PD-L1 exon 4/exon 5 expression ratio PD-L1 exon 4/exon 5 expression ratio PD-L1 exon 4/exon 5 expression ratio

PD-L1 exon 4/exon 5 expression ratio

PD-L1 exon 4/exon 5 expression ratio

25

20

15

1.0

TCGA-ACC -
TCGA-BLCA TCGA-BRCA TCGA-CESC TCGA-CHOL TCGA-COAD TCGA-DLBC
° =N £ 2., £ 2 £
g o g g 5] & 8- s 5 5 3 S E o 5
5 o 5w 5 o 3 S 8 ° 5
Bl » o w» » 8 2 ° k] B 2
@ 2 @ @ 2 ° @ 2 <
8 8 8 2.1 & 2 g
- g < & 81 537 & o E=q 53
5 o % . 1 & ° g o 5 ® o
b o w o w ° w o | © 0® o - © o
H ° 5 < ° c oy - ° <
R e g7 2 g ® s ° 2 °
0° 28 28 ° 2 24 5§24 H 8 3
7 84 00 ¥ ¥ ¥ ¥ ®  ° F 2 ¥ ° o« ° ° o °
°o S < S o S o - 8, = s o o S
° % ° = ° - o 53 °o°8 g % 00 ® o ° ° °
JF 3 ;. J 2 s, o 8 |s L
37 i 37 oguce o e 5 0| 3
T — 2 2 . | amEFea’s o o 475 3 22 2o %
0.0 05 10 15 20 i T T T e T T T T T o T T T T T T [ T - T T T T
PD-L1 log2, RPKM) 38 00 05 1.0 18 20 25 0 1 2 3 4 00 05 1.0 15 20 25 30 3 0 1 2 3 4
-L1 expression {log2, ) . . . ) g .
PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM)
TCGA-ESCA TCGA-GBM TCGA-HNSC TCGA-KICH o TCGA-KIRC o TCGA-KIRP TCGA-LAML
) 2 2 2 2 °
= s K] K] E K]
o E " ° < o = ° = ° o ° = ° = °
b S o 8~ S « | ° 2 o | o o L2, 8
° @ ] RN 2 AR > FE 2
° 2 o 8 . 8 o 8 8 ]
b 5 5 b = - ® o e s 5
° g 5 6 © % °©%: o ° ° 5 < 3 H °
4 o w Q- ° o w w0 o © © o aSo (% © ° @ _ 3 .
T . 5 o s s |¢ 3 i § o ° ° §7 ° § ° %
° s ° ° 2 2 2 @ o
= o 82 o 0 0 O °l 8 ERENIEY S 8" ° 8 ° 3 %P o, o O
F ~
° T w g ° I < e v < o T | ofmse
S o ° °© 3 s <. s 24 3 S qood 0 ©
B 2 o ° I3 % « o 5 % w0 - 2
: C U : : g
b b Ioal® e hr| b °
1 a7 2 21 2° 2 . z %%
a o oo o o o o o
T T T T T T T T T < T T T T T T T T T T - T
00 05 10 15 20 0.0 05 1.0 15 20 25 5 0 1 2 3 4 1 2 3 0.0 05 1.0 15 20 25 00 0.2 04 06 08
PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM)
TCGA-LGG TCGA-LIHC TCGA-LUAD TCGA-LUSC TCGA-MESO TCGA-OV TCGA-PAAD
2 2 2 ° 2 2
E . ° e ° e CEEN K ° £ o . °
= c ¢ c c oo ° s o s 3
4 o 5 s § 59 52 8
'm 2 2 | o 2 o 2 2 R
ol 8 2 < o 3 s o 3 2 [ -
7 & © - =Y =Y a ° S o o =3
H ER 3 3 ".%0 > 3 50
9 w ° w w w % o o w 5} °
: £ - : | emd e 5 5 3 .
| g < ol % H 5 o oo o 8, H o 3 °
= F oo o©° F ° F 2 es® ¥ ¥
¥ e [=4 o [=4 - o ¥ - 0% °© £ < <
4 < ° s 5 ° < S 3 ©
] ? ° o 04 ° % v ®, ° oo = 2 $ @ ° ° s -
D o~ S0 > W 0 o o > & 2 oo o 0o 2 °
2 b °° "o 3o~ o P8, o o Sele 3o g 900" o o
o 2 > 2 g - 2% g <% £ e
T T T T T o T T T T a T T T T T o T o T T T T T T T T T T T T T T T T
L 05 10 15 20 L L 10 5 ° ! 2 3 B 0 1 2 3 4 00 05 10 15 20 25 30 00 02 04 06 08 10 12 00 02 04 06 08 10 12 14
PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM)
P {log2, ) P {log2, ) ~ . e .
TCGA-PCPG TCGA-PRAD TCGA-READ TCGA-SARC TCGA-SKCM TCGA-STAD TCGA-TGCT
2 2 2 2 2 2
B E T . T o E £ £
o % S . ° c T ° c ° c © ° 5 i s °
o S - S <) 00 o S 2 2 o o
° » 4 £ 7 £ 84 2 ° £ £
° ° 3 3 ° 3 R ©® g F
s ©°go L4 ° © ° D o - w ° ] s | ° D
o @g o° o w w w o o ° w w o w o
%0 ot o %0, O & & o §° oo o| 5 g 57
oo e 0% @ g g e 3 g A g . . g 6 . ° g
° K K
Tooa®B%e o ° 5 3 ° 3 o 3 00 L0 o AR ¥ o
d A ] @
8@3% Q%0 % o s s - % ®o ° s S o 0096 ° oo, g @ B ° s oo °
Seg0 0 © °_ H H o, °75°%c9 oo % % 3% | o ° 3 o tg@:o% ° o
° - - ° - 2 - o - -
1 9 : : g : : 2 : 21
® 2 2 o 8 2 ° g 1 °© & o © [
T T T T T T T T T T T T T T — T T T T T T T T T T T T T T T T T T T T
00 05 10 15 20 00 02 04 06 08 10 12 00 05 10 15 20 25 30 00 05 10 15 20 25 30 35 00 05 10 15 20 25 30 0 1 2 3 4 00 05 10 15 20 25
PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM)
TCGA-THCA TCGA-THYM TCGA-UCEC TCGA-UCS TCGA-UVM
2 2 2 °
] s [N o g ° g o] B R °
° c c &1 c 3 c
I 2 3 § )
2 = 2 ° 2 ? ° o ®
il 3 3 s 3 . 3 ° =6
° =% a5 @ ° ° o a8 o ° = 24 o c o
% A ° = g o o ° ] ype N
© o o v . v ] ° %o o D Adipose Tissue® Muscle
w w w o o 0 Adrenal Gland ° Nerve
s c c o c 0o % o 00 o Bladder vary
° S o4 2 24 o g« S o s Blood Pancreas
o o2 ° 5 o ° ° 3 < %% X Blood Vessel * Pituitary
° < 3 3 ° ° I oo © o ° o Bone Marrow © Prostate
E -1 5 g 7 e s | igde o o e gah, " geRn o
2 s X
& g o N 2 ° & . @o0 ° H Cervix Uteri Smal Intestine
- - ° - - 2 4o00o® o x pleen
w4 o - 4 24 ] o < Esophagus Stomach
3 3 a N a ° o = Falopian Tube * Testis
= . [ — o T T I . . . . . ; c Heart Thyroid
1 2 3 s 30 35 04 0s o 00 02 o4 08 08 10 £2 ey Vagina
. . ) ) Lung
PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression {log2, RPKM) PD-L1 expression (log2, RPKM) b
a
o
0

2 a
PD-L1 expression (log2, RPKM)

Figure S1 Individual graphs depicting expression of exon 4-enriched PD-L1 in various cancer and normal tissue types. a) Individual graphs
per cancer type of the expression of PD-L1 exon 4/5 expression ratio versus total PD-L1 expression from Fig. 2a). Cancer type abbreviations are
defined in the materials and methods section. b) PD-L1 exon 4/5 ratio expression versus total PD-L1 expression in normal tissue from Fig. 2a
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Figure S2 Violin plots depicting the PD-L1 exon 4/5 expression ratio for each

tumor type with data from corresponding normal tissue
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Figure S3 Kaplan Meyer curves showing overall survival for patients with all tumor
types in the TCGA dataset broken up by high and low exon 4-enriched PD-L1 expres-
sion. Exon 4-enriched PD-L1 mRNA expression is not predictive of clinical outcomes in
cancer patients. Kaplan-Meier survival analyses of patients expressing high levels of exon
4-enriched PD-L1 mRNA (red line) do not exhibit a poorer outcome compared to patients
expressing low levels of PD-L1 mRNA (gray blue)
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Figure S4 Correlation between PD-L1 exon 4/5 ratio
expression and T cell genes in all tumor types of the
TCGA dataset. Heatmap of a pairwise Spearman cor-
relation analysis of expression of PD-L1 exon 4/5
expression ratio and T cell genes for all TCGA
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Figure S5. Characterization of PD-L1 expression in cell lines.

a) Cells were stained for surface PD-L1 (APC) and analyzed by flow
cxtometry. Isotype control staining is shown in red, PD-L1 staining is
shown in blue. b) Cells were stained for PD-L1(green) and DAPI for
nuclei (blue) and imaged with a confocal microscope. Magnified cells
are shown in insets. A 10 um scale bar is shown in the upper left panel
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Figure S6 T cell marker characterization of T cell blasts. T cell blasts were stained for CD3, CD4, CD8
and with LIVE/DEAD yellow stain to exclude dead cells. Between 20,000 and 50,000 events were recorded.
a) Representative %ating used for analysis of CD3, CD4 and CD8 positivity is shown. b) The percent of
CD3, CD4 and CD8 positive single live cells is graphed, where the mean and SEM are plotted. Data is from
4 healthy donors. FSC- forward scatter; SSC- side scatter; A-area; H-height
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Figure S7 Raw IL2 and IFNg levels. The raw a) IL2 and b) IFNg levels in pg/ml per donor corresponding to Fig. 4c and Fig. 4d, respectively
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