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ABSTRACT

Background/Aim: Metabolic syndrome (MetS) may have an adverse impact on cardiovascular events in
unselected populations. However, the role of MetS in chronic heart failure (CHF) subjects remains controversial.
Endothelial-derived microparticles (EMPs) may play a pivotal role in cell-to-cell cooperation, effects negatively
on tissue reparation, and mediates vascular function. Pattern of circulating EMPs probably reflects imbalance
between endothelial cell injury and endothelial repair. Aim of the study is to investigate an inflammatory pattern
of circulating EMPs in MetS patients with CHF. Methods: The study retrospectively evolved 101 patients
with MetS (54 subjects with CHF and 47 patients without CHF) without documented coronary artery stenosis
>50% at least of one artery and 35 healthy volunteers. Biomarkers were measured at baseline of the study.
Circulating EMPs were phenotyped by flow cytometry technique. Results: We found CD62E+EMPs and
CDB62E+ to CD31+/annexin V+ ratio were elevated in healthy persons when compared with MetS patients.
CD62E+ to CD31+/annexin V+ ratio was found to be higher in the MetS patients without CHF compared
with MetS patients with CHF. Using multiple linear regression analysis, independent impact of based model
(body mass index [BMI]), N-terminal brain natriuretic peptide (NT-proBNP), osteoprotegerin (OPG), and
high-sensitive C-reactive protein (hs-CRP) on decreased CD62E+ to CD31+/annexin V+ ratio was found.
We found that adding of combination of inflammatory biomarkers (hs-CRP. OPG, and NT-proBNP) to the BMI
improved the relative integrated discrimination indices by 11.4% for decreased CD62E+ to CD31+/annexin
V+ ratio. Conclusion: We found that biomarkers of biomechanical stress (NT-proBNP) and inflammation
(hs-CRP OPG) remain statistically significant predictors for decreased CD62E+ to CD314/annexin V+ ratio
in MetS patients with CHF.

KEY WORDS: Cardiovascular risk factors, chronic heart failure, circulating endothelial-derived microparticles,
metabolic syndrome

INTRODUCTION

Current clinical, experimental, and epidemiological observations
define metabolic syndrome (MetS) as a risk factor clustering
related to the development of type 2 diabetes mellitus (T2DM)
and cardiovascular disease (CVD) [1]. According currently
statement, the MetS includes abdominal obesity, insulin
resistance (IR), dyslipidemia, elevated blood pressure (BP), and
associated with other comorbidities including the prothrombotic
and proinflammatory states [2]. Recent studies have emerged that
genetic, early-life-depended, age-related, and sociodemographic
factors, as well as dictary particularities, coexisting comorbidities
are discussed leading causes for the current prevalence of MetS in
the general population [3-5]. Therefore, MetS corresponds with
several cardiovascular risk factors and associates with an increased
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incidence of T2DM, cardiovascular events, and mortality [6].
The underlying pathophysiological mechanisms resulting in the
MetS, IR, central obesity, are not fully understood. However,
activated immunity and cytokine production, oxidative stress may
effect on a development of cardiovascular complications through
inducing endothelial dysfunction [7-10]. There is evidence
that systemic pro-inflammatory response induced by MetS is
cause of microvascular endothelial cell inflammation [11,12].
Although the adverse prognostic impact of T2DM in unselected
populations and in patients with chronic heart failure (CHF)
has been previously shown [13-15], the role of MetS in CHF
subjects remains controversial [16-18]. It has suggested that
endothelial-derived microparticles (EMPs) may play a pivotal role
in cell-to-cell cooperation, negatively affects tissue reparation,
and mediates vascular function [19].
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Extracellular microparticles are microvesicles with sizes ranging
between 50 and 1000 nm released from plasma membrane of
wide variety of cells, including endothelial cells, by specific
(cytokine stimulation, apoptotic agents, mononuclear
cooperation, coagulation, etc.) and non-specific (shear stress)
stimuli [20]. Circulating EMPs depending on their origin
(apoptotic-derived or activated endothelial cell production)
are capable of transferring biological information (regulating
peptides, hormones) or even genetic material (micro-RNA,
mRNA, and DNA), as well as proteins, lipid components,
from one cell to another without direct cell-to-cell contact
to maintain cell homeostasis [21,22]. In addition, circulating
EMPs derived from activated endothelial cells did not contain
nuclear components and they have also been shown to have pro-
angiogenic and cardio-protective properties [23,24]. In opposite,
apoptotic EMPs may originate from damaged endothelial cells
that concentrate immune mediators, generating powerful
signaling by the simultancous receptor interaction, and they
are discussed a marker of endothelial cell injury and vascular
aging [25,26]. However, the potential relevance of different
phenotypes of circulating EMP among MetS patients is still
not understood.

The Aim of the Study

To investigate the pattern of circulating EMPs in MetS patients
with CHFE

METHODS

The study retrospectively evolved 101 patients with MetS (54
subjects with CHF and 47 patients without CHF) without
documented coronary artery stenosis >50% at least of one
artery and 35 healthy volunteers who were examined between
February 2013 and November 2013. The study was approved
by the Local Ethics Committee of State Medical University,
Zaporozhye, Ukraine. The study was performed in conformity
with the Declaration of Helsinki. All the patients have given
their informed written consent for participation in the study.
MetS was diagnosed based on the National Cholesterol
Education Program Adult Treatment Panel I criteria [27].
Patients were enrolled in the MetS cohort when at least three
of the following components were defined: Waist circumference
290 cm or =80 cm in men and women, respectively; high-
density lipoprotein cholesterol (HDL-C) <1.03 mmol/L or
<1.3 mmol/L in men and women, respectively; triglycerides
(TG) =1.7 mmol/L; BP =130/85 mmHg or current exposure of
antihypertensive drugs; fasting plasma glucose =5.6 mmol/L.
Subjects with defined T2DM or treatment with oral antidiabetic
agents or insulin were not enrolled in the study. Current
smoking was defined as consumption of one cigarette daily for
3 months. Anthropometric measurements were made using
standard procedures.

Methods for Visualization of Coronary Arteries

Contrast-enhanced multispiral computed tomography
angiography has been performed for all the patients with
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dysmetabolic disorder prior to their inclusion in the study on
optima CT660 scanner (GE Healthcare, USA) using non-ionic
contrast Omnipaque (Amersham Health, Ireland) [28]. Subjects
with atherosclerotic lesions >50% of the diameter at least of
one coronary artery were excluded for further enrollment in
the study.

Transthoracic Echocardiography

Transthoracic echocardiography was performed according to
a conventional procedure on ultrasound scanner ACUSON
(SIEMENS, Germany) in B-mode and tissue Doppler imaging
with phased probe of 2.5-5 MHz. Left ventricular (LV) end-
diastolic and end-systolic volumes, LV ejection fraction (LVEF)
were measured by modified Simpson’s method [29].

Calculation of Glomerular Filtration Rate (GFR)

GFR was calculated with CKD-EPI formula [30].
Measurement of Circulating Biomarkers

To determine circulating biomarkers, blood samples were
collected at baseline in the morning (at 7-8 a.m.) into cooled
silicone test tubes wherein 2 mL of 5% 'Trilon B solution
were added. Then they were centrifuged upon permanent
cooling at 6,000 rpm for 3 min. Plasma was collected and
refrigerated immediately to be stored at a temperature —70°C.
Serum N-terminal brain natriuretic peptide (NT-proBNP),
adiponectin, receptor activator of NF-xB ligand (RANKL),
and osteoprotegerin (OPG) were measured by high-sensitive
enzyme-linked immunosorbent assays using commercial kits
(R&D Systems GmbH, Wiesbaden-Nordenstadt, Germany)
according to the manufacturers’ recommendations. The inter-
assay cocfficients of variation were as follows: N'T-proBNP: 4.5%,

adiponectin: 5%, RANKL: 7.0%; OPG: §.2%.

High-sensitive C-reactive protein (hs-CRP) was measured by
commercially available standard kit (R&D Systems GmbH,
Wiesbaden-Nordenstadt, Germany). The intra-assay and inter-
assay coefficients of variation were <5%.

Fasting insulin level was measured by a double-antibody
sandwich immunoassay (Elecsys 1010 analyzer, F. Hoffmann-
La Roche Diagnostics, Mannheim, Germany). The intra-assay
and inter-assay cocfficients of variation were <5%. The lower
detection limit of insulin level was 1.39 pmol/L.

IR was assessed by the homeostasis model assessment for IR

(HOMA-IR) [31] using the following formula:

HOMA-IR (mmol/L. X pU/mL) = fasting glucose (mmol/L) X
fasting insulin (uU/mL)/22.5

IR was defined when estimated HOMA-IR value was over 2.77
mmol/L, X uU/mL as it was defined previously [32,33].

Concentrations of total cholesterol and HDL-C were measured
by fermentation method. Concentration of cholesterol of low-
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density lipoproteins (LDL-C) was calculated according to the
Friedewald formula (1972) [34].

Assay of Circulating EMPs

Circulating EMPs were isolated from 5 ml of venous citrated
blood drawn from the fistula-free arm. To prevent contamination
of samples platelet-free plasma (PFP) was separated from whole
blood and then was centrifugated at 20,500 X rpm for 30 min.
EMP pellets were washed with DMEM (supplemented with
10 ug/mL polymyxin B, 100 UI of streptomycin, and 100 U/ml
penicillin) and centrifuged again (20,500 rpm for 30 min). The
obtained supernatant was extracted, and EMP pellets were
re-suspended into the remaining 200 pL. of supernatant. PFP,
EMPs, and the supernatant were diluted 5-, 10-, and 5-fold in
phosphate-buffered saline, respectively.

Endothelial-derived apoptotic and activated microparticles were
phenotyped by flow cytometry by phycoerythrin-conjugated
monoclonal antibody against CD31 (platelet endothelial cell
adhesion molecule-1), CD144 (vascular endothelial cadherin),
CD62E, (E-selectin), and annexin V (BD Biosciences, USA)
followed by incubation with fluorescein isothiocyanate-
conjugated annexin V (BD Biosciences, USA) per high-definition
fluorescence activated cell sorter (HD-FACS) methodology
independently after supernatant diluted without freeze [35].
The samples were incubated in the dark for 15 min at room
temperature according to the manufacturer’s instructions. For
each sample, 500 thousand events have been analyzed. EMPs
gate was defined by size, using 0.5 and 1.0 um beads (Sigma,
St. Louis, MO, USA). CD31+/annexin V+ and CD144+/
CD31+/annexin V+ microparticles were defined as apoptotic
EMPs, EMPs positively labeled for CD62E+ were determined
as EMPs produced due to activation of endothelial cells [36].

Statistical Analysis

Statistical analysis of the results obtained was performed in
SPSS system for Windows, Version 22 (SPSS Inc., Chicago,
IL, USA). The data were presented as mean (M) and standard
deviation or 95% confidence interval; as well as median (Me) and
25%-75% interquartile range. To compare the main parameters
of patient cohorts, two-tailed Student’s t-test or Shapiro—-Wilk
U-test were used. To compare categorical variables between
groups, Chi-square test and Fisher F exact test were used.
Predictors of EMPs elevation in patients were examined in
simple and multiple linear regression analysis. C-statistics,
integrated discrimination indices (IDI) and net reclassification
improvement (NRI) were utilized for prediction performance
analyses. A two-tailed P < 0.05 was considered as significant.

RESULTS

general characteristic of patients participating in the study
was reported in Table 1. As expected, there was a significant
difference between healthy volunteers and entire cohort of
enrolled patients in based model (body mass index [BMI]),
waist circumference, cardiovascular risk factors (hypertension,
Issue 2
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dyslipidemia, adherence to smoking), CHF class, BP levels, heart
rate, LVEE, HOMA-IR, lipid abnormalities, and Framingham
risk score. Therefore, CD31+/annexin V+ EMPs were
significantly elevated in patient cohort, while CD62E+ EMPs
and CD62E+ to CD314/annexin V+ ratio were elevated in
healthy persons when compared with MetS patients (P < 0.001).

MetS patients without CHF have demonstrated lower incidence
of dyslipidemia, lower concentrations of LDL-C, hs-CRP, serum
RANKL, OPG, NT-proBNE and CD31+/annexin V+ EMPs
when compared with MetS subjects with CHE. Therefore,
higher LVEE TG, HDL-C, and HOMA-IR were found in MetS
patients without CHF in comparison to MetS patients with
CHEF. Interestingly, similarities of circulating levels of EMPs
different origin were determined in both cohorts apart from
CD314/annexin V+ EMPs. Therefore, CD62E+ to CD314/
annexin V+ ratio was found to be higher in the MetS patients
without CHF compared with MetS patients with CHE

The simple linear regression analysis shown being correlation
between activated endothelial cell-derived EMP to apoptotic-
derived EMP ratio, cardiovascular risk factors, hemodynamic
performances, and other biomarker. We found that CD62E+
to CD31+/annexin V+ ratio were directly related with NT-
proBNP (r = —0.512, P = 0.001), BMI (r = 0.46, P = 0.001),
OPG (r=—-0.412,P =0.001), hs-CRP (r = —0.445,P = 0.001),
HOMA-IR (r = 0.414, P =0.001),eGFR (r =0.312, P = 0.001),
TG (r = 0.304, P = 0.001), dyslipidemia (r = —0.248,
P =10.001), creatinine (r = 0.242, P = 0.001), gender (r = 0.22§,
P < 0.001 for male), age (r = —0.225, P = 0.001), and smoking
(r=-0.212, P = 0.001). No significant association CD62E+
to CD31+/annexin V+ ratio with fasting plasma glucose,
HbAlc, means of systolic and diastolic BP, waist circumference
was found. We did not find possible age- and gender-related
correlation between metabolic status and the presence of EMPs.

Using multiple linear regression analyses, independent impact
of BMI (r = 0.424, P = 0.003), NT-proBNP (r = —0.423,
P = 0.001), OPG (r = —0.419, P = 0.001), and hs-CRP
(r=—=0.384, P = 0.001) on decreased CD62E+ to CD314/

annexin V+ ratio was found.

Using C-statistics for Models with BMI and circulating
biomarkers (hs-CRP, OPG and NT-proBNP) as Continuous
Variables we found that adding of combination of inflammatory
biomarkers (hs-CRP, OPG and NT-proBNP) to the BMI
improved the relative IDI by 11.4% for decreased CD62E+ to
CD31+/annexin V+ ratio [Table 2].

When we used other models constructed on entering variables
categorical NRI appears to be improved up to 5% for decreased
CD62E+ to CD314/annexin V+ ratio (available for three
biomarkers as continuous variables) [Table 3]. Three biomarkers
(NT-proBNP, hs-CRP, OPG) improve significantly predictive
model based on BMI for decreased CD62E+ to CD31+/
annexin V+ ratio. In patient study population for category-
free NRI, 5% of events (P = 0.001), and 16% of non-events
(P = 0.001) were correctly reclassified by the addition of
circulating biomarkers (NT-proBNP, hs-CRP, OPG) to the base
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Table 2: C-statistics for models with BMI, NT-proBNP, hs-CRP, and OPG as continuous variables

Models Dependent variable: CD62E +to CD31+/annexin V+ratio
AUC (95% CI) AAUC IDI (+SE) Relative IDI (%)

Model 1 (based model: BMI) 0.654 - - -
BMI+NT-proBNP versus BMI 0.686 0.032; P<0.05 0.02%0.008 5.9
BMI+OPG versus BMI 0.690 0.036; P<0.05 0.04=0.010 5.7
BMI+NT-proBNP+OPG versus BMI 0.692 0.038; P<0.05 0.03%0.008 6.5
BMI+hs-CRP versus BMI 0.680 0.026; P<0.05 0.03%0.007 4.3
BMI+OPG+hs-CRP versus BMI 0.706 0.052; P<0.05 0.04=0.009 6.1
BMI+NT-proBNP+hs-CRP+0PG +versus BMI 0.710 0.056; P<0.001 0.03%0.009 11.4

Relative IDI — calculated as the ratio of IDI over the discrimination slope of the model 1 (BMI). AUC: Area under curve, SE: Standard
error, hs-CRP: High sensitive C-reactive protein, IDI: Integrated discrimination indices, BMI: Body mass index, OPG: Osteoprotegerin,

NT-proBNP: N-terminal brain natriuretic peptide

Table 3: Prediction performance analyses for models with
BMI and circulating inflammatory biomarkers (NT-proBNP,
hs-CRP, OPG) as continuous variables for decreased CD62E +
to CD31+/annexin V+ratio

Characteristics

Model 2 versus Model 1

0.19 (95% CI=0.15-0.22)
3 (P=0.12)
5 (P=0.001)

Categorical NRI

Percentage of events correctly reclassified
Percentage of non-events correctly
reclassified

Categorical free NRI

Percentage of events correctly reclassified
Percentage of non-events correctly
reclassified

0.34 (95% CI=0.30-0.39)
5 (P=0.001)
16 (P=0.001)

Model 1 - BMI; Model 2 - BMI+NT-proBNP+hs-CRP+0PG, NRI: Net
reclassification improvement, hs-CRP: High sensitive C-reactive protein,
BMI: Body mass index, OPG: Osteoprotegerin NT-proBNP: N-terminal
brain natriuretic peptide, CI: Confidence interval

model (BMI) for decreased CD62E+ to CD31+/annexin V+

ratio.

DISCUSSION

The results of the study have clarified that patients with MetS may
have different predominantly appeared phenotypes of circulating
EMPs distinguished healthy volunteers. Being of impaired
phenotype of circulating EMPs in study patient population is
determined as imbalance between the number of EMPs with
pro-angiogenic capacities (CD62E+) and EMPs delivered in
resulting of apoptosis (CD31+/annexin V+). A significant
decreased CD62E+ to CD31+/annexin V+ ratio was found
in MetS patients in comparison with healthy volunteers.
Moreover, MetS subjects with CHF demonstrated lower level
of CD62E+ to CD31+/annexin V+ ratio predominantly
associated with decreased CD314/annexin V+ EMPs. Thus,
a significant difference between healthy subjects and MetS
patients enrolled in the study regarding CD62E+ to CD31+/
annexin V+ ratio may probably reflect impaired phenotype of
EMPs with surpassed apoptotic-labeled microparticles. CHF in
MetS patient population did not significantly effect on processes
of endothelium activation, although apoptosis-related forming
of EMPs is exaggeratedly increased.

We suggest that the ability of the endothelium to preserve a
secretion of pro-angiogenic EMPs among MetS patients may
Issue 2
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have a causality role in improving clinical outcomes in MetS
subjects with CHF in comparison to none-MetS subjects with
cardiac failure. Leroyer et al. [37] believe apoptotic EMPs
produced due to inversion of the lipid membrane during
apoptosis are secondary messengers contributed to vascular
injury and tissue damage in diabetes. The interrelationship
between apoptotic EMPs and vascular complications of T2DM
is closely expected, despite microvesicles that are phenotypically
nearly identical to CD31+/annexin V+ EMPs were not elevated
in dysmetabolic disorders without existing atherosclerosis and
cardiovascular complications [22,25,38]. In the study, we found
that CD62E+ to CD31+/annexin V+ ratio might be referred
as object characterized predominantly immune phenotype of
circulating EMPs. According the opinion of many investigators,
clevated apoptotic EMPs levels reflect cellular injury and appear
to be a surrogate marker of vascular dysfunction [24,25,38,39].
Morcover, apoptotic-derived EMPs play a pivotal role in the
development of vascular complications in dysmetabolic discases
for they stimulate pro-inflammatory responses in target cells and
promote various processes, such as coagulation, thrombosis,
angiogenesis, and neovascularization [40,41]. These findings
support our hypothesis that clevated EMPs are associated
with several cardiovascular risk factors and MetS. Probably
there is a more significant independent risk factor than length
of impaired glucose level, diabetic disease, or the presence
of hypertension [42-44]. In contrast, activated endothelial
cell-derived microparticles may avoid inducing tissue injury
and worsening vasomotion via genome involved mechanisms,
and they are thereby able to protect the endothelium from
damage [45]. Although it has been continued to emphasize
that apoptotic subpopulation of EMPs are elevated in metabolic
disorders, we did not found significant differences in circulating
EMPs labeled as CD144+/annexin V4, CD144+/CD31+/
annexin V+, and CD144+/CD31+, except CD31+/annexin
V+, and CD62E+ between healthy volunteers and patients with
metabolic disorders without existing atherosclerosis. Recent
clinical studies shown increased CD31+/annexin V+ EMPs to
CD62E+ EMPs ratio in dysmetabolic persons, .c. T2ZDM [46].
Therefore, there was a significant association between CD31+/
annexin V+ EMPs to CD62E+ EMPs ratio and circulating level
of pro-inflammatory cytokines (hs-CRP. OPG, and adiponectin)
that are suitable for both T2DM and MetS. Surprisingly, in
our study, independent associations of CD62E+ to CD31+/
annexin V+ ratio with cardiovascular risk factors were not found,
while association TG and lipid abnormality with CD62E+
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to CD31+/annexin V+ ratio was shown. Recent study have
been shown that dyslipidemia and especially increased TG
level in MetS patient populations may negatively effect on the
ability of the endothelium to produce activated microvesicles
with angiogenic capacities and secreted apoptotic-derived
microparticles [47,48]. Therefore, it is discussed the question
regarding dyslipidemia-induced apoptotic-related EMPs
production [48]. In fact, infiltration of subintima by LDL
may induce the production of free radicals that is crucial for
oxidation of cytoskeleton and membrane proteins of endothelial
cells. Membrane vesiculation is considered a mechanism of
elimination of oxidative stress products including carbonylated
proteins, oxidized lipoproteins, intermediates, ete. [49].
Therefore, this oxidative-driven vesiculation of endothelial
cells may relate to low intensity inflammation in vasculature,
which associate with over production of cytokines i.e. hs-
CRP, adiponectin, and OPG [50,51]. Morcover, membrane
vesiculation may enhance inflammatory cytokines in convey
of biomechanical stress [51]. As well-known hs-CRP and OPG
appear to be sufficiently increased in MetS and they may be
compensatory up-regulated in the atherosclerosis and, however,
in vascular inflammation [52]. Less known about innate
mechanism regarding NT-proBNP-dependent regulation of
microvesiculation in endocardial endothelium. The clinical
significance of this phenomenon is still not clear and planned/
ongoing clinical studies with large sample population are absent.
Whether NT-proBNP is caused to imbalance between EMP
subsets is not understood. Here, we report that MetS patients
with CHE who have not angiographic evidence of clinically
significant atherosclerosis, may distinguish in inflammatory
pattern of circulating EMPs and that these differences are
more much sufficient than adipocytokine profile and glucose
impairment. Although initially there is skepticism regarding
origin of imbalance of activated and apoptotic EMP numerous
in patients with impaired glucose metabolism and dyslipidemia,
we suppose that inflammatory cytokine overproduction and
probably lipid abnormalities may consider a possible cause of
predominantly immune phenotype of EMPs not directly related
with glucose impairment. Indeed, there are evidences regarding
being of paracrine and endocrine regulation of lipid storage and
cell size of white adipocytes by specific micro-RNAs derived by
EMPs in MetS [53]. Obviously patients with different types
of dysmetabolic disorders might have different inflammatory
pattern of EMPs, which contribute to the development of
cardiovascular complications, such as CHE. Collectively, there
are raised reports regarding that the presence and number
of single EMP population is not obligatory object reflected
cardiovascular risk, while predominant immune phenotype is
probably. Overall, determination of predominantly immune
phenotype of EMPs appears to be attractive for risk classification
and probably creating individualized prediction score in MetS
patients, because of circulating level of pro-inflammatory
cytokines demonstrates a high biological variability [54]. On
the other hand, EMP determination is not easy for use and
pre-analytical and analytical errors are frequently appeared [55].
Finally, determination of inflammatory phenotype of EMPs
encompasses responses of CVD risk factors and documented
CVD appear to be attractive and it is required more efforts to
understand whether the novel biological marker is useful or not.
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Study Limitations

This study has some limitations. All enrolled subjects were
comparable to age and sex because of the design of the study
was retrospective. This is a limitation appears to be serious
for determination of possible age- and sex-related association
regarding numerous of circulating microparticles. The results
of our study do not allow producing any issues regarding this.
Measuring of LDL-C level by Friedewald formula is limitation
too. It is necessary to note that a large pool of nanoparticles might
be produced after blood sampling due to destruction of platelets
and blood cells. We used PFP to prevent of contamination of
samples with microparticles originated from platelets. Therefore,
preparation of microparticle isolates from samples is the most
sophisticated step for further examination. There were several
technical-related difficulties in the measurement of EMPs. In
fact, lack of the standard protocol for isolating and detecting
circulating EMPs obtained from the plasma. According to the
opinion of the majority experts, centrifugation become the main
factor-mediated reliability of the EMP determination in samples
and contributed to biological variability of EMP count. The
removal of all cells from blood may be pre-analytical challenging
where small apoptotic bodies overlap in size with other types
of EMPs. Although HD-FACS methodology is widely used,
theoretically overlap between two or more fluorochromes might
reflect some obstacles for further interpretation of obtained
results. Therefore, the analytical level for determination EMP
size (taken into consideration the equipment and methodology)
was defined as 300 nm, despite low size microparticles may be
detected with other methods, such as nanoparticle tracking.
Probably, another result regarding numerous of circulating
apoptotic-derived EMPs could be obtained when other
equipment used. Currently, nanoparticle tracking analysis, flow
cytometry, and other methods of identification of EMPs are not
affordable in routine clinical practice. In future, the balance and
the intensity of endothelial damage, integrity and tissue repair
reflected by changes in circulating EMPs and other types of pro-
angiogenic progenitor cells might be open the novel approaches
to assay the risk of CVD and identify vulnerable population
before therapeutic care.

Another limitation of the present study is that a specific role of
EMPs is also possible and has not been characterized in depth
in T2DM patients. However, the authors suppose that these
restrictions might have no significant impact on the study data
interpretation. In addition, retrospective, relative small sample
size may limit the significance of the present study. However,
taken together these data are very promising, and they are
required new investigations with higher statistical power and
increased sample size to be overcome the internal limitations

of the study.

CONCLUSION

We found that biomarkers of biomechanical stress (NT-proBNP)
and inflammation (hs-CRP, OPG) remain statistically significant
predictors for decreased CD62E+ to CD31+/annexin V+ ratio
in MetS patients with CHE.

J Mol Pathophysiol e Apr-Jun 2015 e Vol4 e Issue?



ACKNOWLEDGMENTS

We thank all patients for their participation in the investigation,
staff of the Regional Zaporozhye Hospital (Ukraine), and the
doctors, nurses, and administrative staff in Regional Center
of cardiovascular discases (Zaporozhye, Ukraine) and City
Hospital # 6 (Zaporozhye, Ukraine), general practices, and site
managed organizations that assisted with the study.

AUTHORS’ CONTRIBUTIONS

Alexander E. Berezin initiated the hypothesis and designed the
study protocol, contributed to collect, analyze, and interpret
the data, performed statistical analysis, wrote the manuscript.
Alexander A. Kremzer contributed to enroll the patients;
collected and analyzed the data, reviewed the source documents,
drafted a paper. Tatyana A. Samura contributed to the study
protocol design, performed visualization procedures, analyzed
the results of examinations, and drafted a paper. Tatyana A.
Berezina contributed to the study protocol design, enrolled
the patients in the study, collected the data, analyzed, and
interpreted the data obtained and drafted a paper. All authors
revised the manuscript critically, had consolidated agreement
to be accountable for all aspects of the work, and final approved
of the version to be published.

REFERENCES

1. Ogbera AO. Prevalence and gender distribution of the metabolic
syndrome. Diabetol Metab Syndr 2010;2:1.

2. AlbertiKG, Eckel RH, Grundy SM, Zimmet PZ, Cleeman JI, Donato KA,
etal. Harmonizing the metabolic syndrome: A joint interim statement
of the International Diabetes Federation Task Force on Epidemiology
and Prevention; National Heart, Lung, and Blood Institute;
American Heart Association; World Heart Federation; International
Atherosclerosis Society; and International Association for the Study
of Obesity. Circulation 2009;120:1640-5.

3. Buckland G, Salas-Salvadé J, Roure E, Bullé M, Serra-Majem L.
Sociodemographic risk factors associated with metabolic syndrome
in a Mediterranean population. Public Health Nutr 2008;11:1372-8.

4. Pickup JC. Inflammation and activated innate immunity in the
pathogenesis of type 2 diabetes. Diabetes Care 2004;27:813-23.

5. Cornier MA, Dabelea D, Hernandez TL, Lindstrom RC, Steig AJ, Stob
NR, et al. The metabolic syndrome. Endocr Rev 2008;29:777-822.

6. Vidigal Fde C, Ribeiro AQ, Babio N, Salas-Salvadé J, Bressan J.
Prevalence of metabolic syndrome and pre-metabolic syndrome in
health professionals: LATINMETS Brazil study. Diabetol Metab Syndr
2015;7:6.

7. McNeill AM, Rosamond WD, Girman CJ, Golden SH, Schmidt MI,
East HE, et a/. The metabolic syndrome and 11-year risk of incident
cardiovascular disease in the atherosclerosis risk in communities
study. Diabetes Care 2005;28:385-90.

8. Prasad H, Ryan DA, Celzo MF, Stapleton D. Metabolic syndrome:
Definition and therapeutic implications. Postgrad Med 2012;124:21-30.

9.  Petersson H, Daryani A, Risérus U. Sagittal abdominal diameter as
a marker of inflammation and insulin resistance among immigrant
women from the Middle East and native Swedish women: A cross-
sectional study. Cardiovasc Diabetol 2007;6:10.

10. Brasil AR, Norton RC, Rossetti MB, Ledo E, Mendes RP. C-reactive
protein as an indicator of low intensity inflammation in children
and adolescents with and without obesity. J Pediatr (Rio J)
2007,83:477-80.

11. Jia G, Sowers JR. Endothelial dysfunction potentially interacts
with impaired glucose metabolism to increase cardiovascular risk.
Hypertension 2014;64:1192-3.

12.  Zaghloul A, Al-Bukhari TA, Al-Pakistani HA, Shalaby M, Halawani SH,

Issue 2

J Mol Pathophysiol e Apr-Jun 2015 e Vol4 e

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

Berezin, et al.: Circulating endothelial microparticles

Bajuaifer N, et al. Soluble endothelial protein C receptor and high
sensitivity C reactive protein levels as markers of endothelial
dysfunction in patients with type 1 and type 2 diabetes mellitus:
Their role in the prediction of vascular complications. Diabetes Res
Clin Pract 2014;106:597-604.

Rezende FA, Rosado LE, Ribeiro Rde C, Vidigal Fde C, Vasques AC,
Bonard IS, et al. Body mass index and waist circumference:
Association with cardiovascular risk factors. Arg Bras Cardiol
2006;87:728-34.

Rankinen T, Sarzynski MA, Ghosh S, Bouchard C. Are there genetic
paths common to obesity, cardiovascular disease outcomes, and
cardiovascular risk factors? Circ Res 2015;116:909-22.

Wang Y, Negishi T, Negishi K, Marwick TH. Prediction of heart failure
in patients with type 2 diabetes mellitus-A systematic review and
meta-analysis. Diabetes Res Clin Pract 2015.

Perrone-Filardi P, Savarese G, Scarano M, Cavazzina R, Trimarco B,
Minneci S, etal. Prognostic impact of metabolic syndrome in patients
with chronic heart failure: Data from GISSI-HF trial. Int J Cardiol
2015;178:85-90.

Carnethon MR, Loria CM, Hill JO, Sidney S, Savage PJ, Liu K, et al.
Risk factors for the metabolic syndrome: The coronary artery risk
development in young adults (CARDIA) study, 1985-2001. Diabetes
Care 2004;27:2707-15.

Ahmadi A, Leipsic J, Feuchtner G, Gransar H, Kalra D, Heo R, et al.
Is metabolic syndrome predictive of prevalence, extent, and risk
of coronary artery disease beyond its components? Results from
the multinational coronary CT angiography evaluation for clinical
outcome: An International Multicenter Registry (CONFIRM). PLoS
One 2015;10:e0118998.

Markiewicz M, Richard E, Marks N, Ludwicka-Bradley A. Impact
of endothelial microparticles on coagulation, inflammation, and
angiogenesis in age-related vascular diseases. J Aging Res
2013;2013:734509.

Barteneva NS, Fasler-Kan E, Bernimoulin M, Stern JN, Ponomarev ED,
Duckett L, et al. Circulating microparticles: Square the circle. BMC
Cell Biol 2013;14:23.

Guay C, Regazzi R. Role of islet microRNAs in diabetes: Which model
for which question? Diabetologia 2015;58:456-63.

Wu ZH, Ji CL, LiH, Qiu GX, Gao CJ, Weng XS. Membrane microparticles
and diseases. Eur Rev Med Pharmacol Sci 2013;17:2420-7.

Tetta C, Bruno S, Fonsato V, Deregibus MC, Camussi G. The role of
microvesicles in tissue repair. Organogenesis 2011;7:105-15.
Martinez MC, Andriantsitohaina R. Microparticles in angiogenesis:
Therapeutic potential. Circ Res 2011;109:110-9.

Rautou PE, Vion AC, Amabile N, Chironi G, Simon A, Tedgui A, et al.
Microparticles, vascular function, and atherothrombosis. Circ Res
2011;109:593-606.

Kurtzman N, Zhang L, French B, Jonas R, Bantly A, Rogers WT, et al.
Personalized cytomic assessment of vascular health: Evaluation of
the vascular health profile in diabetes mellitus. Cytometry B Clin
Cytom 2013;84:255-66.

National Cholesterol Education Program (NCEP) Expert Panel on
Detection, Evaluation, and Treatment of High Blood Cholesterol
in Adults (Adult Treatment Panel Ill). Third Report of the National
Cholesterol Education Program (NCEP) Expert panel on detection,
evaluation, and treatment of high blood cholesterol in adults (Adult
Treatment Panel Il) final report. Circulation 2002;106:3143-421.
Bluemke DA, Achenbach S, Budoff M, Gerber TC, Gersh B, Hillis LD,
et al. Noninvasive coronary artery imaging: Magnetic resonance
angiography and multidetector computed tomography angiography:
A scientific statement from the American Heart Association
Committee on Cardiovascular Imaging and Intervention of the Council
on Cardiovascular Radiology and Intervention, and the councils
on Clinical Cardiology and Cardiovascular Disease in the Young.
Circulation 2008;118:586-606.

Schiller NB, Shah PM, Crawford M, DeMaria A, Devereux R,
Feigenbaum H, et a/. Recommendations for quantitation of the left
ventricle by two-dimensional echocardiography. American Society
of Echocardiography Committee on Standards, Subcommittee
on Quantitation of Two-Dimensional Echocardiograms. J Am Soc
Echocardiogr 1989;2:358-67.

Levey AS, Stevens LA, Schmid CH, Zhang YL, Castro AF 39, Feldman
HI, et al. A new equation to estimate glomerular filtration rate. Ann
Intern Med 2009;150:604-12.

57



Berezin, et al.: Circulating endothelial microparticles

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

58

Matthews DR, Hosker JP, Rudenski AS, Naylor BA, Treacher DF, Turner
RC. Homeostasis model assessment: Insulin resistance and beta-cell
function from fasting plasma glucose and insulin concentrations in
man. Diabetologia 1985;28:412-9.

Tam CS, Xie W, Johnson WD, Cefalu WT, Redman LM, Ravussin E.
Defining insulin resistance from hyperinsulinemic-euglycemic
clamps. Diabetes Care 2012;35:1605-10.

Berezin AE, Kremzer AA. Relationship between circulating endothelial
progenitor cells and insulin resistance in non-diabetic patients with
ischemic chronic heart failure. Diabetes Metab Syndr 2014;8:138-44.
Friedewald WT, Levy RI, Fredrickson DS. Estimation of the
concentration of low-density lipoprotein cholesterol in plasma,
without use of the preparative ultracentrifuge. Clin Chem
1972;18:499-502.

Orozco AF, Lewis DE. Flow cytometric analysis of circulating
microparticles in plasma. Cytometry A 2010;77:502-14.

Lacroix R, Judicone C, Mooberry M, Boucekine M, Key NS, Dignat-
George F, et al. Standardization of pre-analytical variables in plasma
microparticle determination: Results of the International Society on
Thrombosis and Haemostasis SSC Collaborative workshop. J Thromb
Haemost 2013.

Leroyer AS, Tedgui A, Boulanger CM. Microparticles and type 2
diabetes. Diabetes Metab 2008;34 Suppl 1:527-32.

Amabile N, Cheng S, Renard JM, Larson MG, Ghorbani A, McCabe E,
et al. Association of circulating endothelial microparticles with
cardiometabolic risk factors in the Framingham Heart Study. Eur
Heart J 2014,;35:2972-9.

Nomura S. Dynamic role of microparticles in type 2 diabetes mellitus.
Curr Diabetes Rev 2009;5:245-51.

Puddu P Puddu GM, Cravero E, Muscari S, Muscari A. The
involvement of circulating microparticles in inflammation, coagulation
and cardiovascular diseases. Can J Cardiol 2010;26:140-5.
Jimenez JJ, Jy W, Mauro LM, Soderland C, Horstman LL, Ahn YS.
Endothelial cells release phenotypically and quantitatively
distinct microparticles in activation and apoptosis. Thromb Res
2003;109:175-80.

Arteaga RB, Chirinos JA, Soriano AO, Jy W, Horstman L, Jimenez JJ,
etal. Endothelial microparticles and platelet and leukocyte activation
in patients with the metabolic syndrome. Am J Cardiol 2006;98:70-4.
Eaton S. Release and trafficking of lipid-linked morphogens. Curr
Opin Genet Dev 2006;16:17-22.

Chironi GN, Boulanger CM, Simon A, Dignat-George F, Freyssinet JM,
Tedgui A. Endothelial microparticles in diseases. Cell Tissue Res
2009;335:143-51.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

5b.

Shantsila E. Endothelial microparticles: A universal marker of vascular
health? J Hum Hypertens 2009;23:359-61.

Berezin AE, Kremzer AA, Martovitskaya YV, Samura TA, Berezina TA.
The predictive role of circulating microparticles in patients with
chronic heart failure. BBA Clin 2015;3:18-24.

Camussi G, Deregibus MC, Bruno S, Grange C, Fonsato V, Tetta C.
Exosome/microvesicle-mediated epigenetic reprogramming of cells.
Am J Cancer Res 2011;1:98-110.

Théry C, Ostrowski M, Segura E. Membrane vesicles as conveyors
of immune responses. Nat Rev Immunol 2009;9:581-93.

Midller G, Schneider M, Biemer-Daub G, Wied S. Microvesicles released
from rat adipocytes and harboring glycosylphosphatidylinositol-
anchored proteins transfer RNA stimulating lipid synthesis. Cell
Signal 2011,23:1207-23.

Poulsen MK, Nybo M, Dahl J, Hosbond S, Poulsen TS, Johansen A,
et al. Plasma osteoprotegerin is related to carotid and peripheral
arterial disease, but not to myocardial ischemia in type 2 diabetes
mellitus. Cardiovasc Diabetol 2011;10:76.

Wang Y, Chen LM, Liu ML. Microvesicles and diabetic
complications — novel mediators, potential biomarkers and
therapeutic targets. Acta Pharmacol Sin 2014;35:433-43.

Mause SF, Weber C. Microparticles: Protagonists of a novel
communication network for intercellular information exchange. Circ
Res 2010;107:1047-57.

Montoro-Garcia S, Shantsila E, Marin F, Blann A, Lip GY.
Circulating microparticles: New insights into the biochemical
basis of microparticle release and activity. Basic Res Cardiol
2011;106:911-23.

Berezin A, Zulli A, Kerrigan S, Petrovic D, Kruzliak P. Predictive role
of circulating endothelial-derived microparticles in cardiovascular
diseases. Clin Biochem 2015.

Aurelian SM, Cheta DM, Onicescu D. Microvesicles - potential
biomarkers for the interrelations atherosclerosis/type 2 diabetes
mellitus. Rom J Morphol Embryol 2014;55:1035-9.

© SAGEYA. This is an open access article licensed under the terms
of the Creative Commons Attribution Non-Commercial License (http://
creativecommons.org/licenses/by-nc/3.0/) which permits unrestricted,
noncommercial use, distribution and reproduction in any medium, provided
the work is properly cited.

Source of Support: Nil, Conflict of Interest: None declared.

J Mol Pathophysiol e Apr-Jun 2015 e Vol4 e

Issue 2




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


