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Abstract

Purpose

In diabetes mellitus type 2, capillary rarefaction plays a pivotal role in the pathogenesis of
end-organ damage. We investigated retinal capillary density in patients with early disease.

Methods

This cross-sectional study compares retinal capillary rarefaction determined by intercapillary
distance (ICD) and capillary area (CapA), measured non-invasively and in vivo by scanning
laser Doppler flowmetry, in 73 patients with type 2 diabetes, 55 healthy controls and 134
individuals with hypertension stage 1 or 2.

Results

In diabetic patients, ICD was greater (23.2+5.5 vs 20.2+4.2, p = 0.013) and CapA smaller
(15921595 vs 18211652, p = 0.019) than in healthy controls after adjustment for differences
in cardiovascular risk factors between the groups. Compared to hypertensive patients, dia-
betic individuals showed no difference in ICD (23.1+5.8, p = 0.781) and CapA (15561649,

p =0.768).

Conclusion

In the early stage of diabetes type 2, patients showed capillary rarefaction compared to
healthy individuals.

Introduction

Diabetes mellitus, a major risk factor for cardiovascular disease, alters microvascular structure
and function. High glucose concentration has been shown to cause endothelial cell dysfunc-
tion, for example mediated by vasoconstrictor prostanoids[1], and impaires nitric oxide activ-
ity.[2],[3] Nitric oxide seems to be involved in vascular endothelial growth factor-induced
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angiogenesis.[4] Evidence from animal models supports the pathophysiological concept of dia-
betes-induced impairment of angiogenesis and collateral vessel formation.

Microvascular rarefaction is described as result of induction of specialized antiangiogenic
programs predominantly mediated by angiostatin and endostatin[5]. Furthermore induction
of diabetes type 1 induced a decrease in major angiogenic growth factor in the skeletal muscle
capillary bed of mice.[6] In a chicken model of neoangiogenesis, hyperglycemia was shown to
impair angiogenesis through induction of apoptosis and decreases proliferation of endothelial
cells.[7] In a diabetic mouse model with hindlimb-induced ischemia, restoration of perfusion
in the ischemic limb was impaired and capillary density reduced.[8] Goligorsky and colleagues
demonstrated an angiogenic switch during natural history of type 2 diabetes mellitus (T2DM)
from pro-angiogenic phenotype at the early pre-diabetic stages to the profound inhibition of
ex-vivo angiogenesis and microvascular rarefaction in the kidneys of obese zucker diabetic fat
rats.[5] Peritubular capillary rarefaction is a major hallmark of chronic kidney disease and pre-
dicts renal outcome in diabetic nephropathy.[9] There is evidence from animal models that
endothelial dysfunction, oxidative stress, interstitial hypoxia due to arteriolar vasoconstriction
and pericyte detachment from the vasculature are involved in this pathophysiological process.
(9]

Data about capillary density In patients with T2DM and overt end-organ damage are het-
erogeneous. In patients with diabetes mellitus (mixed population of type 1 and 2) and
advanced stages of coronary atherosclerosis, decreased coronary collateral vessel formation
was found compared to non-diabetic patients.[3] Capillary videomicroscopy of dorsal finger
skin of patients with T2DM (50% of the patients presented with either diabetic retinopathy or
microalbuminuria) showed no difference in capillary density compared to healthy controls.
[10] In conjunctival vessels of patients with diabetes mellitus (mixed population of type 1 and
2), fewer capillaries and postcapillaries were found in comparison with non-diabetic patients.
[11] Human in-vivo data about capillary rarefaction at the early stage of diabetes mellitus type
2 without overt end-organ damage is missing.

Capillary rarefaction is increasingly believed to play a pivotal role in the pathogenesis of
end-organ damage by affecting pressure and blood flow pattern. This severely affects periph-
eral vascular resistance (and thereby on systemic blood pressure), metabolisms[12, 13] and
notably promotes tissue ischemia.[14-16] The retinal circulation allows an inside into the
microcirculation in general[17] and is believed to mirror the cerebrovascular circulation in
particular.[18-20] Vast knowledge exists about diabetic retinopathy, a well-known example of
overt end-organ damage[21]. However, although allowing for the detection of very early
changes in retinal capillary density, assessment of retinal capillary density with scanning laser
Doppler flowmetry (SLDF)*?! has not been described in patients with T2DM yet. SLDF of reti-
nal vessels allows for the investigation of capillary area (CapA), and intercapillary distance
(ICD), both reflecting capillary density. T2DM often coexists with hypertension. The objective
of this study was to compare retinal capillary density in patients with early stage of T2DM,
healthy controls and hypertensive patients.

Methods

The study population comprised patients who participated in one of four randomized, double
blind, mono-center clinical trials during November 2005 and April 2015 in our Clinical
Research Unit at the Department of Nephrology and Hypertension, University of Erlangen-
Niirnberg, Germany (FAU) (www.clinicaltrials.gov: NCT01318395, NCT00627952,
NCT01319357, NCT02383238). Baseline data of 73 patients with T2DM (40 out of them diag-
nosed with hypertension), 55 healthy individuals and 134 hypertensive patients, who had
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SLDF measurements with good quality were analyzed. Subjects were recruited by advertising
in local newspapers in the area of Erlangen-Niirnberg, Germany, and eligible subjects were
enrolled consecutively. Written informed consent was obtained before study inclusion. The
study protocol of each trial was approved by the Local Ethics Committee (University of
Erlangen-Niirnberg), and the studies were conducted in accordance with the Declaration of
Helsinki and the principles of good clinical practice guidelines. The financial sponsors did not
contribute to data collection, interpretation of the data, or the decision to approve and submit
the manuscript.

Study population

Male and female Caucasian patients with mild to moderate uncomplicated essential hyperten-
sion stage 1 and 2 with mean sitting systolic BP > 140 mmHg and/or diastolic BP > 90 mmHg
or treated arterial hypertension (www.clinicaltrials.gov: NCT01318395, NCT00627952) and
patients with T2DM (defined by fasting glucose > 126 mg/dl or HbAlc > 6.5% or on blood
glucose lowering medication) were included (www.clinicaltrials.gov: NCT01319357,
NCT02383238). Patients in the diabetic group were non-insulin-requiring with no more than
one oral antidiabetic medication. Diabetic patients were considered as in the early stage of
T2DM, because they presented without irreversible end-organ damage and had diabetes dura-
tion of less than 10 years. Patients with fasting blood glucose > 240 mg/dl, HbAlc > 10% and
type 1 diabetes were excluded. Patients with eye diseases, especially cataract, diabetic and
hypertensive retinopathy were excluded. Other main exclusion criteria of all 4 studies were
secondary hypertension, severe hypertension (systolic BP > 180 mmHg and/or diastolic

BP > 110 mmHg), history of hypertensive encephalopathy or intracerebral hemorrhage, his-
tory of ischemic stroke, history of epilepsy and history of coronary artery disease or heart fail-
ure within the previous six months. Patients with any other significant disease or dysfunction
were excluded. Office blood pressure (BP) was taken at the same time as SLDF measurement
was performed in a standardized fashion according to guidelines. As antihypertensive medica-
tion is known to influence capillary density[23] and several antidiabetic substances are known
to impact blood pressure, all patients with medication prior to study enrollment underwent a
four week wash-out period of either antidiabetic or antihypertensive medication before SLDF
measurement was performed. The results were compared to a group of 55 healthy male and
female non-smoking Caucasian individuals, who were recruited in parallel and had the same
clinical work-up as patients in the clinical trials.

Retinal arteriolar structure

To assess the vascular wall lumen diameters, SLDF at 670 nm (Heidelberg Retina Flowmeter,
Heidelberg Engineering, Germany) was performed.[22] Outer arteriolar diameter (OD) was
measured in reflection images, and inner (lumen) diameter (ID) was measured in perfusion
images (software version SLDF 4.0). WLR was calculated using the formula (OD-ID)/ID.[24,
25] Three measurements were taken of every patient in a sitting position after 15 minutes rest.
Each image was approved and validated by an investigator blinded to the clinical characteris-
tics of patients. Data were calculated as mean of three images for each patient. No pupil dilata-
tion was performed to prevent artificial changes in vascular tone and flow.[24] Measurements
were obtained in a dark room.

Retinal capillary flow

All measurements were performed in the juxtapapillary area of the right eye, 2 to 3 mm tempo-
ral superior of the optic nerve. For perfusion analysis, capillary vessels with diameter < 20 um
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Fig 1. Measurement of intercapillary distance in perfusion image with scanning laser Doppler flowmetry
and calculation of intercapillary distance using automatic full field perfusion image analyser

doi:10.1371/journal.pone.0162608.g001

were selected. Retinal capillary blood flow (RCF) was assessed using SLDF and blood flow was
calculated independently by the automatic full field perfusion image analyzer (AFFPIA).[26]
The mean RCF was calculated in the capillaries and intercapillary areas (area with predomi-
nance of vessels with < 10 pm diameter) and expressed as arbitrary units (AU). The mean of
three measurements was taken. Vessels with a diameter > 20 pm, saccades or over- and under
expressed pixels were automatically detected and excluded by AFFPIA.[26] Each image was
approved and validated by a scientist blinded to the clinical characteristics of patients.

Retinal intercapillary distance

Both parameters of capillary rarefication, i.e. measurement of ICD and CapA, were deter-
mined from perfusion images of pixels. ICD was defined as distance between any pixel outside
and the next pixel inside the vessel and expressed in pum (Fig 1). One pixel was defined as the
smallest dot of optic solution, where flow can be detected. SLDF optic solution works in a con-
focal manner with pixel sizes of 10 x 10 pm. Pixels are located in a depth of 300 um. Depending
on the vessel size, pixels were categorized the following way: Pixels inside vessels > 20 um
were defined as non-capillary vessel pixels (e.g. arteriolar pixels), pixels inside vessel < 20 um
were defined as capillary pixels, and pixels outside a vessel were defined as intercapillary
pixels.

Retinal capillary area

CapA was defined as area with vessels with < 20 um diameter. Thus, for calculation, area with
vessel size > 20 um was subtracted from the total area. CapA was expressed as number of
pixels.

Reliability of retinal intercapillary distance and capillary area

Assessment of reliability was performed under routine laboratory conditions with the Heidel-
berg Retinal Flowmetry and has been previously demonstrated [23]. Minimal biological
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variability was analyzed in 3 images of 5 persons. All 3 images were analyzed within 5 minutes.
Coefficient of variation (CV) was 3.6 £ 3.0% for ICD and 8.53 + 5.4% for CapA, Cronbach’s
alpha revealed 0.93 for ICD and 0.87 for CapA. Maximal biological variability was assessed in
5 individuals in 3 images 3 times each within 6 weeks. CV was 9.52 + 4.2% for ICD and

10.59 £ 2.5% for CapA, Cronbach’s alpha revealed 0.88 for ICD and 0.96 for CapA.

Statistical methods

Primary objective was to compare rarefaction parameters in patients with T2DM and healthy
individuals as well as hypertensive patients. Normal distribution of data was confirmed by Kol-
mogorov-Smirnov test before further analysis. Normally distributed data of all three groups
was compared using univariate variance analysis ANOVA. Data showed homogeneity of vari-
ance. Therefore, Post-Hoc-Analysis was performed using Hochberg-Test. Multivariate adjust-
ment for model 1 included age, gender, BMI, systolic office BP, HDL-cholesterol, and serum-
creatinine. These parameters were chosen since they differed between the healthy control
group and the diabetic group, respectively. Data is given as mean * SD in tables. For not- nor-
mally distributed parameters, Kruskal-Wallis-Test was used for further analysis. Two-tailed
values of p < 0.05 were considered statistically significant. Non-adjusted and adjusted p-values
are given in the text of the result section; adjusted p-values are given in tables. Bivariate corre-
lation analyses were performed using Pearson’s test. To minimize the influence of confound-
ing variables, partial correlation was performed with adjustment for model 1. All analyses were
performed using IBM SPSS Statistics 22 (SPSS Inc, Chicago, IL/ USA).

Results
Study population

Baseline characteristics of the study population are given in Table 1. The diabetic study popula-
tion comprised 73 patients (age 60 + 7.3 years, 41% females), that were compared to 55 healthy
individuals (age 53 + 13 years, 66% females) and to 134 patients (age 52 + 11 years, 26%
females) with uncomplicated primary hypertension stage 1 or 2. There were significant differ-
ences in age, gender, BMI, serum creatinine, HDL-cholesterol and fasting plasma glucose
between the three groups by study design (Table 1). Sixty-two out of 73 diabetic patients
received antidiabetic treatment prior to study enrolment consisting of either metformin or sul-
fonylurea (metformin in 49% of patients with T2DM), but underwent 4 weeks of washout of
antidiabetic medication prior to baseline measurements. All patients of the hypertensive group
also received 4 weeks of washout of their respective antihypertensive medication, in 81%
angiotensin converting enzyme inhibitors or angiotensin receptor blockers, in 24% calcium-
channel-blockers, in 12% diuretics and in 6% beta-blockers.

Parameters of capillary rarefaction

In diabetic patients, ICD was significantly greater than in the healthy control group
(p = 0.007). After adjustment for model 1 (see methods), ICD remained significantly increased
in diabetic patients compared to healthy persons (p = 0.013). There was no difference in CapA
when comparing the unadjusted data (p = 0.131), but CapA was smaller in diabetic patients
than in the healthy control group after adjustment for model 1 (p = 0.019) (Table 2). Thus, our
data indicates that capillary rarefaction is more commonly observed in patients with diabetes
compared to healthy persons.

When diabetic patients were compared to the hypertensive group, there was no difference
in ICD (p = 1.0, after adjustment for model 1 p = 0.781) and CapA (p = 0.975, after adjustment
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Table 1. Study population.

Diabetic patients |Hypertensive patients |Healthy individuals | p-value (diabetic vs. p-value (diabetic vs
(n=73) (n=134) (n=55) hypertensive) healthy)
Age (years) 60+7.3 52+ 11 53+13 <0.001 0.004
Sex (m/f) 43/30 99/35 19/36 <0.001 0.011
BMI (kg/m2) 30+5.0 28.1+3.6 25.0+4.3 <0.001 <0.001
HbA1c (%) 6.7+0.8 55+0.3 5.6+0.3 <0.001 <0.001
Duration of diabetes 61+50 - - -
(month)
Systolic office BP (mmHg) | 131+ 11 146+ 12 127+18 <0.001 0.369
Diastolic office BP 80+8.9 90+8.8 78+9.1 <0.001 0.669
(mmHg)
Systolic 24h ambulatory 128 + 11 145+10 123+12 <0.001 0.194
BP (mmHg)
Diastolic 24h ambulatory | 78+9.5 90+9.7 77+5.6 <0.001 0.894
BP (mmHg)
HR (bpm) 70+9.4 72+10 70+13 0.217 0.992
Duration of hypertension | 126+ 118 100+ 102 -
(month)
Serum creatinine (mg/dl) 0.80+0.14 0.89+0.17 0.83+0.18 0.001 0.763
Serum cholesterol (mg/dl) | 207 + 33 219+ 38 238+ 46 <0.001 <0.001
Seum LDL-cholesterol 142+£28 148 +35 156 + 36 0.071 0.065
(mg/dl)
Serum HDL-cholesterol 49+ 10 52+ 12 63+13 <0.001 <0.001
(mg/dl)
Plasma glucose (mg/dl) 137 +£43 91+ 11 8717 <0.001 <0.001

Data are given as mean + SD, BMI-body mass index, BP—blood pressure, LDL-low density lipids, HDL—high density lipids

doi:10.1371/journal.pone.0162608.t001

for model 1 p = 0.768) thus indicating no significant difference in capillary density between
individuals with T2DM and patients with hypertension.

Structural retinal parameters

In diabetic patients, there was a difference in ID (p = 0.859, after adjustment for model 1

p = 0.010), but no difference in OD (p = 0.999, after adjustment for model 1 p = 0.215), WT
(p = 0.765, after adjustment for model 1 p = 0.553) and WLR (p = 0.983, after adjustment for
model 1 p = 0.174) compared to the healthy control population.

In diabetic patients compared to hypertensive patients, OD (p = 0.027, after adjustment for
model 1 p =0.003) and ID (p = 0.036, after adjustment for model 1 p = 0.004) were signifi-
cantly increased. There was also a difference in WT (p = 0.199, after adjustment for model 1
p = 0.027), but not in WLR (p = 0.767, after adjustment for model 1 p = 0.153).

Correlations

Correlation r and p-values (raw and adjusted for model 1) for all parameters described are
shown in Table 3. Considering retinal capillary density and blood pressure in patients with
T2DM there was no correlation between ICD as well as CapA and systolic as well as diastolic
office and 24h ambulatory BP.

When correlating retinal capillary density and parameters of diabetes control, there was no
correlation between ICD as well as Cap A and diabetes duration, HbAlc and fasting plasma
glucose in patients with diabetes.
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Table 2. Retinal parameters.

Diabetic patients
Parameters of capillary density
ICD(pm) | 23.2%+55
CapA (-) 1592 + 595
RCF (AU) |304+75
Structural parameters
OD (um) 107 £ 11
ID (um) 79+6.8
WT (um) 142+35
WLR (-) 0.358 +0.09

Hypertensive patients | Healthy subjects | p-value diabetic vs healthy | p-value diabetic vs hypertensive

20.2+4.2 0.013 0.781
1821 £ 652 0.019 0.768
314 + 61 0.311 0.650
107 £ 11 0.215 0.003
80+8.0 0.010 0.004
13.6+3.8 0.553 0.027
0.345+0.09 0.352+0.01 0.174 0.153

Data are given as mean + SD, adjusted p-values according to model 1 (see methods) are provided, ICD-intercapillary distance, CapA—capillary area, RCF—
retinal capillary flow, OD—outer diameter of retinal arteriole, ID—inner diameter of retinal arteriole, WT—wall thickness of retinal arteriole, WLR—wall to lumen

ratio.

doi:10.1371/journal.pone.0162608.t002

In diabetic patients, there was no correlation between ICD as well as CapA and age, whereas
in hypertensive patients, capillary density increased with age. In healthy individuals, there was
no correlation between ICD as well as CapA and age.

Subgroup analysis

Subsequently, diabetic patients were separated in 40 patients with and 33 patients without
hypertension. Diabetic patients with hypertension showed well-controlled office and 24h BP
values (Table 4). Baseline characteristics of both subpopulations are indicated in Table 4.
There was no significant difference in ICD (p = 0.647) and CapA (p = 0.901) as well as in RCF
(p=0.977) OD (p = 0.546), ID (p = 0.437), WT (p = 0.846) and WLR (p 0 0.887) between dia-
betic patients with hypertension and well controlled BP values compared to diabetic patients
without hypertension (Table 5).

Discussion

Our measurements of ICD and CapA indicate lower capillary density in patients with T2DM
compared to healthy individuals, but comparable to the extent of capillary rarefaction in
hypertensive patients. In the diabetic study population, there was no significant difference in
capillary density in patients with hypertension (but well controlled BP) compared to patients
without hypertension.

The capillary rarefaction observed in our diabetic patients is in accordance with previous
findings in animal studies. Induction of diabetes in mice led to a decrease in major angiogenic
growth factor in the skeletal muscle.[6] In a diabetic mouse model with induced ischemia, res-
toration of perfusion in the ischemic limb was impaired and capillary density reduced.[8]
Under maximally dilated conditions, constant flow-perfused skeletal muscle of obese Zucker
rats exhibited elevations in perfusion pressure, indicative of an increased resistance to perfu-
sion within the microcirculation and capillary rarefaction.[27] It is questionable whether artifi-
cially induced limb ischemia in the mouse model is a good comparison for the human
capillary bed. Previous investigations found that functional non-perfusion of capillary arteries
as induced by limb ischemia leads to anatomical absence of capillaries on the long term, called
“structural capillary rarefaction”. Whereas models of induced ischemia measure functional
capillary rarefaction, our patients with T2DM for a median duration of 5 years are likely to
additionally present structural absence of capillaries. Unfortunately, SLDF does not allow for

PLOS ONE | DOI:10.1371/journal.pone.0162608 December 9, 2016 7/14



@° PLOS | ONE

Retinal Capillary Rarefaction in Diabetic Patients

Table 3. Correlations.

Correlated parameters Raw r and p value
Capillary density and blood pressure in patients with diabetes
ICD and systolic office BP r=-0.107 r=0.167
p =0.366 p =0.339
ICD and diastolic office BP r=0.048 r=0.324
p =0.688 p =0.058
ICD and systolic ambulatory 24h BP r=0.029 r=0.077
p =0.858 p =0.662
ICD and diastolic ambulatory 24dh BP | r=0.087 r=0.219
p=0.592 p=0.207
CapA and systolic office BP r=0.096 r=-0.091
p=0.417 p =0.603
CapA and diastolic office BP r=-0.087 r=-0.196
p =0.466 p=0.259
CapA and systolic ambulatory 24h BP | r=-0.081 r=-0.171
p=0.617 p=0.327
CapA and diastolic ambulatory 24h BP | r =-0.094 r=-0.232
p =0.564 p=0.180
Capillary density and parameters of diabetes control in patients with diabetes
ICD and diabetes duration r=-0.034 r=0.080
p=0.774 p =0.647
ICD and HbA1c r=0.100 r=-0.055
p=0.398 p=0.752
ICD and fasting plasma glucose r=0.035 r=-0.014
p=0.768 p =0.935
CapA and diabetes duration r=0.023 r=-0.015
p =0.850 p=0.923
CapA and HbA1c r=-0.115 r=-0.039
p =0.332 p =0.825
CapA and fasting plasma glucose r=-0.069 r=-0.047
p =0.565 p=0.791
Capillary rarefaction and age in patients with diabetes
ICD and age r=0.077 r=0.095
p=0.515 p =0.439
CapA and age r=-0.063 r=-0.058
p =0.597 p =0.635
Capillary rarefaction and age in patients with hypertension
ICD and age r=-0.225 r=-0.204
p =0.009 p =0.025
CapA and age r=0.269 r=0.245
p =0.002 p =0.007
Capillary rarefaction and age in healthy individuals
ICD and age r=-0.218 r=-0.194
p=0.109 p=0.187
CapA and age r=-0.075 r=-0.097
p=0.592 p=0.511

ICD—intercapillary distance, CapA—capillary area, BP—blood pressure

doi:10.1371/journal.pone.0162608.t003

r and p value after adjustment for model 1
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Table 4. Subgroup characteristics of the study population with diabetes mellitus Type 2.

Diabetes and hypertension (n = 40) Diabetes and no hypertension (n = 33) p-value

Age (years) 60+8.0 60+6.2 0.989
Sex (m/f) 21/19 22/11 0.226
BMI (kg/m2) 30+4.5 29+54 0.237
HR (bpm) 70+9.9 70+8.9 0.875
Duration of diabetes (month) 63+ 55 59+44 0.689
Plasma glucose (mg/dl) 137 +46 136 + 40 0.960
HbA1c (%) 6.6 +0.9 6.8+0.7 0.215
Duration of hypertension (month) 126 £ 118

Systolic office BP (mmHg) 130+12 132+ 10 0.302
Diastolic office BP (mmHg) 78+8.9 83+ 11 0.072
Systolic 24h ambulatory BP (mmHg) 130+12 126+ 10 0.323
Diastolic 24h ambulatory BP (mmHg) 76+10 80+8.6 0.278
Serum creatinine (mg/dl) 0.80+0.14 0.81+0.14 0.785
Serum cholesterol (mg/dl) 200 £33 214+ 31 0.067
Serum LDL-cholesterol (mg/dl) 138+ 29 147 £ 26 0.170
Serum HDL-cholesterol (mg/dl) 48 +8.8 5012 0.464

Data are given as mean + SD, BMI-body mass index, BP—blood pressure, LDL—-low density lipids, HDL-high density lipids
doi:10.1371/journal.pone.0162608.t004

distinction between structural and functional retinal capillary rarefaction. But one has to take
into account that structural capillary rarefaction has also been described using histological
analyses in the skeletal muscle of obese Zucker rats, an animal model of T2DM. 127> 2!

In patients with T2DM and overt end-organ damage, data about capillary density are het-
erogeneous. Coronary collateral vessel formation was shown to be decreased in patients with
diabetes mellitus (mixed type 1 and 2) with advanced stages of coronary atherosclerosis com-
pared with non-diabetic individuals.[3] This is in accordance with our findings of capillary rar-
efaction in the retinal capillary bed. Nevertheless, one has to take into account that the patients
investigated in the clinical trial mentioned already suffered from coronary artery disease,
whereas our study cohort did not present overt end-organ damage, which makes a direct com-
parison impossible. In addition, whereas the investigation of coronary collateral vessel forma-
tion requires invasive heart catheter investigation, the assessment of retinal capillary
rarefaction has the advantage of being non-invasive. Two clinical trials measuring capillary
density with videomicroscopy in dorsal finger skin showed no difference between healthy and

Table 5. Retinal parameters in patients with type 2 diabetes mellitus with and without hypertension.

Diabetes and hypertension Diabetes and no hypertension p-value
ICD (pm) 22.9+5.6 23.5+55 0.647
CapA (-) 1583 + 566 1600 + 638 0.646
RCF (AU) 305 + 80 304 £70 0.977
OD (pm) 107 £12 106 £ 10 0.546
ID (um) 78+7.0 79+6.7 0.437
WT (um) 14.1£2.9 14.3£4.1 0.846
WLR (-) 0.359 + 0.08 0.356 +0.11 0.887

Data are given as mean + SD, ICD—intercapillary distance, CapA—capillary area, RCF—retinal capillary flow, OD—outer diameter of retinal arteriole, ID—inner
diameter of retinal arteriole, WT—wall thickness of retinal arteriole, WLR—wall to lumen ratio

doi:10.1371/journal.pone.0162608.t005
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glucose-intolerant subjects[10] or patients with type 2 diabetes.[14] A possible explanation
might be that the diabetic patients received a blocker of the renin-angiotensin system for
hypertension.[14] It has been shown that especially drugs targeting the RAS ameliorate capil-
lary rarefaction.[29] Alternatively, it has to be questioned whether videomicroscopy in the dor-
sal finger skin assesses the capillary bed that is predominantly damaged by diabetes. For that
reason, we chose the retinal circulation (but in patients without diabetic retinopathy), a clear
target of diabetes that moreover may mirror the cerebrovascular circulation.[18-20] In cere-
bral capillaries, rarefaction has so far been shown in animal models only, but findings are con-
sistent with our results observed in the retinal circulation in-vivo in humans that mirrors the
cerebrovascular circulation. [16], [30]

In our study cohort of diabetic patients with median diabetes duration of 60 months, we
found no difference in WLR and WT in patients with T2DM compared to healthy controls
and hypertensive individuals. This is in accordance with previous data from our study group
showing that only patients with long-term T2DM (diabetes duration of >60 month) presented
retinal arteriolar hypertrophic remodeling with increased WT compared to healthy individuals
and hypertensive patients.[31] Previous data from gluteal arteriolar biopsies indicated hyper-
trophic arteriolar remodeling, but as previously discussed by our group[31], in these patients
no adjustment has been made for potentially important confounding factors such as e.g. age.
Our results are in accordance with previous data from coronary arterioles.[32] Of note, patient
groups in the analysis of coronary arterioles did not differ significantly in age. Overall, the
known confounding impact of age and diabetes duration on structural arteriolar changes
resulted in the investigation of short term functional vessel changes, such as retinal capillary
rarefaction in this analysis.

In our study population, there was no difference in RCF between the groups. This is in
accordance with two clinical studies also indicating no difference in basal RCF in normoten-
sive and hypertensive patients stage 1 or 2.[33, 34] Nevertheless, Ritt and colleagues described
an impaired increase of retinal capillary blood flow to flicker light exposure in arterial hyper-
tension.[35] A possible explanation for the differing results might be that RCF has been shown
to be negatively related to WLR in hypertensive patients, independently of cardiovascular risk
factors[35] and no changes were now found in WLR, also reflecting the fact that our patients
were in the early stage of their desease.

In our hypertensive group, capillary density increased with age. There were no associations
between capillary density and age in the diabetic group and the healthy control group. Fenton
found that conjunctival microvessels per unit area of conjunctival tissue increased progres-
sively with age in diabetic and non-diabetic individuals.[11] The increase with age was found
to be more pronounced in non-diabetics compared to diabetics because diabetic patients had
substantially fewer small vessels compared to nondiabetics.[11] This is in accordance with our
findings of reduced capillary density in diabetic patients compared to non-diabetic patients
and might also explain why no association between age and capillary density has been
observed in our study cohort with T2DM.

Duration of diabetes and HbA1c values are known determinants of end-organ damage in
diabetic patients. We demonstrated for the first time retinal capillary rarefaction in diabetic
patients with mean disease duration of 5 years (mean HbA1c 6.7%). Skin capillary rarefaction
has been previously described in patients with mean diabetes duration of 10-11 years.[11] Our
finding of capillary rarefaction in the early stage of type 2 diabetes mellitus is in accordance
with data describing a limited vasodilator capacity in skin vessels in some patients at the time
of diagnosis[36] and also in prediabetic subjects[37] with impaired glucose tolerance.[10]

In hypertensive patients. capillary density has been previously shown to inversely correlate
with office BP levels in capillaries of the skin[38-40] and cerebral capillaries.[41] Even though
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half of our diabetic study population had previously diagnosed hypertension, there was no dif-
ference in capillary rarefaction between patients with diabetes and hypertension and patients
with diabetes and without hypertension. This finding can be explained by the well-controlled
BP in our diabetic patients.

According to the current standard of care, screening for diabetic retinopathy in patients
with T2DM is recommended once yearly.[42] In future, measurement of retinal capillary rare-
faction with SLDF might be included in the yearly assessment. We suggest that the assessment
of capillary rarefaction might be superior to retinopathy screening to identify patients at risk
of developing end-organ damage at a very early stage. Diabetic patients presenting with reti-
nopathy already show potentially non-reversible severe microvascular damage. On the con-
trary, retinal capillary rarefaction has the advantage to be reversible after antihypertensive
therapy and therefore might present an interesting target for further investigation.

Limitations

This is a comparative study of patients, who participated in four large clinical trials from
2005-2015 in our Clinical Research Unit. Baseline characteristics of the study population
including cardiovascular risk factors differed between the three study populations. Therefore,
multivariate adjustment was performed to minimize the confounding effects, and all measure-
ments of capillary density were evaluated by the same person and according to the same
protocol.

Our study population was selected from a larger group according to quality of SLDF mea-
surements, which was necessary to identify ICD and CapA precisely. Nevertheless, we are con-
vinced that this did not affect the observed associations between hypertensive status and
parameters of capillary rarefaction, since all hypertensive patients showed similar values of
duration and severity of diabetes and hypertension, lack of overt end-organ damage to those
with valid evaluation of ICD and CapA.

Some persons of our healthy study cohort might have been pre-diabetic based on the
median HbAIc and standard deviation of our healthy population (5.6 + 0.3%), which is a clear
limitation of our analysis.

Most patients of the diabetic and the hypertensive group received previous antidiabetic and
antihypertensive treatment, respectively, which might have influenced our baseline-measure-
ments of capillary density. But those patients with diabetes or hypertension previously treated
received a 4 week wash-out period of the diabetic and antihypertensive medication,
respectively.

It has been demonstrated in skin capillaries that rarefaction occurs due to a reduction of the
number of spontaneously perfused capillaries or/ and to a decreased total number of capillaries
[38]. Our measurements are based on perfusion images and therefore mirror predominantly
functional capillary changes. Clearly, our method does not allow differentiating between func-
tional and structural vessel changes.

Conclusion

The assessment of retinal capillary density with SLDF allows for a non-invasive insight into
the microcirculation. We investigated capillary rarefaction at an early stage of type 2 diabetes
mellitus in patients without overt end-organ damage and found reduced capillary density
compared with healthy control subjects. Our findings therefore extend the previous data about
capillary rarefication in patients with overt end-organ damage. Changes in capillary density in
patients at the early stage of type 2 diabetes mellitus might help to classify patients at risk of
developing end-organ damage in the future.

PLOS ONE | DOI:10.1371/journal.pone.0162608 December 9, 2016 11/14



@° PLOS | ONE

Retinal Capillary Rarefaction in Diabetic Patients

Acknowledgments

We gratefully acknowledge the expert technical assistance of Ortrun Alter, Dorothea Bader-
Schmieder, Ingrid Fleischmann, Kerstin Frohlich-Endref3, Ulrike Heinritz, Susanne Muck,
Simone Pejkovic, Sabine Thiimmler and Laura Waldmann.

Author Contributions

Conceptualization: A] RES.

Data curation: A] JMH CO RES.

Formal analysis: CO RES.

Funding acquisition: RES.

Investigation: AJ SF IK KS RES.

Methodology: A] JMH CO RES.

Project administration: RES.

Resources: RES.

Software: JMH CO.

Supervision: RES.

Validation: A] JMH CO RES.

Visualization: A] RES.

Writing - original draft: A]J.

Writing - review & editing: A] CO SF IK KS RES.

References

1.

Tesfamariam B, Brown ML, Deykin D, Cohen RA. Elevated glucose promotes generation of endothe-
lium-derived vasoconstrictor prostanoids in rabbit aorta. The Journal of clinical investigation. 1990; 85
(3):929-32. PubMed Central PMCID: PMC296512. doi: 10.1172/JCI114521 PMID: 2312734

Pieper GM, Peltier BA. Amelioration by L-arginine of a dysfunctional arginine/nitric oxide pathway in dia-
betic endothelium. Journal of cardiovascular pharmacology. 1995; 25(3):397—403. PMID: 7769804

Abaci A, Oguzhan A, Kahraman S, Eryol NK, Unal S, Arinc H, et al. Effect of diabetes mellitus on forma-
tion of coronary collateral vessels. Circulation. 1999; 99(17):2239-42. PMID: 10226087

Parenti A, Morbidelli L, Cui XL, Douglas JG, Hood JD, Granger HJ, et al. Nitric oxide is an upstream sig-
nal of vascular endothelial growth factor-induced extracellular signal-regulated kinase1/2 activation in
postcapillary endothelium. The Journal of biological chemistry. 1998; 273(7):4220-6. PMID: 9461619

Goligorsky MS. Microvascular rarefaction: the decline and fall of blood vessels. Organogenesis. 2010; 6
(1):1-10. PubMed Central PMCID: PMC2861737. PMID: 20592859

Kivela R, Silvennoinen M, Touvra AM, Lehti TM, Kainulainen H, Vihko V. Effects of experimental type 1
diabetes and exercise training on angiogenic gene expression and capillarization in skeletal muscle.
FASEB journal: official publication of the Federation of American Societies for Experimental Biology.
2006; 20(9):1570-2.

Larger E, Marre M, Corvol P, Gasc JM. Hyperglycemia-induced defects in angiogenesis in the chicken
chorioallantoic membrane model. Diabetes. 2004; 53(3):752—61. PMID: 14988261

Rivard A, Silver M, Chen D, Kearney M, Magner M, Annex B, et al. Rescue of diabetes-related
impairment of angiogenesis by intramuscular gene therapy with adeno-VEGF. The American journal of
pathology. 1999; 154(2):355-63. PubMed Central PMCID: PMC1850015. doi: 10.1016/S0002-9440
(10)65282-0 PMID: 10027394

PLOS ONE | DOI:10.1371/journal.pone.0162608 December 9, 2016 12/14


http://dx.doi.org/10.1172/JCI114521
http://www.ncbi.nlm.nih.gov/pubmed/2312734
http://www.ncbi.nlm.nih.gov/pubmed/7769804
http://www.ncbi.nlm.nih.gov/pubmed/10226087
http://www.ncbi.nlm.nih.gov/pubmed/9461619
http://www.ncbi.nlm.nih.gov/pubmed/20592859
http://www.ncbi.nlm.nih.gov/pubmed/14988261
http://dx.doi.org/10.1016/S0002-9440(10)65282-0
http://dx.doi.org/10.1016/S0002-9440(10)65282-0
http://www.ncbi.nlm.nih.gov/pubmed/10027394

@° PLOS | ONE

Retinal Capillary Rarefaction in Diabetic Patients

10.

11.

12

13.

14.

15.

16.

17.

18.

19.

20.

21,

22,

23.

24,

25.

26.

27.

28.

29.

30.

Kida 'Y, Tchao BN, Yamaguchi |. Peritubular capillary rarefaction: a new therapeutic target in chronic
kidney disease. Pediatric nephrology. 2014; 29(3):333—42. PubMed Central PMCID: PMC3726573.
doi: 10.1007/s00467-013-2430-y PMID: 23475077

Jaap AJ, Shore AC, Stockman AJ, Tooke JE. Skin capillary density in subjects with impaired glucose
tolerance and patients with type 2 diabetes. Diabetic medicine: a journal of the British Diabetic Associa-
tion. 1996; 13(2):160—4.

Fenton BM, Zweifach BW, Worthen DM. Quantitative morphometry of conjunctival microcirculation in
diabetes mellitus. Microvascular research. 1979; 18(2):153-66. PMID: 491983

Serne EH, Gans RO, ter Maaten JC, Tangelder GJ, Donker AJ, Stehouwer CD. Impaired skin capillary
recruitment in essential hypertension is caused by both functional and structural capillary rarefaction.
Hypertension. 2001; 38(2):238—42. PMID: 11509483

Clark MG, Barrett EJ, Wallis MG, Vincent MA, Rattigan S. The microvasculature in insulin resistance
and type 2 diabetes. Semin Vasc Med. 2002; 2(1):21-31. doi: 10.1055/s-2002-23506 PMID: 16222593

Aellen J, Dabiri A, Heim A, Liaudet L, Burnier M, Ruiz J, et al. Preserved capillary density of dorsal finger
skin in treated hypertensive patients with or without type 2 diabetes. Microcirculation. 2012; 19(6):554—
62. doi: 10.1111/].1549-8719.2012.00188.x PMID: 22578093

Feihl F, Liaudet L, Waeber B, Levy BI. Hypertension: a disease of the microcirculation? Hypertension.
2006; 48(6):1012—7. doi: 10.1161/01.HYP.0000249510.20326.72 PMID: 17060505

Humar R, Zimmerli L, Battegay E. Angiogenesis and hypertension: an update. Journal of human hyper-
tension. 2009; 23(12):773-82. doi: 10.1038/jhh.2009.63 PMID: 19675586

Rizzoni D, Porteri E, Duse S, De Ciuceis C, Rosei CA, La Boria E, et al. Relationship between media-to-
lumen ratio of subcutaneous small arteries and wall-to-lumen ratio of retinal arterioles evaluated nonin-
vasively by scanning laser Doppler flowmetry. Journal of hypertension. 2012; 30(6):1169-75. doi: 10.
1097/HJH.0b013e328352f81d PMID: 22504847

Kaiser SE, Sanjuliani AF, Estato V, Gomes MB, Tibirica E. Antihypertensive treatment improves micro-
vascular rarefaction and reactivity in low-risk hypertensive individuals. Microcirculation. 2013; 20
(8):703-16. doi: 10.1111/micc.12067 PMID: 23692260

Tomassoni D, Mancinelli G, Mignini F, Sabbatini M, Amenta F. Quantitative image analysis of choroid
and retinal vasculature in SHR: a model of cerebrovascular hypertensive changes? Clinical and experi-
mental hypertension. 2002; 24(7-8):741-52. PMID: 12450248

Muiesan ML, Salvetti M, Rizzoni D, Paini A, Agabiti-Rosei C, Aggiusti C, et al. Resistant hypertension
and target organ damage. Hypertension research: official journal of the Japanese Society of Hyperten-
sion. 2013; 36(6):485-91.

Lorenzi M, Gerhardinger C. Early cellular and molecular changes induced by diabetes in the retina. Dia-
betologia. 2001; 44(7):791-804. doi: 10.1007/s001250100544 PMID: 11508263

Harazny JM, Ritt M, Baleanu D, Ott C, Heckmann J, Schlaich MP, et al. Increased wall:lumen ratio of
retinal arterioles in male patients with a history of a cerebrovascular event. Hypertension. 2007; 50
(4):623-9. doi: 10.1161/HYPERTENSIONAHA.107.090779 PMID: 17698722

Jumar A, Harazny JM, Ott C, Kistner |, Friedrich S, Schmieder RE. Improvement in Retinal Capillary
Rarefaction After Valsartan Treatment in Hypertensive Patients. Journal of clinical hypertension. 2016.

Harazny JM, Raff U, Welzenbach J, Ott C, Ritt M, Lehmann M, et al. New software analyses increase
the reliability of measurements of retinal arterioles morphology by scanning laser Doppler flowmetry in
humans. Journal of hypertension. 2011; 29(4):777-82. doi: 10.1097/HJH.0b013e328343¢c27a PMID:
21297501

Ritt M, Schmieder RE. Wall-to-lumen ratio of retinal arterioles as a tool to assess vascular changes.
Hypertension. 2009; 54(2):384-7. doi: 10.1161/HYPERTENSIONAHA.109.133025 PMID: 19451413

Michelson G, Welzenbach J, Pal I, Harazny J. Automatic full field analysis of perfusion images gained
by scanning laser Doppler flowmetry. The British journal of ophthalmology. 1998; 82(11):1294—-300.
PubMed Central PMCID: PMC1722437. PMID: 9924336

Frisbee JC. Remodeling of the skeletal muscle microcirculation increases resistance to perfusion in
obese Zucker rats. American journal of physiology Heart and circulatory physiology. 2003; 285(1):
H104-11. doi: 10.1152/ajpheart.00118.2003 PMID: 12649071

Lash JM, Sherman WM, Hamlin RL. Capillary basement membrane thickness and capillary density in
sedentary and trained obese Zucker rats. Diabetes. 1989; 38(7):854-60. PMID: 2661284

Battegay EJ, de Miguel LS, Petrimpol M, Humar R. Effects of anti-hypertensive drugs on vessel rarefac-
tion. Curr Opin Pharmacol. 2007; 7(2):151-7. doi: 10.1016/j.coph.2006.09.007 PMID: 17276727

Estato V, Obadia N, Carvalho-Tavares J, Freitas FS, Reis P, Castro-Faria Neto H, et al. Blockade of the
renin-angiotensin system improves cerebral microcirculatory perfusion in diabetic hypertensive rats.
Microvascular research. 2013; 87:41-9. doi: 10.1016/j.mvr.2013.02.007 PMID: 23466285

PLOS ONE | DOI:10.1371/journal.pone.0162608 December 9, 2016 13/14


http://dx.doi.org/10.1007/s00467-013-2430-y
http://www.ncbi.nlm.nih.gov/pubmed/23475077
http://www.ncbi.nlm.nih.gov/pubmed/491983
http://www.ncbi.nlm.nih.gov/pubmed/11509483
http://dx.doi.org/10.1055/s-2002-23506
http://www.ncbi.nlm.nih.gov/pubmed/16222593
http://dx.doi.org/10.1111/j.1549-8719.2012.00188.x
http://www.ncbi.nlm.nih.gov/pubmed/22578093
http://dx.doi.org/10.1161/01.HYP.0000249510.20326.72
http://www.ncbi.nlm.nih.gov/pubmed/17060505
http://dx.doi.org/10.1038/jhh.2009.63
http://www.ncbi.nlm.nih.gov/pubmed/19675586
http://dx.doi.org/10.1097/HJH.0b013e328352f81d
http://dx.doi.org/10.1097/HJH.0b013e328352f81d
http://www.ncbi.nlm.nih.gov/pubmed/22504847
http://dx.doi.org/10.1111/micc.12067
http://www.ncbi.nlm.nih.gov/pubmed/23692260
http://www.ncbi.nlm.nih.gov/pubmed/12450248
http://dx.doi.org/10.1007/s001250100544
http://www.ncbi.nlm.nih.gov/pubmed/11508263
http://dx.doi.org/10.1161/HYPERTENSIONAHA.107.090779
http://www.ncbi.nlm.nih.gov/pubmed/17698722
http://dx.doi.org/10.1097/HJH.0b013e328343c27a
http://www.ncbi.nlm.nih.gov/pubmed/21297501
http://dx.doi.org/10.1161/HYPERTENSIONAHA.109.133025
http://www.ncbi.nlm.nih.gov/pubmed/19451413
http://www.ncbi.nlm.nih.gov/pubmed/9924336
http://dx.doi.org/10.1152/ajpheart.00118.2003
http://www.ncbi.nlm.nih.gov/pubmed/12649071
http://www.ncbi.nlm.nih.gov/pubmed/2661284
http://dx.doi.org/10.1016/j.coph.2006.09.007
http://www.ncbi.nlm.nih.gov/pubmed/17276727
http://dx.doi.org/10.1016/j.mvr.2013.02.007
http://www.ncbi.nlm.nih.gov/pubmed/23466285

@° PLOS | ONE

Retinal Capillary Rarefaction in Diabetic Patients

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42,

Jumar A, Ott C, Kistner |, Friedrich S, Michelson G, Harazny JM, et al. Early signs of end-organ damage
in retinal arterioles in patients with type 2 diabetes compared to hypertensive patients. Microcirculation.
2016.

Lynch FM, Izzard AS, Austin C, Prendergast B, Keenan D, Malik RA, et al. Effects of diabetes and
hypertension on structure and distensibilty of human small coronary arteries. Journal of hypertension.
2012; 30(2):384-9. doi: 10.1097/HJH.0b013e32834e38a0 PMID: 22124179

Ritt M, Harazny JM, Ott C, Schlaich MP, Schneider MP, Michelson G, et al. Analysis of retinal arteriolar
structure in never-treated patients with essential hypertension. Journal of hypertension. 2008; 26
(7):1427-34. doi: 10.1097/HJH.0b013e3282ffdc66 PMID: 18551020

Delles C, Michelson G, Harazny J, Oehmer S, Hilgers KF, Schmieder RE. Impaired endothelial function
of the retinal vasculature in hypertensive patients. Stroke; a journal of cerebral circulation. 2004; 35
(6):1289-93. doi: 10.1161/01.STR.0000126597.11534.3b PMID: 15073389

Ritt M, Harazny JM, Ott C, Raff U, Lehmann M, Michelson G, et al. Influence of blood flow on arteriolar
wall-to-lumen ratio in the human retinal circulation in vivo. Microvascular research. 2012; 83(2):111-7.
doi: 10.1016/j.mvr.2011.10.002 PMID: 22036673

Sandeman DD, Pym CA, Green EM, Seamark C, Shore AC, Tooke JE. Microvascular vasodilatation in
feet of newly diagnosed non-insulin dependent diabetic patients. Bmj. 1991; 302(6785):1122-3.
PubMed Central PMCID: PMC1669799. PMID: 2043783

Jaap AJ, Hammersley MS, Shore AC, Tooke JE. Reduced microvascular hyperaemia in subjects at risk
of developing type 2 (non-insulin-dependent) diabetes mellitus. Diabetologia. 1994; 37(2):214—6.
PMID: 8163058

Debbabi H, Uzan L, Mourad JJ, Safar M, Levy BlI, Tibirica E. Increased skin capillary density in treated
essential hypertensive patients. Am J Hypertens. 2006; 19(5):477-83. doi: 10.1016/j.amjhyper.2005.
10.021 PMID: 16647618

Triantafyllou A, Anyfanti P, Pyrpasopoulou A, Triantafyllou G, Aslanidis S, Douma S. Capillary rarefac-
tion as an index for the microvascular assessment of hypertensive patients. Current hypertension
reports. 2015; 17(5):33. doi: 10.1007/s11906-015-0543-3 PMID: 25833455

Cheng C, Diamond JJ, Falkner B. Functional capillary rarefaction in mild blood pressure elevation. Clini-
cal and translational science. 2008; 1(1):75-9. PubMed Central PMCID: PMC2639625. doi: 10.1111/j.
1752-8062.2008.00016.x PMID: 19412330

Cheng C, Daskalakis C, Falkner B. Capillary rarefaction in treated and untreated hypertensive subjects.
Therapeutic advances in cardiovascular disease. 2008; 2(2):79-88. PubMed Central PMCID:
PMC2697846. doi: 10.1177/1753944708089696 PMID: 19124411

Weltermann B, Reinders S, Bettin M, Gesenhues S, Hermann M. [Screening for diabetic retinopathy in
type 2 diabetes: a critical review of an annual routine]. Zeitschrift fur Evidenz, Fortbildung und Qualitat
im Gesundheitswesen. 2013; 107(6):403-9. doi: 10.1016/j.zefq.2012.11.019 PMID: 24075682

PLOS ONE | DOI:10.1371/journal.pone.0162608 December 9, 2016 14/14


http://dx.doi.org/10.1097/HJH.0b013e32834e38a0
http://www.ncbi.nlm.nih.gov/pubmed/22124179
http://dx.doi.org/10.1097/HJH.0b013e3282ffdc66
http://www.ncbi.nlm.nih.gov/pubmed/18551020
http://dx.doi.org/10.1161/01.STR.0000126597.11534.3b
http://www.ncbi.nlm.nih.gov/pubmed/15073389
http://dx.doi.org/10.1016/j.mvr.2011.10.002
http://www.ncbi.nlm.nih.gov/pubmed/22036673
http://www.ncbi.nlm.nih.gov/pubmed/2043783
http://www.ncbi.nlm.nih.gov/pubmed/8163058
http://dx.doi.org/10.1016/j.amjhyper.2005.10.021
http://dx.doi.org/10.1016/j.amjhyper.2005.10.021
http://www.ncbi.nlm.nih.gov/pubmed/16647618
http://dx.doi.org/10.1007/s11906-015-0543-3
http://www.ncbi.nlm.nih.gov/pubmed/25833455
http://dx.doi.org/10.1111/j.1752-8062.2008.00016.x
http://dx.doi.org/10.1111/j.1752-8062.2008.00016.x
http://www.ncbi.nlm.nih.gov/pubmed/19412330
http://dx.doi.org/10.1177/1753944708089696
http://www.ncbi.nlm.nih.gov/pubmed/19124411
http://dx.doi.org/10.1016/j.zefq.2012.11.019
http://www.ncbi.nlm.nih.gov/pubmed/24075682

