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Top 20 of most abundant proteins in undepleted | Top 20 of most abundant proteins in depleted
plasma plasma
PG.Genes PG.ProteinDescriptions PG.Genes PG.ProteinDescriptions
ALB Serum albumin ALB Serum albumin
A2M Alpha-2-macroglobulin HPX Hemopexin
HPX Hemopexin SERPINA3 | Alpha-1-antichymotrypsin
APOA1 Apolipoprotein A-l CcP Ceruloplasmin
TF Serotransferrin AMBP Protein AMBP
FGB Fibrinogen beta chain APOA1l Apolipoprotein A-l
IGHA1 Immunoglobulin heavy constant Cc3 Complement C3
alpha 1l
SERPINA1 Alpha-1-antitrypsin GC Vitamin D-binding protein
IGHG1 Immunoglobulin heavy constant PLG Plasminogen
gammal
HP Haptoglobin VTN Vitronectin
IGHM Immunoglobulin heavy constant mu | AHSG Alpha-2-HS-glycoprotein
IGKC Immunoglobulin kappa constant APOA4 Apolipoprotein A-IV
Ccp Ceruloplasmin ITIH2 Inter-alpha-trypsin inhibitor heavy
chain H2
FGG Fibrinogen gamma chain Al1BG Alpha-1B-glycoprotein
IGHG2 Immunoglobulin heavy constant CFH Complement factor H
gamma 2
AMBP Protein AMBP ciQcC Complement Clg subcomponent
subunit C
SERPINA3  Alpha-1-antichymotrypsin APOB Apolipoprotein B-100
VTN Vitronectin FN1 Fibronectin
FGA Fibrinogen alpha chain SERPING1 Plasma protease C1 inhibitor
GC Vitamin D-binding protein SERPINC1  Antithrombin-III

Figure S1 Top 20 of most abundant proteins in depleted plasma using High Select™ Top14 Abundant
Protein Depletion Midi Spin Columns (ThermoScientific, Waltham, MA, USA) and on non-depleted
plasma by LC-MS/MS. In bold are proteins targeted for depletion: serum albumin, IgG, IgA, IgM, IgD,
IgE, kappa and lambda light chains, alpha-1-acidglycoprotein, alpha-1-antitrypsin, alpha-2-macroglobulin,

apolipoprotein A-I, fibrinogen, haptoglobin, and serotransferrin
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Figure S2 Concentrations of particles in the SEC fractions were determined with Nanoparticle Tracking
Analysis in scatter mode (s-NTA) (n=3) and the results are presented as the mean + SD
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Figure S3 EVs isolated from non-depleted plasma (N EVs) are represented in black and depleted plasma
(DC EVs) in dark blue. Size-exclusion chromatography (SEC) fraction profiles of NTA-measured particles
concentrations (solid line) and total protein quantity measured using Bradford assay (dashed line) to
illustrate separation of EVs from plasma proteins. F1 to F16 correspond to 200-pL SEC fractions, which

were pooled for analysis
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Figure S4 Number of identified proteins by mass spectrometry for extracellular vesicles isolated from non-
depleted plasma (N EVs) and depleted plasma (D EVs) as well as crude plasma. One-way ANOVA, Turkey
test, ** p-value <0.005, **** p-value < 0.0001



Top 20 most abundant proteins in N EVs

Gene
name

IGHM

VWF
ALB
IGKC
FCN3
IGLL5
A2M
SPTA1

APOB
CD5L

APOE

LPA

HBB
JCHAIN

IGHA1
ITGB3

SLC2A1

IGHV3-72

IGKV3-20

IGKV3D-
11

Protein name

Immunoglobulin heavy
constant mu

von Willebrand factor

Serum albumin
Immunoglobulin kappa
constant
Ficolin-3
Immunoglobulin lambda-
like polypeptide 5
Alpha-2-macroglobulin
Spectrin alpha chain,
erythrocytic 1
Apolipoprotein B-100
CD5 antigen-like

Apolipoprotein E

Apolipoprotein(a)

Hemoglobin subunit beta
Immunoglobulin J chain
Immunoglobulin heavy

constant alpha 1
Integrin beta-3
Solute carrier family 2,
facilitated glucose
transporter member 1
Immunoglobulin heavy
variable 3-72
Immunoglobulin kappa
variable 3-20
Immunoglobulin kappa
variable 3D-11

Mean

2.91E+07

2.50E+07
9.34E+06
5.53E+06
4.94E+06
4.30E+06
3.58E+06
3.45E+06

3.04E+06
2.18E+06

2.07E+06

1.95E+06

1.68E+06
1.65E+06

1.59E+06
1.46E+06

1.20E+06

1.14E+06

1.09E+06

1.05E+06

Top 20 most abundant proteins in D EVs

Gene
name

ALB
APOB

VWF
APOE
AHSG
IGHM
AMBP
KNG1

Cc3
CLU

ITIH2

HRG

LPA
VTN

IGKC
GSN

ITIHA

C9

DEFA1

SERPINA3

Protein name
Serum albumin

Apolipoprotein B-100
von Willebrand factor
Apolipoprotein E

Alpha-2-HS-glycoprotein
Immunoglobulin heavy
constant mu
Protein AMBP

Kininogen-1

Complement C3
Clusterin
Inter-alpha-trypsin
inhibitor heavy chain H2
Histidine-rich
glycoprotein
Apolipoprotein(a)
Vitronectin

Immunoglobulin kappa
constant
Gelsolin

Inter-alpha-trypsin
inhibitor heavy chain H4

Complement component
(6°]

Neutrophil defensin 1

Alpha-1-
antichymotrypsin

Mean

7.44E+06

4.41E+06
3.80E+06
2.79E+06
2.66E+06
2.34E+06
2.32E+06
1.77E+06

1.69E+06
1.46E+06

1.25E+06

1.11E+06

1.05E+06
8.51E+05

7.81E+05
7.50E+05

7.15E+05

7.01E+05

6.72E+05

6.66E+05

Figure S5 Top 20 of most abundant proteins in undepleted plasma-derived EVs (N EVs) and depleted

plasma-derived EVs (D EVs) by LC-MS/MS. Keratins were removed as from exogenous source
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Figure S6 Venn diagram of identified proteins for N and D EVs and proteins from categories 1, 2 and 3
from Table 3 of the Minimal Information for Studies of EVs (MISEV2018) for protein content-based EV
characterization®. Categories 1 and 2 are used as EV-associated proteins, while the third category contains
non-EV co-isolated components. Comparison was performed through the adaptation of a detailed proteins
list provided by the study of Muraoka et al?.
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