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Ewing sarcoma resistance to SP-2509 is not mediated through
KDM1A/LSD1 mutation

SUPPLEMENTARY MATERIALS
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Supplementary Figure 1: SP-2509 drug resistant cells do not engage the endoplasmic reticulum stress response
following treatment with SP-2509. RNA-Seq IPA of genes significantly upregulated (>1.5 fold) in parental and SP-2509 drug resistant
(DR) cells following treatment with SP-2509 (2 uM, 48 hrs). The percentage gene pathway overlap is shown. Bold numbers indicate the
number of genes in that specific pathway.
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Supplementary Figure 2: Expression of ABCBI and ABCC4 correlate with sensitivity to SP-2509. Correlation between sensitivity
to SP-2509 and expression of multi-drug resistance genes. Ewing sarcoma cell line (n = 6) SP-2509 sensitivity determined through CellTiter Glo
analysis, 72 hrs post treatment. Data taken from Pishas et al., 2018. Normalized expression of ABCBI1, ABCC3, ABCC4 and ABCC5 taken from
RNA-Seq analysis. iilj Denotes A673 cells.
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Supplementary Figure 3: SP-2509 drug resistant cells display a reversible EMT morphology. (A) Quantification of cell length in
A673 parental, SP-2509 drug resistant (DR) and SP-2509 DR cells post washout for the indicated times. Data represents mean length + SEM from
triplicate wells. 10 cells per well, 18 hrs post seeding were analyzed. (B) Representative phase contrast IncuCyte Zoom images of parental and
SP-2509 DR cells 18 hrs post seeding. (C) RNA-Seq expression levels of EMT (epithelial to mesenchymal transition) genes significantly (>1.5
fold) altered in SP-2509 DR cells compared to parental. Data represents mean fold change from parental cells.
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Parent_1

sont_3

Parent_2

20-
8
| —
o
@ 10-
= @ A673 Parental
2
o
a @ A673 SP-2509 DR
Py
O
o
4mth_1
WO_6mth_3
-25 0 25

PC1: 73% variance

Fold change in expression from parental A673

NuRD/REST . SP-2509 DR-WO SP-2509 DR-WO
component SP-2509 DR 4mth 6mth

2.2 241 LOX

BHC80/PHF21A
CHD3

CHD4

GATAD2A
GATAD2B
HDAC1

HDAC2

MBD2

MBD3

MTA1

MTA2

MTA3

RBBP4

RBBP7
RCOR1/CoREST1
RCOR2/CoREST1
SIN3A

SIN3B

Mean FC from Parental

Supplementary Figure 4: Core SP-2509 drug resistant transcriptional profile. (A) Venn diagram analysis of RNA-Seq genes
universally up/down-regulated (>1.5 fold change) in SP-2509 drug resistant (DR) and SP-2509 DR-washout (WO) cells (4 and 6 months)
compared to parental A673 cells. (B) ToppGene Suite analysis of GO biological and molecular function pathways associated with core SP-2509
DR genes (n = 820 up-regulated and n = 809 down-regulated). (C) PCA analysis of all SP-2509 DR groups. (D) Expression levels of NuRD/REST
components in SP-2509 DR cells. Data expressed as normalized fold change (FC) from parental A673 cells. (E) Expression levels of LOX in SP-
2509 DR cells. Data expressed as normalized FC from parental A673 cells.

Supplementary Table 1: Mutations acquired during prolong passage of A673 cells. See Supplementary Table 1

Supplementary Table 2: Mutations identified in SP-2509 DR washout cells. See Supplementary Table 2



