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Supplemental Dataset 2

PRM traces for detection of target
peptides in all samples

Part|. PD-1, PD-L1, PD-L2 (PRM with
stable isotope dilution)

Part Il. IDO1, LAG3, HAVCR2 (TIM-3),
C10orf54 (VISTA), CD40 (PRM with
labeled reference peptide
normalization)



Part I. Quantitation of PD-1, PD-
L1, and PD-L2 by PRM with stable
isotope dilution



PD1

PD-1 was quantified via the
proteotypic peptide LAAFPEDR. PRM
transitions traces for the endogenous
LAAFPEDR peptide and the (13C15N
standard for each sample are shown in
the following 3 pages.
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PD1 endogenous= LAAFPEDR standard = LAAFPEDR (C'3 N¥°)
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Endogenous

Standard

PD1 endogenous= LAAFPEDR standard = LAAFPEDR (C'3 N¥°)
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PD-L1

PD-L1 was quantified via the
proteotypic peptides LQODAGVYR and
VNAPYNK. PRM transitions traces for
the endogenous LQDAGVYR and
VNAPYNK peptides and the 13C15N
standard for each sample are shown in

the following 3 pages.
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PDL1 endogenous= LQDAGVYR standard = LQDAGVYR (C!3 N¥°)
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Endogenous

Standard

PDL1 endogenous= VNAPYNK standard = VNAPYNK(C!3 N1°)
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PD-L2

PD-L2 was quantified via the
proteotypic peptide TPEGLYQVTSVLR.
PRM transitions traces for the
endogenous TPEGLYQVTSVLR peptide
and the (13C15N standard for each
sample are shown in the following 3

pages.
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Endogenous

Standard

PDL2 endogenous= TPEGLYQVTSVLR standard = TPEGLYQVTSVLR (C!3 N1°)

22melanoma_set SCH_B28_F8  160916_22melanoma_set SCH_B28_F9 4 » ¥ >22melanoma_set SCH B29_F8 160916 22melanoma_set SCH_B29F9 4 b ¥ X

1 120 +
415
09 828 829 +1.8 ppm
08 100
07
80
06 2
z e
205 Z 60 |
£ 2
04 £
03 40
02
20
01
0 } : 0
4205 4210 4215 4220 4225 4135 4140 4145 4150 4155 4160
Retention Time Retention Time
90 700
422
80 T 1.2 ppm "
[ 600 ]
70 3
500
60
I3 &
2 50 1 S 400 |
z z
2 40 ] 2
g § 300
E £
0+ =
200
20 4
10 ] 100 |
0 0 : ; ;

4205 4210 4215 4220 4225
Retention Time

4135 41.40 4145 4150 4155 41.60
Retention Time



Part Il. Relative quantitation of IDO1,
LAG3, HAVCR2 (TIM-3), C100rf54 (VISTA)
and CD40 by the labeled reference
peptide (LRP) method

IDO1 YILIPASQQPK; reference standard CD4-ILGNQGSFLTK (C'3 N¥°)

LAG3 LPAGVGTR; reference standard PDL1-LQDAGVYR (C!3 N1°)

HAVCR2 (TIM-3) LANDLR; reference standard PDL1-VNAPYNK (C'3 N%)
C100rf54 (VISTA) HPLSYVAQR; reference standard CD3G- WNLGSNAK (C!3 N%°)
CD40 YCDPNLGLR; reference standard PD1-LAAFPEDR (C3 N1)

i & W NPR
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A representative PRM transitions trace
for the peptide YILIPASQQPK is shown
at left, along with that for a synthetic
standard (unlabeled) YILIPASQQPK

peptide.

For quantitation by the LRP method
the summed transitions for
YILIPASQQPK were normalized to the
summed transitions for the CD4
peptide ILGNQGSFLTK (13C15N), which
eluted in the same bRPLC fraction. See
traces for each sample on the
following 3 pages.
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Endogenous

Standard Ref

IDO1 endogenous= YILIPASQQPK reference standard = CD4-ILGNQGSFLTK (C!3 N*°)
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A representative PRM transitions trace
for the peptide LPAGVGTR is shown at
left, along with that for a synthetic
standard (unlabeled) LPAGVGTR
peptide.

For quantitation by the LRP method
the summed transitions for LPAGVGTR
were normalized to the summed
transitions for the PD-L1 peptide
LQDAGVYR (13C15N), which eluted in
the same bRPLC fraction. See traces
for each sample on the following 3

pages.
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LAG3 endogenous= LPAGVGTR reference standard = PDL1-LQDAGVYR (C*3 N1°)
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LAG3 endogenous= LPAGVGTR reference standard = PDL1-LQDAGVYR (C*3 N1°)
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Standard Ref

LAG3 endogenous= LPAGVGTR reference standard = PDL1-LQDAGVYR (C*3 N1°)
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Intensity (1046
S

HAVCR2 (TIM-3)

LANDLR
melanoma
endogenous
A representative PRM transitions trace
\ LANDLR for the peptide LANDLR is shown at
/ left, along with that for a synthetic
/ standard (unlabeled) LANDLR peptide.
S For quantitation by the LRP method
- the summed transitions for LANDLR
were normalized to the summed
transitions for the PD-L1 peptide
VNAPYNK (13C15N), which eluted in
synthetic the same bRPLC fraction. See traces
/\ standard for each sample on the following 3
RN pages.
/ \ LANDLR



HAVCR2 (TIM-3) endogenous= LANDLR reference standard = PDL1-VNAPYNK (C!3 N1°)
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HAVCR2 (TIM-3) endogenous= LANDLR reference standard = PDL1-VNAPYNK (C!3 N1°)
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Standard Ref

HAVCR2 (TIM-3) endogenous= LANDLR reference standard = PDL1-VNAPYNK (C!3 N1°)
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HPLSYVAQR

synthetic
standard

HPLSYVAQR

C100rf54 (VISTA)

HPLSYVAQR

A representative PRM transitions trace
for the peptide HPLSYVAQR is shown
at left, along with that for a synthetic
standard (unlabeled) HPLSYVAQR
peptide.

For quantitation by the LRP method
the summed transitions for
HPLSYVAQR were normalized to the
summed transitions for the CD3G
peptide WNLGSNAK (13C15N), which
eluted in the same bRPLC fraction. See
traces for each sample on the
following 3 pages.
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melanoma
endogenous

YC[+57]DPNLGLR

synthetic
standard

YC[+57]DPNLGLR

CD40

YC[+57]DPNLGLR

A representative PRM transitions trace
for the peptide YC[+57]DPNLGLR is
shown at left, along with that for a
synthetic standard (unlabeled)
YC[+57]DPNLGLR peptide.

For quantitation by the LRP method
the summed transitions for
YC[+57]DPNLGLR were normalized to
the summed transitions for the PD-1
peptide LAAFPEDR (13C15N), which
eluted in the same bRPLC fraction. See
traces for each sample on the
following 3 pages.
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CD40 endogenous= YC[+57]DPNLGLR reference standard = PD1-LAAFPEDR (C!3 N?°)

ma_set_SCH_B14_F6

160916_22melanoma_set SCH B14 F7 { » ¥ X

300 + 279
B14 =
250 I
& 200 T
g
2
2 150 +
]
2
£
£ 100 -
50
0 15 - + t ==
2780 2785 2790 2795 2800
Retention Time
254
~18pm
15
s
2
z 1
e
H
z
05
5.2
3 ppm
252 253 254 255 256

n2_set_SCH_B22_F6

350

300 +

250 +

SN
o B8
3 38

Intensity (1043)

=
3

Retention Time

160916_22melanoma_set SCH B22 F7 4 » ¥ X

B22::

2735

Intensity (1046)
o

2740 2745 2750 2755 2760
Retention Time

25.0
+3.2 ppm

249 250

Retention Time

251

1a_set_SCH_B12_F6

160916_22melanoma_set SCH_ B12 F7 4 } ¥ X 12_set SCH B17 F6

160916_22melanoma_set SCH B17.F7 4 » ¥ X

14 - 180 .
Blz 2756 160 + Bl’?‘w”‘
12 + +12ppm
> 140
13
5 F 1204
208 4 2 100 +
z z
@ v g0 F
g 0.6 4 E
£ 260 §
04
40 I
02 + 20 1
0 + i + + ¥ u
2745 2750 2755 2760 2765 27.70 2790 2795 2800 2805 2810 2815
Retention Time Retention Time
25 25 255
+18ppm F +17pom
2 2 1
@ I
2 g
z15 z151
° ]
§ 5
£ E
1 1 1
05 05 1
0 i + + + T + + + + +
250 251 252 253 2535 2540 2545 2550 2555 2560

n2_set_SCH_B23_F6

350

300

250 +

SN
o B8
3 8

Intensity (1043)

=
3

Retention Time
160916_22melanoma_set_SCH_B23 F7 4 » ¥ X

B23

276
-0.9 ppm

27‘50
900
800
700
600
500

400

Intensity (1043)

300

200

100

249
13 ppm

2755 2760 2765 2770 2775

Ratention Tima

252
+2.4 ppm
»

249

250 251 252

Retention Time

253 254

na_set SCH_B24_F6

Retention Time

160916_22melanoma _set SCH B24 F7 4 » ¥ X

140 + 269
208 pom
120 B
_ 00 f
2
s
280 }
z
e
ge0 T
E
40
20 +
-
0 T ' | ' }
2680 2685 2690 2695 27.00
Retention Time
2
245
“21pom
A
15
7
e
z 1
£
E
05
0
24 25 26 27

Retention Time

a_set_SCH_B20_F6

Intensity (1043)

160916_22melanoma_set_SCH_B20 F7 4 }» ¥ X

400 + 275
B20;:
-
300 |
200
100 |
oLy | | ! t
2740 2745 2750 2755 2760
Retention Time
25 +
%5 0
’2»1 ppm

Pt
g 15
5
z
£
£

05

0 T ' ; i -

248 249 250 251 252

na_set_SCH_B25_F6
900 ¢
800 +

@ N
3 3
8 8

Intensity (1043)

Retention Time

160916_22melanoma_set SCH B25 F7 4 } ¥ X

28.0
+1.7 ppm

B25

Intensity (10%6)
o o
> o

°
e

2785 2790 2795 2800 2805 28.10

Retention Time

255
23 ppm
23 pp

254 255
Retention Time

na_set SCH_B21_F6

160916_22melanoma_set SCH B21 F7 4 » ¥ X

3000
2500 +
2000 §
=
g 1500 J
£
1000 i
500
0 - : . : } .
270 272 274 276 278 280
Retention Time
25 +
247
2 ‘ivcm
@151
2
=
g
s
ETT
05 4
0 ; | ; |
2486 247 248 249

na_set_SCH_B26_F6
180
160 §

120 §
100
80 4

Intensity (1043)

279
B26:X"
, >
140 § |

AR

Retention Time

160916_22melanoma_set_SCH_B26 F7 4 » ¥ X

Intensity (1046)
o
b

2775 2780 2785 2790 2795 28.00

Retention Time

+28 ppm
>

253 254 255

Retention Time

256 257 258




Endogenous

Standard Ref

Intensity

CD40 endogenous= YC[+57]DPNLGLR reference standard = PD1-LAAFPEDR (C!3 N?°)

1a_set_SCH_B28_F6

8000
7000
6000
5000
4000
3000
2000
1000

0

o

Intensity (10%6)

160916_22melanoma _set SCH_ B28 F7 4 P ¥ X

B28

|

A

265

270

275 280

Retention Time

285

246

247
Retention Time

248

na_set SCH_B29 F6 ' 160916_22melanoma set SCH B29 F7 4 b ¥ X

Intensity (10A3)

Intensity (1046)

800

700

600

500

400

300

200

100

0

B29 ..

2735 2740 2745 2750 2755 2760 2765
Retention Time

248 249 250 251 252
Retention Time



