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Abstract

Background: Insulin resistance (IR) is frequently associated with endothelial dysfunction and has been proposed to
play a major role in cardiovascular disease (CVD). On the other hand, obesity has long been related to IR and

increased CVD. However it is not known if IR is a necessary condition for endothelial dysfunction in human obesity,
allowing for preserved endothelial function in obese people when absent. Therefore, the purpose of the study was
to assess the relationship between IR and endothelial dysfunction in human obesity and the mechanisms involved.

Methods: Twenty non-insulin resistant morbid obese (NIR-MO), 32 insulin resistant morbid obese (IR-MO), and 12
healthy subjects were included. Serum concentrations of glucose, insulin, interleukin-6 (IL-6), tumor necrosis factor-

relaxation and decreased superoxide formation.

obesity.

Mitochondria

alpha (TNF-a), resistin and adiponectin were determined. IR was evaluated by HOMA-index. Endothelium-
dependent relaxation to bradykinin (BK) in mesenteric microvessels was assessed in wire myograph.

Results: Serum IL-6, and TNF-a levels were elevated only in IR-MO patients while resistin was elevated and
adiponectin reduced in all MO individuals. Mesenteric arteries from IR-MO, but not from NIR-MO subjects displayed
blunted relaxation to BK. Vasodilatation was improved in IR-MO arteries by the superoxide scavenger, superoxide
dismutase (SOD) or the mitochondrial-targeted SOD mimetic, mito-TEMPO. NADPH oxidase inhibitors (apocynin
and VAS2870) and the nitric oxide synthase (NOS) cofactor, tetrahydrobiopterin failed to modify BK-induced
vasodilatations. Superoxide generation was higher in vessels from IR-MO subjects and reduced by mito-TEMPO.
Blockade of TNF-a with infliximab, but not inhibition of inducible NOS or cyclooxygenase, improved endothelial

Conclusions: Endothelial dysfunction is observed in human morbid obesity only when insulin resistance is present.
Mechanisms involved include augmented mitochondrial superoxide generation, and increased systemic
inflammation mediated by TNF-a. These findings may explain the different vascular risk of healthy vs unhealthy
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Background

Obesity represents one of the main health problems in
modern societies, reaching epidemic proportions in de-
veloped countries [1]. Jointly to other consequences on
health, obesity is one of the leading risk factors for car-
diovascular disease (CVD). Endothelial dysfunction pre-
cedes in several years the clinical manifestations of CVD
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being a key event in its development [2]. A growing
body of evidence reveals the presence of an altered
endothelial vascular function manifested by a reduction
in the endothelium-dependent vasodilatations in both
animal models of obesity [3] and human obese subjects
[4,5]. Frequently observed in obese patients, insulin re-
sistance appears among the different pathogenic mecha-
nisms leading to endothelial dysfunction. In fact, an
impairment of endothelial function associated to insulin
resistance has been documented in different vascular
districts [3,4,6,7].
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Although the high prevalence of both insulin resist-
ance and endothelial dysfunction in obese people
strongly suggests that these two usual features in the
obese phenotype are causally linked, there is no available
data in the literature directly addressing the implication
of insulin resistance in the pathogenesis of endothelial
dysfunction in human obesity. In fact studies showing
impaired endothelial function in obese people have been
carried out mainly by comparing endothelial function in
vessels from obese subjects (without establishing differ-
ences between those who are sensitive or resistant to in-
sulin action) to vessels from healthy adult subjects with
normal weight (with preserved endothelial function).
This is a key issue since clinical evidence suggests that
there is a significant proportion (~30%) of obese individ-
uals that are free from insulin resistance and does not
manifest the panoply of cardiovascular diseases (CVD)
usually observed in obese people [8]. This raises the hy-
pothesis of a preservation of endothelial function and,
consequently, vascular disease, when insulin resistance is
lacking. Taken together, all these observations point to
insulin-resistance as a major factor to explain the differ-
ence in CVD between both types of obese people.

Inflammation and reduced bioavailability of nitric
oxide (NO) due in part to increased oxidative stress
seem to play an outstanding role in the endothelial dys-
function associated to obesity [9,10]. Low-grade chronic
vascular inflammation has been suggested to be a key
event in the pathogenesis of endothelial dysfunction and
CVD. Increased plasma concentrations of interleukin-6
(IL-6) and other inflammatory cytokines have been asso-
ciated with the presence of endothelial dysfunction in
obese patients [11]. In addition, tumor necrosis factor-
alpha (TNF-a) and IL-6 levels have been shown to be in-
dependent predictors of coronary endothelial function
[12]. Furthermore, inflammation and oxidative stress are
intimately related processes. In fact, inflammatory cyto-
kines reduce NO-mediated responses by increasing re-
active oxygen species (ROS) production that results in
decreased NO availability [13]. However, once again, no
data is available in human vessels concerning the role of
inflammatory cytokines or the contribution of oxidative
stress to endothelial dysfunction in obese subjects with
respect to the presence or absence of insulin resistance.

Although strong evidences support the relationship
between insulin resistance and obesity as well as be-
tween insulin resistance and endothelial dysfunction,
studies analyzing the specific role of insulin resistance in
endothelial dysfunction associated to obesity are defin-
itely lacking. Therefore, the aim of the present study was
to determine the role of insulin resistance on endothelial
function in obesity as a marker of early vascular damage
that could provide a potential explanation for the differ-
ent vascular outcomes in these two largely recognized
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subtypes of human morbid obesity: healthy and unhealthy.
With this purpose we evaluated endothelial-dependent
vasodilation in mesenteric microvessels from morbid obese
individuals, with or without insulin-resistance, and the in-
fluence of inflammation and vascular ROS generation on
these responses.

Methods

Study population

The present study included 52 morbid obese (MO) sub-
jects with a body mass index (BMI) > 40 kg/m?* aged
between 25 and 65 years, who underwent bariatric
surgery in the Hospital Universitario de Getafe with
mixed techniques combining Roux-en-Y gastric bypass, ver-
tical sleeve gastrectomy and adjustable gastric banding.
Subjects with history or clinical evidence of CVD (con-
gestive heart failure; cardiac and/or cerebrovascular is-
chemic disease) were excluded, but not those with
cardiovascular risk factors like hypertension, type 2
diabetes, or dyslipidemia. Subjects were characterized
as metabolic syndrome (MetS) if they met three of the
following National Cholesterol Education Program
Adult Treatment Panel III criteria as modified by the
American Diabetes Association.

Insulin resistance was estimated by calculating the val-
idated score for Homeostasis Model Assessment of Insu-
lin Resistance (HOMA-IR) [14]. MO subjects were
distributed into two groups depending on the HOMA-
IR: non-insulin resistant (NIR; HOMA IR< 3.8; n=20)
and insulin resistant (IR; HOMA-IR> 3.8; n=32). Cut-off
point was previously defined for a Spanish population
corresponding to the 90th percentile HOMA-IR value in
non-diabetic adult subjects [15].

Twelve healthy non-obese subjects were recruited, as
control group, among patients undergoing laparoscopic
surgery procedures in our hospital (hiatus hernia repair,
achalasia or cholecystectomies). Exclusion criteria for
this control group were: BMI> 30 kg/m? current or
former smokers; hypertension (>140/90 mmHg); dia-
betes; total cholesterol >200 mg/dl; history or clinical
evidence of cardiovascular disease and any other condi-
tion that might interfere with the progress of the study.
Weritten informed consent was obtained from the sub-
jects who participated in the study. The study was
approved by both the Ethics Committee and Research
Committee of the Hospital Universitario de Getafe.

Biochemical measurements

Blood samples were collected for measurement of serum
fasting glucose, glycosylated hemoglobin (HbA¢), serum
fasting insulin, serum lipid profile and C-reactive protein
(CRP) in the Laboratory of Clinical Analysis of our hos-
pital. HOMA-IR was calculated as described by Mathews
et al. [16].
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Circulating levels of TNFa, IL-6, adiponectin (R&D
systems) and resistin (Bender MedSystems) were deter-
mined in serum by ELISA, following the manufacturer
instructions, in the Research Unit Laboratory. All sam-
ples were assessed in duplicate.

Measurement of vascular reactivity in isolated vessels
Small arteries (200-500 pm, approximately 2 mm
length) were isolated from visceral fat obtained from
MO or control subjects during laparoscopic surgery.
The arteries were cleaned, and mounted as ring prepara-
tions on small vessel wire myographs, as described else-
where [17,18]. Resting tension for the experiments was
calculated to obtain an internal circumference equivalent
to 90% of the tension of the vessels when relaxed in situ
under a transmural pressure of 100 mmHg, using the
Myo-Norm-4 program (Cibertec, Madrid, Spain). The
vessels were contracted with K125 mmol/l and the
segments failing to produce a tension equivalent to a
pressure of 100 mmHg were rejected. After a washout
period, the arteries were contracted again with 25
mmol/l K, which produced approximately 80% of the
maximum response. When the contraction reached
a plateau, the endothelium-dependent relaxation was
assessed by adding increasing concentrations of bradyki-
nin (BK; 10 nmol/l to 3 pmol/l). Vasodilatory effects of
insulin (0.01 nmol/l to 3 pmol/l) were also evaluated.
Responses to sodium nitroprusside (SNP; 1 nmol/l to 300
umol/l) were used to test non endothelium-dependent re-
laxant responses.

In some experiments, the microvascular mesenteric
segments were pretreated for 30 minutes before BK
administration with the superoxide scavenger, bovine
copper-zinc superoxide dismutase (SOD; 100 U/ml);
the mitochondrial-targeted antioxidant mito-TEMPO
(5 pmol/l); the NAD(P)H oxidase inhibitors, apocynin
(100 umol/l) or VAS2870 (10 pmol/l); the NO synthase
(NOS) cofactor, tetrahydrobiopterin (BHy; 10 pumol/l); the
non-selective cyclooxygenase inhibitor, indomethacin
(10 pumol/l); the selective inducible NOS (iNOS) inhibitor,
1400 W (10 pmol/l); or the anti-TNFa monoclonal
antibody, infliximab (100 upmol/l, Schering-Plough
[Merck], Whitehouse Station, New Jersey). These experi-
ments were systematically performed in a paired way, with
parallel analysis of control and treated segments from the
same subjects.

The experiments were performed in Krebs Henseleit
solution (KHS), which was composed of (mmol/l): NaCl
115, CaCl, 2.5, KCl 4.6, KH,PO, 1.2, MgSO,..7H,0 1.2,
NaHCOj; 25, glucose 11.1, and Na,EDTA 0.03. The solu-
tion was bubbled with a mixture of 95% O, and 5% CO,
to maintain a pH of 7.4. Unless otherwise stated, all drugs
used were purchased from Sigma (St Louis, MO, USA).
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Human recombinant insulin (Humulin R) was obtained
from Eli Lilly, (Spain).

Detection of vascular superoxide anion generation in
microvessel segments

Formalin-fixed, paraffin-embedded transverse sections
(5 pm thick) were mounted on polylysine-coated glass
slides. The in situ production of superoxide anion was mea-
sured by means of the fluorescent dye dihydroethidium
(DHE) as described previously [18]. Briefly, mesenteric ar-
terial sections were incubated for 90 min at 37 °C with the
fluorescent probe DHE (4 pmol/]; Calbiochem, Darmstadt,
Germany). In the presence of superoxide anion, DHE is ox-
idized to ethidium that yields bright red fluorescence. After
washing with PBS plus 0.1% Triton X-100, sections were
mounted and visualized by fluorescence microscopy
(Olympus BX51, Japan). The percentage of nuclei showing
positive red signal with respect to total nuclei in ar-
terial wall was determined with imaging software
(McBiophotonics Image J, NIH, Bethesda, Maryland).

Statistical analysis

Categorical variables were analyzed by the Chi-square
test. Results from numerical variables were expressed as
mean+SEM. The number of subjects (N) and the num-
ber of vascular segments (n) used for relaxation curves
are indicated in each graph. Complete concentration-
response curves to BK or to SNP in vessels from the par-
ticipants were compared by a two-factors analysis of
variance (ANOVA). Comparison of pD,, (which is de-
fined as the negative logarithm of the concentration of
BK required to obtain 50% of maximal relaxation) for
each subject was statistically analyzed by a one-factor
ANOVA followed by a Student-Newmann-Keuls test.
This same analysis was also used to compare serum
cytokine determinations and DHE staining. Student ¢
test was used in all other comparisons. Pearson’s correl-
ation coefficient was used to assess correlation among
variables. Models of lineal regression were constructed,
with the pD, considered as the dependent variable. In all
cases, a probability value of less than 5% was considered
significant. Data were analyzed using version 20.0 of
SPSS software (SPSS Corp, Chigaco, IL).

Results

Insulin resistant morbid obese (IR-MO) subjects when
compared to non insulin-resistant morbid obese (NIR-
MO) group showed significantly larger waist circumfer-
ence and higher levels of fasting insulin, HOMA-IR,
HbA - and CRP, while HDL cholesterol levels were
lower (Table 1). In addition, the percentage of MetS was
significantly higher in IR-MO versus NIR-MO subjects.
Comorbid conditions and treatments received by the pa-
tients at the time of surgery are shown in Table 1.
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Table 1 Basal variables of morbid obese subjects

Characteristic Non-insulin Insulin resistant P values
resistant (N=20) (N=32)

Clinical

Age (years) 429429 423417 0.837

Sex (M/F) 4/16 13/19 0123

Body mass index 46.2+1.0 474411 0427

(kg/m?)

Waist 117.78+2.7 127.8742.5 0.012

circumference (cm)

MetS (%) 333 643 0.04

Diabetes mellitus 0.0 375 0.002

type 2 (%)

Hypertension (%) 20.0 375 0.183

Dyslipidemia (%) 250 219 0.795

Active smokers (%) 20.0 313 0374

Chemical

Fasting glucose 89.6+1.9 97.3+38 0.128

(mg/dl)

HbA1c (%) 5.5+0.06 5.9+0.1 0.023

Total cholesterol 180.5+6.5 164.5+7.1 0.129

(mg/dl)

HDL cholesterol 453+2.7 37.0+1.8 0.009

(mg/dl)

LDL cholesterol 107.7+6.8 99.9+6.9 0449

(mg/dl)

Ratio (TC/HDL) 4.13+0.2 4.7+0.2 0.169

Triglycerides 109.0+7.7 134.2+9.9 0.077

(mg/dl)

Fasting insulin 10.1£0.6 29.8+3.0 <0.001

(HU/ml)

HOMA-IR 2.3+0.1 73408 <0.001

CRP (mg/l) 56409 109413 0.002

Treatment

Hypoglycemic 11.8 357 0.078

drugs (%)

Hypotensive 294 357 0.664

drugs (%)

Lipid-lowering 0.0 6.7 0.162

drugs (%)

M= Male; F= Female; MetS= Metabolic syndrome; HDL= High-density
lipoprotein; LDL= Low-density lipoprotein; TC= Total cholesterol; HOMA-IR=
Homeostasis Model Assessment of Insulin Resistance; CRP= C-Reactive Protein.
Significant differences are highlighted in bold.

Regarding biomarkers of inflammation and adipose tis-
sue activity, TNF-a and IL-6 levels were increased in IR-
MO patients when compared to control subjects, while
there were no differences between NIR-MO and control
subjects (Table 2). Finally, the levels of adiponectin were
reduced and those of resistin increased, in both IR-MO
and NIR-MO patients (Table 2).
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Table 2 Serum concentrations of biomarkers of
inflammation and adipose tissue function.

Control Non-insulin Insulin
subjects resistant morbid resistant
(n=12) obese subjects morbid
(n=20) obese
subjects
(n=27)
Adiponectin 947+0.12 6.27+049 * 5.09
(ug/ml) +063 "
Resistin 1.95+0.22 385+0.54 433 i
(ng/ml) +0.56
TNF-a 461+045 5.65+0.39 641 A
(pg/ml) +047
IL-6 (pg/ml) 1.24+0.19 2.81+0.37 481
078 %*

TNF-a= Tumor necrosis factor alpha; IL-6= Interleukin 6. * p< 0.05; ¥ p< 0.01;
p< 0.001 vs control subjects. ¥ p< 0.05 vs non-insulin resistant morbid
obese subjects.

Endothelial dysfunction is associated with insulin
resistance in morbid obese subjects

Small mesenteric arteries from NIR-MO did not show
significant differences in the BK-evoked vasodilation when
compared to control non-obese subjects (Figure 1A). By
opposite, a significant reduction in the endothelium-
mediated vasodilation induced by BK was observed in mes-
enteric microvessels obtained from IR-MO group when
compared to those from control or NIR-MO subjects
(Figure 1A). To avoid a potential bias due to the compari-
son of the vascular responses instead of comparing the re-
sponse in the subjects, we confirmed these results assessing
the differences between the pD, values for BK averaged
from all the vessels from each subject by group (control,
NIR-MO and IR-MO). This approach yielded very similar
results to that observed when we analysed the response of
the vessels. pD, for BK were 7.23+0.20 (N=12), 7.27+0.11
(N=20) and 6.69+0.14 (N=32) for control, NIR-MO and IR-
MO, respectively (p < 0.01 IR-MO vs. NIR-MO or control
subjects by one-factor ANOVA followed by Student-
Newmann-Keuls).

Accordingly, the in vitro vasorelaxant response to BK
in microarteries derived from MO subjects decreased as
the HOMA-IR index increased with a clear correlation
between the HOMA-IR index and the BK pD, values
(Figure 1B). Furthermore, among all factor studied (Age,
BMI, waist circumference, fasting glucose, HbA ¢, total
cholesterol (TC), HDL and LDL-cholesterol, TC/HDL
ratio, triglycerides, CRP and HOMA-IR), only HOMA-
IR (p= 0.017) was associated to BK pD, values.

The addition of insulin (0.01 nmol/l to 3 umol/l) to the
organ bath evoked a very weak relaxation in isolated
mesenteric arteries derived from obese and control subjects
and no differences were observed among those subjects
(Emax: 16.0%+10.5 vs 11.2%+3.0 and vs 12.5%+3.2 for
control, NIR-MO and IR-MO subjects, respectively; p=n.s.).
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No differences were found in the non-endothelium
dependent relaxations evoked by SNP in vessels from
IR-MO people as compared with NIR-MO subjects (pD,
5.59+0.19 vs 4.96+0.25 and vs 5.10+0.30 for control,
NIR-MO and IR-MO subjects, respectively; p=n.s.).

Oxidative stress contributes to endothelial dysfunction in
IR-MO subjects

The contribution of superoxide anions to endothelial dys-
function in IR-MO subjects was confirmed. Preincubation
of the microarteries from these subjects with the
superoxide scavenger, SOD (100 U/ml), improved the
endothelial-dependent relaxation to BK (Figure 1C), while
it did not modify the responses to BK in vessels from NIR-
MO subjects.

With respect to the possible sources of superoxide
production, the roles of NADPH oxidase, NOS uncoupling
and mitochondria were analyzed. The NADPH oxidase in-
hibitor, apocynin (100 umol/l) did not significantly modify
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BK-induced relaxations in mesenteric microvessels from
IR-MO subjects (Figure 2A). Similar results were obtained
when using the novel specific NADPH oxidase inhibitor,
VAS-2870 (10 pmol/l) (Figure 2B). The NOS cofactor,
tetrahydrobiopterin (BHy, 10 umol/l) also failed to improve
BK-induced vasodilations in arteries from IR-MO subjects
(Figure 2C). In contrast, the SOD mimetic targeted to the
mitochondria, mito-TEMPO (5 umol/l), caused a signifi-
cant improvement of endothelium-dependent vasodilation
of arteries from IR-MO subjects (Figure 2D). None of these
treatments modified the vasodilatations to BK in
microvessels derived from NIR-MO (pD,: 7.03+0.55 vs.
7.07+£0.43; 7.01+0.06 vs. 7.3310.20; 7.20+£0.31 vs. 6.89+0.42;
7.00£0.41 vs. 6.98+0.29) for VAS-2870, apocynin, BH,, and
mito-TEMPO, respectively).

Consistently, superoxide production, assessed by DHE
fluorescence, was clearly appreciated in vascular wall
sections from IR-MO subjects, while the fluorescence
signal was very weak or absent in vessels from NIR-MO
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Figure 1 Insulin resistance is related to endothelial dysfunction in morbid obesity. (A) Vasodilation to bradykinin (BK) in mesenteric arterial
segments derived from control subjects, non-insulin resistant (NIR-MO) and insulin resistant morbid obese (IR-MO) subjects. Data are expressed as
mean+SEM of the percentage of the contraction elicited by K". N= the number of subjects/ n= the number of vascular segments. ‘p< 0.001 vs
NIR-MO and Yp< 0.001 vs control subjects by two-factors ANOVA. (B) Negative correlation between Homeostasis Model Assessment of Insulin
Resistance (HOMA-IR) score and pD, values for BK. Each point represents the averaged pD, values of segments from one single subject. (C) Effect
of preincubation with the superoxide dismutase (SOD; 100 U/ml) on the relaxant responses to BK in mesenteric arteries from IR-MO. ”p< 0.05 vs
IR-MO subjects by two-factors ANOVA.
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and control non-obese subjects (Figure 3A). Quantifica-
tion of staining revealed a significant increase in super-
oxide production in arteries from IR-MO with respect to
the other two groups (Figure 3B). In fact, superoxide
generation negatively correlated with pD, for BK in mes-
enteric microvessels (Figure 3C). Furthermore, the im-
provement of endothelium-dependent vasodilation with
mito-TEMPO was accompanied by a significant reduc-
tion of superoxide generation in arterial wall from IR-
MO subjects (Figure 3A-B).

Inflammatory cytokine, TNF-a, participates in the
impairment of endothelial vasodilation in IR-MO subjects
In mesenteric arteries derived from IR-MO subjects,
neither iNOS selective inhibitor 1400W (10 pmol/l)
(Figure 4A), nor the cyclooxygenase inhibitor indometh-
acin (10 pmol/l) (Figure 4B) modified the impaired
endothelial function observed in these subjects. By con-
trast, the anti-TNF-q, infliximab (100 pmol/l), improved
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the relaxation to BK in arteries from IR-MO subjects
(Figure 4C). Interestingly, TNF-a blockade with infliximab
also resulted in decreased generation of superoxide in these
arteries (Figure 3A-B). None of those three compounds
had any effect on endothelium-dependent vasodilation
in microvessels derived from NIR-MO (pD, for BK:
7.67+0.26 vs. 7.57+0.48, 7.23+0.29 vs. 7.00+0.55 and
7.47+0.26 vs. 7.59+0.01, for 1400W, indomethacin and
infliximab, respectively).

Discussion

The main finding of the present study is that endothelial
dysfunction is present only in vessels from obese people
with insulin resistance, suggesting that the association
between morbid obesity and endothelial dysfunction is
linked to the presence of insulin resistance. Such alter-
ation is mediated by increased mitochondrial oxidative
stress and by systemic pro-inflammatory cytokines
(mainly TNF-a). The presence of other cardiovascular

-
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risk factors commonly found in obesity does not seem
to explain the impact of IR on endothelial function in
MO subjects, since no significant differences were
observed between both groups of obese subjects. In
addition, only insulin resistance (HOMA-IR) remained
associated with endothelial function in obese subjects
after adjustment.

Furthermore, endothelial dysfunction associated to in-
sulin resistance in obese subjects does not seem to rely
on a defective vasodilatory action of insulin since, in
contrast to BK-induced responses, insulin-induced vaso-
dilatory responses were not different between MO
subjects with or without IR.

To our knowledge this is the first study describing this
phenomenon in human beings, although recent results
obtained in the microcirculation of obese mice support
our hypothesis [19]. Other previous studies had sug-
gested a relationship between endothelial function and
insulin, HOMA-IR and triglycerides in obese subjects
[20] but without establishing a clear causal relationship
since the design of the study did not allow for
comparing people with insulin-resistance versus people
without insulin-resistance. Supporting our findings there

is another study showing that IR and not BMI is the
major determinant in the impairment of flow mediated
dilation in morbid obese subjects [21]. In this sense, an
improvement of the endothelial function after weight
reduction in obese patients correlates with reduction in
HOMA index rather than with reduction in body
weight [22].

Although not reaching statistical significance, a
larger percentage of IR-MO subjects were taking
hypoglycemiants, being the vast majority metformin
and pioglitazone. It is unlikely that this fact could have
influence on the impaired endothelial dysfunction in
IR-MO group since these agents have been reported to
even improve endothelial vasodilation [23]. Even more,
to discard a possible bias in the results due to the in-
clusion of twelve patients with the diagnosis of type 2
diabetes in the group of IR-MO patients, we made add-
itional analysis of the data after excluding diabetic pa-
tients. The differences between the groups (NIR-MO
and IR-MO) remained without changes. Furthermore,
when diabetic type 2 patients were excluded, the
HOMA-IR still significantly correlated with poorer
BK-induced vasodilation, therefore reinforcing the
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hypothesis that views insulin resistance as a main de-
terminant of endothelial dysfunction in obese subjects
independently of the presence of diabetes. In addition, the
percentage of metabolic syndrome is more frequent in IR-
MO when compared to NIR-MO subjects, supporting the
correct classification of the patients.

Several pathophysiological mechanisms are possibly
involved in the interactions among obesity, insulin re-
sistance and endothelial dysfunction [24]. In this sense,
microarteries from IR-MO subjects generate higher
amounts of intravascular ROS than those from NIR-MO
or control subjects, as demonstrated by DHE staining. In
fact, the superoxide scavenger, SOD, caused a significant
improvement of endothelium-dependent relaxation only
in mesenteric arteries from IR-MO subjects, suggesting
that increased superoxide production contributes to

endothelial dysfunction in IR-MO vessels by reducing
NO availability. The involvement of superoxide excess in
endothelial dysfunction in obesity is supported by dem-
onstration of increased vascular superoxide generation
in obese subjects [25] and in animal models of obesity
[26] and by the potentiating effect of superoxide
scavengers on ACh-induced relaxations in aortic and
mesenteric arteries from obese animals [27,28] and in
mesenteric microarteries from obese patients [25]. Once
again, these studies did not establish differences based
on the presence or absence of insulin resistance. Present
results suggest that increased superoxide production and
subsequent NO inactivation is associated to IR rather
than to obesity itself, since elevated vascular superoxide
generation and improving vasodilation in response to
SOD are not detected in obese subjects without IR, who
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do not present altered endothelial vasodilation although
they have a BMI similar to those with IR.

Several sources of ROS could contribute to the in-
creased superoxide production in the vasculature of
IR-MO subjects. In contrast to that observed in the vas-
culature of obese subjects in other studies [25], we did
not find evidence for the possible implication of NADPH
oxidase since its inhibitors, apocynin and VAS2870, did
not improve endothelial vasodilation in mesenteric
microarteries from IR-MO subjects. NOS uncoupling
can also act as an endothelial source of superoxide. Re-
duced availability of its cofactor, BH,, in pro-oxidant
conditions has been proposed as a mechanism respon-
sible for eNOS uncoupling [29]. The failure of BH, to
modify vasodilatations suggests that this does not ac-
count for the reduced NO availability associated to IR in
MO subjects. The improvement of endothelial vasodila-
tion caused by the mitochondria-targeted superoxide
scavenger, mito-TEMPO, in vessels from IR-MO sub-
jects suggests that the origin of the impaired NO-
mediated responses in IR associated with obesity is an
increased mitochondrial superoxide production that
limits NO availability. Mito-TEMPO has been demon-
strated to specifically scavenge mitochondrial superoxide in
endothelial cells and vascular tissue [30,31]. Mitochondria
is considered the major intracellular site of superoxide pro-
duction generated from electron leaks in the mitochondrial
electron transport system [32]. When metabolic alterations
lead to inefficient nutrient oxidation, mitochondria in-
creases the production of superoxide and other ROS [32].
There is substantial evidence proposing the importance of
these mitochondrial ROS in the pathophysiology of the vas-
cular damage linked to diabetes and insulin resistance [33].
In fact, clinical evidence has associated insulin resistance
with mitochondrial dysfunction [34,35]. Although it is diffi-
cult to ascertain whether defects in mitochondria occur be-
fore or after the onset of insulin resistance [33], it has been
demonstrated that induction of mitochondrial superoxide
production results in insulin resistant adipocytes [36].

On the other hand, the elevated levels of CRP and the
pro-inflammatory cytokines, TNF-a and IL-6, reflect the
presence of low-grade inflammation in obese subjects
with IR that could contribute to endothelial dysfunction.
In this sense, IL-6 and TNF-a have been demonstrated
to impair endothelial dilation [37,38]. Furthermore, the
effects produced by infliximab on endothelial vasodila-
tation in obese subjects, only when IR is present, sug-
gest a causal role of inflammatory cytokines, TNF-a at
least, in the endothelial impairment exhibited by the
vessels from these subjects. Previous evidences show-
ing that blockade of TNF-a with infliximab results in
the recovery of impaired endothelial vasodilation in
omental vessels from obese subjects [25] support this
hypothesis. CRP levels did not show any correlation
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with pD2, although we cannot definitively exclude its
participation.

The impact of systemic inflammatory cytokines in
endothelial dysfunction does not seem to be mediated
by up-regulation of conventional local inflammatory
pathways, since both inhibitors of iNOS and COX did
not improve endothelial relaxation. Deleterious effects of
pro-inflammatory cytokines on endothelial function in
obese patients could be also mediated by oxidative
stress generation since these effects can be reversed by
superoxide scavengers [25,39]. Furthermore, exposure to
TNF-a stimulates mitochondrial superoxide production
in mouse adipocytes [36] and human retinal endothelial
cells [40]. This is consistent with the reduction of super-
oxide production observed in arteries from IR-MO sub-
jects after the treatment with infliximab. Thus, systemic
inflammation and mitochondrial superoxide production
could be two closely related or even interdependent
mechanisms mediating endothelial dysfunction in insulin
resistance associated with obesity.

Obese subjects exhibit increased circulating levels of
pro-inflammatory resistin and decreased levels of the
anti-inflammatory cytokine, adiponectin, irrespective of
the state of IR, which is in agreement with previous
studies done in obese patients [41]. Then, increased
adiposity is associated with adipose tissue inflammation
and dysregulation of adipokines but this condition is
related to obesity per se independently of the insulin
resistance state, and, therefore, it does not seem to be de-
terminant for the development of endothelial dysfunction.

We recognize that one limitation of the study is that
vascular function has been evaluated in subjects with se-
vere obesity so caution is required when any extrapola-
tion from the present is made to overweight or non-
severe obese subjects. Another potential limitation is
that the present findings have been achieved based on
an in vitro approach where endothelial function has
been assessed in isolated microarteries segments. There-
fore further in vivo studies (carotid artery ultrasound
and/or endo-peripheral arterial tone) are needed to con-
firm our findings. However, a recent study showing
in vivo a strong dependence of endothelial dysfunction
on insulin resistance in obese individuals supports our
findings [21].

Conclusions

The present results reveal the determinant role of insulin
resistance in the impairment of endothelium-dependent
vasodilation in morbid obese patients. Endothelial dysfunc-
tion is produced by means of a reduced NO availability as a
result of increased vascular superoxide generation by mito-
chondria. Moreover, the inflammatory mediator TNF-a
contributes to the impaired vasodilation associated to IR in
obese subjects. These findings may help to explain the link
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between obesity, IR and vascular dysfunction and provide
targets for specific intervention aimed at delaying or
preventing the appearance of vascular disease.

Abbreviations

BH,: Tetrahydrobiopterin; BK: Bradykinin; BMI: Body mass index; CRP: C-reactive
protein; CVD: Cardiovascular disease; DHE: Dihydroethidium; HDL: High density
lipoprotein; HOMA-IR: Model Assessment of Insulin Resistance; IL-6: Interlukin-6;
IR: Insulin resistant; MetS: Metabolic syndrome; MO: Morbid obese; NIR: Non-
insulin resistant; NO: Nitric oxide; ROS: Reactive oxygen species; SNP: Sodium
nitroprusside; SOD: Superoxide dismutase; TC: Total cholesterol; TNF-a: Tumor
necrosis factor-alpha.

Competing interests
The authors declare that they have no competing interest.

Authors' contributions

MEA designed and performed experiments, analyzed and interpreted data, and
wrote the manuscript. JCRDA, MLPM and AHM provided specimen, and drafted
the manuscript. JA performed experiments, analyzed and interpreted data, and
drafted the manuscript. LRM conceived the study, designed, interpreted data
and drafted the manuscript. MEA and LRM critically discussed the paper. All the
authors gave their final approval for the submission of the manuscript.

Acknowledgements

The study was supported by grants from Ministerio de Economia y
Competitividad [Instituto de Salud Carlos lll, PI08/1649, PI10/02781, PI11/01068,
RETICEF RD06/0013, and RD12/0043], Spanish Government. We appreciate the
contribution of Dr. Cristobal Montojo, pharmacist, for preparing infliximab and
Mr. Alberto Sanchez-Ferrer for his excellent technical assistance.

Author details

"Fundacion para la Investigacion Biomédica, Hospital Universitario de Getafe,
Madrid, Spain. “Servicio de Cirugia General y del Aparato Digestivo, Hospital
Universitario de Getafe, Madrid, Spain. *Instituto Ramén y Cajal de
Investigacion Sanitaria, Madrid, Spain. “Servicio de Anestesiologia y
Reanimacion, Hospital Universitario de Getafe, Madrid, Spain. *Servicio de
Geriatria, Hospital Universitario de Getafe, Madrid, Spain.

Received: 30 July 2013 Accepted: 14 October 2013
Published: 20 October 2013

References

1. Hossain P, Kawar B, El Nahas M: Obesity and diabetes in the developing
world-a growing challenge. N Engl J Med 2007, 356:213-215.

2. Vanhoutte PM: Endothelial dysfunction: the first step toward coronary
arteriosclerosis. Circ J 2009, 73:595-601.

3. Kearney MT, Duncan ER, Kahn M, Wheatcroft SB: Insulin resistance and
endothelial cell dysfunction: studies in mammalian models. Exp Physiol
2008, 93:158-163.

4. Meyers MR, Gokce N: Endothelial dysfunction in obesity: etiological role
in atherosclerosis. Curr Opin Endocrinol Diabetes Obes 2007, 14:365-369.

5. Bagi Z Feher A, Cassuto J: Microvascular responsiveness in obesity:
implications for therapeutic intervention. Br J Pharmacol 2012,
165:544-560.

6.  Steinberg HO, Chaker H, Leaming R, Johnson A, Brechtel G, Baron AD:
Obesity/insulin resistance is associated with endothelial dysfunction.
Implications for the syndrome of insulin resistance. J Clin Invest 1996,
97:2601-2610.

7. Vazzana N, Santilli F, Sestili S, Cuccurullo C, Davi G: Determinants of
increased cardiovascular disease in obesity and metabolic syndrome.
Curr Med Chem 2011, 18:5267-5280.

8. Reaven GM: Insulin resistance: the link between obesity and
cardiovascular disease. Med Clin North Am 2011, 95:875-892.

9. Singer G, Granger DN: Inflammatory responses underlying the
microvascular dysfunction associated with obesity and insulin resistance.
Microcirculation 2007, 14:375-387.

10.  Eringa EC, Bakker W, Smulders YM, Serne EH, Yudkin JS, Stehouwer CD:
Regulation of vascular function and insulin sensitivity by adipose tissue:
focus on perivascular adipose tissue. Microcirculation 2007, 14:389-402.

20.

22.

23.

24.

25.

26.

27.

28.

29.

30.

1.

Page 10 of 11

Ridker PM, Rifai N, Stampfer MJ, Hennekens CH: Plasma concentration of
interleukin-6 and the risk of future myocardial infarction among
apparently healthy men. Circulation 2000, 101:1767-1772.

Ridker PM, Rifai N, Pfeffer M, Sacks F, Lepage S, Braunwald E: Elevation of
tumor necrosis factor-alpha and increased risk of recurrent coronary
events after myocardial infarction. Circulation 2000, 101:2149-2153.
Giugliano F, Esposito K, Di Palo C, Ciotola M, Giugliano G, Marfella R,
D'Armiento M, Giugliano D: Erectile dysfunction associates with
endothelial dysfunction and raised proinflammatory cytokine levels in
obese men. J Endocrinol Invest 2004, 27:665-669.

Wallace TM, Levy JC, Matthews DR: Use and abuse of HOMA modeling.
Diabetes Care 2004, 27:1487-1495.

Ascaso JF, Romero P, Real JT, Priego A, Valdecabres C, Carmena R:

[Insulin resistance quantification by fasting insulin plasma values and HOMA
index in a non-diabetic population]. Med Clin (Barc) 2001, 117:530-533.
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, 28:412-419.

Rodriguez-Manas L, Angulo J, Vallejo S, Peiro C, Sanchez-Ferrer A, Cercas E,
Lopez-Doriga P, Sanchez-Ferrer CF: Early and intermediate Amadori
glycosylation adducts, oxidative stress, and endothelial dysfunction in
the streptozotocin-induced diabetic rats vasculature. Diabetologia 2003,
46:556-566.

Rodriguez-Manas L, El-Assar M, Vallejo S, Lopez-Doriga P, Solis J, Petidier R,
Montes M, Nevado J, Castro M, Gomez-Guerrero C, et al: Endothelial
dysfunction in aged humans is related with oxidative stress and vascular
inflammation. Aging Cell 2009, 8:226-238.

Ali MI, Ketsawatsomkron P, de Chantemele EJ B, Mintz JD, Muta K, Salet C,
Black SM, Tremblay ML, Fulton DJ, Marrero MB, Stepp DW: Deletion of
protein tyrosine phosphatase 1b improves peripheral insulin resistance
and vascular function in obese, leptin-resistant mice via reduced oxidant
tone. Circ Res 2009, 105:1013-1022.

Galvao R, Plavnik FL, Ribeiro FF, Ajzen SA, Christofalo DM, Kohlmann O Jr:
Effects of different degrees of insulin sensitivity on endothelial function
in obese patients. Arg Bras Cardiol 2012, 98:45-51.

Lupattelli G, Vuono SD, Boni M, Helou R, Mannarino MR, Roscini AR,
Alaeddin A, Pirro M, Vaudo G: Insulin Resistance and not BMI is the Major
Determinant of Early Vascular Impairment in Patients with Morbid
Obesity. J Atheroscler Thromb 2013. http://dx.doi.org/10.5551/jat.18663.
Rudofsky G, Roeder E, Merle T, Hildebrand M, Nawroth PP, Wolfrum C:
Weight loss improves endothelial function independently of ADMA
reduction in severe obesity. Horm Metab Res 2011, 43:343-348.

Naka KK, Papathanassiou K, Bechlioulis A, Pappas K, Kazakos N, Kanioglou C,
Kostoula A, Vezyraki P, Makriyiannis D, Tsatsoulis A, Michalis LK: Effects of
pioglitazone and metformin on vascular endothelial function in patients
with type 2 diabetes treated with sulfonylureas. Diab Vasc Dis Res 2012,
9:52-58.

Grassi G, Diez J: Obesity-related cardiac and vascular structural alterations:
beyond blood pressure overload. J Hypertens 2009, 27:1750-1752.

Virdis A, Santini F, Colucci R, Duranti E, Salvetti G, Rugani |, Segnani C,
Anselmino M, Bernardini N, Blandizzi C, et al: Vascular generation of tumor
necrosis factor-alpha reduces nitric oxide availability in small arteries
from visceral fat of obese patients. J Am Coll Cardiol 2011, 58:238-247.
Ketonen J, Pilvi T, Mervaala E: Caloric restriction reverses high-fat
diet-induced endothelial dysfunction and vascular superoxide
production in C57BI/6 mice. Heart Vessels 2010, 25:254-262.

Kobayasi R, Akamine EH, Davel AP, Rodrigues MA, Carvalho CR, Rossoni LV:
Oxidative stress and inflammatory mediators contribute to endothelial
dysfunction in high-fat diet-induced obesity in mice. J Hypertens 2010,
28:2111-2119.

Lobato NS, Filgueira FP, Akamine EH, Davel AP, Rossoni LV, Tostes RC,
Carvalho MH, Fortes ZB: Obesity induced by neonatal treatment with
monosodium glutamate impairs microvascular reactivity in adult rats:
role of NO and prostanoids. Nutr Metab Cardiovasc Dis 2011, 21:808-816.
Vasquez-Vivar J, Kalyanaraman B, Martasek P: The role of
tetrahydrobiopterin in superoxide generation from eNOS: enzymology
and physiological implications. Free Radic Res 2003, 37:121-127.

Dikalova AE, Bikineyeva AT, Budzyn K, Nazarewicz RR, McCann L, Lewis W,
Harrison DG, Dikalov SI: Therapeutic targeting of mitochondrial
superoxide in hypertension. Circ Res 2010, 107:106-116.



El Assar et al. Journal of Translational Medicine 2013, 11:263 Page 11 of 11
http://www.translational-medicine.com/content/11/1/263

31, Pung YF, Rocic P, Murphy MP, Smith RA, Hafemeister J, Ohanyan V, Guarini
G, Yin L, Chilian WM: Resolution of mitochondrial oxidative stress rescues
coronary collateral growth in Zucker obese fatty rats. Arterioscler Thromb
Vasc Biol 2012, 32:325-334.

32. Raha S, Robinson BH: Mitochondria, oxygen free radicals, disease and
ageing. Trends Biochem Sci 2000, 25:502-508.

33, Sivitz WI, Yorek MA: Mitochondrial dysfunction in diabetes: from
molecular mechanisms to functional significance and therapeutic
opportunities. Antioxid Redox Signal 2010, 12:537-577.

34, Mootha VK, Lindgren CM, Eriksson KF, Subramanian A, Sihag S, Lehar J,
Puigserver P, Carlsson E, Ridderstrale M, Laurila E, et al PGC-1alpha-responsive
genes involved in oxidative phosphorylation are coordinately
downregulated in human diabetes. Nat Genet 2003, 34:267-273.

35.  Patti ME, Butte AJ, Crunkhorn S, Cusi K, Berria R, Kashyap S, Miyazaki Y,
Kohane |, Costello M, Saccone R, et al: Coordinated reduction of genes of
oxidative metabolism in humans with insulin resistance and diabetes:
Potential role of PGC1 and NRF1. Proc Natl Acad Sci U S A 2003,
100:8466-8471.

36. Hoehn KL, Salmon AB, Hohnen-Behrens C, Turner N, Hoy AJ, Maghzal GJ,
Stocker R, Van Remmen H, Kraegen EW, Cooney GJ, et al: Insulin resistance
is a cellular antioxidant defense mechanism. Proc Natl Acad Sci U S A
2009, 106:17787-17792.

37. Orshal JM, Khalil RA: Reduced endothelial NO-cGMP-mediated vascular
relaxation and hypertension in IL-6-infused pregnant rats. Hypertension
2004, 43:434-444.

38. Myung SC, Han JH, Song KK, Kang GH, Lee SY, Kim TH, Lee MY, Kim HW,
Kim SC: The effects of interleukin-6 on the contraction and relaxation
responses of the cavernous smooth muscle from rats. Eur J Pharmacol
2008, 589:228-232.

39, Greenstein AS, Khavandi K, Withers SB, Sonoyama K, Clancy O, Jeziorska M,
Laing |, Yates AP, Pemberton PW, Malik RA, Heagerty AM: Local
inflammation and hypoxia abolish the protective anticontractile
properties of perivascular fat in obese patients. Circulation 2009,
119:1661-1670.

40.  Busik JV, Mohr S, Grant MB: Hyperglycemia-induced reactive oxygen
species toxicity to endothelial cells is dependent on paracrine
mediators. Diabetes 2008, 57:1952-1965.

41, Garcia De La Torre N, Rubio MA, Bordiu E, Cabrerizo L, Aparicio E,
Hernandez C, Sanchez-Pernaute A, Diez-Valladares L, Torres AJ, Puente M,
Charro AL: Effects of weight loss after bariatric surgery for morbid
obesity on vascular endothelial growth factor-A, adipocytokines,
and insulin. J Clin Endocrinol Metab 2008, 93:4276-4281.

doi:10.1186/1479-5876-11-263

Cite this article as: El Assar et al: Preserved endothelial function in
human obesity in the absence of insulin resistance. Journal of
Translational Medicine 2013 11:263.

Submit your next manuscript to BioMed Central
and take full advantage of:

¢ Convenient online submission

¢ Thorough peer review

* No space constraints or color figure charges

¢ Immediate publication on acceptance

¢ Inclusion in PubMed, CAS, Scopus and Google Scholar

* Research which is freely available for redistribution

www.biomedcentral.com/submit

Submit your manuscript at ( BioMled Central




	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Study population
	Biochemical measurements
	Measurement of vascular reactivity in isolated vessels
	Detection of vascular superoxide anion generation in microvessel segments
	Statistical analysis

	Results
	Endothelial dysfunction is associated with insulin resistance in morbid obese subjects
	Oxidative stress contributes to endothelial dysfunction in IR-MO subjects
	Inflammatory cytokine, TNF-α, participates in the impairment of endothelial vasodilation in IR-MO subjects

	Discussion
	Conclusions
	Abbreviations
	Competing interests
	Authors' contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /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 /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /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 <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /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 [595.440 793.440]
>> setpagedevice


