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Figure.S1. Kaplan-Meier analysis of discovery cohort and validation cohort. (A)
Time to Progression (TTP) survival in all- (left), GCB- (middle), and ABC-DLBCL (right).
(B)

Disease specific survival (DSS) and TTP in all-DLBCL in an independent DLBCL cohort
(n=52).
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Figure. S2. Correlation analysis for the Ig-lambda and 5 genes involved in
22q11.22 deletion area.

(A) Kaplan-Meier curves represent DSS and TTP survival according to Ig-rearrangement
status in all- (upper) and GCB-DLBCL (lower). (B) Cis-correlation analysis of mRNA for
5 genes (PRAME, GGTCL2, VPREB1, ZNF280A, ZNF280B) with PRAME deletion
status. (C) Outcome correlation analysis using unbiased quartile mRNA cut-offs (25%,
50%, and 75%). Less than 25% of mMRNA were included into <50% in VPREBL1,
GGTLC2, and ZNF280A because samples in the <25% and <50% quartiles showed
same expression value.
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Figure.S3. Correlation with Ig-kappa, -lambda, immunohistochemistry, and mRNA.

(A) Representative immunohistochemistry of PRAME and correlation with PRAME
genetic status. (B) Correlation between PRAME deletion status and PRAME mRNA

expression.
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Figure.S4. Outcome correlation with PRAME IHC status.

Kaplan-Meier curves represent DSS and TTP survival according to PRAME IHC status

in all- (upper), GCB- (middle), and ABC-DLBCL (lower).
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Cell line and clone Sequence Description
HBL-1 clone 1 TGTGgacaagcccacggagacttgtgGAGC 22bp frameshift
CCCectgctgttgctagcac agtgactttggccctaagttggtecct 177bp frameshift
cagaagggtgaggaaaagatagagttgcttatgcttgggctgaaag
ggatgccttgttccetgtatgtttcctcagggticcattcagagecgatacat
cagcatgagtgtgtggacaagcccacggagacttg
tggagctggcagggecagagcCTGCT
HBL-1 clone 2 AAGtctccgtggGCTTGT 9bp frameshift
AGCTcacaagtctccgtgggettgtcCACACA 22bp frameshift
HBL-1 clone 3 GTCTCcgtgggcTTGTCC 7bp frameshift
GCAGGctctgecctgccagetccacaagtcteegt 238bp frameshift

Karpas-422 clone 1

Karpas-422 clone 2 CAAgtctccGTGGGCTTGTCC

Karpas422 clone 3

SU-DHL-4 clone 1

SU-DHL-4 clone 2

SU-DHL-4 clone 3

gggcttgtccacacactcatgctgatgtatcggetctgaatggaaccctg
aggaaacatacagggaacaaggcatccctttcagcccaagcataagcaac
tctatcttttcctcaccctictgagggaccaacttagggccaaagtcact
tgctagcaacagcaggggagttctcAGTTTA

CCAgctccacaagtctccgtggGCTTGTCC
CCAGCTCCAC AAGTctccGTGGGCT

19bp frameshift
4bp frameshift

6bp frame shift

CAAgtctccGTGGGCTTGTCC 6bp frame shift
CCAgctccacaagtctcegtggGCTTGTCC 19bp frameshift
CCAgctccacaagtctcegtggGCTTGTCC 19bp frameshift
AAGTctccgtgggcettgtccacacactcatgetgatgtatcggetetg  113bp frameshift
aatggaaccctgaggaaacatacagggaacaaggcatcccttt
cagcccaagcataagcaaCTCT

TGCcagctccacaagtctcegtgggettgtcCACA 28bp frameshift
TGCcagctccacaagtctccgtgggettgtcCACA 28bp frameshift
TGCcagctccacaagtctcegtgggettgtcCACA 28bp frameshift
AGAGggaggcaggtgaagGGCC 14bp frameshift
AACTTAgGGCCAA 1bp frameshift




Figure S5. Western Blotting and Sanger sequencing results for PRAME isogenic
knockout clones in DLBCL cell lines. (A) Western Blotting of PRAME and GAPDH.
Protein lysate (for anti-PRAME: 20ug, for anti-GAPDH: 5ug) was loaded in the
separate gels and transferred to separate membranes.

(B) Summary of Sanger sequencing for PRAME exon 4 region.
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Figure S6. Co-culture analysis on SU-DHL-4 and HBL-1 cells

(A) CD69+ CD8 T-cell populations (upper: FACS plot, lower left: bar-graph for CD69+
population, lower right: CD69+ CTV population) for co-cultured with HBL-1 PRAME
isogenic cell lines.

(B) CD69+ CD8 T-cell populations (upper: FACS plot, lower: bar-graph) for co-culutured
with Karpas-422 PRAME isogenic cell lines.

(C)CD69+ CD8 T-cell populations (upper: FACS plot, lower: bar-graph) for co-cultured
with SU-DHL-4 PRAME isogenic cell lines.

(D) CD69+ CD4 T-cell populations (upper: FACS plot, lower: bar-graph) for co-cultured
with SU-DHL-4 PRAME isogenic cell lines.
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Figure. S7. Representative IFN y ELISPOT assay results of healthy donor, PRAME
CN-neutral, and PRAME deleted patient derived T-cells.

PRA100

PRA142

PRA300

PRA425

VOOV




-
52t
B

o
1
i
3
H

m
ER
oy

&

i
4

cose SPLICE_SITE  pram|
BoLe FRAME_SHIFT E_del

cirta, Heterozygous
M Homozygous

€036
HISTIHIB
BRAF
cPs1
UNCSD

S1PRZ
cozrd

KRAS
| THFSFO
BCLTA

Figure.S8. Mutation oncoprint between PRAME IHC-negative and IHC-positive
samples.
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Figure. S10. Immunoblot for EPZ-6438 treated cells (EZH2 wt).

Protein lysate (anti-PRAME and anti-H3K27me3: 20ug, anti-B-actin: 20ug) was
loaded in the separate gels and transferred to separate membranes).
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Figure. S11. EZH2, PRAME, H3K27me3 and GAPDH Immunoblot for EZH2 knock-
down by shEZH2 system. Protein lysate (anti-EZH2, anti-PRAME, anti-H3K27me3:

20ug, anti-GAPDH: 5ug) was loaded in the separate gels and transferred to
separate membranes. Detecting anti-PRAME membrane was visualized using

high-sensitivity chemiluminescent reagent.
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Figure.S12. Pr20 binding assay in DLBCL cell line.

Karpas-422 cell line was treated with EPZ-6438 at concentrations of 1JuM and 5uM, for 4
days. The cells were harvested, washed and stained with Pr20 mAb or its isotype
control higG1 conjugated to APC, at a concentration of 3 ug/ml. Data show one of two
separate experiments. Both experiments showed binding of Pr20 to the cells, which was
enhanced dose-dependently by treating cells with EPZ.
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Figure. S13. Pre-ranked GSEA enrichment plots of apoptosis pathway genes in
PRAME wt versus PRAME KO cell lines.
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Figure.S14. PRAME-EZH2 PLA results in each cell line. Red peak shows control
analysis (PRAME antibody/EZH2 antibody only) and blue peak shows EZH2-PRAME
combined antibodies.
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Figure.S15. EZH2/PRC2 activity change in PRAME isogenic KO cell lines.
Immunoblotting of EZH2, H3K27me3, H3K27me2 in Karpas-422 and SU-DHL-4
isogenic PRAME KO cell lines (left). Densitometry of H3K27me3/H3K27me2 (right).
Protein lysate (anti-EZH2, anti-H3K27me3, anti-H3K27me2: 20ug, anti-GAPDH: 5ug)
was loaded into separate gels and transferred to separate membranes).



