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Input (pre-CellSearch®)

20K fraction 100K fraction EV-depleted Output

TNBC

Fig. 3C

Input (pre-CellSearch®)

20K fraction 100K fraction EV-depleted

Healthy donor plasma (HDP)

Fig. 3D
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Custom Quanterix PD-L1 assays demonstrate that
EpCAM+ EVs are specific to cancer patient plasma

High Sensitivity Drug tolerant
K PD-L1 Assay \ /— PD-L1 Assay \

! !
. SBG
L 10C4 - biotin
Atezo- Biotin
],
PD-L1 Atezo
Anti-PD-L1 % /

PD-L1

Bead O Anti-PD-L1 %WK/

seat ()
\ AN /

Fig. 5A
Total EVs EpCAM+ EVs
6 mL plasma 6 mL plasma
l CellSearch®
3 hour 100,000 g spin \1/
‘l’ Resuspend beads
Resuspend in PBS in RIPA
and spin 1 hour 100,000 g
l --Lysein RIPA - -
PD-L1 Assay PD-L1 Assay

Fig. 5B
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Protein Protein % Protein in
in Total EVs in EpCAN+ EpCAM+/Total
(ng/mL) EVs EVs
(Mg/mL)
Breast cancer 1 5445 .4 30.7 0.5
Breast cancer 2 2038.2 16.4 0.8
Glioblastoma 1093.9 27.7 2.5
Lung cancer 1 6751.8 23.3 0.3
Lung cancer 2 424 .4 4.7 11
Prostate cancer 3100.4 12.6 0.4
Healthy donor 1 580.5 0 0
Healthy donor 2 2311.9 0 0
Healthy donor 3 3095.1 14 0.04
Fig. 5C

PD-L1 in EpCAM+ EVs

PD-L1 (pg/mL)
N
o
o
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PD-L1 is detectable in Total EVs from ccancer and
healthy donors

High Sensitivity PD-L1 Standard Curve

2.5m
2.0
1.5
=]
w
<
1.0
0.5.
0.0 ] H Y T T T
0.39 1.5 3 6.2 125 25
PD-L1 (pg)
Fig. 6A
Drug Tolerant PL-L1 Assay
Standard Curve
2.0
1.5~
1.04
0.5
0.0 1 1 T
0.98 7.8 31 125 500
PD-L1 (pg)

Fig. 6B
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Absolute PD-L1 in Total EVs
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Fig. 6C
Normalized PD-L1 in Total EVs

12 e
1 - e e mm—m————————
0.8 +--J -~~~ e e --
06 --JR - ] -
04 +--JEE-----J-----------------------—o o --
o2 - N I ................ N
Breast Lung Prostate Healthy Healthy
cancer cancer cancer  donor 1 donor 2

Fig. 6D
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A549 '
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Normalized PD-L1 in EpCAM+ EVs
MDA-MB-231
Fig. 7D

H1975

Fig. 7C

EpCAM+ EVs from TNBC line:
MDA-MB-231

SUBSTITUTE SHEET (RULE 26)
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Precision of Quanterix PD-L1 assay and NTA of total
EVs from cancer cell lines

PD-L1
Sample Mean | %CV
(pg/mL)

Plasma Spike 1 1044
Plasma Spike 2 1116 1088 4%
Plasma Spike 3 1105

Fig. 8A
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Fig. 88
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