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ABSTRACT

Introduction: Lower handgrip strength is a manifestation of sarcopenia and
frailty, and has been reported to be associated with cerebral microbleeds (CMBs),
which appear on T2*-weighted magnetic resonance scans as low-intensity spots.
However, the underlying mechanism is unknown. We hypothesized that vascular
endothelial injury could be the common factor in loss of handgrip strength and CMBs.
We aimed to clarify the relationship between handgrip strength and CMBs, with
reference to a marker of vascular repair capability.

Materials and Methods: We conducted a cross-sectional study of 95 60- to
87-year-old Japanese people who underwent brain magnetic resonance imaging in
2016-2017. Baseline information was obtained by trained interviewers regarding the
age, sex, smoking status, nutrient intake, cognition, medical history, education, and
household income of the participants. Physical activity was assessed using a tri-axial
accelerometer. We used the Fried frailty phenotype definition. Multivariable linear
regression analysis was performed.

Results: Handgrip strength was independently associated with the presence of
CMB after adjustment for age, sex, body mass index, classical cardiovascular risk
factors, protein intake, and daily activity (B = —3.43, p = 0.027). This association was
shown in participants with a low (B = —4.05, p = 0.045) but not high platelet count
(B=-2.23, p = 0.479). Frailty was also independently associated with the presence of
CMB after adjustment for confounders (B = 0.57, p = 0.014). Although this association
was not present in participants a high platelet count, there was a positive trend in
those with a low platelet count (B = 0.50, p = 0.135).

Conclusions: Platelet count, a marker of vascular repair capability, appears to
modify the relationship between handgrip strength and CMBs.
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INTRODUCTION

Low handgrip strength is a typical manifestation
of sarcopenia and frailty [1, 2], and is itself a predictor
of mortality and disability [3, 4]. Our previous studies
have shown that the capacity for endothelial repair is
associated with the maintenance of handgrip strength
[5, 6]. Both platelets and CD34-positive cells play
important roles in vascular homeostasis [7-9], respond
to hypertension-induced vascular endothelial injury, and
maintain handgrip strength. Platelets may also increase the
proliferation of bone marrow multi-potent stem cells [10]
and induce the differentiation of human CD34-positive
cells into foam cells [11], which leads to the development
of atherosclerotic lesions as a consequence of aggressive
repair in response to vascular damage.

Recent studies have shown that small vessel disease
is associated with frailty [12—15]. Cerebral microbleeds
(CMBs) are a manifestation of small vessel disease and
are visible on T2"-weighted magnetic resonance imaging
(MRI) scans as low-intensity spots [16]. Hypertension
is the most consistent predictor of CMBs, with an odds
ratio in healthy adults of 4.21 (95% confidence interval
2.20-8.08) [17]. In a cohort of 962 Asian adults, the
presence of CMBs was significantly associated with
physical frailty and low handgrip strength, independent
of age, sex, and vascular risk factors [14]. In addition,
of the five assessments of frailty used, handgrip strength
was the only one to be associated with brainstem CMBs
after multivariate adjustment. However, CMBs were not
significantly associated with frailty after adjustment for
age, sex, and duration of education in a cohort of 388
Australian adults [13].

Platelets are initiators of vascular inflammation and
vessel wall remodeling [18, 19], and age-related increases
in inflammatory agents can disrupt the microvascular
endothelium. In turn, disruption of the microvascular
endothelium impairs the microcirculation and prevents
delivery of the oxygen and nutrients necessary to maintain
skeletal muscle mass [20]. Moreover, failure of the
cerebrovascular endothelium is the underlying mechanism
of cerebral small vessel disease, including CMBs [21].
Because the platelet count has a crucial role in vascular
endothelial repair activity [5] and may be a common
etiologic factor in the loss of handgrip strength and CMBs,
we hypothesized that the relationships between handgrip
strength, frailty, and CMBs might be more marked in
older people with low platelet counts. To clarify these
relationships, we conducted a cross-sectional study of 95
Japanese people aged 60—87 years who underwent brain
MRI in 2016-2017.

RESULTS

Table 1 lists the characteristics of the whole
cohort and groups categorized according to their platelet

count. Of the 95 participants, 18 (19.0%) had CMBs
in any location, 12 (12.6%) had CMBs in lobar and/
or other locations, and 13 (13.7%) had CMBs in non-
lobar and/or lobar locations. According to Fried Frailty
phenotyping, there were 40, 50, and 5 non-frail, pre-frail,
and frail participants, respectively. Compared with those
participants with a high platelet count, those with a low
platelet count were more likely to have chronic kidney
disease (CKD) and use non-vitamin K antagonist oral
anticoagulants (NOACSs) more frequently, had a higher
serum cystatin C concentration, and had a lower low-
density lipoprotein (LDL)-cholesterol concentration.

In the simple linear regression analysis, although the
association between handgrip strength and the presence
of CMBs was not significant, there was a negative trend
among the total participants (B coefficient = —3.00, p =
0.218) (Table 2). Frailty was also independently associated
with the presence of CMBs among the total participants
(B=0.65, p=0.004).

In the multivariable linear regression analysis,
handgrip strength was found to be independently
associated with the presence of CMBs in all the models
tested (B = —3.44, p = 0.027 in Model 3) (Table 2). This
association was shown in the low platelet count group
(B =—4.05, p = 0.045 in Model 3), but not in the high
platelet count group (B = —2.23, p = 0.479 in Model 3).
Frailty was also independently associated with the presence
of CMBs in all the models tested (B = 0.57, p = 0.014
in Model 3). Although this association was not shown in
the participants when they were categorized according to
platelet count, there was a positive trend in the low platelet
count group (B =0.50, p =0.135 in Model 3).

We additionally performed multivariable linear
regression analyses of the relationship between handgrip
strength and the presence of CMBs by sex and by age
group. Although this association was not statistically
significant in men, a negative trend was found in both men
and women in Model 3 (B = —1.66, p = 0.529 and B =
=5.11, p = 0.005, respectively). The age categories were
defined as young (60—71 years) and old (72—87 years) using
amedian age of 71 years. Although these associations were
not statistically significant, a negative trend was found in
both the young and old age groups in Model 3 (B =—4.35,
p=0.054 and B =—1.36, p = 0.532, respectively).

The number of CMBs was not associated with either
handgrip strength or frailty in all patients, the low platelet
count group, or the high platelet count group in Model
3. When we selected the distribution of CMBs as only
lobar CMBs, the association between handgrip strength
and CMBs was attenuated to a non-significant level but
remained significant in non-lobar CMBs (B =-1.02, p =
0.604 and B =-3.57, p =0.037 in Model 3, respectively).
The association between frailty and lobar CMBs and the
association between frailty and non-lobar CMBs were
attenuated to a non-significant level (B = 0.25, p = 0.404
and B =0.31, p =0.233 in Model 3, respectively).
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Table 1: Clinical characteristics of the study cohort, categorized according to platelet count

All Low platelet count  High platelet count P-value

No. of participants 95 48 47
Age, years 724+73 73.8+73 71.0£7.0 0.061
Men 48 (50.5) 25(52.1) 23 (48.9) 0.759
Height, cm 155.5+8.7 155.7+8.7 155.4+8.7 0.873
Body mass, kg 61.6+13.2 62.0+14.4 61.3+12.0 0.870
Body mass index, kg/m? 254+4.6 254+45 254+47 0.953
Handgrip strength, kg 26.6+9.3 255+£9.7 27.7+8.8 0.245
Systolic blood pressure, mmHg 136.1 +20.9 136.3+21.3 135.9+20.6 0.685
Diastolic blood pressure, mmHg 77.4£12.5 77.1+14.1 77.6 £10.7 0.985
History of ischemic heart disease 10 (10.5) 6(12.5) 4(8.5) 0.526
Hypertension 64 (67.4) 30 (62.5) 34 (72.3) 0.306
Diabetes mellitus 27 (28.4) 14 (29.2) 13 (27.7) 0.871
Dyslipidemia 44 (46.3) 19 (39.6) 25(53.2) 0.184
Atrial fibrillation 10 (10.5) 6(12.5) 4(8.5) 0.526
Chronic kidney disease 9(9.5) 8 (16.7) 1(2.1) 0.016
Use of antiplatelet and/or anticoagulant medication 26 (27.4) 17 (35.4) 9(19.2) 0.075

NOACs' 13 (13.7) 10 (20.8) 3(6.4) 0.040

Warfarin 3(3.2) 1(2.1) 2 (4.3) 0.545

Use of antiplatelet medication 14 (14.7) 8 (16.7) 6 (12.8) 0.592
White blood cell count, cells/uL 5,309 + 1609 5,319 + 1544 5,704 + 1666 0.255
Platelet count, x10%/uL 20.7£5.0 16.7+3.0 247+£29 <0.001
Total protein, g/dL 7.1£0.5 7.0+0.5 72+0.5 0.066
Albumin, g/dL 43+£04 42+04 43+£03 0.260
High-sensitivity C-reactive protein, g/dL 1,303 +£3123 1,328 £ 3670 1,277 + 2484 0.443
Cystatin C, mg/dL 1.05+0.27 1.11+0.28 1.00+£0.24 0.038
Hemoglobin Alc, % 5.94+0.77 5.89+0.77 5.98+0.78 0.657
Total cholesterol, mg/dL 183 +£35 178 +42 188 +26 0.120
HDL-cholesterol, mg/dL 56+ 17 58 +£20 54+ 14 0.522
LDL-cholesterol, mg/dL 100 + 26 94 +29 106 + 22 0.017
Triglycerides, mg/dL 125 + 66 122+ 77 128 + 54 0.129
Smoking status 0.590

Never 46 (48.4) 21 (43.8) 25(53.2)

Former 41 (43.2) 22 (45.8) 19 (40.4)

Current 8(8.4) 5(10.4) 3(6.4)
Duration of education, years 0.829

6-9 54 (56.8) 26 (54.2) 28 (59.6)

10-12 29 (30.5) 16 (33.3) 13 (27.7)

>13 12 (12.6) 6(12.5) 6(12.8)
Household income, million yen per year (US dollars per year) 0.370

<¥200 ($17,544) 36 (37.9) 18 (37.5) 18 (38.3)

¥200-399 ($17,544-35,088) 51(53.7) 28 (58.3) 23 (48.9)

¥400-599 ($35,088-52,632) 6(6.3) 2(4.2) 4(8.5)

¥600-799 (852,632-70,175) 0(0) 0(0) 0(0)

> ¥800 ($70,175) 2(2.1) 0(0) 2(4.3)
Mini-Mental State Examination score 25.8+2.8 255+2.4 26.2+3.1 0.062
Center for Epidemiologic Studies Depression Scale score 7.1+£6.4 85+74 5.6+4.38 0.068
Daily energy expenditure during physical activity, kcal 500 + 159 499 + 156 503 £172 0.378
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Daily energy intake, kcal 1824 + 564 1855 £ 429 1792 £ 677 0.217
Daily dietary protein intake, g 76.4+27.5 77.5+22.2 75.4+32.3 0.330
Daily dietary vitamin D intake, pg 20.2 + 14.6 20.3+13.7 20.0 +15.7 0.639
Daily dietary alcohol intake, g 6.0+16.9 5.5+14.6 6.5+19.0 0.647
Presence of cerebral microbleeds 18 (19.0) 12 (25.0) 6 (12.8) 0.128
Number of cerebral microbleeds 0.5+1.4 0.6+1.5 04+12 0.130
Fried Frailty phenotype 0.278

Non-frail 40 (42.1) 20 (41.7) 20 (42.6)

Pre-frail 50 (52.6) 24 (50.0) 26 (55.3)

Frail 5(5.3) 4(8.3) 1(2.1)
Low handgrip strength 24 (25.3) 15(31.3) 9(19.2) 0.175
Low activity 9(9.5) 5(10.4) 4(8.5) 0.524
Slow walking speed 17 (17.9) 10 (20.8) 11(23.4) 0.763
Exhaustion 14 (14.7) 7 (14.6) 7(14.9) 0.966
Weight loss 9(9.5) 4(8.3) 5(10.6) 0.701

Data are mean + standard deviation or n (%). ¥114 was equivalent to $1 on March 4, 2016. INOACs: non-vitamin K antagonist oral anticoagulants
(dabigatran, rivaroxaban, apixaban, or edoxaban). LDL: low-density lipoprotein; HDL: high-density lipoprotein.

Table 2: Multivariable linear regression analysis of the relationship between handgrip strength

and the presence of cerebral microbleeds

All (n =95) Low platelet count (n = 48) High platelet count (n = 47)
B coefficient  95% confidence  P-value B coefficient 95% confidence P-value B coefficient 95% confidence P-value
interval interval interval
Handgrip strength
Crude —-3.00 (=7.80, 1.81) 0.218 —2.57 (—9.09, 3.95) 0.431 —2.67 (—10.44,5.10) 0.493
Model 1 -3.28 (—6.24,-0.32) 0.030 —3.80 (=7.74,0.14) 0.059 -1.75 (—6.96, 3.46) 0.501
Model 2 -3.57 (—6.59,-0.55) 0.021 -3.97 (=7.70,-0.25) 0.037 -1.57 (-7.88,4.73) 0.616
Model 3 —3.43 (—6.45,-0.41) 0.027 —4.05 (—8.02,-0.09) 0.045 —2.23 (—8.58,4.11) 0.479
Frailty
Crude 0.65 (0.21, 1.08) 0.004 0.64 (0.01, 1.27) 0.046 0.65 (-0.02, 1.32) 0.057
Model 1 0.64 (0.21, 1.06) 0.004 0.62 (0.02, 1.21) 0.043 0.70 (0.00, 1.40) 0.049
Model 2 0.60 (0.15, 1.05) 0.009 0.59 (—0.04,1.22) 0.065 0.69 (—0.14, 1.51) 0.101
Model 3 0.57 (0.12, 1.02) 0.014 0.50 (=0.16, 1.17) 0.135 0.45 (-0.35,1.26) 0.262

Model 1 was adjusted for age, sex, and BMI. Model 2 was adjusted for the Model 1 factors and classical cardiovascular risk factors (history of hypertension,
history of diabetes mellitus, cystatin C, and smoking status). Model 3 was adjusted for the Model 2 factors and risk factors for sarcopenia (protein intake,

vitamin D intake, and daily activity).

DISCUSSION

The main findings of the present study were that
handgrip strength is significantly associated with the
presence of CMBs, but that this association is only present
in people with a relatively low platelet count. Frailty was
also shown to be associated with the presence of CMBs,
although this association was not significant in people
with low platelet counts. These results demonstrate that
frailty and its manifestation, low handgrip strength, and
CMBs may have vascular dysfunction as a common
etiologic factor because the association between the two
was strong in participants with low platelet counts.

This is the first epidemiologic study to show that the
association between handgrip strength and the presence of

CMBs can be stratified according to platelet count in an
older Japanese population without a history of stroke or
dementia. The findings were strengthened by adjustment
for the potential confounders of cardiovascular risk
factors, nutritional status, socio-economic status, and
physical activity.

Previous studies have shown that small vessel
disease is associated with frailty [12—15]. A cohort study
of 791 older adults in the US showed the progression
of frailty in > 95% during up to 14 years of follow-up
[15]. In mixed-effect analysis, arteriosclerosis, identified
during postmortem brain examination, was associated
with the progression of frailty after controlling for the
effects of age, sex, education, and their interaction with
time (estimate = 0.079, p < 0.001). The authors suggested
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that frailty and brain pathology might be caused by a
common underlying pathophysiologic mechanism. To the
best of our knowledge, few epidemiologic studies have
examined the underlying pathophysiology. However, a
cross-sectional study of Taiwanese adults showed that
the number of CMBs is associated with the degree of
physical frailty and that CMBs located in the brainstem
are significantly associated with physical frailty and
low handgrip strength [14]. Because the location of
CMBs reflects the underlying mechanism (deep and/
or infratentorial CMBs are attributable to hypertensive
arteriosclerosis, whereas lobar CMBs are attributable to
cerebral amyloid angiopathy [21-24]), CMBs located
in the brainstem may be indicative of disruption of the
microcirculation. Thus, the findings of previous studies
indicate that the associations between physical frailty or
low handgrip strength and CMBs may be underpinned
by common defects in the microcirculation. The findings
in our study showed that CMBs in any location and non-
lobar CMBs were significantly associated with handgrip
strength, but lobar CMBs were not. These findings are
compatible with the hypothesized underlying mechanism
in non-lobar CMBs, which may be different from cerebral
amyloid angiopathy in lobar CMBs.

Platelets play an important role in vascular
inflammation and vessel wall remodeling [18, 19], and
our previous study showed that the platelet count is a
marker of vascular repair capability in older Japanese
men [5]. Activated platelets can increase the proliferation
of bone marrow mesenchymal stem cells [10] and the

number of CD34-positive cells by releasing stromal
cell-derived factor la [25]. These cells, in turn, can also
contribute to endothelial repair [9]. The presence of
sufficient numbers of platelets may enhance the repair
of the vascular endothelium. However, low bone marrow
activity may limit the proliferation of platelets, leading to
poor endothelial repair. Disruption of the microvascular
endothelium impairs the microcirculation [20]. Thus,
people with a low platelet count may be at higher risk
of microcirculatory dysfunction in the brain, leading to
CMBs, and in muscle, leading to lower handgrip strength
and the progression of physical frailty (Figure 1).

Inflammation is also involved in the induction
of vascular endothelial injury; therefore, we adjusted
Model 3 in the multivariate analysis according to the
serum concentration of high-sensitivity C-reactive protein
(hs-CRP). However, both the associations between
handgrip strength and the presence of CMBs (B = —3.40,
p=0.031) and frailty and the presence of CMBs (B =0.61,
p = 0.010) remained, which suggests that the underlying
pathophysiology principally involves disruption of the
microcirculation and insufficient vascular endothelial
repair, rather than inflammation.

Study strengths and limitations

Our study had a strength. The muscle strength
and CMBs had predisposing factors, and they should be
considered potential confounding factors. We collected
detailed information about cardiovascular risk factors,

Aging process:

Hypertension, Inflammation, Oxidative stress

Vascular endothelial injury

| 4

Activates platelets:
reflected in bone marrow activity

3

Platelets (|)
[ Insufficient repair of J

vascular endothelium

L4

Disruption of micro-circulation

—

Low bone marrow activity .

Associated with CMBs in the brain
Associated with lower handgrip strength

and the progression of frailty in muscle

<Bone marrow>

CD34-positive cells (1)
Megakaryocytes (platelets) (1)

@ Normal bone marrow activity
Platelets (1)

[ Appropriate repair of ]

vascular endothelium

2

Maintains handgrip strength
Slows the progression of frailty

Figure 1: Possible mechanism underlying the links between the progression of frailty, handgrip strength, cerebral
microbleeds, and platelet count, as an index of endothelial repair capability, in older people in the present study. CMBs:

cerebral microbleeds.
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inflammation, nutritional status, physical activity level,
socioeconomic status, and other parameters.

The potential limitations of the present study warrant
some discussion. First, because we recruited participants
after an MRI examination had been performed, the
prevalence of CMBs may have been underestimated.
Second, the purpose of brain MRI in most patients was
to examine somatic symptoms, and eligible participants
who needed chronic care were recruited at a hospital
visit; therefore, the participants might have had a higher
probability of being frail than the normal population.
However, despite this potential selection bias, the risk of
confounding of the association might have been low in this
study. In addition, because this was a cross-sectional study,
we were unable to establish cause—effect relationships.

In conclusion, the platelet count, a marker of
vascular repair capability, appears to modify the
association between handgrip strength and the presence
of CMBs in older people. Further study is required to
elucidate the reason why the association between CMBs
and the maintenance of muscle strength depends on
the platelet count, and may help to identify preventive
strategies for frailty and sarcopenia.

MATERIALS AND METHODS

Ethics statement

This study was approved by the Ethics Committee
of Nagasaki University Graduate School of Biomedical
Sciences (project registration number 15122574) and by
the Ethics Committee of Nagasaki Goto Central Hospital
(project registration number 27-1), and was conducted
according to the ethical standards defined in the 1964
Declaration of Helsinki and its subsequent amendments.

Study design and participants

We conducted a cross-sectional study in Nagasaki
Goto Central Hospital, Japan. We recruited all the
patients aged 60 years or older who underwent plain
brain MRI using T2"-weighted gradient-recalled echo
sequence imaging. The purpose of examining brain MRI
was as follows; dizziness, vertigo, syncope, headache,
unconsciousness, seizure, loss of balance, numbness,
suspected stroke or suspected dementia.

The participants were sequentially recruited from
the MRI list between January 1, 2013 and December
31, 2015, when they attended a regular consultation at
the hospital. We did not include patients who had been
diagnosed with or treated for stroke or dementia. Of
1,612 patients who underwent MRI, 111 were included,
and the rest of the patients were not recruited because of
shortage of funding. Ultimately, 95 participants (48 men
and 47 women) with a mean age of 72.4 years (standard
deviation, 7.3 years; range, 60—87 years) were evaluated,

after the exclusion of patients with a refusal to participate
(n = 9), a metal artifact on MRI (n = 1), a history of
stroke or dementia recognized at the interview conducted
after the recruitment process (n = 3), and refusal to use
an accelerometer (n = 3). All the participants provided
their written informed consent at the time of their regular
visit, between March 4, 2016 and March 2, 2017. All the
anthropometric data, medical records, and laboratory data,
with the exception of the MRI data, were obtained after
the provision of informed consent.

Definition of CMBs

Multi-sequence MRI examinations were performed
using a 1.5-T scanner (Philips Healthcare). A two-
dimensional T2"-weighted gradient-recalled echo sequence
with long echo time, acquisition matrix size of 256 x 133—
163 (emergency case: 224 x 109), slice thickness of 5 mm,
and 1-mm spacing was used. CMBs were defined as being
< 10 mm in diameter on the basis of the previous study
guidelines proposed by Greenberg et al. [16].

Handgrip strength and definition of frailty

Handgrip strength was recorded with the participant
standing and his/her arm extended in a natural position.
The handgrip dynamometer (Smedley Dynamometer
0-1019-01; Matsumiya Ika Seiki Seisakujo, Tokyo, Japan)
was adjusted for each participant, so that his/her second
proximal phalanges were positioned around the handle.
Handgrip strength was measured twice for both hands, and
the maximum scores for both hands were analyzed.

We used Fried frailty phenotyping to assess the
frailty of the participants [26]. The sum of the scores
for the five components (unintentional weight loss,
weakness, exhaustion, slowness, and low physical
activity level) was treated as a continuous variable
(positivity for each component was defined by a value
of 1). Unintentional weight loss was defined as an
unwanted loss of > 3 kg over the preceding 6 months,
determined at interview. Weakness was defined as a
maximum handgrip strength less than the reference value
for an Asian population [27]. Participants who were
unable to perform the test were also considered to be
weak. Exhaustion was determined using the Center for
Epidemiologic Studies Depression Scale (CES-D) score.
Slowness was determined using a 5-m walking test, and
participants whose walking speed was < 0.8 m/s were
categorized as slow. Gait speed was measured using a
standard test procedure and a stopwatch. Participants
were instructed to walk 8 m at their normal speed,
starting from a motionless standing position, and the
time taken to traverse the space between meter three and
meter eight was recorded. Low physical activity level
was defined as an energy expenditure during physical
activity of less than the reference value defined in a
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previous study of a Japanese population (< 6.20 kcal/
kg/day for men and < 7.13 kcal/kg/day for women) [28].
Every participant had their energy expenditure during
physical activity assessed using a tri-axial accelerometer
for 7 days, which was quantified as kcal/kg/day. The tri-
axial accelerometer had to be worn for more than 480
min for the data to be included for that day, and data
from participants with > 2 valid days were eligible for
analysis.

Clinical information

Body mass and height were measured while
participants were wearing lightweight clothes and
no shoes, and their body mass index (BMI) was then
calculated. Systolic blood pressure (SBP) and diastolic
blood pressure (DBP) were measured at rest using a blood
pressure measuring device (HEM-907; Omron, Kyoto,
Japan). The measurements were repeated when the SBP
was > 140 mmHg or the DBP was > 90 mmHg, and the
mean values were used in subsequent analyses.

Information regarding the age; sex; smoking
status (never a smoker, former smoker, or current
smoker); history of stroke, dementia, use of anti-
hypertensive medication, diabetes mellitus, dyslipidemia,
atrial fibrillation, CKD, or use of antiplatelet and/
or anticoagulant medication; duration of education;
household income (million yen per year); Mini-Mental
State Examination score; and CES-D score were obtained
by trained interviewers. The use of antiplatelet and/
or anticoagulant medication was categorized as NOAC
use (dabigatran, rivaroxaban, apixaban, or edoxaban) or
warfarin use. Nutrient intake was assessed using a brief
self-administered diet history questionnaire designed for
Japanese adults [29].

Fasting blood samples were collected at the time
of clinical examination into EDTA-2K tubes, siliconized
tubes, and sodium fluoride tubes. Blood from the EDTA-
2K tube was used to measure the white blood cell count
and platelet count using an automated analyzer at SRL,
Inc. (Tokyo, Japan). The serum concentrations of total
protein, albumin, cystatin C, total cholesterol, high-density
lipoprotein-cholesterol, LDL-cholesterol, triglycerides,
glycated hemoglobin, and hs-CRP were measured using
standard laboratory procedures.

Statistical analysis

Demographic, clinical, laboratory, and other
characteristics were summarized according to platelet
count category (high or low). Differences in the mean
values or proportions for each variable between platelet
count categories were analyzed using the Wilcoxon rank
sum test for continuous variables (age, height, body mass,
BMI, handgrip strength, SBP, DBP, white blood cell count,
platelet count, total protein, albumin, hs-CRP, cystatin C,

glycated hemoglobin, total cholesterol, LDL-cholesterol,
high-density lipoprotein-cholesterol, triglycerides, Mini-
Mental State Examination score, CES-D score, daily
energy expenditure during physical activity, daily energy
intake, daily dietary protein intake, daily dietary vitamin
D intake, daily dietary alcohol intake, and number of
CMBs) or the McNemar chi-square test for categorical
variables (sex, history of ischemic heart disease, use
of anti-hypertensive medication, diabetes mellitus,
dyslipidemia, atrial fibrillation, CKD, use of antiplatelet
and/or anticoagulant medication, smoking status [never,
former, and current smokers were defined as 1, 2, and 3,
respectively], duration of education, household income,
presence of CMBs, and frailty).

We performed a simple linear regression analysis
to identify relationships between the presence of CMBs
and handgrip strength or frailty. Next, to determine
the relationships between the presence of CMBs and
handgrip strength or frailty we used multivariable linear
regression analysis for the full cohort and each platelet
count category. In this analysis, a priori adjustments
were made for age, sex, and BMI in Model 1, these
plus classical cardiovascular risk factors (history of
hypertension, history of diabetes mellitus, cystatin C, and
smoking status) in Model 2, and these plus risk factors
for sarcopenia (protein intake, vitamin D intake, and daily
activity) in Model 3. These potential confounding factors
were selected based on previous studies [1, 2, 14, 26]. We
also performed a multivariable linear regression analysis
to determine the relationships between the number of
CMBs and handgrip strength or frailty. To assess the
associations under consideration of the location of CMBs,
we performed additional analyses using lobar CMBs
(CMBs distributed in lobar and/or other locations) or non-
lobar CMBs (CMBs distributed in deep or infratentorial
and/or lobar locations).

As a sensitivity analysis, we performed multivariable
linear regression analyses of the participants according to
their platelet count category because the platelet count is
an indicator of the capacity for endothelial repair, which
might be associated with the maintenance of handgrip
strength [5].

All analyses were two-tailed, and p < 0.05 was
regarded as statistically significant. Statistical analyses
were performed using STATA® version 14.0 (StataCorp,
College Station, TX, USA).

Abbreviations

CMBs: cerebral microbleeds; MRI: magnetic
resonance imaging; CKD: chronic kidney disease;
NOAC:s: non-vitamin K antagonist oral anticoagulants;
LDL: low-density lipoprotein; hs-CRP: high-sensitivity
C-reactive protein; CES-D: Center for Epidemiologic
Studies Depression Scale; BMI: body mass index; SBP:
systolic blood pressure; DBP: diastolic blood pressure.

www.oncotarget.com

1711

Oncotarget



Author contributions

HY designed the study, performed the statistical
analyses, interpreted the data, and drafted and revised the
manuscript. KN, SK, and Y'S assisted with the design of
the study, were involved in data collection, and reviewed
the manuscript. KM and AT participated in the study
conception and reviewed the manuscript. TM was the
general coordinator and was involved in the study design.

ACKNOWLEDGMENTS

We thank Ms. Rumi Ozawa, Ms. Tomoko Matono
and Ms. Kumiko Ideguchi for help with data management.
We thank Mark Cleasby, PhD and Angela Morben, DVM,
ELS, from Edanz Group (www.edanzediting.com/ac), for
editing a draft of this manuscript.

CONFLICTS OF INTEREST

The authors have declared no competing interests.

FUNDING

The study was funded by a Grant-in-Aid for
Scientific Research from the Japan Society for the
Promotion of Science (15K19230). The sponsor played
no role in the study design or execution, analysis or
interpretation of data, or writing of the manuscript.

REFERENCES

1. Cruz-Jentoft AJ, Bahat G, Bauer J, Boirie Y, Bruyeére O,
Cederholm T, Cooper C, Landi F, Rolland Y, Sayer AA,
Schneider SM, Sieber CC, Topinkova E, et al. Sarcopenia:
revised European consensus on definition and diagnosis.
Age Ageing. 2019; 48:601. https://doi.org/10.1093/ageing/
afz046. [PubMed]

2. Hoogendijk EO, Afilalo J, Ensrud KE, Kowal P, Onder
G, Fried LP. Frailty: implications for clinical practice and
public health. Lancet. 2019; 394:1365-75. https://doi.
0rg/10.1016/S0140-6736(19)31786-6. [PubMed]

3. Rantanen T, Guralnik JM, Foley D, Masaki K, Leveille S,
Curb JD, White L. Midlife hand grip strength as a predictor
of old age disability. JAMA. 1999; 281:558-60. https://doi.
org/10.1001/jama.281.6.558. [PubMed]

4. Rantanen T, Harris T, Leveille SG, Visser M, Foley D,
Masaki K, Guralnik JM. Muscle strength and body mass
index as long-term predictors of mortality in initially healthy
men. J Gerontol A Biol Sci Med Sci. 2000; 55:M168-73.
https://doi.org/10.1093/gerona/55.3.m168. [PubMed]

5. Shimizu Y, Sato S, Koyamatsu J, Yamanashi H, Nagayoshi
M, Kadota K, Maeda T. Platelets as an indicator of vascular
repair in elderly Japanese men. Oncotarget. 2016; 7:44919—
26. https://doi.org/10.18632/oncotarget.10229. [PubMed]

6. Yamanashi H, Shimizu Y, Koyamatsu J, Nagayoshi M, Kadota
K, Tamai M, Maeda T. Circulating CD34-Positive Cells Are
Associated with Handgrip Strength in Japanese Older Men:
The Nagasaki Islands Study. J Frailty Aging. 2017; 6:6—11.
https://doi.org/10.14283/jfa.2016.107. [PubMed]

7. Stellos K, Langer H, Daub K, Schoenberger T, Gauss A,
Geisler T, Bigalke B, Mueller I, Schumm M, Schaefer
I, Seizer P, Kraemer BF, Siegel-Axel D, et al. Platelet-
derived stromal cell-derived factor-1 regulates adhesion
and promotes differentiation of human CD34+ cells to
endothelial progenitor cells. Circulation. 2008; 117:206—15.
https://doi.org/10.1161/CIRCULATIONAHA.107.714691.
[PubMed]

8. Stellos K, Bigalke B, Langer H, Geisler T, Schad A, Kdgel
A, Pfaff F, Stakos D, Seizer P, Miiller I, Htun P, Lindemann
S, Gawaz M. Expression of stromal-cell-derived factor-1

on circulating platelets is increased in patients with acute
coronary syndrome and correlates with the number of
CD34+ progenitor cells. Eur Heart J. 2009; 30:584-93.
https://doi.org/10.1093/eurheartj/ehn566. [PubMed]

9. Majka M, Janowska-Wieczorek A, Ratajczak J, Ehrenman
K, Pietrzkowski Z, Kowalska MA, Gewirtz AM, Emerson
SG, Ratajczak MZ. Numerous growth factors, cytokines,

and chemokines are secreted by human CD34(+) cells,
myeloblasts, erythroblasts, and megakaryoblasts and
regulate normal hematopoiesis in an autocrine/paracrine
manner. Blood. 2001; 97:3075-85. https://doi.org/10.1182/
blood.v97.10.3075. [PubMed]
Zou J, Yuan C, Wu C, Cao C, Yang H. The effects of platelet-
rich plasma on the osteogenic induction of bone marrow
mesenchymal stem cells. Connect Tissue Res. 2014; 55:304—
9. https://doi.org/10.3109/03008207.2014.930140. [PubMed]
11. Daub K, Langer H, Seizer P, Stellos K, May AE, Goyal
P, Bigalke B, Schonberger T, Geisler T, Siegel-Axel D,
Oostendorp RA, Lindemann S, Gawaz M. Platelets induce

10.

differentiation of human CD34+ progenitor cells into foam
cells and endothelial cells. FASEB J. 2006; 20:2559-61.
https://doi.org/10.1096/1].06-62651je. [PubMed]

Kant IM, Mutsaerts HJ, van Montfort SJ, Jaarsma-Coes
MG, Witkamp TD, Winterer G, Spies CD, Hendrikse J,
Slooter AJ, de Bresser J, and BioCog Consortium. The
association between frailty and MRI features of cerebral
small vessel disease. Sci Rep. 2019; 9:11343. https://doi.
0rg/10.1038/s41598-019-47731-2. [PubMed]

13. Siejka TP, Srikanth VK, Hubbard RE, Moran C, Beare
R, Wood A, Phan T, Callisaya ML. Frailty and Cerebral
Small Vessel Disease: A Cross-Sectional Analysis of the
Tasmanian Study of Cognition and Gait (TASCOG). J
Gerontol A Biol Sci Med Sci. 2018; 73:255-60. https://doi.
org/10.1093/gerona/glx145. [PubMed]

Chung CP, Chou KH, Chen WT, Liu LK, Lee WJ, Chen
LK, Lin CP, Wang PN. Cerebral microbleeds are associated
with physical frailty: a community-based study. Neurobiol
Aging. 2016; 44:143-50. https://doi.org/10.1016/].
neurobiolaging.2016.04.025. [PubMed]

12.

14.

www.oncotarget.com

1712

Oncotarget


www.edanzediting.com/ac
https://doi.org/10.1093/ageing/afz046
https://doi.org/10.1093/ageing/afz046
https://www.ncbi.nlm.nih.gov/pubmed/31081853
https://doi.org/10.1016/S0140-6736(19)31786-6
https://doi.org/10.1016/S0140-6736(19)31786-6
https://www.ncbi.nlm.nih.gov/pubmed/31609228
https://doi.org/10.1001/jama.281.6.558
https://doi.org/10.1001/jama.281.6.558
https://www.ncbi.nlm.nih.gov/pubmed/10022113
https://doi.org/10.1093/gerona/55.3.m168
https://www.ncbi.nlm.nih.gov/pubmed/10795731
https://doi.org/10.18632/oncotarget.10229
https://www.ncbi.nlm.nih.gov/pubmed/27374094
https://doi.org/10.14283/jfa.2016.107
https://www.ncbi.nlm.nih.gov/pubmed/28244551
https://doi.org/10.1161/CIRCULATIONAHA.107.714691
https://www.ncbi.nlm.nih.gov/pubmed/18086932
https://doi.org/10.1093/eurheartj/ehn566
https://www.ncbi.nlm.nih.gov/pubmed/19109356
https://doi.org/10.1182/blood.v97.10.3075
https://doi.org/10.1182/blood.v97.10.3075
https://www.ncbi.nlm.nih.gov/pubmed/11342433
https://doi.org/10.3109/03008207.2014.930140
https://www.ncbi.nlm.nih.gov/pubmed/24874552
https://doi.org/10.1096/fj.06-6265fje
https://www.ncbi.nlm.nih.gov/pubmed/17077283
https://doi.org/10.1038/s41598-019-47731-2
https://doi.org/10.1038/s41598-019-47731-2
https://www.ncbi.nlm.nih.gov/pubmed/31383903
https://doi.org/10.1093/gerona/glx145
https://doi.org/10.1093/gerona/glx145
https://www.ncbi.nlm.nih.gov/pubmed/28977392
https://doi.org/10.1016/j.neurobiolaging.2016.04.025
https://doi.org/10.1016/j.neurobiolaging.2016.04.025
https://www.ncbi.nlm.nih.gov/pubmed/27318142

15.

16.

17.

18.

19.

20.

21.

22.

23.

Buchman AS, Yu L, Wilson RS, Schneider JA, Bennett
DA. Association of brain pathology with the progression of
frailty in older adults. Neurology. 2013; 80:2055-61. https://
doi.org/10.1212/WNL.0b013e318294b462. [PubMed]

Greenberg SM, Vernooij MW, Cordonnier C, Viswanathan
A, Al-Shahi Salman R, Warach S, Launer LJ, Van Buchem
MA, Breteler MM, Microbleed Study Group. Cerebral
microbleeds: a guide to detection and interpretation. Lancet
Neurol. 2009; 8:165-74. https://doi.org/10.1016/S1474-
4422(09)70013-4. [PubMed]

Bokura H, Saika R, Yamaguchi T, Nagai A, Oguro H,
Kobayashi S, Yamaguchi S. Microbleeds are associated

with subsequent hemorrhagic and ischemic stroke in healthy
elderly individuals. Stroke. 2011; 42:1867—71. https://doi.
org/10.1161/STROKEAHA.110.601922. [PubMed]

Shi G, Morrell CN. Platelets as initiators and mediators
of inflammation at the vessel wall. Thromb Res. 2011;
127:387-90. https://doi.org/10.1016/j.thromres.2010.10.019.
[PubMed]

Ombrello C, Block RC, Morrell CN. Our expanding view of
platelet functions and its clinical implications. J Cardiovasc
Transl Res. 2010; 3:538-46. https://doi.org/10.1007/
s12265-010-9213-7. [PubMed]

Shimizu Y, Kawashiri SY, Kiyoura K, Koyamatsu J, Fukui
S, Tamai M, Nobusue K, Yamanashi H, Nagata Y, Maeda T.
Circulating CD34+ cells and active arterial wall thickening

among elderly men: a prospective study. Sci Rep. 2020;
10:4656.  https://doi.org/10.1038/s41598-020-61475-4.
[PubMed]

Wardlaw JM, Smith C, Dichgans M. Mechanisms of
sporadic cerebral small vessel disease: insights from

neuroimaging. Lancet Neurol. 2013; 12:483-97. https://doi.
0rg/10.1016/S1474-4422(13)70060-7. [PubMed]

Park JH, Seo SW, Kim C, Kim GH, Noh HJ, Kim ST, Kwak
KC, Yoon U, Lee JM, Lee JW, Shin JS, Kim CH, Noh Y, et
al. Pathogenesis of cerebral microbleeds: /n vivo imaging of
amyloid and subcortical ischemic small vessel disease in 226
individuals with cognitive impairment. Ann Neurol. 2013;
73:584-93. https://doi.org/10.1002/ana.23845. [PubMed]

Poels MM, Vernooij MW, Ikram MA, Hofman A,
Krestin GP, van der Lugt A, Breteler MM. Prevalence
and risk factors of cerebral microbleeds: an update of the
Rotterdam scan study. Stroke. 2010; 41:S103-6. https://doi.
org/10.1161/STROKEAHA.110.595181. [PubMed]

24.

25.

26.

27.

28.

29.

Wardlaw JM, Smith EE, Biessels GJ, Cordonnier C, Fazekas
F, Frayne R, Lindley RI, O’Brien JT, Barkhof F, Benavente
OR, Black SE, Brayne C, Breteler M, et al. Neuroimaging
standards for research into small vessel disease and its
contribution to ageing and neurodegeneration. Lancet
Neurol. 2013; 12:822-38. https://doi.org/10.1016/S1474-
4422(13)70124-8. [PubMed]

Cangiano E, Cavazza C, Campo G, Valgimigli M,
Francolini G, Malagutti P, Pratola C, Ferrari R. Different
clinical models of CD34 + cells mobilization in patients
with cardiovascular disease. J Thromb Thrombolysis.
2011; 32:1-8. https://doi.org/10.1007/s11239-010-0543-8.
[PubMed]

Fried LP, Tangen CM, Walston J, Newman AB, Hirsch
C, Gottdiener J, Seeman T, Tracy R, Kop WJ, Burke G,
McBurnie MA, Cardiovascular Health Study Collaborative
Research Group. Frailty in older adults: evidence for a
phenotype. J Gerontol A Biol Sci Med Sci. 2001; 56:M146-
56. https://doi.org/10.1093/gerona/56.3.m146. [PubMed]
Chen LK, Liu LK, Woo J, Assantachai P, Auyeung TW,
Bahyah KS, Chou MY, Chen LY, Hsu PS, Krairit O, Lee
JS, Lee WJ, Lee Y, et al. Sarcopenia in Asia: consensus

report of the Asian Working Group for Sarcopenia. J Am
Med Dir Assoc. 2014; 15:95-101. https://doi.org/10.1016/].
jamda.2013.11.025. [PubMed]

Chen S, Honda T, Chen T, Narazaki K, Haeuchi Y,
Supartini A, Kumagai S. Screening for frailty phenotype
with objectively-measured physical activity in a west
Japanese suburban community: evidence from the Sasaguri
Genkimon Study. BMC Geriatr. 2015; 15:36. https://doi.
0rg/10.1186/s12877-015-0037-9. [PubMed]

Kobayashi S, Honda S, Murakami K, Sasaki S, Okubo H,
Hirota N, Notsu A, Fukui M, Date C. Both comprehensive
and brief self-administered diet history questionnaires

satisfactorily rank nutrient intakes in Japanese adults. J
Epidemiol. 2012; 22:151-9. https://doi.org/10.2188/jea.
j€20110075. [PubMed]

www.oncotarget.com

1713

Oncotarget


https://doi.org/10.1212/WNL.0b013e318294b462
https://doi.org/10.1212/WNL.0b013e318294b462
https://www.ncbi.nlm.nih.gov/pubmed/23635961
https://doi.org/10.1016/S1474-4422(09)70013-4
https://doi.org/10.1016/S1474-4422(09)70013-4
https://www.ncbi.nlm.nih.gov/pubmed/19161908
https://doi.org/10.1161/STROKEAHA.110.601922
https://doi.org/10.1161/STROKEAHA.110.601922
https://www.ncbi.nlm.nih.gov/pubmed/21597015
https://doi.org/10.1016/j.thromres.2010.10.019
https://www.ncbi.nlm.nih.gov/pubmed/21094986
https://doi.org/10.1007/s12265-010-9213-7
https://doi.org/10.1007/s12265-010-9213-7
https://www.ncbi.nlm.nih.gov/pubmed/20661787
https://doi.org/10.1038/s41598-020-61475-4
https://www.ncbi.nlm.nih.gov/pubmed/32170211
https://doi.org/10.1016/S1474-4422(13)70060-7
https://doi.org/10.1016/S1474-4422(13)70060-7
https://www.ncbi.nlm.nih.gov/pubmed/23602162
https://doi.org/10.1002/ana.23845
https://www.ncbi.nlm.nih.gov/pubmed/23495089
https://doi.org/10.1161/STROKEAHA.110.595181
https://doi.org/10.1161/STROKEAHA.110.595181
https://www.ncbi.nlm.nih.gov/pubmed/20876479
https://doi.org/10.1016/S1474-4422(13)70124-8
https://doi.org/10.1016/S1474-4422(13)70124-8
https://www.ncbi.nlm.nih.gov/pubmed/23867200
https://doi.org/10.1007/s11239-010-0543-8
https://www.ncbi.nlm.nih.gov/pubmed/21197559
https://doi.org/10.1093/gerona/56.3.m146
https://www.ncbi.nlm.nih.gov/pubmed/11253156
https://doi.org/10.1016/j.jamda.2013.11.025
https://doi.org/10.1016/j.jamda.2013.11.025
https://www.ncbi.nlm.nih.gov/pubmed/24461239
https://doi.org/10.1186/s12877-015-0037-9
https://doi.org/10.1186/s12877-015-0037-9
https://www.ncbi.nlm.nih.gov/pubmed/25887474
https://doi.org/10.2188/jea.je20110075
https://doi.org/10.2188/jea.je20110075
https://www.ncbi.nlm.nih.gov/pubmed/22343326

