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Figure S1. (A) Structure to activity relationships (SAR) of WS6 analogues by comparisons of IC50
concentrations for treated neuroblastoma cells (SK-N-BE(2)-C and Kelly cells) and normal fibro-
blasts (MRC5 and WI36 cells) for R1 and R2 substituents of WS6. (B) Western blot showing a con-
centration-dependent decrease in MYCN and PA2G4 protein expression following #3567 treatment
of SK-N-BE(2)-C and Kelly neuroblastoma cells. (C) SAR of #3567 analogues with R1 and R2 sub-
stituents by comparisons of IC50 concentrations for treated neuroblastoma and normal fibroblast
cells. (D) Differential Scanning fluorimetry (DSF) of #5333 and #5338 changing the melting temper-
ature of the PA2G4 protein, relative to DMSO control.
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Figure S2. Representative colony formation plate images and the size of the colonies of (A) Kelly
and (B) SK-N-BE(2)-C neuroblastoma cells treated with #5333 or #5338 for 2 weeks at a range of
concentrations. “***” is p value < 0.001 and “****” is p value <0.0001 when compared with no treat-
ment control.



% Cell Viability

% Cell Viability

SK-N-BE(2)-C shMYCN

SK-N-BE(2)-C shMYCN

- 120+
120 #5333 100 - #5338 48 hours treatment
1004 = 48 hours treatment > _--im“‘
80 2 3 "
-
[ ) S 60
40 = Dox+ * g 40+ - Dox+
-a Dox - # | = Dox -
20 - 0
04— ¢ T . . . 04— ¢ r 1 - .
25 000 05 40 145 20 25 000 05 10 15 20
1604g[#5333(uM)] logg[#5338(uM)]
SK-N-BE(2)-C shMYCN
Dox (2pg/ml) - + p value
MYCHN - -
#5333 IC50 (M)
25.04 74.34 <0.0001
#5338 IC50 (uM)
22.04 46.81 <0.0001
Kelly shMYCN Kelly shMYCN
120 120 #5338
#5333 45 hours treatment
100 1004 == .
48 hours treatment 2 l i-a.\*
a0 = B0 ™
£
60+ E 60—
404 o Dox+ § 40 o Dox+
20{ -= Dox- 20- - Dox-
0 | T T T T i J ! r
1091o[#5333(uM)] log 4o [#5338(uM)]
Kelly shMYCN
Dox (2pg/ml) - + p valug
MYCN + -
#5333 1C50 (pM) 24.84 117.6 <0.0001
#5338 IC50 {uh) 20.31 43.15 < 0.0001




@

Cell Viabllity (%)

SK-N.BE(2)C shMYCN "“"?ﬁgg"c"
WS6
150 72 hours treatment 150+ 72 hours treatment
- -Dox - -Dox
2 T & +Dox E -& + Dox
E 1008 z 1004
L
5 - 50
= 50 =
3 S
0—4- 0 T
20 A 0 1 2 200 -1 0 1 2
100155 [8W 56 (1M)] logy[#W SE (M)
[ [OMS0 | DOX |
W
IC50 ?31553 uusgéfz | [_fcsofrees [2158]
SHEP MYCN3 H SHEP MYCN3
#5333 #5338
150+ 72 hours treatment 150 - 72 hours treatment
& DMSO -+ DMSO
= = DOX
100+ g 1004 =—
|
; 50-
50 (5]
0-—|—|-
o :‘P 0.0 0.5 1.0 1.5 2.0
< 4 2 0 2 4 1004o[#5338 (M)
log[#5333 (uM)] DWS0 | DOX
DMSO DOX 1C50 | 7.755 | 4.041
1IC50 | 2.090 | 0.05869
SHEP MYCN3
WS6 SHEP MYCN3
72 hours treatment J
150+ o)
& - Dax 0 E
g | w + Dox E a
G. 100+ I
§ [ THh
2 sod i"‘ Mycn | .
L] . _‘:\.
04— ¢ - —. 1
- ° L 2 Vinculin | s S
logg[W5E (uM)]
DMS0 | DOX

1IC50 | 2187 | 1952

Figure S3. (A) Alamar blue assays comparing cell viability of SK-N-BE(2)-C shMYCN cells with
Dox-inducible inhibition of MYCN expression using stable shMYCN, followed by 48 hours either
#5333 or #5338 treatment. (B) IC50 comparisons, with and without Dox, of SK-N-BE(2)-C shMYCN
treated with either #5333 or #5338 for 48 hours. (C) Alamar blue assays comparing cell viability of
Kelly shMYCN cells with Dox-inducible inhibition of MYCN expression using stable shtMYCN, fol-
lowed by 48 hours of either #5333 and or #5338 treatment. (D) IC50 of comparisons, with and with-
out Dox, of #5333 and #5338 treated SK-N-BE(2)-C shMYCN cells for 48 hours. (E,F) Alamar blue
assays comparing cell viability of BE(2)-C shMYCN and Kelly shMYCN cells with Dox-inducible
inhibition of MYCN expression, followed by 72 hours of WS6 treatment. (G-I) IC50 of comparisons,
with and without Dox, of #5333, #5338 or WS6 treated SHEP MYCNS3 cells for 72 hours. (J) Western
blot measuring MYCN expression in Dox-inducible SHEP MYCN3 cells treated with DMSO or 2
pg/ml of Dox for 96 hours.
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Figure S4. (A) Heat map of the differentially expressed proteins in SK-N-BE(2)-C cells treated with
2 x the IC50 concentrations of #5333, #5338, and incubated for 72 hours, compared to DMSO. (B) and
(C) Up-regulated GO biological processes -log10 p value bar plots for #5333 and #5338. (D) and (E)
Venn diagrams of up-regulated and down-regulated proteins following treatment of SK-N-BE(2)-C
cells by #5333 and #5338 for 72 hours, showing proportionate overlap. (F) Table showing proteins
with the highest fold changes in expression following the treatment of SK-N-BE(2)-C cells with

#5333 and #5338 which were also MYC target genes.
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Name Description Fold change P values
#5333 #5338 #5333 #5338
[CLASTA, Chionde
Nucleotide-
Sensitive Channel
14 -2.08493 -3.944930818 | 0.000247219 | 3.136-06
CRS2 COCZ8 Proten
=1 Kinase Regulalory
E) Subunit 2
= 217347 -3.386981249 | 0.000905252 | 4.75E-05
a GATAZ GATABinding
g Protein 2
= =4 19887 -5, 540437872 | 0.005435024 | 0.00204185
= TTCA Tetratricopeptide
o Repeat Domain 4
a -2.59447 -4 626752736 | 0.043778462 | 0.006359681
POLR3A
RNA Polymerase l
Subunit & -1,65405 -1.893427282 | 0.025340276 | 0.002550249
IGBF1 immunoglobulin
Binding Protein 1
-2 ET586 -2. 281527432 | 0.016150433 | 0.034372337
MLLT11 MLLT11,
Transcription
Factor 7 Cofactor
-2.20381 -5.815890069 | 0.009560792 | 7.84E-05
BLAPZ9 B Cell Receptor
Associated Proten
29 1.505247 2751082636 | 0.000168651 | 2.67E-07
ASNS Asparagine
Synthetase
(Glutamine-
Hydrohyzing) 1.650899 2.329467173 | 5.31E-06 5. 64E-07
GOLGAS Golgin AS
o 1.58617 2099433367 | 0.001599758 | 5.86E-05
2 BAZIB HA.
= 3.116658 6.062866266 | 0.005504928 | 0.000367455
-~ CYPSTAL Cytochrome P450
o Family 51
&. Subfamiy A
S Uember 1 1917159 1.504203751 | 0.000172959 | 0.003031716
PTTG1P
PTTG1 Interacting
Protein 6. 254202 24.550002% 0.045855544 | 0.003780453
5TC2 Stanniocalcin 2
1,872544 1666706414 | 0.001482229 | 0.004710286
HIMGCR NA
2.281527 3.340351678 | 0.035199837 | 0.006121218
DRaJB12 A
2 675855 2514026749 |0.021226897 | 0.02754231
HUDTZ Hudix Hydrolase 2
5578975 4823231311 | 0.022201847 | 0.03177869
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Figure S5. (A) and (B) Cell viability was measured by the Alamar blue assay in SK-N-BE(2)-C cells
following overexpression of GATA2 plasmid DNA for 72 hours and treatment with #5333 or #5338
for 48 hours. (C) Confirmation of overexpression of GATA2 in SK-N-BE(2)-C cells detected by DDK-
tag and GATA?2 antibodies. (D) and (E) Cell viability was measured by the Alamar blue assay in
Kelly cells following overexpression of GATA2 plasmid DNA for 72 hours and treatment with #5333
and #5338 for 48 hours. (F) Confirmation of overexpression of GATA?2 in Kelly cells detected by
DDK-tag and GATAZ2 antibodies. (G) Kelly cell viability was measured after transfected with siRNA
control and two GATA2 siRNAs (siRNA#1 and #2) for 96 hours, and treated with #5333 (26.5 uM)
or #5338 (23.3 uM) for 72 hours using Alamar Blue assay. “*” is p value < 0.05, “**” is p value < 0.01
when compared to DMSO treated control, ns: non-significant.
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