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Figure S1. Detection of PD-L1 peptides in long gradient LC-PRM analyses of
unfractionated digests from FFPE melanomas.
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Measured Conc (fmol/ul)

Measured Conc (fmol/ul)

100

10

0.1

0.01

100

10

0.1

0.01

Data points for PD1|NP_005009.2|
Peptide: LAAFPEDR

LOD IS.Area
* 2y4.1 0.01 1.0E+08
# 2.y6.1 0.01 8.6E+07|
4 2.y7.1 0.06 4.1E+07|

Spike level : 25
* A
A
A
T H ! T I T T T
0.01 0.1 1 10 100
Theoretical Conc (fmol/ul)
Data points for PDL2
Peptide: TPEGLYQVTSVLR

LOD IS.Area
4 2y7.1 0.00 1.0E+07
+ 2y8.1 0.01 1.9E+07
% 2.y10.1 0.00 1.3E+07|

Spike level : 25
*
*
*
#*
: ¥
T i_. T T T T

0.01 0.1 1 10 100

Theoretical Conc (fmol/ul)




c c
2 8
S o
a 24 PD-L1 LQDAGVYR ) o 2- PD-L1 VNAPYNK o
o o
= 14 = 1-
° 04 © 0-
E 4. E 4.
N -2 N -2-
o o
£ 3 g 3-
1 34
- 154
@ '6? ] I 1 ) ) L ) | 1 8 '6 I 1 ) I I 1 ) 1 1
B°6 <5 483 2 4 004 2 3 £ 6 5 4 3 2 41 0 1 2 3
spiked (log2), fmol/ug protein spiked (log2), fmol/ng protein
23
0 21 .
£ 1-
> 07 .
L2 14
82 .
L 4
2 -3
Q -4 *
£ 5 ¢
Q™. *
g '6 I L) I ] | I ] ] ] L}
7 6 5 4 3 -2 1 0 1 2 3

VNAP measured log2 (fmol/ng)

Figure S3. Spike recovery study for recombinant human PD-L1 100 ug HEK293 cell lysate
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1005 790.44045

y7

857

80

y5

| 577.32969

LFNVTSTLR

9 233.16455

- | b2 b3 y6

El 676.39778
4 8
El 26115040 37520218 y y
207
153 47628218
El 93750007
103
El 44627506 | 49937602 1341303
El 525.80006
i 58731449 92048208 | 24847732
E 361.18656 | 389-25010 686.38235 801.40899
El 288.20254 1809817 ) a | | 58931928 65838743 | 606 74641386 | 01 sozarozr || | 103000590
200 250 300 350 400 450 500 550 600 650 700 750 800 850 900 950 1000 1050 1100

miz
061116_PDL1_PNG_25ng #9354-9400 RT: 43.74-43.91 AV:7 NL:1.82

F: FTMS + p NSI Full ms2 526.29@hcd20.00 [200.00-1090.00]

791.42361

5]

e 2%, 8%.8.8.8.8.8.8.8.%8.3.8.8.8.8.8.8

©

y7

o

@

-

~

e

EY

LFDVTSTLR

o

y5

577.32930

@

233.16440

IS

IS

(fragments with m/z shift

b3 y6 from N = D substitution

y4 y8 labeled in red)

938.49209

I

w

b2

261.15926

n

N

476.28185

801.40717
447.25926

362.17030 | 389:24984 503285122%29169 686.38155 77341412 948.47694
) L || 55829147 | 59930163  658.38689 728.35870 | 85045619 92048171 " 1059.66183
200 250 300 350 400 450 500 550 600 650 700 750 800 850 900 950 1000 1050 1100
miz

Figure S4. MS/MS spectra of PD-L1 LFNVTSTLR peptide and LFDVTSTLR peptide released by PNGase F treatment of
recombinant human PD-L1 tryptic digest.
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Figure S5. MS/MS spectra of PD-L1 INTTTNEIFYCTFR peptide and L1 IDTTTNEIFYCTFR peptide released by PNGase F
treatment of recombinant human PD-L1 tryptic digest.
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Figure S6. MS/MS spectra of PD-L1 DLYVVE\;GSNMEIECK peptide and L1 DLYVVEYGSDMEIECK peptide released by
PNGase F treatment of recombinant human PD-L1 tryptic digest.



161019_LFN_AIl_glyco #2686-2706 RT: 7.15-7.18 AV: 2 NL: 448E7
F: FTMS + p NSIFull ms2 1134.01@hcd18.00 [200.00-2330.00]

1253.67199
= mb PD-L1
Recomb P
M+
M2+ Cli M2+
M2+
M2+ 97195833 O
80093222 57 1217.65261
M2+ =7 =
728.87923 1052.98456 |
_ = : LFNVTSTLR
809.90539 “ m/z 1134.012
366.13922 M2+ z=? |
z=? |
E 113401162 | A=3.0 ppm
207 23321_6494 528 19209 sl M+
69024487 | M+
oo | | 1456.75395
E 325.11279 | z? 178086108
E =2 | 1618.80615
5 476.28274 | 1295.68790 =7 1942 90911 2104 96599
EI z=1 =7 | z—
o i Ly AL n I = | L
L o L L A e B B e s L e A — T
200 300 400 500 600 700 800 900 1000 1100 | 1200 1300 1400 1800 | 1600 | 1700 1800 1900 = 2000 2100 2200 2300
miz
M+ |
M+
1456.75273
M+
1780.85924
1050.59422 M+
1618.80494
366.13933 1001.55345
| 1415.72574
733051 | 1217.65224
- | 1133.63269
i 765925861 9222 944.83121 | 1379.70551
325.11277 5 627.33994 .70
23316481 ‘676.39861 20044268 | 157777828 1942.91127
339250&4 ‘ | | 87347702 ‘ 1533.37104 1739.83530 1873.46196 ‘ 2104.96716 2258.14519
preferphe ety \\\\\\L\‘\\‘\\\\\\\\‘\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\
0 400 500 600 700 0 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200 2300
miz

Figure S7
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Figure S11



