Patients and Methods

Patient Selection

A total of 43 patients with LP (mean age 49.5 ± 15 years) and 43 healthy controls (mean age 41.8 ± 7.3 years) were recruited for the study. Subjects who refused to participate in the study, those receiving systemic drugs for treatment of LP, subjects with systemic, inflammatory, autoimmune, and congenital diseases and also patients with abnormal thyroid, hepatic, and renal functions were excluded. All included healthy controls had no previously known cardiovascular, metabolic, inflammatory, or neoplastic disease.

The study was carried out according to the Helsinki Declaration. The study protocol was approved by the local ethics committee of Istanbul Medeniyet University. All participants were informed about the details of the study, and informed consent was obtained before the study.

The diagnosis of LP was based on a clinical and histopathological examination of all patients. Body height and weight, blood pressure and body mass index were measured.

Hypertension (HT), hyperlipidaemia (HL), cigarette smoking, and diabetes mellitus (DM) were determined as cardiometabolic risk factors. HT was defined as systolic and/or diastolic blood pressure ≥140/90 mm Hg, previously diagnosed HT, or the use of any antihypertensive agents. DM was defined as fasting plasma glucose levels more than 126 mg/dl in ≥3 measurements, previously diagnosed DM, or the use of antidiabetic drugs. HL was defined as serum total cholesterol ≥200 mg/dl, serum triglyceride ≥150 mg/dl, low-density lipoprotein cholesterol (LDL-C) ≥130 mg/dl, previously diagnosed HL, or the use of lipid-lowering medication. Smoking status was defined as a history of tobacco use at the time of admission or 6 months prior to examination.

Biochemical Measurements 

Blood samples were taken from patients in the morning after 12 h of fasting. Serum glucose, lipid profiles (total cholesterol, triglyceride and high-density lipoprotein cholesterol), urea, creatinine, uric acid, alanine aminotransferase, aspartate aminotransferase, γ-glutamyltransferase, and C-reactive protein were analysed by a Roche Cobas autoanalyser; a complete blood count was made by an Abbott Cell Dyn analyser on the same day. The Friedewald formula was used to determine serum LDL-C levels. The serum was obtained after centrifugation of the blood samples at 4,000 rpm for 10 min and was kept frozen at –80ºC in aliquoted microcentrifuge tubes for the endocan analysis.
Serum Endocan Measurements 

The human endocan levels were analysed by an enzyme-linked immunosorbent assay (ELISA) using commercial kits (Aviscera Bioscience, USA), according to the manufacturers’ instructions. Intra-assay and interassay coefficients of variation of the endocan assay were 6–8 and 10–12%, respectively. The sensitivity of the assay was 98 pg/ml. The upper limit of the standard was 25 ng/ml. Measurements were carried out using an ELISA plate reader (Biotek Instruments Inc., Winooski, Vt., USA) and a plate washer. Each well absorbance was determined at 450 nm.
The standard curve was drawn by plotting the mean absorbance (Y) of standards against the known concentration (X) of standards in a logarithmic scale, using the 4-parameter algorithm. Results are presented as nanograms per millilitre.
Statistical Analysis
Statistical analyses were carried out using the Statistical Package for the Social Sciences 15.0 for Windows (SPSS Inc., Chicago, Ill., USA) software. Categorical variables were expressed as percentages and continuous variables as means ± standard deviation. The distribution of variables was assessed by the Kolmogorov-Smirnov test. Differences between two groups were analysed using the Student t test (parametrically distributed variables) and the Mann-Whitney U test (non-parametrically distributed variables) for continuous variables and the Pearson χ2 test for categorical variables. The correlations of biochemical parameters with the endocan levels for parametric and non-parametric variables were investigated with Pearson and Spearman correlation tests, respectively.  

Suppl. fig. 1.
Correlation between serum endocan levels and BMI.

Suppl. fig. 2.
Box plot of WBC count according to patient and control groups.

Suppl. fig. 3.
Box plot of PDW according to patient and control groups.

Suppl. fig. 4.
Box plot of MPV according to patient and control groups.

Suppl. fig. 5.
Box plot of MHR according to patient and control groups.

