SUPPLEMENTARY FIGURES

Biological Process

N O S 1% Regulated.Type
[ N e 1 | QcCategory
regulation of wound healing Sample
regulation of response to wounding 0.5 a1
negative regulation of protein metabolic process Q2
negative regulation of hydrolase activity 0 Q3
recept?r—mediated em.:locytosis 05 Q4
regulation of proteolysis
response to bacterium -1
defense response to other organism i
protein-lipid complex remodeling -15

plasma lipoprotein particle remodeling
positive regulation of respiratory burst
endocytosis

retina homeostasis

regulation of sterol transport

regulation of lipid transport

regulation of protein metabolic process
defense response to bacterium
regulation of defense response
negative regulation of coagulation
negative regulation of hemostasis
negative regulation of response to wounding
acute—phase response

regulation of inflammatory response
acute inflammatory response

activation of immune response

positive regulation of immune response
regulation of protein activation cascade
regulation of protein maturation
regulation of humoral immune response
protein activation cascade
immunoglobulin mediated immune response
B cell mediated immunity

lipid transport

tissue homeostasis

small GTPase mediated signal transduction
response to nutrient

cargo loading into vesicle

granulocyte activation

myeloid leukocyte activation

neutrophil mediated immunity
leukocyte activation involved in immune response
monosaccharide biosynthetic process
erythrocyte homeostasis

myeloid cell homeostasis

response to fungus

defense response to fungus
monosaccharide catabolic process
regulation of cytoskeleton organization
actin cytoskeleton organization
carbohydrate biosynthetic process

Supplementary Figure 1. Functional enrichment clustering analyses of differentially expressed proteins (DEPs) in four
quantiles (Q1-Q4) based on biological process.
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Cellular Component

T T T ] 15 Regulated.Type
. e , [lacategory
specific granule lumen Sample
tertiary granule lumen 05 Qi
cytoplasmic vesicle lumen Q2
i 0
vesicle lumen Q3
extracellular exosome 05 Q4
extracellular vesicle
extracellular organelle -1
platelet alpha granule lumen I
-1.5

platelet alpha granule
extracellular space

external side of plasma membrane
plasma lipoprotein particle
lipoprotein particle
protein—lipid complex
membrane attack complex
immunoglobulin complex
blood microparticle
immunoglobulin complex, circulating
extracellular region
extracellular region part
secretory granule lumen
anchoring junction

brush border

platelet alpha granule membrane
postsynaptic specialization
postsynaptic density

actin cytoskeleton

cell-cell junction

adherens junction

cell junction

cilium

ficolin-1-rich granule lumen
ficolin—1-rich granule
cell-substrate junction

focal adhesion

cell-substrate adherens junction
myelin sheath

melanosome

pigment granule

secretory granule

secretory vesicle
mitochondrion

zymogen granule membrane
mitochondrial part

envelope

organelle envelope
mitochondrial inner membrane
organelle inner membrane
mitochondrial envelope
mitochondrial membrane

Supplementary Figure 2. Functional enrichment clustering analyses of differentially expressed proteins (DEPs) in four
quantiles (Q1-Q4) based on cellular component.

www.aging-us.com 2 AGING



KEGG pathway

1.5 Regulated.Type
. Q Category
Vascular smooth muscle contraction Sample
Glycolysis / Gluconeogenesis 05 a1

Circadian entrainment Q2
Serotonergic synapse 0 Q3
ECM-receptor interaction 05 Q4
Dapaminergic synapse

Starch and sucrose metabolism -1

Arrhythmogenic right ventricular cardiomyopathy (ARVC)
Proteoglycans in cancer

Pentose phosphate pathway

Fructose and mannose metabolism

cGMP-PKG signaling pathway

Platelet activation

Oxytocin signaling pathway

Cholesterol metabolism

Asthma

Amoebiasis

1

-15

Prion diseases

Staphylococcus aureus infection
Pertussis

Complement and coagulation cascades
Systemic lupus erythematosus
Pancreatic secretion

Huntington disease

Lysine degradation

Butanoate metabolism

Tryptophan metabolism

Supplementary Figure 3. Kyoto Encyclopedia of Genes and Genomes (KEGG) enrichment clustering analyses of differentially
expressed proteins (DEPs) in four quantiles (Q1-Q4).
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Molecular Function

[ I I R !5 Regulated.Type
L I e I 1 "] a category
glucose binding Sample
monosaccharide binding 0.5 Qi
protein binding involved in cell adhesion Q2
cell adhesion molecule binding 0 Q3
actin binding 05 Q4
antioxidant activity
protein complex binding -1
Rho GTPase binding I
-15

steroid binding

cholesterol binding

sterol binding

enzyme inhibitor activity

peptidase regulator activity
endopeptidase regulator activity
endopeptidase inhibitor activity
peptidase inhibitor activity

alcohol binding

oxygen transporter activity

cholesterol transporter activity

retinol binding

sulfur compound binding

ammonium ion binding

isoprenoid binding

phosphatidylcholine binding

retinoid binding

quaternary ammonium group binding
lipid binding

heparin binding

glycosaminoglycan binding

peptidase activity

antigen binding

endopeptidase activity

serine—type endopeptidase inhibitor activity
serine-type peptidase activity

serine hydrolase activity

serine—type endopeptidase activity
complement binding

immunoglobulin receptor binding
C-acyltransferase activity

acetyl-CoA C-acyltransferase activity
acetyl-CoA C—acetyltransferase activity
C-acetyltransferase activity

anion:anion antiporter activity

adenine transmembrane transporter activity
nucleobase transmembrane transporter activity
ATP:ADP antiporter activity
nucleoside—triphosphatase activity
hydrolase activity, acting on acid anhydrides
pyrophosphatase activity

GTPase activity

Supplementary Figure 4. Functional enrichment clustering analyses of differentially expressed proteins (DEPs) in four
quantiles (Q1-Q4) based on molecular function.
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Protein domain

[ I I '® Regulated.Type
[ T I 1 Q Category
Thioredoxin domain Sample
Thioredoxin—like fold 05 o1
TCP-1-like chaperonin intermediate domain Q2
EF-hand domain pair 0 Q3
14-3-3 domain 05 Q4
Pleckstrin homology domain
AGC-kinase, C—-terminal -1
EF-hand domain I
P-loop containing nucleoside triphosphate hydrolase -1.5
Small GTP-binding protein domain
Mitochondrial carrier domain

Alpha—-2-macroglobulin, N-terminal
Alpha—-2-macroglobulin

Alpha—-macroglobulin complement component
Alpha-macroglobulin, receptor—binding
Alpha-2-macroglobulin, N-terminal 2
Alpha-2-macroglobulin, thiol-ester bond-forming
Lipid—binding serum glycoprotein, N—-terminal

Lipid—binding serum glycoprotein, C—terminal
Immunoglobulin—like fold
Fibronectin, type |

CUB domain

EGF-like calcium—binding domain
Globin

Globin/Protoglobin

Factor | / membrane attack complex
Globin-like

C1qg domain

Tumour necrosis factor—like domain
Kringle

Kringle—like fold

Immunoglobulin subtype
Calycin-like

Calycin

Lipocalin/cytosolic fatty—acid binding domain
Serpin domain

Peptidase S1, PA clan

Serine proteases, trypsin domain
Immunoglobulin C1-set

Immunoglobulin V-set domain
Sushi/fSCR/CCP domain
Immunoglobulin—like domain

Supplementary Figure 5. Functional enrichment clustering analyses of differentially expressed proteins (DEPs) in four
quantiles (Q1-Q4) based on protein domain.
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Identified peptide length distribution

- ||““lllllllllllll--..-___

40

g
o

Number of peptides
3
o

Peptlde length

Identified protein mass distribution
400
v 300 -
£
Q
)
2
o
w 200 -
©
e
Q
Q
£
3 100+
2
0~
Q
&
o
~
Qf
Protein mass [kDa]

Protein sequence coverage distribution

Coverage

I >s50%
41.1% U 20~50%

I 30~40%
14.3% I 20-30%
10~20%
0~10%

23.3%

Supplementary Figure 6. (A) The length distribution of peptides identified by mass spectrometry. (B) Molecular weight distribution of all
identified proteins. (C) Protein sequence coverage distribution.
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Modification sites distribution
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Supplementary Figure 7. (A) The relationship between the molecular weight of the protein and the coverage determined by mass
spectrometry. (B) The number of modification sites of each corresponding protein.
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