Miyazaki et al. Plasma pentraxin 3 levels do not predict coronary events but reflect metabolic disorders in patients with coronary artery disease in the CARE trial.
Supplemental Methods
Study population
We conducted a prospective, nested, case-control study within the CARE trial. The CARE trial, a randomized, double-blind, placebo-controlled trial, included 4159 patients (86% men) residing in the United States or Canada with a prior myocardial infarction (MI) that occurred between 3 and 20 month before enrollment who had total cholesterol levels < 240 mg/dL and LDL cholesterol levels between 115 and 175 mg/dL. Patients were randomized to 40 mg pravastatin or placebo for a median of 5 years.
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 The institutional review board at each participating clinical center approved the study, and individuals gave written informed consent. A complete list of the staff of the trial organization and the clinical and coordinating center has been described previously.2


[ ADDIN EN.CITE ]
 During the trial, 486 patients experienced the primary endpoint of coronary death or MI.  Sufficient plasma for analysis was available from both screening visits for 413 of these cases. We randomly selected control individuals from patients who did not have a primary endpoint, matched to the cases on decade of age (e.g., 40 to 49, 50 to 59 years) and sex. Among the 419 matches, we excluded 53 patients who had coronary bypass surgery, coronary angioplasty, or stroke after randomization during follow-up. Measurement of PTX3 levels of these blood samples from the CARE trial and this analysis were approved by the committee for the Protection Against Research Risks of Brigham and Women’s Hospital, Harvard medical school.
Blood collection and laboratory measurements

A fasting blood sample was taken from each patient on each of 2 screening visits [image: image1.png]


 1 week apart and sent by overnight delivery in cooled containers to the core laboratory in St. Louis, Missouri.  EDTA served as an anticoagulant and preservative. Plasma was separated in a refrigerated centrifuge, and 1-mL aliquots were placed in polypropylene vials and stored continuously at -80°C until analysis. PTX3 was measured by a high-sensitivity ELISA (Perseus Proteomics Inc, Tokyo, Japan) as previously described.
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 The coefficient of variations was less than 11% for blinded split samples obtained from a plasma pool from healthy volunteers. Plasma total cholesterol, high-density lipoprotein (HDL) and low-density lipoprotein (LDL) cholesterol, triglycerides, fasting blood glucose, apolipoproteins CIII (apoCIII), tissue plasminogen activator (tPA) and serum creatinine were measured as previously described.
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 High sensitivity assays for CRP and SAA were performed according to methods described previously.
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 We used the Modification of Diet in Renal Disease glomerular filtration rate (MDRD-GFR) formula to estimate renal function.
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 Plasma insulin levels were measured by a commercially available ELISA kit (Alpco Diagnostics, Salem, NH). Homeostasis model assessment of insulin resistance (HOMA-IR) was calculated from fasting glucose and insulin concentrations. All personnel at the laboratories were blinded to the case-control status, which was maintained at the Data Coordinating Center, University of Texas School of Public Health, Houston.

Definition of the metabolic syndrome

We defined metabolic syndrome using the modified 2005 NCEP-ATP III definition as 3 or more of the following: waist circumference ≥40 inches in men or ≥35 inches in women; systolic blood pressure ≥130 or diastolic blood pressure ≥85 mm Hg or antihypertensive treatment in a patients with history of hypertension; triglycerides ≥150 mg/dL; HDL cholesterol (40 mg/dL in men or 50 mg/dL in women; and glucose ≥100 mg/dL or history of diabetes mellitus or use of anti-diabetic medication.8[]
 In addition, we categorized body mass index (BMI) according to the WHO criteria: BMI <25 kg/m2 = healthy weight, BMI 25–29.9 kg/m2 = overweight, and BMI ≥30 kg/m2 = obese.

Statistical analysis
For analysis comparing cases and controls, continuous variables are shown as means (standard deviation) or medians (inter quartile range), and the unpaired t test or the Wilcoxon unpaired rank sum test compared cases and controls. Proportions were compared using the (2 test. Spearman correlations assessed the relation between continuous variables. We calculated the means and proportions for baseline characteristics across quartiles of PTX3. To test the significance of association across quartiles, we assigned the median value of PTX3 to each quartile (a “median score” variable) and modeled this variable as a continuous variable using linear regression models for continuous variables and generalized estimating equations for categorical variables. To predict mean concentration of PTX3 within categories of metabolic and cardiovascular risk factors, we used multivariate linear regression to calculate least-squares mean and standard errors, adjusting for potential confounders. Additionally, we used multivariate linear regression to calculate least-squares mean and standard errors to estimate components of the metabolic syndrome within quartiles of PTX3. Triglycerides, insulin, and HOMA-IR were not normally distributed, thus these variables were log-transformed in the linear regression model and geometric means were estimated.

We used unconditional logistic regression to calculate the odds ratio and 95% confidence interval (CI) of coronary heart disease (CHD). Participants were categorized into quartiles based on the distribution of PTX3 levels in the control participants. Models were adjusted for various coronary risk factors and for medication use. Tests for linear trend for both the linear regression and logistic regression models were using the median score variables. A probability value of 0.05 (2-sided) was considered significant.
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