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Abstract: Aging is a growing problem worldwide, and the prevalence and mortality of arterial
and venous thromboembolism (VTE) are higher in the elderly than in the young population. To
address this issue, various anticoagulants have been used. However, no evidence can confirm that
antithrombotic agents are suitable for the elderly. Therefore, this study aims to investigate the
platelet proteome of aged mice and identify antithrombotic drug targets specific to the elderly. Based
on the proteome analysis of platelets from aged mice, 308 increased or decreased proteins were
identified. Among these proteins, three targets were selected as potential antithrombotic drug targets.
These targets are membrane proteins or related to platelet function and include beta-2-glycoprotein
1 (32GP1, ApolipoproteinH (ApoH)), alpha-1-acid glycoprotein2 (AGP2, Orosomucoid-2 (Orm2)),
and Ras-related protein (Rab11a).
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1. Introduction

Aging is considered a significant risk factor for CVD and thrombosis. According to
the 2022 World Health Organization report, the global population of individuals aged 60
and older is projected to reach 2.1 billion by 2050. The number of people aged 80 years or
older is expected to triple between 2020 and 2050, which could reach 426 million. In Korea,
due to the rapid aging of the population, the proportion of elderly individuals aged over
65 years is expected to reach 17.5% of the total population in 2022, 30.1% in 2035, and 40.1%
in 2050 (Statistics Korea 2022). As the population ages, a significant rise in the incidence
of major chronic diseases, such as heart disease, cerebrovascular disease, diabetes, and
thrombosis in the blood vessels has been observed. This has led to an increased burden on
medical care. Additionally, the risk of platelet aggregation is increased in cardiovascular
and cerebrovascular diseases, diabetes, and other conditions, which can lead to mortality
in older adults.

Platelets are small, anucleate cells in the blood that regulate hemostasis and thrombosis.
Platelets are highly associated with thrombotic disease, and their levels are known to
decrease with age [1]. The Third National Health and Nutrition Examination Survey
(12,142 participants) reported that the number of platelets in 1 pL of blood was 10 x 10°
in individuals aged 60-69 years, which is very low compared with 20 x 103 in those aged
20-59 years. In another study, a comparison was made among 33,258 participants, which
indicated that platelet number decreases with age [1]. Bleeding time was also found to
reduce in older adults. Meade et al. reported an increase in platelet cohesion by 8% for
every 10 years of age. Moreover, the elderly are expected to have an increased secretion of b-
thrombomodulin, platelet factor 4 (PF4), and other platelet aggregation factors, contributing
to increased cohesion. VTE, including deep vein thrombosis and pulmonary embolism, is
expected in the elderly [2]. This condition is rare in the young population and is reported
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to increase by 1% annually in the elderly population [3]. This is believed to be due to the
increased platelet aggregation in elderly individuals and the increase in platelet aggregation
factors in the blood.

The COVID-19 pandemic has increased the prevalence of venous thromboembolism,
arterial thrombosis, and thrombotic microangiopathy, showing a high mortality rate world-
wide. These disease forms are often related to underlying conditions, such as diabetes and
obesity, which are major risk factors for CVD and are commonly observed in the elderly
population. Therefore, platelet-related disorders in diabetic and obese elderly individuals
are considered significant contributing factors to the morbidity and mortality of COVID-19
in this population [4].

This study aimed to identify new potential antithrombotic agents by examining pro-
teins that exhibit increased expressions specifically in super-aged mice platelets.

2. Material and Methods
2.1. Preparation of Aged Mice

All mice had a C57Bl/6 background. The animals were housed at Korea NIH (LML-
KCDC-11-2-26). All experiments were performed in accordance with the guidelines and
regulations as outlined by the Korea Disease Control and Prevention Agency (KDCA) Animal
Care and Use Committee (IACUC) under the approved protocol by KDCA-IACUC-21-028.
For each animal study, consecutive bred mice were included. No significant variance was
observed within the groups since the mice were from the same genetic background and were
often siblings. Any differences would therefore be directly related to treatment or modification.

2.2. CD62p ELISA

Serum CD62p was calculated by Mouse Premixed Multi analyst Kit (LXSAMSM-07)
according to the manufacturer’s instructions (R&D Biosystems, MN, USA).

2.3. Platelet Isolation

Blood (0.7-1 mL) was directly aspirated from the right cardiac ventricle into 1.8%
sodium citrate (pH 7.4) in young and old mice. Citrated blood from several mice with
identical genotypes was pooled and diluted with equal HEPES/Tyrode buffer volume. PRP
was prepared by centrifugation at 100 g for 10 min and then used for proteomic analysis,
immunostaining, and Western blotting. All mice had a C57Bl/6 background.

2.4. Western Blotting

We used the standard Western blot analysis protocols [5] and specific individual
antibodies and dilutions (fibronectin: Abcam ab2413 (1:1000), CD42b: Abcam ab183345
(1:1000), ApoH: Proteintech 66074 (1:1000), and Orm2: Abbexa abx101108 (1:1000).

2.5. Immunostaining

Washed platelets (1 x 10° cells/mL) were allowed to settle on glass-bottomed dishes
for 1 h before fixing with 4% paraformaldehyde solution (Biosesang, Gyeonggi-do, Korea).
The platelets were washed for 2 x 5 min in PBS and permeabilized for 5 min in 0.25% Triton
X-100/PBS. They were blocked for 60 min in 10% bovine serum albumin (BSA)/PBS at 37 °C,
incubated in 3% BSA /PBS/primary antibody for 2 h at 37 °C. Subsequently, they were washed
for 5 x 2 min in PBS, followed by an additional incubation for 45 min at 37 °C in secondary
antibody/3% BSA /PBS. Moreover, antibodies for ORM2 Abbexa abx101108 (1:1000) and
Rab11a Invitrogen 71-5300 (1:1000), and tubulin (1:000) were used. The stained platelets were
observed using an Olympus FV-3000 microscope with a 100 oil immersion lens.

2.6. Proteomics

1.  Protein digestion: the samples were suspended in lysis buffer (8 M urea—0.1 M Tris-
HCI buffer, pH 8.5) and protease inhibitor cocktail, followed by sonication for 20 min
at 15 °C using Covaris S2 Focused Ultrasonicator (Covaris, Woburn, MA, USA). The
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Pierce BCA Protein Assay Kit (Thermo Fisher Scientific, IL, USA) quantified the
protein concentration. The digestion step was performed using filter-aided sample
preparation on a Microcon 30 K centrifugal filter device (Millipore, Billerica, MA,
USA). Each sample was reduced by incubating with Tris (2-carboxyethyl) phosphine
(TCEP) at 37 °C for 30 min and alkylated with iodoacetic acid (IAA) at 25 °C for an
hour in dark conditions. After washing with lysis buffer and 50 mM ammonium
bicarbonate (ABC) sequentially, the proteins were digested with trypsin (enzyme to
protein ratio of 1:50; w/w) at 37 °C for 18 h. The resulting peptide mixtures were
transferred into new tubes, and trypsin was inactivated by acidifying with 15 uL of
formic acid (Honeywell, Charlotte, NC, USA). The digested peptides were desalted
using C18 spin columns (Harvard Apparatus, Holliston, MA, USA), and the peptides
were eluted with 80% acetonitrile in 0.1% formic acid in water.

2. LC-MS/MS analysis: The prepared samples were resuspended in 0.1% formic acid in
water and analyzed using a Q-Exactive Orbitrap hybrid mass spectrometer (Thermo
Fisher Scientific, Waltham, MA, USA) along with an Ultimate 3000 system (Thermo
Fisher Scientific, Waltham, MA, USA). We used a 2 cm X 75 um ID trap column packed
with 3 pm C18 resin and a 50 cm x 75 pm ID analytical column packed with 2 pm
C18 resin for the peptides depending on the peptides” hydrophobicity. The mobile
phase solvents consisted of (A) 0.1% formic acid in water and (B) 0.1% formic acid in
90% acetonitrile, whereas the flow rate was fixed at 300 nL/min. The gradient of the
mobile phase was as follows: 4% solvent B for 14 min, 4%-15% solvent B for 61 min,
15%-28% solvent B for 50 min, 28%—40% solvent B for 20 min, 40%-96% solvent B for
2 min, holding at 96% of solvent B for 13 min, 96%—4% solvent B for 1 min, and 4%
solvent B for 24 min. A data-dependent acquisition method was adopted, and the top
10 precursor peaks were selected and isolated for fragmentation. Ions were scanned
in high resolution (70,000 in MS1, 17,500 in MS2 at m/z 400), and the MS scan range
was 400-2000 m/z in both the MS1 and MS2 levels. Precursor ions were fragmented
with a normalized collisional energy of 27%. Dynamic exclusion was set to 30 s.

3.  Proteome data analysis: Thermo MS/MS raw files of each analysis were searched
using the Proteome Discoverer™ software (ver. 2.5), and the mouse database was
downloaded from UniProt. The appropriate consensus workflow included a peptide-
spectrum match validation step and a SEQUEST HT process for detection as a database
search algorithm. The search parameters were set up as follows: 10 ppm of toler-
ances of precursor ion masses, 0.02 Da fragment ion mass, and a maximum of two
missed cleavages with trypsin enzyme. The dynamic modification on the peptide se-
quence was as follows: static carbamidomethylation of cysteine (+57.012 Da), variable
modifications of methionine oxidation (+15.995 Da), acetylation of protein N-term
(+42.011 Da), and carbamylation of protein in N-term (+43.0006 Da). After searching,
the data results below 1% of FDR were selected and filtered for at least six more
peptide lengths. Precursor abundance calculation was based on intensity. Fold change
was calculated in the protein abundance-based ratio. Furthermore, the p-values were
calculated for the reported quantification ratios using a t-test based on the background.

2.7. Statistics

Each experiment was carefully designed and analyzed with standard and accepted
statistical analyses. Where appropriate, all data are expressed as mean + SD or £ SE. An
ordinary one-way ANOVA was performed to compare two groups as outlined with the
separate experiments. A p-value of <0.05 was considered statistically significant. Analysis
was performed using Prism software version 10 (GraphPad Software, Inc., La Jolla, CA, USA).

3. Results
3.1. Identification of Proteins with Increased or Decreased Expression in Aged Mice Platelets

Platelets were isolated from 15 weeks (human age: 20-30) and 18-19 months (human
age: older than 70) mouse blood and the expression changes of the whole protein were
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analyzed by LC-Mass (Figure 1). Each group consists of three individuals and was sep-
arately analyzed by LC-Mass. Compared with platelets in young mice, the expression
changed 1.3 times in aged mice platelets, and the analysis was based on proteins with a
peptide coverage of 20% or more. 308 proteins were increased (52 proteins) or decreased
(256 proteins) 1.3-fold in aged mouse platelets compared with the 15-week-old mouse
platelets. Among them, the top 25 are represented in Figure 2.
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Figure 1. Proteomic analysis of young and aged mice platelets. (A) Experimental flow chart from
blood drawn for LC-Mass analysis. (B) Comparison of upregulated and downregulated protein
platelets from old and young mice.

Regarding the total 308 protein changes, the tendency of platelet activity and expres-
sion of various proteins associated with aggregation in aged mice platelets decreased inside
platelets; maybe these were already secreted in plasma (Figure 3A,B). Furthermore, the
platelet activation marker CD62p increased more in 14- and 24-month-old mice than in
young mice plasma (Figure 3C). These results confirmed that the plasma from aged mice
contains many proteins related to platelet activity and aggregation, unlike the proteome of
aged mice platelets.

To determine the function of proteins that showed significant increases or decreases
in aged mice platelets, string analysis was conducted using 50 proteins that showed the
most significant changes in expression levels (Figure 4). According to the KEGG pathway
analysis of the top 50 proteins that were highly increased, many of them were related
to complement and coagulation cascades and cholesterol metabolism. As for the gene
ontology (GO) analysis, the highly increased proteins were associated with lipoprotein
function and extracellular space. Many of the top 50 highly decreased proteins were
associated with platelet activation, focal adhesion, ECM receptor interaction, and Leukocyte
trans endothelial migration-related proteins (Figure 4).

Based on the results of the proteome analysis, 25 significantly upregulated proteins were
identified. Among them, proteins related to platelet activation, aggregation, integrin, glyco-
protein, and other platelet functions were determined as potential targets of antithrombotic
agents. The selected targets were only expressed in aged mice platelets. The following pro-
teins were selected as potential targets: 3-2-glycoproteinl (32GP1, ApolipoproteinH (ApoH)),
complement factor H (Cth), Zinc-o-2-glycoprotein (Azgpl/ZAG), alpha-1-acid glycoprotein 2
(AGP2, Orosomucoid-2(Orm2)), and Ras-related protein (Rab11a) (Figure 5A).



Biomedicines 2023, 11, 2944

50f13

A

Fold
Rank | ID Accession | Gene symbol Description Old Coverage [%]
[Youn
1 248 P62492 Rab11a  |Ras-related protein Rab-11A OS=Mus musculus OX=10090 GN=Rab11a PE=1 SV=3 57
2 338 Q91Y97 Aldob Fructose-bisphosphate aldolase B 0S=Mus musculus OX=10090 GN=Aldob PE=1 SV=3 27
3 259 P61939 Serpina7___ | Thyroxine-binding globulin OS=Mus musculus OX=10090 GN=Serpina7 PE=2 SV=1 28
4 138 | Q9QWK4 Cdbl CD5 antigen-like 0S=Mus musculus OX=10090 GN=Cd5| PE=1 §V=3 50
5 401 P07361 Om2 Alpha-1-acid glycoprotein 2 0S=Mus musculus OX=10090 GN=Orm2 PE=1 SV=1 21
6 16 Q61147 Cp Ceruloplasmin 0S=Mus musculus OX=10090 GN=Cp PE=1 SV=2 1.885 54
7 12 E9Q414 Apob Apolipoprotein B-100 0S=Mus musculus OX=10090 GN=Apob PE=1 SV=1 1.81 30
8 70 P04186 Cfb Complement factor B 0OS=Mus musculus OX=10090 GN=Cfb PE=1 SV=2 1.777 38
9 276 P31532 Saa4 Serum amyloid A4 protein 0S=Mus musculus OX=10090 GN=Saa4 PE=1 SV=2 1.742 60
10 51 Q91X72 Hpx Hemopexin 0S=Mus musculus OX=10090 GN=Hpx PE=1 SV=2 1.679 63
11 359 P14847 Crp C-reactive protein 0S=Mus musculus OX=10090 GN=Crp PE=1 SV=2 1.635 38
12 53 P19221 F2 Prothrombin 0S=Mus musculus OX=10090 GN=F2 PE=1 SV=1 1.63 49
13 82 Q01339 Apoh Beta-2-glycoprotein 1 0S=Mus musculus OX=10090 GN=Apoh PE=1 §V=1 1.626 53
14 335 P46412 Gpx3 Glutathione peroxidase 3 0S=Mus musculus OX=10090 GN=Gpx3 PE=1 SV=2 1.56 35
15 162 Q91WP6 Serpina3n__[Serine protease inhibitor AN OS=Mus musculus OX=10090 GN=Serpina3n PE=1 SV=1 1.554 30
16 431 P98086 Clga Complement C1q subcomponent subunit A 0S=Mus musculus OX=10090 GN=C1ga PE=1 SV=2 1.553 24
17 214 Q8R121 Serpina10__[Protein Z-dependent protease inhibitor OS=Mus musculus OX=10090 GN=Serpina10 PE=1 SV=1 1.545 25
18 8 P11276 Fn1 Fibronectin 0S=Mus musculus OX=10090 GN=Fn1 PE=1 SV=4 1.536 50
19 281 Q8VvCso Pglyrp2 N-acetylmuramoyl-L-alanine amidase OS=Mus musculus OX=10090 GN=Pglyrp2 PE=1 SV=1 1.536 20
20 368 Q9JHHB Cpb2 Carboxypeptidase B2 0S=Mus musculus OX=10090 GN=Cpb2 PE=1 SV=1 1.528 21
21 323 P41317 Mbl2 Mannose-binding protein C 0S=Mus musculus OX=10090 GN=MbI2 PE=1 SV=2 1.527 36
22 219 Q00724 Rbp4 Retinol-binding protein 4 0S=Mus musculus OX=10090 GN=Rbp4 PE=1 SV=2 1.513 62
23 220 P55065 Pltp Phospholipid transfer protein 0S=Mus musculus OX=10090 GN=Pltp PE=1 SV=1 1.511 29
24 153 P70389 Igfals Insulin-like growth factor-binding protein complex acid labile subunit 0S=Mus musculus OX=10090 GN=lIgfals PE=1 SV=1 1.5 37
25 119 P52430 Pon1 Serum paraoxonase/arylesterase 1 0S=Mus musculus OX=10090 GN=Pon1 PE=1 SV=2 1.487 51
Fold
Rank | ID Accession | Gene symbol Description Old Coverage [%]
/Youn:
1 74 P04919 Slc4at Band 3 anion transport protein 0S=Mus musculus OX=10090 GN=SIc4a1 PE=1 SV=1 37
2 519 Q64523 H2ac20 Histone H2A type 2-C 0S=Mus musculus OX=10090 GN=H2ac20 PE=1 SV=3 27
3 Al P08032 Sptal Spectrin alpha chain, erythrocytic 1 0S=Mus musculus OX=10090 GN=Sptal PE=1 SV=3 21
4 670 Q78HU7 Gype Glycophorin-C 0S=Mus musculus OX=10090 GN=Gypc PE=1 SV=2 27
5 211 Q61171 Prdx2 Peroxiredoxin-2 0S=Mus musculus OX=10090 GN=Prdx2 PE=1 SV=3 80
6 158 P11588 Mup1 Major urinary protein 1 0S=Mus musculus OX=10090 GN=Mup1 PE=1 SV=1 75
7 257 PODP27 Calm2 Calmodulin-2 0S=Mus musculus OX=10090 GN=Calm2 PE=1 8V=1 49
8 623 P61226 Rap2b Ras-related protein Rap-2b 0S=Mus musculus OX=10090 GN=Rap2b PE=1 SV=1 26
9 822 P60761 Nrgn Neurogranin OS=Mus musculus OX=10090 GN=Nrgn PE=1 SV=1 4
10 858 P48428 Tbca Tubulin-specific chaperone A 0S=Mus musculus OX=10090 GN=Tbca PE=1 SV=3 24
11 373 P51174 Acad| Long-chain specific acyl-CoA dehydrogenase, mitochondrial 0S=Mus musculus OX=10090 GN=Acadl PE=1 SV=2 20
12 100 Q6IRU2 Tpm4 Tropomyosin alpha-4 chain 0S=Mus musculus OX=10090 GN=Tpm4 PE=1 SV=3 50
13 403 Q9DCX2 Atp5pd ATP synthase subunit d, mitochondrial 0S=Mus musculus OX=10090 GN=Atp5pd PE=1 SV=3 27
14 716 Q9CPUO Glo1 Lactoylglutathione lyase OS=Mus musculus OX=10090 GN=Glo1 PE=1 SV=3 20
15 360 Q923D2 Blvb Flavin reductase (NADPH) OS=Mus musculus OX=10090 GN=Blwb PE=1 SV=3 32
16 151 Q3THE2 Myl12b Myosin regulatory light chain 12B 0S=Mus musculus OX=10090 GN=Myl12b PE=1 SV=2 51
17 434 088186 Gp9 Platelet glycoprotein IXOS=Mus musculus OX=10090 GN=Gp9 PE=1 SV=1 29
18 415 Q99PG4 Rgs18 Regulator of G-protein signaling 18 OS=Mus musculus OX=10090 GN=Rgs18 PE=1 SV=1 32
19 262 D7PDD4 Mpig6b Megakaryocyte and platelet inhibitory receptor G6b OS=Mus musculus OX=10090 GN=Mpigéb PE=1 SV=1 0.504 33
20 274 P58771-2 Tpm1 Isoform 2 of Tropomyosin alpha-1 chain 0S=Mus musculus OX=10090 GN=Tpm1 0.505 26
21 183 Q61599 Arhgdib  |Rho GDP-dissociation inhibitor 2 0S=Mus musculus OX=10090 GN=Arhgdib PE=1 SV=3 0.507 51
22 167 P62962 Pfn1 Profilin-1 0S=Mus musculus OX=10090 GN=Pfn1 PE=1 SV=2 0.508 73
23 630 P84096 Rhog Rho-related GTP-binding protein RhoG 0S=Mus musculus OX=10090 GN=Rhog PE=1 SV=1 0.511 24
24 475 Q02013 Agp1 Aquaporin-1 0S=Mus musculus OX=10090 GN=Agp1 PE=1 SV=3 0.512 23
25 1086 P70349 Hint1 Histidine triad nucleotide-binding protein 1 0S=Mus musculus OX=10090 GN=Hint1 PE=1 SV=3 0.514 22

Figure 2. Top 25 upregulated or downregulated proteins in platelets from old mice. (A) Top 25
upregulated proteins in platelets of aged mice. (B) Top 25 downregulated proteins in platelets of
young mice.

3.2. Reconfirmation of Target Protein Expression in Aged Mice Platelets

We used platelets from 15-week-old /18- to 19-month-old mice to verify which proteins
were related to platelet functions in aged mice. As we mentioned, five targets were selected
and platelets were used from 14-month-old (human age: 40-50) and 24-month-old (human
age: late 70s, super-aged) mice for WB and immunostaining to confirm whether the
identified proteins show specific changes in aged mice, especially in super-aged mice. We
confirmed the expression changes in target proteins in the two groups, and immunostaining
was performed to investigate the direct expression in platelets and the expression on the
platelet membrane (Figures 5 and 6). Among the proteins that have increased in aged mice
platelets based on the proteome analysis, only the expressions of Fnl, ApoH, and Orm?2
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significantly increased (Figure 5B,C). The other targets showed a tendency to increase in
aged mice platelets, which was consistent with the increased expression of the platelet
activation marker CD42b (platelet glycoprotein GPIb, receptor of von Willebrand factor),
but no statistical significance was observed owing to large individual differences.
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Figure 3. Secretion of proteins related to platelet activity and aggregation in aged mice. (A) Platelet-
activation-related proteins are downregulated in platelets from aged mice. (B) Platelet-aggregation-
related proteins are downregulated in platelets from aged mice. (C) Increased CD62p (p-Selectin)
levels in plasma from 14-month-old mice.
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mmu04610 |Complement and coagulation cascades 15 92 1.86 4.41E-21 Cpb2,Serp1nd1,Cr::%l\yncl;)‘li,y(éisim;fér:’iMbl1 Claa,Serpi
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D
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#term ID term description ;:?;ﬁ: ¢ l;?ﬂ?:"::: strength disc;:Iesrey rate matching proteins in your network (labels)
mmu04611 Platelet activation 7 120 1.41 4.73E-06 ltgb3,Gp9,Ppp1ca,Myl12b,Gp1bb,ltga2b,Snap23
mmu04810 Regulation of actin cytoskeleton 8 212 1.22 5.29E-06 Pfn1,ltgb3,Ppp1ca,Myl12b,Cdc42 Myl9,ltga2b,Cfi1
mmu04510 Focal adhesion 7 196 12 3.94E-05 ltgb3,Ppp1ca,Myl12b,Thbs1,Cdc42,Myl9,ltlga2b
mmu04512 ECM-receptor interaction 5 87 14 0.00017 ltgb3,Gp9, Thbs1,Gp1bb,ltga2b
mmu05410 Hypertrophic cardiomyopathy 5 88 14 0.00017 Tpm4 ligb3,ltga2b, Tpm1,Tpm3
mmu05414 Dilated cardiomyopathy 5 90 1.39 0.00017 Tpm4 ltgh3,ltga2b, Tpm1,Tpm3
mmu04145 Phagosome 5 162 1.13 0.0018 Tubb5,Calr,tgh3,Coro1a, Thbs1
mmu04640 Hematopoietic cell lineage 4 91 1.29 0.0026 ltgb3,Gp9,Gp1bb,ltga2b
mmu04015 Rap1 signaling pathway 5 208 1.03 0.0044 Pfn1,ltgb3,Thbs1,Cdc42,ltga2b
mmu05132 Salmonella infection 5 213 1.01 0.0044 Pfn1,Myl12b,Cdc42,Myl9,Rhog
mmu04261 Adrenergic signaling in cardiomyocytes 4 143 1.09 0.0103 Tpm4,Ppp1ca, Tpm1,Tpm3
mmu04530 Tight junction 4 154 1.06 0.0124 Myl12b,Cdc42 Myl9 Actr3
mmu04360 Axon guidance 4 176 1 0.0187 Myl12b,Cdc42,Myl9,Cfi1
mmu04260 Cardiac muscle contraction 3 84 1.2 0.024 Tpm4,Tpm1,Tpm3
mmu05205 Proteoglycans in cancer 4 199 0.95 0.0253 ltgb3,Ppp1ca, Thbs1,Cdc42
mmu04964 Proximal tubule bicarbonate reclamation 2 22 16 0.0278 Agp1,Car2
mmu04966 Collecting duct acid secretion 2 27 1.51 0.0383 Slc4a1,Car2
mmu04670 Leukocyte transendothelial migration 3 113 1.07 0.0426 Myl12b,Cdc42 Myl9
mmu04722 Neurotrophin signaling pathway 3 116 1.06 0.0434 Arhgdib,Cdc42 Arhgdia
mmu05135 Yersinia infection 3 124 1.03 0.0495 Cdc42 Rhog Actr3

Figure 4. The STRING and KEGG analysis among up or downregulated proteins. (A,C). STRING and
KEGG analysis in upregulated proteins. (B,D). STRING and KEGG analysis in downregulated proteins.

According to the results of the immunostaining performed on platelets from
14- and 24-month-old mice, Orm2 was the only protein that showed a significant increase
in expression in aged mice platelets, with an increased expression observed around the
platelet membrane (Figure 6). Although CFH, ZAG, and Rablla showed no significant
differences in the immunostaining results, they showed a moving pattern toward the

platelet membrane.
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Figure 5. Expression of selected targets in young and aged mice platelets. (A) Expression of
ApoH, Orm2, Rabl, cfh, and Azgpl/ZAG from proteomic analysis. (B) Western blot analysis
of platelet activation markers (Fibronectin and CD42b), and selected targets of 14-month-old mice
platelets (#1-7) and 24-month-old mice platelets (#1-9). Ponceau’s staining served as loading control.
(C) Quantification of fibronectin, CD42b, ApoH, and Orm?2 signal intensity. The p-values are analyzed
by one-way ANOVA.

3.3. Potential Targets of Antithrombotic Agent

We attempted to investigate the correlation between these targets (ApoH, Orm2, and
Rablla) and an increased activity of platelets. Through the literature research on the
obtained targets, we found that many proteins are related to the function of growing
microparticle secretion in platelets. Furthermore, the possibility of using proteins that
increase in super-aged mice platelets as targets for antithrombotic agents was investigated
through various literature searches.

1.  Beta-2-glycoproteinl (32GP1, Apolipoprotein H (ApoH)

Apolipoprotein H, also known as beta-2-glycoprotein 1, is a multifunctional glyco-
protein. ApoH is a 43-50 kDa single-chain glycoprotein highly expressed in the liver and
endothelial cells, lymphocytes, astrocytes, and neurons [6—8] and is associated with lipid
metabolism, coagulation, apoptosis, host defense, inflammation, and atherogenesis [9-12].
ApoH is initially produced in hepatocytes and is detected in various human tissues, partic-
ularly in the subendothelial and intima-media regions of arteriosclerosis [13,14], and it is
known to perform a significant function in regulating thrombosis and pregnancy morbid-
ity [14]. A comparison of plasma protein levels in middle-aged and older adults showed
that ApoH is associated with adverse health outcomes [7]. In a platelet proteomic analysis
of acute ischemic stroke patients, ApoH was expressed in platelets and associated with
early-stage stroke [15]. It has been reported that ApoH is involved in platelet damage and
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hemostasis inhibition, which are significant factors in controlling the severity of COVID-19
infection [16].

Immunostaining for ApoH in aged mice platelets was not performed in this study.
However, in WB analysis, a significant increase in expression was observed in platelets
from aged mice compared with those from young mice (Figure 5). Although the function
of ApoH is known in various cardiovascular diseases, its role still needs to be investigated
further. Considering the limitations of this study, further research is required to investigate
the increased expression of ApoH in super-aged mice platelets.
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Figure 6. The expression level of Orm2 increased in aged mice platelets. (A,B). Confocal microscopy
images using Orm2 and Rab11a specific Abs in 14- and 24-month-old mice platelets. (C). Quantification
of Orm2 and Rab11a relative signal intensity. The p-values are analyzed using a one-way ANOVA.

2. Alpha-l-acid glycoprotein2 (AGP-1, Orm2)

AGP-1/0rm?2 is a positive acute phase glycoprotein that increases during an in-
flammatory response [17,18]. It is known to undergo 12-20 different glycosylations, and
the glycosylation pattern can differ depending on whether the inflammation is acute or
chronic [19-25]. Different glycoforms of AGP-1/0Orm2 have also been shown to have other
functions in platelets and neutrophils. For example, secreted AGP-1 in blood from the
liver can inhibit platelet aggregation induced by PAF and ADP, while neutrophil-secreted
nAGP-1 does not exhibit this function [26]. AGP-1/0rm?2 has an antiheparin effect in the
blood, which reduces its anticoagulation impact [27]. Increased levels of AGP-1/Orm2 have
also been correlated with the increased incidence of ischemic stroke and carotid plaque [28].
AGP-1/0rm?2 is also known to stabilize the function of the plasminogen activator inhibitor
type 1, regulate platelet shape and activity, and ultimately induce thrombosis [29,30]. On
the other hand, other reports have indicated that AGP-1/Orm2 induces platelet aggregation
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and exhibits protective effects in antithrombotic activity and ischemia-reperfusion injury
by suppressing cell death and inflammation [31-34].

In COVID-19 pneumonia patients, neutrophil, platelet, and complement activation are
induced, which are known to regulate the severity of the disease [35]. Acute inflammation
response-related proteins, including ORM1, ORM2, SAA1, S100AB, S100A9, and Serpina3,
are expressed in the blood of COVID-19 patients with high mortality after infection [35].
Another proteomic analysis reported that Orm2 expression is significantly decreased in
gray platelet syndrome (GPS) compared with healthy platelets. However, the functional
significance of this finding needs to be confirmed [36]. GPS is an autosomal recessive
bleeding disorder caused by a deficiency of a-granules in platelets, which may also explain
the decreased expression of Orm2 [36]. Another study reported that Orm1 and Orm2
in yeast are ER membrane proteins that regulate lipid homeostasis and protein quality
control [37]. However, no studies have investigated the expression of AGP-1/0rm?2 in
platelets or its function in aged mice platelets. Further research is needed to investigate the
potential use of AGP-1/0Orm?2 as a targeted antiplatelet therapy for the elderly population.

3.  Ras-related protein Rab-11A (Rabl1la)

Rablla is a member of the Rab family of small GTPase proteins involved in mem-
brane/protein trafficking. Among the Rabs, Rab11 is involved in various receptors, signal
transduction, nerve cell function activation, and recycling of multiple proteins [38]. Re-
duction in expression due to LPS treatment leads to decreased vascular endothelial barrier
function, which increases the risk of inflammatory diseases [39]. In pediatric patients
with asthma, Rab11la expression tends to increase, promoting PDGF-BB dependent airway
smooth muscle cell proliferation and migration [40]. However, its function in platelets
requires further investigation. Rablla is a protein that is expressed only in aged mice
platelets. However, the results in WB and immunofluorescence staining suggested that
Rabl1a is also expressed in platelets from 14-month-old (human age: 40-50) mice, sug-
gesting that Rab11a does not increase in young (15 weeks) mouse platelets but increases
in middle age followed by old age. Further research is needed to confirm the Rablla
expression in platelets at different ages. If Rabl1a expression increases with age, it may be
considered a significant factor in platelet aging and it may be possible to inhibit platelet
aging by utilizing this information.

4. Discussion

The main findings of our study are as follows: (1) platelet activation and aggregation
proteins are secreted from aged mice platelets into the plasma, and (2) ApoH, Orm2, and
Rablla have been identified as potential therapeutic targets.

In aged mice platelets, many proteins decrease overall compared with young platelets,
and many of these proteins are associated with platelet activation. Although the expression
of many proteins associated with platelet activation and aggregation decreased (Figure 3),
the literature indicated that vascular thrombosis increases as aging progresses [41]. This
phenomenon can be explained by the increased platelet activation and aggregation proteins
secreted from aged mice platelets into the plasma, which can increase the activation of the
surrounding platelets. When the platelets are activated, more than 300 proteins are secreted,
with CD62p being one of the secreted proteins. Moreover, elevated levels of CD62p in the
blood can predict platelet activity [42]. Previously, the level of plasma CD62p was reported to
increase in cases of malaria infection and stroke [43]. Our results confirmed that the amount of
CD62p in mice plasma rose from 14 months to the super aged condition. Additionally, based
on these results, an increase in platelet activity in aged mice can be predicted.

There is a higher decrease in protein expression levels in aged mice platelets due
to increased secretion. The proteomics results confirmed that the amounts of Pf4 and
vWTf decreased in aged mice platelets. Despite an observed reduction in the expression of
proteins related to platelet activity in aged mice, it can be assumed that proteins controlling
platelet aggregation are secreted externally to potentially enhance the aggregation of other
platelets. This phenomenon could support the idea of increased platelet hyperaggregability
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during the aging process. However, the hyperactivity concept in old platelets needs to be
investigated further, and the likelihood of involvement of targets, other than known factors,
must be determined. We aimed to identify the proteins that are increased explicitly in aged
mice platelets by analyzing young and old mouse platelet proteins.

The proteins ApoH, Orm2, and Rab11a have been identified as potential therapeutic
targets. Although the precise mechanisms by which these proteins function in aged platelets
were previously unknown, ApoH is recognized for its established role in activating the
coagulation cascade by generating antiphospholipid antibodies. Therefore, further investi-
gation highlights the potential of ApoH as an inhibitory target for regulating aged mouse
platelet function. Furthermore, the dramatic increase in expression of Rab11a during the
initial stages of aging not only holds potential as an antiplatelet therapeutic target but also
plays a significant role in governing platelet function in aging mice. The observed elevation
in expression of Orm2 and enhanced membrane translocation in aged mouse platelets
(Figures 4 and 5) suggest that Orm2 is a potential antiplatelet therapeutic target. Several
reports have indicated substantial induction or reduction in Orm2 expression in diverse
diseases. However, reports of Orm?2 in platelets are infrequent. Therefore, it is essential
to conduct comprehensive research about the roles of Orm2 in platelets across various
conditions. These endeavors can identify Orm2 as a promising target for platelet-related
disorders. Consequently, it is anticipated to substantially contribute to developing effective
treatments for diverse platelet-related conditions in the future.

This study found that although the reactive aggregation of platelets themselves is
reduced in the elderly, there are several platelet aggregation factors in the blood. Consider-
ing these characteristics, it was confirmed that an antithrombotic agent should be used in
older people. In addition, Orm2, whose expression is particularly increased in the platelets
of elderly people and moves to the platelet membrane, was suggested as a target for an
anti-hemostatic agent tailored to the elderly.
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