CD47-dependent regulation of immune checkpoint gene expression and MYCN mRNA splicing in
murine CD8 and Jurkat T cells
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Supplementary Figure Legends:

Figure S1. A-D) Graphic representation of flow chart for T cell activation experiment using anti-CD3 +
anti-CD28 antibodies and treated in the presence or absence of TSP1 time course 1, 3 & 6 hrs. mRNA
sequencing and its downstream QC analysis, PCA, Volcano plots. E-G) Different isoforms of MYCN, MYC
and MYCL expressed in WT and CD47- cells.

Figure S2. A&B) Total MYCN and splice isoform coverage from RNAseq analysis of WT and CD47" Jurkat T
cells with and without TCR stimulation using anti-CD3+CD28 in the presence or absence of TSP1
treatment.

Figure S3. A) Primers used for detecting specific MYCN splice isoforms and the antisense MYCNOS. B)
WT and CD47" Jurkat cells were plated on anti-CD3 plus anti-CD28 coated plates in the presence or
absence of 1 pg/ml TSP1 for 6 h. The cells were pelleted and fixed using FFPE Cell Embedding Protocol
with thrombin and fibrinogen (MCL-histo). The fixed pellets were sectioned, stained for Common
MYCN_43.4 _(Red), AMYCN_17.1 (YFP) and DAPI (Blue). Representative 50x50 um fields are shown
from the full images in Data S2B. C). The number of total positive MYCN_43.4 cells are analyzed using
HALO imaging analysis software. D) The WT and CD47 T cells were validated for CD47 surface staining
via flow cytometry.

Figure S4. Analysis using cBioPortal tools of MYCN mRNA expression TCGA RNAseq data for 1156 cancer
cell lines in The Cancer Cell Line Encyclopedia (Ghandi et al. 2019). Data are grouped by cancer type and
MYCN expression is normalized as RKPM.



Supplementary Table S3 Coexpression of CD8 T cell markers and functional genes with CD47, MYCN and
MYC mRNAs in TCGA Pediatric neuroblastomas RNA Seq V2 RSEM data analyzed using cBioPortal tools
(n=143).

Coexpression with CD47 Coexpression with MYCN¢ Coexpression with MYCP ¢
Gene Spearman’s p-value Spearman’s p-value Spearman’s p-value

correlation correlation correlation
CD8Ac 0.18 0.03 -0.03 0.70 0.12 0.16
CD8B 0.18 0.03 -0.08 0.34 0.22 7.2x103
CD69 0.10 0.23 -0.34 2.3x10° 0.59 5.2x10°1>
TNF ND ND ND
TIGIT? 0.09 0.27 -0.18 0.03 0.39 2.0x106
CD40LG® 0.21 0.01 -0.12 0.15 0.26 1.6x103
IL7R (CD127) b ¢ 0.21 0.01 -0.17 0.04 0.38 3.5x10°%
PDCD1 (PD-1)2 0.09 0.30 -0.18 0.03 0.43 9.9x10°8
SELL (CD62L)2 b c 0.21 0.01 -0.15 0.06 0.37 5.4x106
ENTPD1 (CD39)2 -0.09 0.30 -0.23 6.4x103 0.33 6.6x10>
MCL1¢ -0.10 0.25 -0.38 2.7x10°% 0.64 1.3x10Y7
CD47¢ - - -0.07 0.39 0.00 0.98
NCR3LG1d -0.34 3.9 x10° 0.15 0.07 -0.26 1.6x103

aCD47-dependence in CD8 T cells was established in WT versus cd47-- mice bearing B16 melanomas (Nath et al. 2019).
Differentially regulated by activation in WT and cd47-- CD8 T cells in vitro (RN Aseq data from (Nath et al. 2022))
<Differentially expressed in Jurkat WT versus CD47- JinB8 cells (Table S2, Extracted from All_DEGs _pval05_Data A)

dKnown MYC-induced gene in melanoma and other cancers (Textor et al. 2016)
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Figure S2
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Figure S3
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Figure S4
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