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SUPPLEMENTAL MATERIALS AND METHODS
In vitro studies 

In vitro cell culture experiments were used to investigate the influence of simulated ischaemia in the intracellular distribution and secretion profile of ApoJ. Cells from different organ/tissue origin (cardiac, hepatic, endothelial, and vascular) were investigated. The secretion pattern, the glycosylation profile, and the intracellular distribution of ApoJ-Glyc were analysed (Supplemental Figure 1A). 

Specifically, primary cultures of porcine ventricle cardiac fibroblasts (PVCF), mouse atrial cardiomyocytes line HL-1, human liver cell line HepG2, human hepatic mesenchymal cells (Stellate), human umbilical vein endothelial cells (HUVEC) and vascular smooth muscle cells from coronary arteries explants (without plaque) from heart transplant recipients with non-ischaemic (dilated) cardiomyopathy were expanded as previously described.1
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For PVCF, 6 × 106 cells/5 mL were plated on T75 flasks and cultured in M-199 Earle’s Salt medium (Gibco), 20% FBS (Biological Industries), 1% L-glutamine and 1% penicillin–streptomycin, according to standard procedures. In primary explants 0.1% fungizone and 0.1% gentamicine (Life Technologies) were also added. DMSO (10%) was added to the freezing medium.

For HL-1, 6 × 106 cells/5 mL were plated on coated T75 flasks (fibronectin from Sigma) and cultured in Claycomb medium (Sigma), 10% FBS (Biological Industries), 1% norepinephrine in ascorbic acid (Sigma), 1% L-glutamine and 1% penicillin–streptomycin (Life Technologies), according to standard procedures. 

For HepG2, 6 × 106 cells/5 mL were plated on T75 flasks and cultured in Dulbecco’s modified eagle’s medium (DMEM) high glucose (Gibco), 10% FBS (Biological Industries), 1% L-glutamine and 1% penicillin–streptomycin (Life Technologies), according to standard procedures. 

For Stellate, 6 × 106 cells/5 mL were plated on T75 flasks and cultured in Dulbecco’s modified eagle’s medium (DMEM) high glucose (Gibco), 10% FBS (Biological Industries), 1% L-glutamine and 1% penicillin–streptomycin (Life Technologies), according to standard procedures. 

For HUVEC, 6 × 106 cells/5 mL were plated on T75 flasks and cultured in M-199 Hank’s salt medium+2% Hepes (Biological Industries), 20% FBS (Biological Industries), 1% sodium pyruvate, 1% L-glutamine, 1% penicillin–streptomycin (Life Technologies), 1% EGCS (3mg/ml; Millipore) and 1% heparin according to standard procedures. 

For VSMC, 6 × 106 cells/5 mL were plated on T75 flasks and cultured in M-199 Earle’s Salt medium (Gibco), 20% FBS (Biological Industries), 2% human serum, 1% L-glutamine and 1% penicillin–streptomycin, according to standard procedures. 

In all cases, the medium was changed every 24h. Cells were grown at 37 °C in an atmosphere of 5% CO2 and a relative humidity of 95%. At confluence, cells were incubated in normoxia, hypoxia (1% O2) and simulated ischaemia (1% O2 and acidic conditions by nutrient deprivation only with PBS (Di-Sodium hydrogen phosphate dihydrate (Na2HPO4.2H2O)) 0.008M; Potassium Chloride (KCl) 0.0027M; Potassium Dihydrogen Phosphate (KH2PO4) 0.0015M; Sodium Chloride (NaCl) 0,137M) at pH 6.4 as previously described)
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 for 1, 2, 4 and 8 hours (N=3 experiments each cell line and each condition; Supplemental Figure 1A), being 8 hours the last time point that was assessed.
Proof-of-concept in iPS derived human cardiomyocytes

Cellartis human iPS cell line 22 (ChiPSC22) was purchased from Takara Bio Europe AB and cultured in DEF-CS 100 culture system (Takara Bio Europe AB) following manufacturer’s instructions. For differentiation, cells were seeded in 60 mm petri dishes at a density of 5·104 cells/cm2 and grown for three days in DEF-CS 100 culture system (Takara Bio Europe AB). Thereafter, differentiation was carried out using PSC Cardiomyocyte Differentiation Kit (Thermo Fisher Scientific) following manufacturer’s instructions. Fourteen days after plating, experiments were performed, and differentiation was confirmed by western blot for Troponin-T and Nkx-2.5 for each culture.

Differentiated cardiomyocytes were washed once in PBS and incubated for 4 h either in normoxia (with 2mL of Cardiomyocyte Maintenance Media; Thermo Fisher Scientific), hypoxia (with 2mL of Cardiomyocyte Maintenance Media; Thermo Fisher Scientific) at 1% O2, or simulated ischaemia (with 2mL of Ischaemia buffer (PBS-HCl, pH = 6.4) at 1% O2 as previously described). Supernatants were then collected, centrifuged to discard debris, and supplemented with a protease inhibition cocktail (Roche Diagnostics). Cells were scrapped off in PBS and then lysed in lysis buffer (10 mM Tris-HCl pH=7.5, 150 mM KCl, 1% Triton X-100, supplemented with protease inhibitor cocktail).

In all cases, cells were immediately frozen in liquid N2. Both frozen cells and culture media were individually stored at -80ºC until processed. 

ApoJ analysis in cellular extracts and culture medium
Analysis of culture medium
ApoJ-Glyc released to the culture medium was analysed by measuring ApoJ-Glyc with the lectin-based immunoassay (see below for more details on the method). In this assay no sample pre-treatment was carried out and thus crude cell culture medium was directly used for running the assay for the specific detection of glycosylated ApoJ variants. If ApoJ-Glyc concentration in the medium was below 7.8ng/ml (LOD of the assay) the absorbance of the sample was similar to blank and no ApoJ-Glyc concentration could be obtained by extrapolation in the standard curve.

ApoJ-Glyc levels using this immunoassay were detectable only in PVCF and VSMC, whereas in the other cell types (HL-1, HepG2, Stellate and HUVEC) ApoJ-Glyc concentration in the medium was below the LOD.

To further confirm the presence of ApoJ-Glyc in the medium of all the cell types (those above and below the LOD of the lectin-based immunoassay) and to characterize the changes in the glycosylation profile of secreted ApoJ, Peptide-N-glycosidase F (PNGase F; Sigma-Aldrich) deglycosylation analysis was carried out in concentrated protein extracts of the medium of all the different cell types so that enough protein material was obtained to run a western blot analysis, as previously described.4
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. Specifically, culture media were concentrated and washed with PBS using the centrifugal filters for protein purification and concentration (cut-off 5kDa Agilent Technologies). Protein concentration was determined by the BCA method prior to western blot analysis. Processed samples were stored at -80°C until used. 
In this assay, the relative amount of glycosylated ApoJ that was present in the sample is estimated based on the ratio between the ApoJ that is de-glycosylated and the total ApoJ that is detected prior to running the de-glycosylation.4
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 By running this de-glycosylation assay we were able to analyse the concentrated medium and thus we were able to detect lower levels of ApoJ-Glyc than with the immunoassay using crude medium samples.
Analysis of cellular protein extracts 

Cells were homogenized in lysis buffer (Tris HCl 1M, KCl 1M, pH 7.5 supplemented with Triton X100 and anti-proteases) for the analysis of protein extracts by western blot analysis, briefly sonicated, incubated 30 min on ice and centrifuged at maximum speed for 10 min at 4°C. Protein concentration was determined by the BCA method prior to western blot analysis. Processed samples were stored at -80°C until used.

Western blot analysis

Total cell protein extracts and deglycosylated protein extracts from culture medium were resolved by SDSPAGE under reducing conditions and electrotransferred to nitrocellulose membranes in semi-dry conditions (Semi-dry transfer system, BioRad). Blots were blocked and then incubated with antibodies that specifically recognize ApoJ (PAB180P001 CloudClone for porcine ApoJ and ab69644 Abcam for murine and human ApoJ). After washing with TBS-tween the membranes were incubated with horseradish peroxidase-conjugated antibodies for 1 h at room temperature and washed again as described previously. Membrane-bound secondary antibodies were detected using the SuperSignal chemiluminescence system (Pierce) Band densities were determined with the ChemiDoc™ XRS system in chemiluminescence detection modus and Image Lab 6.0 software (Bio-Rad). Glycosylated and non-glycosylated ApoJ forms were detected by western blot (Supplemental Figure 1B) and total protein signal was used as protein loading control.
In vivo studies in the porcine model of anterior STEMI

The animal experimental procedures were reviewed and approved by the Institutional Animal Care and Use Committees (CEEA-IR) and authorized by the Animal Experimental Committee of the local government (#5601) under the Spanish law (RD 53/2013) and European Directive 2010/63/EU. Besides, the investigation conforms to the Guide for the Care and Use of Laboratory Animals published by the US National Institutes of Health (NIH Publication No. 85-23, revised 1985) and follows the ARRIVE guidelines6
 and the practical guidelines for rigor and reproducibility in preclinical.
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Regular chow-fed Landrace pigs (N=32; weight ≈40 kg) were randomly (Excel randomized function) distributed to undergo anterior STEMI induction (closed-chest coronary balloon occlusion of the left anterior descending coronary artery)
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 for 30, 60, 90, and 120min (N=8 animals/group). Thereafter, animals were allowed to reperfuse and were maintained until 45 days after MI, time point in which they were sacrificed, and scar size was assessed by TTC staining9
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 (Supplemental Figure 3). Blood was collected to obtain serum at baseline (prior ischaemia), at 15min post-ischaemia induction (acute MI phase), at the end of the different ischaemia periods, and at 3 days, 2 weeks, 4 weeks, and 45 days post-MI (recovery phase). A sham-operated group (without ischaemia) was also performed for comparative purposes (N=8) and blood withdraws were performed at baseline and 15, 30, 60, 90, and 120min post-sham operation. Both, hs-TnI (CTNI-9-us [2010-4-us]; Life Diagnostics) and ApoJ-Glyc were assessed in all samples.  

Clinical study 

The study comprised 2 groups of patients:

Group 1: Patients that were admitted to the emergency room with a time frame from symptom onset to admission and initial blood sample collection of 2.5h [1.9-3.2h] (median [IQR]) and showed negative conventional troponin T (TnT) levels at admission with a subsequent rise above the 99th percentile upper reference limit after the first blood sampling (early-AMI; N=38; Table 1).

Inclusion criteria were ≥18 years of age, provision of signed informed consent and diagnosis of AMI, consistent with the third universal definition of myocardial infarction
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, in a subset of patients that met the following criteria: (1) admission to the hospital within the first 6 hours after the onset of chest pain with typical ischaemic symptoms; (2) ST-segment elevation 0.2 mV in at least 2 contiguous leads; and (3) negative conventional troponin T levels at admission (excluding subacute myocardial infarction) with a subsequent increase to a level greater than the 99th percentile upper reference limit. Exclusion criteria were a previous documented or suspected myocardial infarction and antithrombotic treatment because of the onset of AMI before arriving to the emergency department and time of blood collection. Patients were admitted to the hospital between February 2004 and April 2005.

Freshly drawn venous blood samples from patients were collected at the moment of admission (t=0). Samples were immediately processed and were aliquoted and stored at -80 ºC until ApoJ-Glyc analysis in batches.

Group 2: A more heterogeneous group of STEMI patients with a wide time span of ischemic pain (median [IQR]: 3.3h [2.4]) and including patients with elevated hs-Tn at admission (group of patients with necrosis) whose clinical evolution was followed-up for 6 months after event presentation (N=212; Table 2). 

Inclusion criteria were ≥18 years of age, provision of signed informed consent and diagnosis of STEMI according to guidelines.
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 Inclusion criteria were ≥18 years of age, provision of signed informed consent and diagnosis of STEMI based on the following criteria: firstly, ST-segment elevation in two contiguous leads of  ≥0.25 mV in men below the age of 40 years, ≥0.2 mV in men over the age of 40 years, or ≥0.15 mV in women in leads V2-V3 and/or ≥0.1 mV in other leads (in the absence of left ventricular (LV) hypertrophy or left bundle branch block (LBBB)); and, secondly, meeting the third universal definition of myocardial infarction criteria. Exclusion criteria were patients transferred to the hospital after primary percutaneous coronary intervention (PCI) performed in another hospital, or absence of an acute coronary occlusion at the time of coronary angiography. Patients were admitted to the hospital between December 2011 and December 2014.
Among the 212 STEMI patients that were included, a total of 206 were reperfused (205 through PCI and 1 through emergent surgical revascularization). There was one patient in whom catheterization was not possible due to existing co-morbidities. In the remaining patients (5), PCI was unsuccessful. Myocardial Blush Grade (MBG) could be assessed in 199 patients as an indicator of status of the microcirculation; among these, 129 had a MBG of 3, 46 had MBG of 2, 21 had MBG of 1 and 3 had MBG of 0.

Freshly drawn venous blood samples were collected at the moment of admission (t=0) and in a subset of 82 patients an additional blood sampling was performed at 72h post-admission. Samples were immediately processed and were aliquoted and stored at -80 ºC until ApoJ-Glyc analysis in batches.

A group of healthy volunteers without overt cardiovascular disease was used as a control group. Demographic and clinical characteristics of the control group and the AMI cohorts are shown in Table 1 and Table 2.

The Ethics Committee of the Santa Creu i Sant Pau Hospital approved the project and the studies were conducted according to the principles of Helsinki’s Declaration. All participants gave written informed consent to take part in the study. Reporting of the study conforms to the STROBE guidelines.12


Sample collection and preparation 

Freshly drawn venous blood samples from patients and healthy individuals were collected to prepare serum or plasma (with EDTA) that was aliquoted and stored at -80 ºC. Samples were stored at -80°C and analysed in batches.
Quantification of ApoJ-Glyc levels 

ApoJ-Glyc levels in samples from in vitro experiments (culture media), from the in vivo pig model (systemic levels) and from the two cohorts of patients (systemic levels) were measured with a novel lectin-based immunoassay. This methodology allows the specific detection and quantification of glycosylated variants of Apo J containing N-acetylglucosamine, which is covalently bound to the protein, obtaining a direct measurement of the levels of the protein containing this specific glycan moiety that have been released into the circulation (in vivo and clinical data) or to the cell culture media (in vitro data). This methodology is based on: 1) a first step in which glycosylated proteins are immobilized by the specific binding of glycosylation residues to lectins (Triticum vulgaris lectin, Sigma-Aldrich); 2) a second step, in which the ApoJ is detected with a specific commercially available antibody against ApoJ protein sequence (ab69644, Abcam); and 3) a final step in which the amount of the specific immobilized glycosylated ApoJ form is further detected and quantified by a reporter system consisting in a biotinylated secondary antibody (31820, Pierce) and a streptavidin-HRP conjugate (21130, Pierce). After the procedure absorbance is read at 450nm. The absorbance is proportional to the concentration of ApoJ-Glyc. The standard curve (4-parameter) is constructed by plotting absorbance values against concentrations of standards, and concentrations of unknown samples are determined using this standard curve of known ApoJ concentrations. 

This lectin-based immunoassay shows an intra- and inter-assay variability comparable to that of commercially available ELISAs to detect total protein levels (mean±desvest: intra-assay variability: 3.8±1.8; inter-assay variability: 8.05±2.02; day-to-day variability: 8.1±4.4; assessed in 9 samples with 10 replicates per sample in two independent plates and two non-consecutive days). The detection limit (LOD) is 7.8 ng/ml.
Blood samples for their use for ApoJ-Glyc analysis with this firstly developed immunoassay must be processed immediately to obtain serum or plasma (EDTA), aliquoted and stored at -80°C. Samples must be kept frozen at -80°C until their use.

The stability of ApoJ-Glyc levels in frozen samples during different time periods was analysed retrospectively in 44 samples that were kept frozen at -80°C for 3 months and in 31 samples that were kept frozen at -80°C for 12 months. The analyses were carried out using the same equipment and by the same operator in duplicates within each run. ApoJ-Glyc levels did not show any significant variation between baseline and 3-months measurements and baseline and 12-months measurements (P<0.05).

This is a first prototype of the assay to be used in proof-of-concept studies to validate the potential usefulness of ApoJ-Glyc in assessing clinically relevant samples, and not yet an assay format validated for its use in clinical practice. Further test development, verification and validation studies under regulatory requirements are needed for a final version of the test to be obtained according to the needs in the clinical practice and patient triage workflow in terms of sensitivity and specificity, sample processing and time from blood sampling to result. 
Statistical analysis


Data are expressed as mean and standard error except when indicated. N indicates the number of subjects tested. Statistical analyses were performed with Stat View 5.0.1 software. Normality was assessed by using Shapiro-Wilks test. 
In vitro studies 

Student’s t-test was used for comparison between different conditions (normoxia, hypoxia or simulated ischaemia) in each time point or between different time points within a specific condition.

In vivo studies
Non-parametric Mann-Whitney was used for comparison between groups (sham and AMI) and Wilcoxon analysis for comparisons between the different time points within each specific group.
Clinical study
Non-parametric Mann-Whitney (N=2) or Kruskal-Wallis (N>2) were used for comparison between groups, and Wilcoxon analysis for comparison between different time points (i.e. ApoJ-Glyc levels between the moment of admission and 3 days after in cohort 2). Bivariate correlations between variables were determined by Pearson correlation coefﬁcients. Chi-square test (χ2) or Fisher’s exact test, when any of the expected values was <5, was used for categorical variables.
To determine the correlation between ApoJ-Glyc levels, anthropometric parameters (age, sex and BMI), risk factors (diabetes, hypertension, dyslipidemia, tobacco), background treatment, and biochemical parameters (total-C, LDL-C, HDL-C, glucose and CRP levels), we first performed bivariate analyses by correlation (for continuous variables) or by t-test (for categorical variables). This analysis allowed us to find the parameters that showed an influence on the levels of ApoJ-Glyc in each cohort of patients (variables with a significant P value in the Bivariate analysis in Supplemental Tables 1 and 2). Those variables were afterwards included in a multiple lineal regression analysis (stepwise selection of variables) to assess those that remained as independent factors for ApoJ-Glyc levels.

Receiver operating characteristic (ROC) curves (to assess the discriminating power of selected variables) and Kaplan-Meier curves (to carry out survival analyses) were performed with IBM SPSS Statistics v19.0. A P value < 0.05 was considered significant. 

LEGENDS TO SUPPLEMENTAL FIGURES
Supplemental Figure 1. Discriminating ability of ApoJ proteomic profile in patients in the early phase of ischaemia. Decrease in glycosylated Apo J forms (spots 4 and 8) in the bi-dimensional electrophoresis analysis of glycosylated proteins as described in Cubedo J. et al, J Proteom Res. 2011 in the early phase of ischaemia.
Supplemental Figure 2. (A) Schematic diagram of in vitro experiments carried out in cell cultures of different cell types: cardiac, hepatic, endothelial and vascular. The secretion pattern, the glycosylation profile, and the intracellular distribution of ApoJ-Glyc were analysed. Primary cultures of porcine ventricle cardiac fibroblasts (PVCF), mouse atrial cardiomyocytes line HL-1, human liver cell line HepG2, human hepatic mesenchymal cells (Stellate), human umbilical vein endothelial cells (HUVEC) and vascular smooth muscle cells from coronary arteries explants from heart transplant recipients with non-ischaemic cardiomyopathy were incubated in normoxic, hypoxic (1% O2) and simulated ischaemic (1% O2 and acidic conditions) conditions for 1, 2, 4 and 8 hours (N=3 experiments each). (B) Representative western blot profile of the different glycosylated and non-glycosylated intracellular ApoJ forms.
Supplemental Figure 3. Scar size assessed by TTC staining at sacrifice (45 days post-reperfusion) in the different animal groups and representative histopathological images. Analyses were performed in N=4 animals/group. Sham-operated animals and those subjected to 30 minutes of ischaemia did not show gross histopathological signs of cardiac damage whereas scar size was evident in those animals subjected to 60, 90 and 120 minutes of ischaemia.
Supplemental Figure 4. Shift in ApoJ glycosylation profile under simulated ischaemic conditions. (A) Schematic overview of PNGase F deglycosylation of ApoJ-Glyc secreted into the culture medium. Bar diagrams and representative images of the ratio of de-glycosylated vs. glycosylated ApoJ forms showing a significant decrease in glycosylated ApoJ containing GlcNAc residues secreted into the medium in PVCF (B) and HL-1 (C) cells under simulated ischaemic conditions. 

Supplemental Figure 5. Representative western blot images of the protein extracts of PVCF (A), HL-1 (B), HepG2 (C), Stellate (D), HUVEC (E), and VSMC (F) cells.

Supplemental Figure 6. Changes in the intracellular abundance of glycosylated and non-glycosylated ApoJ forms upon 8h of simulated ischaemia. Bar diagrams showing the levels of non-glycosylated and glycosylated ApoJ forms (total band intensity in WB analysis of intracellular protein extracts) at 1h and 8h in PVCF (A), HL-1 (B), HepG2 (C), Stellate (D), HUVEC (E), and VSMC (F) cells. PVCF and HL-1 cells showed a shift in abundance of non-glycosylated vs. glycosylated ApoJ intracellular forms at 8h of simulated ischaemia (compared to 1h of simulated ischaemia and to normoxic and hypoxic conditions). 

Supplemental Figure 7. Changes in the ratio between non-glycosylated and glycosylated intracellular ApoJ forms. Bar diagrams showing the ratio between non-glycosylated and glycosylated intracellular ApoJ forms at different time points in PVCF (A), HL-1 (B), HepG2 (C), Stellate (D), HUVEC (E), and VSMC (F) cells. PVCF and HL-1 cells were the only ones showing a shift in the ratio of non-glycosylated vs. glycosylated ApoJ intracellular forms at 8h of simulated ischaemia (compared to normoxic and hypoxic conditions). This shift is depicted by an inversion of the ratio after 8h of simulated ischaemia. 
Supplemental Figure 8. Recurrent events and mortality at 6-months follow-up in STEMI patients. Kaplan-Meier curves showing the impact of ApoJ-Glyc levels at admission in the presence of recurrent ischaemic events or death after 6 months of follow-up (cut-off values: median levels at admission). 
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SUPPLEMENTAL TABLE 1. Bivariate analyses and multiple regression models of ApoJ-Glyc levels in Group 1. 
	Bivariate analysis
	R value*
	P value
	B value**

	Age
	0.109
	0.149
	-

	Gender
	-
	0.006
	-

	BMI
	0.031
	0.690
	-

	Total-C
	0.108
	0.156
	-

	LDL-C
	0.084
	0.273
	-

	HDL-C
	0.305
	<0.0001
	-

	CRP
	0.209
	0.0068
	-

	Dyslipidaemia
	-
	0.109
	-

	Diabetes Mellitus
	-
	0.434
	-

	Hypertension
	-
	0.681
	-

	Tobacco smoking
	-
	0.182
	-

	ASA
	-
	0.286
	-

	IECA/ARAII
	-
	0.220
	-

	Statins
	-
	0.044
	-

	Beta-blockers
	-
	0.579
	-

	Ca-antagonists
	-
	0.523
	-

	Multiple regression model 
	R value*
	P value
	B value**

	Model 1
	
	
	

	    Ischemic event
	0.693
	<0.0001
	-0.693

	Model 2
	
	
	

	     Ischemic event
	0.706
	<0.0001
	-0.658

	     Gender
	-
	0.017
	-0.139


Bivariate analyses (Pearson correlation for continuous variables* or t-test for categorical variables) and multiple lineal regression models** (stepwise selection of variables) to test the influence of anthropometric parameters, background treatment and biochemical parameters in ApoJ-Glyc levels.

SUPPLEMENTAL TABLE 2. Bivariate analyses and multiple regression models of ApoJ-Glyc levels in Group 2.

	Bivariate analysis
	R value*
	P value
	B value**

	Age
	0.066
	0.215
	-

	Gender
	-
	0.110
	-

	BMI
	0.037
	0.519
	-

	Total-C
	0.270
	<0.0001
	-

	LDL-C
	0.275
	<0.0001
	-

	HDL-C
	0.236
	<0.0001
	-

	CRP
	0.340
	<0.0001
	-

	Dyslipidaemia
	-
	0.268
	-

	Diabetes Mellitus
	-
	0.062
	-

	Hypertension
	-
	0.027
	-

	Tobacco smoking
	-
	0.221
	-

	ASA
	-
	0.162
	-

	IECA/ARAII
	-
	0.164
	-

	Statins
	-
	0.511
	-

	Beta-blockers
	-
	0.054
	-

	Ca-antagonists
	-
	0.967
	-

	Multiple regression model 
	R value*
	P value
	B value**

	Model 1
	
	
	

	     Ischemic event
	0.326
	<0.0001
	-0.326

	Model 2
	
	
	

	     Ischemic event
	0.369
	<0.0001
	-0.228

	     Total-C
	-
	0.001
	0.199

	Model 3
	
	
	

	     Ischemic event
	0.402
	<0.0001
	-0.209

	     Total-C
	-
	0.001
	0.187

	     CRP 
	-
	0.001
	-0.161


Bivariate analyses (Pearson correlation for continuous variables* or t-test for categorical variables) and multiple lineal regression models** (stepwise selection of variables) to test the influence of anthropometric parameters, background treatment and biochemical parameters in ApoJ-Glyc levels.
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