁ- E 1.0

- l g N

% 5

E il E [LETS

Arsenic Trioxide (3uM) = = + + Arsenic Trioxide {3uM) - - + +
EGFP-hiGLIT - + - & EWS-FLH . "

- +
1B:GLIT — - IB:FLI - a\

IBactin | - — — -l

IB:Actin - - ‘




Supplemental Figure 2

ATO 3 pM - +

EGFP
GLIH-WT

EGFP
GLI-AHA




Supplemental Figure 3

Wild Type oligo kn = 3.15E:05 1/Ms
kd m 0.002565 1/s
Ko = 8,15E-09 M

kd m 0.0029987 1/s

10 .vn 12 113 154 1908 >36 - e - o
TEne .
R
| Wild Type oligo with 10 yMATO ks =4.00E+05 1Ms
1T = r

15 < Mutant oligo

A0 : §| T2 113 154 "ns k1 T ne »a A0



TR

% growth of contrel

Supplemental Figure 4- ESFT cells

% grawts of g

% gresth ol cantrol

% proswth of eantral
¥ g

TCTi
IC50 = 0.6 M
L
T3
a4
25
w b L i L T i L 1
A <11 <M F A ST 4 a4 a4
ATO ke VY
ESOZE
G50 = 0.8,M
L
534
244
R A S T T T
ATO kg [
CHAEH00
IG5 = 0.8,M
| |
514
e % 3 3 7 3 3 3
ATO g
TCIz
ICED =1.4 ;M
5 H
P "R R W T A A |
ATO kg
MMHES-1
ICBO = 0.5 M

g 8 ¢ & B

B

% growth af costral

I EEE R
ATO ke (WY

1 T T T
ME <11 W & 4 T

-

.

o
AT ey (V0
ALETE
pELE
rll I
HLE
H
!u—
= g
a
A A1 A8 B & T & & &
AT by [V
EKES
ik
il 4
BE
L
1
LT
& L]
4@ A1 8 & 4 T & & 4
ST b W)
AETI
115+
Em'
754
B
EH.
£ ]
AT R AT T
AT bog [
STAETTY
125+
i
U 75
]
iu-
15
]
=1 W & 4 T & A 4

G50 = 0.9,M

180 = 0.5,M

ICED = 0.3,M

G50 = 0.5,M

G50 = 0.9 LM



% groweh of comvol

% growih of control

Supplemental Figure 5- Non-ESFT cells

Medulloblastoma

OOy
128, IC50 = 0.4 M
10
TES
B
fo
A1 0 -0 & B 7 & oA 4
AT bag [
D55
138 ICE0 = 0.4 M
10I o [ ]
Tio
B
T8
= 3 * 7 3 % 3
AT log W

Controls

138 ICED = 6.6 .M

=
=
e

'.'n-l'ﬂl'lﬂﬂfmlh'fl
7 ¥ B ¥ ¥
*J g

IC50 = 9.1 M

A2 . o o8 B OF A B 4

AT g [0
CAPAN
e ICED = 5.0 ;M
%m-
: ™
£ -
;E-
EEEEEEREERERE
AT g (WY
HiZBe
188 ICE0 =2.9 M
f
E
im—
F
I EEE
AT lop (M
HEK,




cell number (x 1000)

cell number (x 1000)

15 -

10 -

3

=i
o
i

=i
=
i

&
i

&k

Supplemental Figure 6

E=EGFP &
mmEGFP-GLI1 & &

IB:GLI1 .
— . |

IB:Tubulin

ATO (uM)

E=mCirl sIRNA & &
EEmGLH siRNA d& &

IB:GLI1 | .

IB:Tubulin | SE——

ATO (M)



Cell Index

Supplemental Figure 7

. ontrol

wwun JNK Inhibitor

== ATO

s==e ATO + JNK Inhibitor

£0.25% T T T T 1
0 5 10 15 20 25
Time{Hour)

ATO = = * T

JNK Inhibitor - + - +
| -r
e ——— | 1B: p-INK
IB: JNK
—— —
=
=
=]
<
2
il
L]
T
2
2
F=}
&
i
ATO - + +
JNK Inhibitor + + -




Cell Index

1.09

Supplemental Figure 8

— Control
== LPS

— ATO

=== LPS + ATO

IB: p-NFkB

IB: NFKB




Cell Index

Cell Index

1.25-

Supplemental Figure 9

= Control

»===10uM ATO - Cephalon
—— 10uM ATO - Sigma

Time (hrs)

= Control
=== 30mM ATO - Cephalon
= 30mM ATO - Sigma

Time (hrs)




