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Patients, Biochemical Parameters, and
Atherosclerosis Assessment
Forty-six patients with type 2 diabetes mellitus, free of car-
diovascular disease and without any concomitant chronic
inflammatory disease as well as without chronic renal failure,
malignancy, uncontrolled hypothyroidism, or under nonste-
roidal anti-inflammatory drugs, who were attending Laikon
Hospital’s outpatient clinics were recruited in the study. The
study was approved by the Institutional Body Review and all
subjects provided informed consent in accordance with the
principles expressed in the Helsinki Declaration.

After overnight fasting the patients underwent blood
sampling, anthropometric assessments as well as ultrasound
determination for evaluation of subclinical atherosclerosis.
Briefly, biochemical parameters were measured using stan-
dard methods, while the degree of atheromatosis was deter-
mined by ultrasound evaluation for the presence of
atheromatic plaques in eight arterial sites, namely the right
and left common carotid, internal carotid, and carotid bulb,
as well as the left and right common femoral artery. The
measurements were performed by the same observer tech-
nician using aVivid 7 Pro high-resolution B-mode ultrasound

(GE Healthcare) with a 14-MHzmultifrequency linear trans-
ducer. Atheromatic plaques were defined as an intima–
media thickness (IMT) >1.5mm or a local increase of IMT
of >50% compared with the surrounding vessel wall. The 46
patients recruited in the study were characterized either by
minimal atherosclerosis (overall 0–1 plaques) or by exten-
sive atherosclerosis (overall more than five plaques) and the
two groups did not differ significantly in age and gender.

Determination of Platelet, Endothelial Cell, and
Neutrophil Activation
Platelet-poor plasma was isolated from citrate anticoagulated
blood(3,000� g for15minutes)andstoredat�80°C.1Thelevels
of P-selectin in plasma of patients were chosen as a marker of
platelet activation, ICAM-1 and VCAM-1 as indicators of endo-
thelial activation,while citrullinatedhistoneH3 (H3Cit) levels as
a marker of neutrophil activation. P-selectin, VCAM-1, and
ICAM-1 were measured by using commercially available ELISA
kits from R&D. Evaluation of H3Cit levels was performed by
usingacommerciallyavailableELISAkit fromCaymanChemical.

Statistical Analysis
Statistical analysis was performed using Spearman’s rank
correlation coefficient for correlation studies, the Mann–
Whitney U test for the comparison of two groups, and χ2

for the analysis of categorical variables utilizing Graph Pad
Prism 7. The level of statistical significance was set at 0.05.

Supplementary Table S1 Patients’ characteristics

Number of plaques 0–1 >5 p-Value

Age (y) 62.9� 8.11 66.5� 7.9 ns

Gender (m/f) 10/14 12/10 ns

Hypertension 17 20 ns

Dyslipidemia 15 19 ns

Smoking (pack-years) 6.3� 9.4 25.9� 32.5 0.008

Medication

Angiotensin-
converting
enzyme inhibitors

3 6 ns

Angiotensin II
receptor blockers

13 12 ns

Diuretics 5 14 0.003

Calcium channel
blockers

6 9 ns

Beta-blockers 8 10 ns

Statins 12 17 ns

Ezetimibe 1 5 ns

Insulin 6 13 0.019

Antiplatelet drugs 10 12 ns

Body mass index 33.2� 6.71 32.8� 5.77 ns

Supplementary Table S1 (Continued)

Number of plaques 0–1 >5 p-Value

HbA1c (%) 6.8� 0.95 7.3� 0.98 ns

Total cholesterol
(mg/dL)

179.6� 34.3 174� 40.1 ns

LDL (mg/dL) 103� 25.7 106� 29.3 ns

Triglycerides (mg/dL) 131� 71 117� 58 ns

Abbreviations: LDL, low-density lipoprotein; NS, nonsignificant.
Note: Statistical analysis was performed using the Mann–Whitney U test
or χ2 test, as appropriate. Data shown as mean� standard deviation.
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