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Abstract

Background: The clipping of an artery supplying one of the two kidneys (2K1C) activates the renin-angiotensin
(Ang) system (RAS), resulting in hypertension and endothelial dysfunction. Recently, we demonstrated the intrarenal
beneficial effects of sildenafil on the high levels of Ang II and reactive oxygen species (ROS) and on high blood
pressure (BP) in 2K1C mice. Thus, in the present study, we tested the hypothesis that sildenafil improves endothelial
function in hypertensive 2K1C mice by improving the NO/ROS balance.

Methods: 2K1C hypertension was induced in C57BL/6 mice. Two weeks later, they were treated with sildenafil
(40 mg/kg/day, via oral) or vehicle for 2 weeks and compared with sham mice. At the end of the treatment, the
levels of plasma and intrarenal Ang peptides were measured. Endothelial function and ROS production were
assessed in mesenteric arterial bed (MAB).

Results: The 2K1C mice exhibited normal plasma levels of Ang I, II and 1–7, whereas the intrarenal Ang I and II
were increased (~35% and ~140%) compared with the Sham mice. Sildenafil normalized the intrarenal Ang I and II
and increased the plasma (~45%) and intrarenal (+15%) Ang 1–7. The 2K1C mice exhibited endothelial dysfunction,
primarily due to increased ROS and decreased NO productions by endothelial cells, which were ameliorated by
treatment with sildenafil.

Conclusion: These data suggest that the effects of sildenafil on endothelial dysfunction in 2K1C mice may be due
to interaction with RAS and restoring NO/ROS balance in the endothelial cells from MAB. Thus, sildenafil is a
promising candidate drug for the treatment of hypertension accompanied by endothelial dysfunction and kidney
disease.
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Introduction
High blood pressure (BP) has become a health issue, with
a projected prevalence of about one third of the global
population worldwide by 2025 [1], and endothelial dys-
function is the hallmark of this condition [2]. Among the
different types of high BP, renovascular hypertension is an
important cause of secondary hypertension, which is char-
acterized by increased activation of the renin-angiotensin
system (RAS) [3-5]. The prevalence of renovascular
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hypertension has been estimated to be 5% of all hyperten-
sive individuals, but it can reach higher percentage de-
pending on the population’s characteristics, e.g., renal
artery stenosis can reach approximately 5% of persons
aged ≥ 65 years [6,7]. We have focused this study on this
secondary hypertension because these patients are highly
susceptible to develop resistance to conventional antihy-
pertensive drugs, increasing the morbidity and mortality
[4,8]. Thus, there is a need of studies to a better under-
standing and to develop new therapeutic approaches
against the progression of this disease.
Experimental renovascular hypertension was introduced

by Goldblatt in 1934 in dogs by performing unilateral clip-
ping of the renal artery, referred to as the two-kidney,
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one-clip (2K1C) model. Three decades later, the rat be-
came the main experimental model of 2K1C hypertension
in our and other laboratories [9-11]. However, genetic dis-
coveries and advances in molecular biotechnologies have
provided the opportunity to develop mouse models of car-
diovascular diseases, which has led to an increasing num-
ber of studies using this murine model of hypertension
[12-15]. Physiologically, it is well known that unilateral
renal artery stenosis reduces renal perfusion, which
activates the RAS [5]. Recently, this system has been
extended by the addition of a novel axis consisting of the
angiotensin-converting enzyme 2 (ACE2), the heptapep-
tide angiotensin (Ang) 1–7, and the G protein-coupled re-
ceptor Mas [16]. ACE2 converts the vasoconstrictive and
pro-oxidative peptide Ang II to Ang 1–7, which exerts
vasodilatory and antioxidant effects via its receptor, Mas
[16-19]. Although our laboratory analyzed some RAS pep-
tides during the development phase of 2K1C hypertension
in a murine model [3,20,21], in the present study, we ex-
tended the analysis of the Ang I, II and 1–7 levels in both
plasma and the stenotic kidney during the established
phase of renovascular hypertension.
Endothelial dysfunction is commonly observed in

chronic arterial hypertension and is characterized by im-
paired nitric oxide (NO) bioavailability and increased re-
active oxygen species (ROS) levels. In recent years, our
laboratory [15,22,23] and others [24,25] have investi-
gated microvascular endothelial dysfunction in various
models of cardiovascular disease, including the 2K1C
mouse model of hypertension, which has greatly contrib-
uted to our understanding of the relationship between
endogenous activation of the RAS and endothelial dys-
function in resistance arteries [15]. This model provides
suitable approach to evaluate the efficacy of new drugs
for the treatment of renovascular hypertension.
The phosphodiesterase 5 (PDE5) inhibitor sildenafil,

which increases the vascular signaling of the NO/cGMP
pathway [26,27], has successfully been used to treat
erectile dysfunction and pulmonary hypertension [28],
emerging as a promising alternative therapy for systemic
cardiovascular dysfunctions. Our laboratory has recently
shown that sildenafil was able to restore the endothelial
dysfunction and blood mononuclear and liver cell DNA
damage, which accompany atherosclerosis [27,29].
Moreover, Dias et al. [21] recently reported that sildena-
fil ameliorates the oxidative damage to the stenotic kid-
ney and reduces the intrarenal levels of Ang II in the
2K1C mouse.
Therefore, the present study was designed to evaluate

the effect of chronic treatment with sildenafil on high BP,
the levels of peptide components of the RAS and vascular
function in the hypertensive 2K1C mouse. We hypothe-
sized that sildenafil reduces the deleterious effects of Ang
II, increases the levels of the counterbalancing peptide
Ang 1–7 and restores the endothelial function of resist-
ance vessels in hypertensive 2K1C mice. The confirmation
of this hypothesis may provide a novel pharmacological
approach to treat endothelial dysfunction and, especially,
resistant hypertension.

Materials and methods
Animals
Experiments were performed in male wild-type mice
(C57BL/6) that weighed 23 g on average (10-week-old).
Mice were bred and maintained in the Laboratory of
Translational Physiology animal facility (Vitoria, ES,
Brazil) and were fed with a standard chow diet and re-
ceived water ad libitum. Animals were housed in individ-
ual plastic cages with automatic controlled temperature
(22°C) and humidity (60%) and were exposed to a 12/12 h
light–dark cycle. All of the experimental procedures were
performed in accordance with the National Institutes of
Health (NIH) guidelines, and the study protocols were ap-
proved by the Institutional Animal Care and Use Commit-
tee (CEUA-EMESCAM Protocol # 02/2013).

Induction of 2K1C renovascular hypertension and treatment
The 2K1C Ang-dependent hypertension was induced as
previously described [3,12,15,21,30]. Briefly, animals
were anesthetized (91/9.1 mg/kg ketamine/xylazine, i.p.).
The left renal artery was exposed through a retroperi-
toneal flank incision and carefully isolated from the renal
vein, nerves, and connective tissues. Using an ophthal-
mic surgical microscope (Opto Eletronica SA, model SM
2002, Belo Horizonte, MG, Brazil), a U-shaped stainless
steel clip with a 0.12 mm wide opening was placed
around the renal artery near the abdominal aorta, which
decreased renal perfusion [31]. Two weeks after surgery,
animals were divided into two groups (8 to 10 animals
per group): renovascular hypertensive mice treated with
vehicle (2K1C) and hypertensive mice treated with
40 mg/kg/day of the PDE5-inhibitor sildenafil (Viagra®,
Pfizer) for 2 weeks by oral gavage (2K1C-sildenafil). Sham-
operated mice were used as a normotensive control group.
The effectiveness of this sildenafil dose [32] was previously
demonstrated in studies on endothelial dysfunction and
DNA damage in our laboratory [21,27,29]. The outcomes
were examined 28 days after induction of hypertension.

Hemodynamic measurements
Twenty six days after 2K1C procedure or sham operation,
mice were anesthetized with a combination of ketamine/
xylazine (91/9.1 mg/kg, i.p.) and a catheter (0.040 mm
outer × 0.025 mm inner diameters, MicroRenathane,
Braintree Science, Massachusetts, USA) was inserted into
the right carotid artery for the measurement of mean ar-
terial pressure (MAP) and heart rate (HR) recordings. The
free catheter end was tunneled under the skin of the back
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to the level of the shoulder blades. Hemodynamic measure-
ments were performed in conscious, freely moving mice in
their own cages, two days after catheter placement, as
already validated as a sufficient period for complete recov-
ery from surgery by others [33] and standardized in our la-
boratory [3,13-15]. For the MAP and HR recordings, the
arterial catheter was plugged into a disposable BP trans-
ducer (Cobe Laboratories, Colorado, USA) connected to a
pressure processor amplifier and data-acquisition system
(MP100, Biopac Systems, California, USA). At the be-
ginning of the experimental session, a period of ap-
proximately 30 min was allowed for stabilization of
cardiovascular parameters before the measurement of
basal MAP and HR values in conscious mice (Acknow-
ledge software, Biopac Systems).

Assessment of endothelial function
At the end of the treatment, animals were anesthetized
using sodium pentobarbital (50 mg/kg, i.p.), and the
mesenteric arterial bed (MAB) was isolated and prepared
for vascular studies. The superior mesenteric artery was
cannulated. Then, the MAB was transferred to a 37°C
chamber and was perfused using a peristaltic pump
(Peri-Star Pro 4-channel pump, WPI, Lu Jia Zui District,
Shangai, China) at a constant flow rate (3 mL/min) with
oxygenated (95% O2 - 5% CO2 mixture) physiological salt
solution (in mmol/L: 130 NaCl, 4.7 KCl, 1.6 CaCl2•2H2O,
1.18 KH2PO4, 4.7 MgSO4•7H2O, 14.9 NaHCO3, 0.026
EDTA, 11.1 glucose, pH 7.4). The perfusion pressure was
monitored using a T-tube inserted between the pump and
the inflow cannula that was connected to a pressure trans-
ducer and a data acquisition system (Biopac Systems).
Then, dose–response curves of acetylcholine (ACh, 3 ×
10−7 to 3 × 10−2 M) and sodium nitroprusside (SNP, 3 ×
10−7 to 3 × 10−2 M) were generated in the isolated MABs.
The vascular responses were evaluated based on the
changes in the perfusion pressure and the vasodilator re-
sponses to ACh and SNP, which were calculated as a per-
centage of the pre-contraction induced by norepinephrine
(NE, 9.8 × 10−6 M). To assess the mechanisms underlying
the vascular effect of ACh dose–response curves were gen-
erated in separate preparations containing an intact endo-
thelium and using specific blocker agents: (a) the
nonselective NO synthase (NOS) inhibitor N-nitro-L-argin-
ine methyl ester (L-NAME, 10−4 M), (b) the nonselective
inhibitor of cyclooxygenases 1 and 2 (Cox1 and Cox2)
indomethacin (10−5 M) or (c) the NAD(P)H oxidase inhibi-
tor apocynin (30 μM). The relaxation responses to ACh
were expressed as the percentage of dilation relative to the
maximal pre-contraction level. For each curve, the max-
imum effect (Rmax) and the log of the concentration of the
agonist that produced half of Rmax (log EC50) were calcu-
lated via nonlinear regression analysis. The sensitivities of
the agonists were expressed as pEC50 (−log EC50). The
difference in the area under the curve (Δ AUC) for each of
the responses of the MAB to ACh in the presence of each
inhibitor were calculated, and these results were expressed
in arbitrary units (a.u.).

Measurements of the angiotensin peptide levels
The plasma and intrarenal levels of Ang I, II and 1–7 were
analyzed via high performance liquid chromatography
(HPLC), as previously reported [20,21,30]. For this ana-
lysis, blood was collected in the presence of EDTA and a
protease inhibitor cocktail (Product # P2714, Sigma-
Aldrich), and after centrifugation (9.5 g, for 20 min) using
a refrigerated centrifuge (4°C), plasma was collected for
further analysis. The Ang peptides were extracted using
Oasis C18 columns previously activated with methanol
(5 mL), tetrahydrofuran (5 mL), hexane (5 mL) and water
(10 mL). After activation, the samples were eluted in etha-
nol/acetic acid/water at proportions 90% - 4% - 6%. The
eluates were dried, re-dissolved in 500 μL of mobile phase
A (5% acetonitrile in 0.1% phosphoric acid) and filtered
for analysis by HPLC. The Ang peptides in each sample
were separated using a reverse-phase ODS Aquapore 300
(250 × 4.6 mm) HPLC column with a particle size of 7 μm
(Perkin-Elmer’s Brownlee Columns, Norwalk, USA) using
a 5–35% gradient of mobile phase B: 95% acetonitrile in
0.1% phosphoric acid at a flow of 1.5 mL/min for 40 min.
The Ang peptides were identified by comparing them with
the retention times and peak heights of standard peptides.
For renal analysis of the Ang peptides, they were ex-

tracted from kidney homogenates and purified as per-
formed on plasma samples. The subsequent steps, from
the activation step to the HPLC analysis step using the
reverse-phase column, the procedures were the same as
those for plasma sample analysis. The Ang peptides were
identified based on the retention time (<6%) and peak
height (<5%) of standard Ang peptides and were normal-
ized according to the kidney weight.

Isolation and identification of endothelial cells from MAB
At the end of the treatment, animals were anesthetized
with sodium pentobarbital (50 mg/kg, i.p.), the midline of
the abdomen was incised and the MAB was isolated,
minced and digested with type II collagenase (1000 U/mL)
at 37°C for 60 min at constant agitation. The cellular di-
gest was filtered through a sterile 70-μm nylon mesh to re-
move cell debris, centrifuged at 400 g for 10 min, and
washed twice in PBS. The cell pellet was resuspended in
freezing solution and stored at −80°C for further analysis.
For flow cytometry analysis, the samples were thawed
using a heated orbital shaker at 37°C and immediately
transferred to a round-bottom tube, in which DMEM con-
taining 20% FBS was added in a drop wise fashion during
a gentle agitation. The presence of endothelial cells in
MAB digest was confirmed using an APC-conjugated



Dias et al. Journal of Translational Medicine 2014, 12:250 Page 4 of 14
http://www.translational-medicine.com/content/12/1/250
monoclonal antibody against APCCAM-1 (CD31-PE).
After thawed, MAB digest cell samples were resuspended
at a concentration of 1 × 105 cells/mL in PBS and incu-
bated with 5 μL of CD31-APC for 20 min in the dark and
at room temperature. In the flow cytometry analysis, a
APC-conjugated rat IgG2a was used as an isotype-specific
control to set the threshold values. From each sample,
100,000 events have been generated by a FACSCanto II
flow cytometer (Becton Dickinson - BD, San Juan, CA,
USA) using an appropriated filter for APC (660 nm).

Measurement of endothelium ROS
The ROS analysis was performed by flow cytometry using
dihydroethidium (DHE), diaminofluorescein (DAF) and
hydroxyphenyl fluorescein (HPF) to detect intracellular
•O2

−, NO and •ONOO−, respectively, as previously
described [21,31]. Briefly, 160 mM of DHE or 10 μM of
HPF or 2 μM of DAF was added to the cell suspension
(106 cells) and incubated at 37°C for 30 min (DHE and
HPF) or 180 min (DAF) in the dark. For positive control,
samples were treated for 5 min with 50 mM H2O2 and/or
100 μM of SNP to create oxidative stress without being
toxic to the cells, whereas for negative control, the cells
were incubated with ethanol. Cells were then washed,
resuspended in PBS and kept on ice for immediate detec-
tion by flow cytometry (BD). For quantification of DHE,
DAF and HPF fluorescence, 100,000 events were acquired
and data were analyzed using the FACSDiva software (BD).

Statistical analysis
The values are expressed as the means ± S.E.M. The
Kolmogorov-Smirnov test indicated that the variables dis-
played a normal (Gaussian) distribution. Statistical com-
parisons between more than two means were performed
using one-way or two-way analysis of variance (ANOVA)
followed by Bonferroni’s post hoc test. The statistical ana-
lyses were performed using Prism software (Prism 6,
GraphPad Software, Inc., San Diego, CA, USA). A value of
p < 0.05 was considered to be statistically significant.
Figure 1 Effects of sildenafil on hemodynamics. Resting arterial
blood pressure (A) and heart rate (B) in 2K1C hypertensive mice
four weeks after renal artery clipping compared with non-treated
mice 2K1C and Sham mice. Values are means±SEM for n = 6 to 8
animals per group. *p < 0.05 and **p < 0.01, one-way ANOVA.
Results
Body and kidney weights
The initial body weight was similar between the groups.
By the end of the experiments, only the non-treated 2K1C
group displayed reduced body weight (−7%) compared
with the Sham group (26±0.5 g) and the 2K1C group
treated with sildenafil (25±0.3 g). Twenty-eight days after
surgery, the left clipped kidney atrophied (29±2.6 mg, p <
0.05), whereas the right non-clipped kidney displayed
compensatory hypertrophy (49±0.3 mg, p < 0.05) in the
non-treated 2K1C mice compared with the Sham mice
(42±2.0 and 45±1.2 mg, respectively). As previously re-
ported by our laboratory [21], sildenafil not only reduced
the renal atrophy of the clipped kidney (38±0.7 mg, p <
0.05) but also attenuated the compensatory hypertrophy
of the contralateral kidney (43±1.2 mg, p < 0.05).

Blood pressure and heart rate
The average values of resting BP and HR measured in
conscious animals 28 days after renal artery clipping
are summarized in Figure 1. As expected, the 2K1C
mice exhibited a higher BP (26%, p < 0.01) than the sham
mice (104±2 mmHg), and sildenafil treatment reduced
these levels to values similar to those of the Sham mice
(Figure 1A). The resting HR of the 2K1C mice was signifi-
cantly higher (+14%, p < 0.05) than that of the Sham mice
(Sham: 451±18 bpm), but no significant difference was de-
tected after sildenafil treatment (Figure 1B).

Plasma angiotensin measurements
Figure 2 shows the average values of the levels of the
plasma (bar graphs A, C and E) and intrarenal (bar graphs
B, D and F) Ang peptides 28 days after the induction of
hypertension by clipping the renal artery. Analysis of the
plasma levels of Ang revealed normal levels of Ang I, a



Figure 2 Effect of sildenafil on angiotensin peptides. Plasma and intrarenal levels of angiotensin I (A and B), II (C and D) and 1–7 (E and F)
in 2K1C hypertensive mice and 2K1C mice treated with sildenafil compared with the Sham group value (100%). Values are means±SEM for n = 5
to 8 animals per group. *p < 0.05 and **p < 0.01, one-way ANOVA.
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tendency of increased levels of Ang II (14%, p > 0.05) and
normal levels of Ang 1–7 in the hypertensive 2K1C mice
compared to the Sham mice (Figure 2A, C and E). The
2K1C mice treated with sildenafil exhibited plasma levels
of Ang I and II that were similar to those of the sham
mice. However, sildenafil treatment induced a marked in-
crease (46%, p < 0.01) in the plasma levels of Ang 1–7 in
the hypertensive 2K1C mice (Figure 2E). The intrarenal
levels of Ang I were slightly higher (34%, p < 0.05) and
those of Ang II were markedly higher (143%, p < 0.01) in
the hypertensive 2K1C mice compared with the Sham mice
(Figure 2B and D). However, sildenafil treatment abolished
these increases in the intrarenal levels of Ang I and II
(Figure 2B and D) and significantly increased the normal
levels of intrarenal Ang 1–7 (15%, p < 0.01) (Figure 2F).

Vascular function
The endothelium-dependent relaxation in response to ACh
at a constant flow rate in a perfused MAB from each group
is shown in Figure 3. The dose–response curves clearly
showed a marked impairment of vascular vasodilation in
response to ACh in the non-treated hypertensive 2K1C
mice compared with the Sham mice (Figure 3A), but this
difference was abolished in the 2K1C group chronically
treated with sildenafil (Figure 3B). The calculation of the
AUCs revealed a significant reduction in the AUC of the
hypertensive 2K1C group (~40%, p < 0.01) compared with
the sham group. Treatment with sildenafil significantly
recovered the AUC to 88% of that of the sham group
(Figure 3C). The maximum vascular response (Rmax) was
significantly decreased in the MABs from non-treated
2K1C mice (−36%, p < 0.01) but not in those from hyper-
tensive 2K1C mice treated with sildenafil (−11%, p > 0.05),
compared to those from the Sham mice (mean of 75±3%,
p < 0.01) (Figure 3D). No significant differences were de-
tected in the pEC50 between the groups (Figure 3E). In an
independent protocol, we examined the functionality of
the endothelium-independent vasodilation using NO
donor SNP. No significant differences were detected
between the three groups of animals (data not shown).



Figure 3 Effect of sildenafil treatment on the endothelial function. Acetylcholine-induced relaxation of mesenteric arterial bed preconstricted
using norepinephrine, comparing 2K1C mice treated with sildenafil with non-treated 2K1C hypertensive and sham control mice (A and B). Bar
graphs show the area under the curve (C), the maximum relaxation (Rmax) (D) and the sensitivity (pEC50) (E). Values are the means±SEM for
8–10 animals per group. **p < 0.01, one- (C, D and E) and two-way (A and B) ANOVA.
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Because endothelial dysfunction in cardiovascular
pathologies is typically associated with 1) decreased NO
production and/or increased metabolism, 2) decreased
prostacyclin (PGI2) synthesis, 3) increased production
of contractile cyclooxygenase-derived prostanoids, 4) al-
tered endothelium-dependent hyperpolarizing factor
(EDHF) levels and 5) increased production of ROS
[15,22], we designed additional experiments to examine
various molecular pathways.
The participation of ROS in the relaxation response to

ACh was assessed via pre-incubation of the MABs in
apocynin, an inhibitor of NADPH. Figure 4 summarizes
the dose–response curves in response to ACh for the three
groups. As expected, in sham mice (Figure 4A and D),
apocynin blockade did not induce a significant change in
the ΔAUC (+13 a.u., p > 0.05). In contrast, the hypertensive
2K1C mice exhibited an improved vasodilation response to
ACh (Figure 4B), as indicated by an increase in the ΔAUC
(+65 a.u., p < 0.01, Figure 4D). In the hypertensive 2K1C
mice treated with sildenafil, in which the dose–response
curve in response to ACh in the absence of apocynin treat-
ment was similar to that of the Sham mice (Figure 4C),
apocynin treatment did not induce a significant change in
the ΔAUC (Figure 4D). Similarly, preincubation of the
MABs with apocynin did not induce a significant change
in the Rmax to ACh in Sham mice (from 73±5% to 80±2%,
Δ + 10%, p > 0.05) or in 2K1C mice treated with sildenafil
(from 75±2% to 69±3%, Δ-8%, p > 0.05). In contrast, in
2K1C hypertensive mice, apocynin treatment induced an
improvement in the Rmax (from 49±2% to 64±3%, Δ +
30%, p < 0.01) (Figure 4E). However, there was no signifi-
cant difference in the sensitivity (pEC50) between the three
groups of animals (Figure 4F). These data indicate that in-
creased ROS production significantly contributes to the
impairment of endothelium-dependent relaxation in
MABs from hypertensive 2K1C mice and that sildenafil
treatment restores the normal oxidative balance in these
animals.
Figure 5 summarizes the data of the vasodilation dose–

response curves in response to ACh under the conditions
of NOS blockade using L-NAME in MABs from the three
groups of animals. Under L-NAME-mediated NOS block-
ade, the ΔAUC was decreased in Sham mice (−77±5 a.u.,
Figure 5A and D) and mainly in the hypertensive 2K1C
mice (−26±4 a.u., Figure 5B and D), and these alterations
were ameliorated by treatment of the 2K1C mice with
sildenafil (−93±4 a.u., Figure 5C and E, p < 0.01). The
dose–response curves in response to ACh in the presence



Figure 4 Contribution of reactive oxygen species to the endothelial dysfunction. Data show the effect of the blockade of NAD(P)H oxidase
activity with apocynin on the dose–response curve to acetylcholine (ACh) in Sham (A), non-treated 2K1C (B) and 2K1C mice treated with sildenafil (C)
mice. Bar graphs show the area under the curve (D), maximum response (E) and the sensitivity (pEC50) (E and F, gray color) and the relative changes
induced by apocynin (E and F, blue color) in the groups of animals. Values are the means±SEM for 8–10 animals per group. **p < 0.01 (gray bars) and
##p < 0.01 (apocynin effect, green bars), one- (D, E and F) and two-way (A, B and C) ANOVA.

Figure 5 Contribution of nitric oxide to the endothelial function. Dose–response relaxation curves to acetylcholine (ACh) in Sham (A),
non-treated 2K1C hypertensive (B) and sildenafil-treated 2K1C (C) mice with and without blockade of nitric oxide synthase (NOS) with L-NAME.
Bar graphs show the area under the curve derived from the dose–response curves to ACh (D), the maximum response (Rmax) (E) and pEC50 (F).
Values are the means±SEM. **p < 0.01 and #p < 0.05 compared to the group indicated by the line; two-way ANOVA (A, B and C) and one-way
ANOVA (D, E and F).
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of L-NAME displayed a significant reduction in the Rmax

in the Sham mice (from 72±5% to 53±3%, Δ-19%, p <
0.01, Figure 5E). In the non-treated 2K1C mice, in which
the vasorelaxation response to ACh was already markedly
impaired, L-NAME blockade caused a smaller but signifi-
cant decrease in the perfusion pressure, as Rmax was fur-
ther decreased (from 45±4% to 31±2%, Δ-14%, p < 0.01,
Figure 5E). In the 2K1C mice treated with sildenafil, the
dose–response curves in response to ACh in the pres-
ence of L-NAME displayed a similar alteration in the
perfusion pressure (from 73±3% to 47±4%, Δ-26%, p <
0.01, Figure 5E) to that of the Sham mice. No significant
difference in the pEC50 was detected between the three
groups (Figure 5F). Taken together, these results indi-
cate that treatment of hypertensive 2K1C mice with sil-
denafil restores the decreased NO bioavailability in the
MAB to that of normotensive Sham mice.
To indirectly quantify the contribution of prostanoids

and other pathways not involving NO or prostanoids to
the relaxation response induced by ACh, we designed an
experiment in which two inhibitors, L-NAME and indo-
methacin, were applied (Figure 6). Thus, the difference
in the AUC between treatment with both inhibitors and
treatment with L-NAME alone indicates the contribu-
tion of the prostanoids pathway (Figure 6F), and differ-
ence between the AUC under control conditions and the
AUC in the presence of both inhibitors indicates the
contribution of EDHF and other unidentified vasodila-
tory pathways (Figure 6E). The dose–response curves in
response to ACh under in the presence of both inhibi-
tors were significantly shifted upward (reduced perfusion
pressure, i.e., reduced vasodilation) in all three groups of
animals, although to a lesser extent in the hypertensive
2K1C group (Figure 6B) and to a greater extent in the
2K1C group treated with sildenafil (Figure 6C) com-
pared with the Sham group (Figure 6A). The AUC (be-
fore - after treatment with both inhibitors), as shown in
Figure 6D), was significantly reduced in the Sham mice
(−122 a.u., p < 0.01) and was markedly increased in the
hypertensive 2K1C mice (50%, p < 0.01), but recovered by
treatment with sildenafil (−133 a.u., p < 0.01). The contri-
bution of prostanoids to the change in the AUC was signifi-
cantly reduced in the hypertensive 2K1C mice (47%, p <
0.01) compared with the Sham mice (45±4 a.u.); sildenafil
treatment restored these values to control levels (40±5 a.u.)
(Figure 6F). The contribution of EDHF and other un-
identified pathways was greater than that of the prosta-
noids pathways, as indicated by the average values
shown in Figure 6E. The ΔAUC associated with EDHF
and other unidentified vasodilation pathways was sig-
nificantly reduced in the hypertensive 2K1C mice (30%,
p < 0.01) compared with the Sham mice (Figure 6E).
This difference was abolished by treatment with silden-
afil. The Rmax in the presence of both inhibitors was
significantly decreased in all three groups (Figure 6G),
although to a lesser extent in the hypertensive 2K1C group
(from 42±4% to 31±2.0%, Δ-11%, p < 0.01) and to a
greater extent in the 2K1C group treated with sildenafil
(from 71±3% to 36±5%, Δ-35%, p < 0.01) compared with
the Sham group (from 76±5% to 48±4%, Δ-38%, p < 0.01).
The sensitivity (pEC50) was similar between the three
groups both before and after treatment with both inhibi-
tors (between groups), but in the 2K1C mice treated with
sildenafil, treatment with both inhibitors induced a signifi-
cant decrease (−20%, p < 0.05, Figure 6H).
The bar graph in Figure 7, which was generated using the

AUCs from dose–response curves to ACh from Figures 3,
4, 5 and 6, displays the relative contribution of each mo-
lecular pathway to vasodilatory process (difference between
the total AUC and the AUC after treatment with both L-
NAME and indomethacin) and the opposing effect of
the ROS pathway. The total AUC of the Sham group
(275±13 a.u.) was considered as 100% and was used as
the reference value for comparisons with the non-
treated 2K1C group (169±11 a.u.) and the 2K1C group
treated with sildenafil (263±15 a.u.). As shown, the con-
tribution of the NO/cGMP pathway was markedly im-
paired in the hypertensive 2K1C mice (34%), which
were recovered by sildenafil treatment (121%). The
prostanoids/cAMP pathway, which includes PGI2 and
other vasodilatory eicosanoids, was also substantially
impaired in the hypertensive 2K1C mice (53%), and sil-
denafil treatment attenuated this impairment (89%).
The residual area of the total AUC after treatment with
both inhibitors (L-NAME and indomethacin) corre-
sponds to the contribution of other known vasodilatory
factors, such as EDHF/K+ channels, and, in our opinion, it
could also include the Ang 1–7; this pathway was slightly
attenuated (78%) and was incompletely restored by silden-
afil treatment (86%). The ROS levels were markedly in-
creased in the hypertensive 2K1C mice (500%), and we
found that its inhibitory effect on the vasodilation process
was alleviated by sildenafil treatment (23%).

Flow cytometry analysis of oxidative stress in endothelial
cells from MAB
Intracellular •O2

−, •ONOO− and NO in endothelial cells
were quantified by flow cytometry through DHE, HPF and
DAF staining. Top panels of Figure 8 are typical histo-
grams showing a rightward-shift in the log of DHE and
HPF fluorescence in 2K1C hypertensive mice compared
with Sham mice and contrasting with a leftward-shift ob-
served in 2K1C animals treated with sildenafil. On the
other hand, the typical histogram of NO production of the
2K1C mouse treated with sildenafil, showed a rightward-
shift in the log of DAF fluorescence when compared with
the 2K1C hypertensive mouse. As summarized in the bar
graphs (Figure 8), endothelial cells isolated from MAB of



Figure 6 Contribution of prostanoids and other relaxing pathways to the endothelial dysfunction. A: dose–response relaxation curves to
acetylcholine (ACh) in Sham (A), non-treated 2K1C hypertensive (B) and sildenafil-treated 2K1C (C) mice. Dose–response curves to ACh were
obtained with and without the double blockade of NOS with L-NAME and of cyclooxygenases with indomethacin. Bar graphs show the area
under the curve (AUC) after the double blockade (D), the total AUC minus the AUC after the double blockade (contribution of EDHF and other
pathways, E) and the AUC derived from the AUC under double blockade minus the AUC under the L-NAME blockade (prostanoids pathway, F).
Graphs G and H show the effects of indomethacin on the maximum relaxation (Rmax, G) and sensitivity (pEC50, H) and on these two parameters.
Values are the means±SEM for 8 to 10 animals per group. *p < 0.05, #p < 0.05, **p < 0.01and ##p < 0.01, compared with the group indicated by
the line; two-way ANOVA (A, B and C) and one-way ANOVA (D-H).
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2K1C mice exhibited a remarkable increase in •O2
−

and •ONOO− levels (41% and 76%, respectively, p <
0.05) when compared with the levels of Sham mice
(1252±81 and 1524±25 a.u., respectively). However, the
chronic treatment of 2K1C mice with sildenafil was
able to decrease the production of •O2

− and •ONOO−

to levels (1266±25 and 1518±40 a.u., respectively, p <
0.05) similar to that observed in the Sham group. Add-
itionally, sildenafil treatment of 2K1C mice restored
the NO levels (6310±172 a.u., p < 0.05) when com-
pared with Sham (6273±218 a.u.) and the non-treated
2K1C mice (1242±25 a.u.).
Discussion
Previous results from our laboratory [21] demonstrated
by the first time that sildenafil repaired the hypoperfused
kidney injury in 2K1C hypertensive mice by activation of
the NO-mediated pathway. This pleiotropic protective
role of sildenafil led us to investigate other additional
beneficial effects of this drug on the systemic RAS and
resistance vasculature in this model of hypertension.
Our primary finding was that chronic treatment of these
animals with this selective PDE5 inhibitor sildenafil re-
stored the levels of BP and vascular relaxation to those
of normotensive sham mice. Moreover, the present study



Figure 7 Schematic diagram illustrating the individual contribution of each endothelial pathway to the endothelial function in the
RAS-dependent renovascular hypertension. Data show percentage of changes in the area under the curve (AUC) in relation to the Sham
group (100%) and was derived from the difference in the area under the dose–response curve to acetylcholine (Figures 3, 4, 5 and 6) before and
after the blockade of the molecular pathways; endothelial nitric oxide (NO) synthase (with L-NAME), cyclooxygenases (Cox)/prostanoids such
as prostacyclin (PGI2) and other eicosanoids (with indomethacin), reactive oxygen species (ROS)/NADPH oxidase (with apocynin) and endothelial-
derived hyperpolarizing factor (EDHF) (residual response after double blockade with L-NAME and indomethacin).
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is the first to reveal that the beneficial effects of sildenafil
appear to be mediated by decreasing the levels of the vaso-
constrictive and pro-oxidant peptide Ang II and increasing
the levels of its physiological antagonist Ang 1–7.
A recent work from Navar’s group and our collabor-

ator Casarini’s group [34] revealed that the maintenance
of high blood pressure in 2K1C is dependent of an im-
balance between high levels of ACE/Ang II and low
levels of ACE2/Ang 1–7, both being influenced by renin
activity [16,35]. In parallel, it has been reported that aug-
mentation of chymase activity in the ischemic kidney of
2K1C rats [36] may be a mechanism related with ACE-
independent intrarenal Ang II production. Moreover, previ-
ous studies have demonstrated that Ang II downregulates
Figure 8 Superoxide anion production in mesenteric vascular beds. T
using dihydroethidium (DHE), diaminofluorescein (DAF) and hydroxyphenyl fl
mice; the log fluorescence (X axis) illustrates the differences in intensity of fluo
production of superoxide anions and peroxynitrite in 2K1C hypertensive mice
values. On the other hand, 2K1C mice presented impairment of nitric oxide p
the normal levels. Values are median fluorescence intensity (MFI, in arbitrary u
ACE2 mRNA expression in some tissues, including the kid-
ney [37,38], which could be mediated by AT1 receptors
[39,40]. Based on the above findings and on our studies in
2K1C hypertensive mice, we speculate that the repair of the
stenotic kidney by sildenafil (administered for 14 days) was
mediated by attenuation of renal baroreceptor activity, with
consequent deactivation of the intrarenal RAS, as con-
firmed in the present study by decrease in intrarenal Ang I
(~33%) and II (~50%) and (contrasting) by increase in Ang
1–7 (~15%), as compared with 2K1C mice.
Regarding the plasma Ang I and II, our finding of nor-

malized levels at the chronic phase was expected based
on the fact that in the rat Ang-dependent renovascular
hypertension has been separated in two phases [5]. The
op panel shows representative histograms from flow cytometric analysis
uorescein (HPF) in Sham, 2K1C hypertensive and sildenafil-treated 2K1C
rescence for the number of cells counted. Bar graph shows augmented
compared with Sham mice and sildenafil treatment restored the normal
roduction compared with sham mice, and sildenafil treatment restored
nits) ± SEM for 5 animals per group. *p < 0.05 (one-way ANOVA).
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initial phase is related to the development of hyperten-
sion, which occurs from the first day following the place-
ment of the clip to the 14th day, when the plasma levels
of Ang II peak. The late (second) phase is related to the
maintenance of hypertension, which has been evaluated
at approximately 28 days after renal artery clipping, and
that shows stabilized plasma levels of Ang II [5]. In the
mouse model, the few available studies have reported an
increase in renin activity and the levels of Ang I (~50%)
[20,41], Ang II (~350%) [20,30,42] and Ang 1–7 in
plasma (~110%) [20] during the first phase of renovascu-
lar hypertension (14 days following the clip placement).
During the second phase of 2K1C hypertensive mice,
neither increased plasma renin activity nor elevated
levels of Ang I [41] or Ang II [42,43] has been detected,
justifying the similar profile founded in this study.
Altogether, the above data extend to the mice the time-
course profile of Ang that has been demonstrated by
Navar’s research group in the rat [5]. Surprisingly, we
observed that sildenafil treatment increased plasma
levels of Ang 1–7 (~45%), which is known to counter-
balance the deleterious effects elicited by Ang II [16,35].
Based on our findings, we speculate that the Ang 1–7
generated by the ACE2-mediated degradation of Ang II
may also limit the intrarenal uptake of Ang II, as dis-
cussed above. It should be noted that, in a review of
contemporary literature, it is notable a vast diversity in
the methods that have been used for the analysis of the
RAS in the few studies using the 2K1C mouse model,
confounding the comparison of the plasma and tissue
levels of RAS peptides. As a solution for this discrep-
ancy, we considered that it would be most appropriate
to compare our detected values in the hypertensive
2K1C mice and the 2K1C mice treated with sildenafil to
the average values in the Sham mice, which were nor-
malized to 100%; similarly, we will compare the data
found by us and others using relative (%) values.
In the present study, 2K1C mice exhibited a high BP,

approximately 20% higher than that of the Sham mice,
in agreement with other studies reporting similar in-
creases (20-25%) [12,15,30,31,41-45]. The high BP was
accompanied by tachycardia, which is consistent with
other reports [20,21,41]. As expected, and based on pre-
vious studies using the rat model [21,46-48], we found
that sildenafil normalized the BP and HR. Moreover, the
novelty of the present study is that according to the pro-
file of intrarenal and plasma Ang that we observed, it could
be speculated that these beneficial effects of sildenafil are
partially mediated by the reciprocal changes in Ang, i.e., a
decrease of Ang II and increase of Ang 1–7. This hypoth-
esis may be reinforced by the finding that chronic treat-
ment of spontaneously hypertensive rats (SHR) with Mas
receptor agonists or with Ang 1–7 led to vasorelaxation,
anti-hypertensive and cardioprotective effects [49,50].
Additionally, the plasma levels of Ang 1-7 were increased
during treatment with ACE inhibitors or AT1 receptor
blockers, indicating a potential dependence of the anti-
hypertensive effects of those compounds on Ang 1–7
[18,39]. Despite of our results demonstrate a drop in Ang
II, we cannot rule out the possibility the participation of
AT2 receptor in this model of hypertension, since this
protein can stimulates NO signaling [51], potentiating the
effects of sildenafil. This hypothesis is corroborated by
other recent studies that demonstrated the importance of
AT2 receptor in renovascular hypertension [52,53]. Thus,
targeting the ACE2-Ang (1–7)-Mas and AT2 receptor axis
using new pharmacological tools, such as sildenafil, which
we used in the current study, may represent a novel thera-
peutic strategy for renovascular hypertension.
It has been demonstrated that the interruption of the

ACE2-Ang (1–7)-Mas axis is an underlying mechanism
responsible for the worsening of the developmental and
maintenance phases in 2K1C Mas knockout mice [39],
as well as impairing the baroreflex control, endothelial
function and the balance of NO/ROS in normotensive
mice [40,41]. In parallel, recent data have demonstrated
specific and beneficial effects of AT2 receptor via central
areas in hypertensive rats [54]. Considering the evidence
that sildenafil crosses the blood–brain barrier [55,56]
and that it affects the angiotensin profile, one cannot
rule out the possibility of also a central action on the
sympathetic/parasympathetic drive. In this context, al-
though recent studies have shown an increased sympa-
thetic drive imposed on the cardiovascular system by
sildenafil in both rats [56] and humans [57,58], we specu-
late that in our study (in which sildenafil was chronically
administered) its systemic antioxidant effects overtook the
possible undesirable sympathetic-mediated effects.
Endothelial dysfunction is an important abnormal func-

tion commonly observed in cardiovascular diseases, in-
cluding atherosclerosis [22] and various models of arterial
hypertension [15]. Previous studies by our group revealed
that the MAB exhibits an increased response to vasocon-
strictors and a decreased response to vasodilators in RAS-
dependent hypertensive rats [24,59] and mice [15]. Thus,
in the current study, we designed an experiment to evalu-
ate the effects of sildenafil treatment on endothelial dys-
function in hypertensive 2K1C mice. We selected the
2K1C model that was developed by Goldblatt decades ago
because endothelial dysfunction is an early characteristic
of RAS-dependent 2K1C-mediated hypertension [15,60].
As expected, ACh evoked endothelium-dependent relax-
ation, which was greatly diminished in the 2K1C mice.
However, no significant difference was detected in the
dose–response curve to the NO donor SNP, indicating
that vascular dysfunction may be due to dysfunctional mo-
lecular pathways in endothelial cells but not in vascular
smooth muscle cells. This result is in agreement with
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studies showing that impaired endothelium-dependent va-
sorelaxation is associated with the second phase of chronic
2K1C hypertension in the rat model [5,61]. Because we
hypothesized that 2K1C-induced endothelial dysfunction
may be improved by chronic treatment with sildenafil,
standard experiments using pharmacological inhibitors
were designed to assess the relative contribution of each
molecular pathway to the relaxation responses to ACh in
the MAB and the effectiveness of sildenafil in restoring or
improving endothelial function in the 2K1C mice.
The relative importance of vasoactive substances, such as

NO, PGI2, EDHF and ROS, depends on the size of the
blood vessels and the experimental animal. Studies have
shown that in the rat, NO is the primary contributor to
ACh-induced vasodilation in the aorta, whereas EDHF
plays a predominant role in resistance vessels [62]. Our data
show that in both the wild type and hypertensive 2K1C
mice, the EDHF pathway was the primary contributor and
was scarcely altered in the endothelium-dependent relax-
ation response to ACh in the MAB. This finding corrobo-
rates a previous study showing that EDHF-mediated
dilatory responses were unaffected in mesenteric resistance
vessels in RAS-dependent hypertensive mice [63]. More-
over, our data show that in the vasodilator pathway, the im-
pairment of NO/cGMP was the primary contributor to
endothelial dysfunction, followed by PGI2, as determined
using hypertensive 2K1C mice. Indeed, the contribution of
NO and PGI2 to endothelial function in the 2K1C mice
was reduced to approximately 35% and 50%, respectively,
of that in the Sham mice. By blocking NAD(P)H using
apocynin, we also found that the levels of ROS, which have
opposing effects to those of NO and PGI2, were increased
approximately 6-fold in the 2K1C mice, in agreement with
the rat model of renovascular hypertension [48,64]. This
finding may be because high BP (enhanced shear stress)
and activation of the RAS have been shown to increase
ROS production by NAD(P)H oxidase via the AT1 receptor
axis, decreasing NO bioavailability in the 2K1C mice
[27,30,45,65]. The hypothesis that it occurs an imbalance
between NO and O2 levels in the endothelial cells isolated
from MAB, but not only systemically [21,30,31], was con-
firmed in a separated set of experiments by flow cytometry
in the present study. Additionally, by using the HPF stain-
ing, we found in renovascular hypertensive mice an in-
crease of endothelial production of peroxynitrite, which is
derived from the reaction of NO with the superoxide anion.
Taken together, these results suggest a relevant role of im-
pairments of the NOS/cGMP and prostanoid/cAMP path-
ways and the activation of the ROS/cGMP pathway in the
endothelial dysfunction observed in RAS-dependent hyper-
tension [66].
The second novel finding based on endothelial func-

tion analysis is that sildenafil recovered endothelial func-
tion to normal levels, as indicated by the parameters of
the dose–response curve to ACh (Rmax and AUC) and
flow cytometry analysis of ROS. The recovery of endothe-
lial function by sildenafil treatment primarily occurred due
to a marked increase in the vasodilatory contribution of
NO and a marked decrease in the levels of superoxide and
(consequently) peroxynitrite anions. Recent data have
shown that this vasodilator effect of sildenafil may involve
indirect mechanisms, such as upregulation of BH4 and
soluble guanylate cyclase (sGC) enzyme, besides the inhib-
ition of NADPH oxidase activity, leading to the increase of
NO bioavailability [67]. These findings corroborate the no-
tion that the inhibition of PDE5 in the vessels in smooth
muscle directly enhances the NO/cGMP signaling path-
way by inhibiting cGMP degradation and subsequently
facilitating vessel relaxation [68].

Conclusion
In conclusion, our data show that the chronic treatment
of Ang-induced renovascular hypertensive mice with the
PDE5 inhibitor sildenafil leads to a decrease in high BP
and tachycardia, probably by decreasing the levels of
plasma and intrarenal Ang II and increasing the levels of
its physiological antagonist Ang 1–7. Additionally, sil-
denafil was able to abolish the endothelial dysfunction
and the increased production of •O2

− of resistance ves-
sels and then restoring the NO/ROS balance. The above
data and interpretation indicate that the activation of the
ACE2-Ang (1–7)-Mas axis by sildenafil may represent a
novel therapeutic target in the context of endothelial
dysfunction. Therefore, the present data revealing the
beneficial effects of sildenafil support the concept that
this inhibitor of PDE5 could be included in the hallmark
of anti-hypertensive agents currently available, especially
as an additional drug in patients with resistant hyperten-
sion despite the use of three or more drugs and in pa-
tients with endothelial dysfunction and kidney disease.

Limitations and perspectives
Although the present study was designed to assess the
functional beneficial effects of sildenafil, a limitation is that
our experiments did not completely elucidate the mecha-
nisms underlying the specific molecular pathways by
which sildenafil exerts its beneficial effects; we plan to ad-
dress this issue in further studies. However, this transla-
tional research is of clinical relevance because it reveals
new concept of interaction of sildenafil with the RAS and
opens the perspective of using sildenafil to stimulate the
production of Ang 1–7 as a new therapeutic approach for
the treatment of renovascular hypertension an endothelial
dysfunction, as well as for resistant hypertension.

Abbreviations
2K1C: Two-kidney, one-clip; ACh: Acetylcholine; ACE: Angiotensin converting
enzyme; Ang II: Angiotensin; BP: Blood pressure; DHE: Dihydroethidium;
EDHF: Endothelium-derived hyperpolarizing factor; eNOS: Endothelial nitric



Dias et al. Journal of Translational Medicine 2014, 12:250 Page 13 of 14
http://www.translational-medicine.com/content/12/1/250
oxide synthase; HR: Heart rate; L-NAME: N-nitro-L-arginine methyl ester;
MAB: Mesenteric arterial bed; MAP: Mean arterial blood pressure; NAD(P)
H: Nicotinamide adenine dinucleotide phosphate; NO: Nitric oxide;
PDE: Phosphodiesterase; RAS: Renin-angiotensin system; ROS: Reactive
oxygen species; SNP: Sodium nitroprusside.

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

Authors’ contributions
ATD, ALG, ASC and JCF carried out experimental analysis and acquisition of
data, analysis and interpretation of the data and drafted the manuscript. ZP
and DEC carried out the protocol of analysis of Angiotensin II at the Federal
University of Sao Paulo. CMB participated in the study’s design and in the
critical revision of the manuscript. IBSG co-supervised the graduated students
and revised the manuscript. BPC and TMCP participated in the supervision
and in the critical revision of the manuscript. SSM and ECV contributed to
the conception, design and supervision of the study and interpretation of
data. All authors read and approved the final version of the manuscript.

Acknowledgements
ECV is supported by the National Council for the Development of Science
and Technology (CNPq, Ref. 302582/2011-8 and 476525/2012-8 Grants) and
the State Agency for the Development of Science and Technology (FAPES/
Universal 012/2011/Proc. 54498465). SSM is supported by the National
Council for the Development of Science and Technology (CNPq, Ref.305188/
2012-7 Grant) and the State Agency for the Development of Science and
Technology (FAPES/CNPq/Pronex Grant 012/2009). ALG is supported by the
National Council for the Development of Science and Technology (CNPq,
Ref. 473177/2013-7 Grant).

Author details
1Laboratory of Translational Physiology, Health Sciences Center, Federal
University of Espirito Santo, Vitoria, ES, Brazil. 2Emescam School of Health
Sciences, Vitoria, ES, Brazil. 3Department of Medicine, Nephrology Division,
Federal University of Sao Paulo, Sao Paulo, SP, Brazil. 4Pharmaceutical
Sciences Graduate Program, Health Sciences Center, Federal University of
Espirito Santo, Vitoria, ES, Brazil. 5Department of Physiology and Pathology,
Health Sciences Center, Federal University of Paraiba, João Pessoa, PB, Brazil.
6Pharmaceutical Sciences Graduate Program, University Vila Velha (UVV), Vila
Velha, ES, Brazil. 7Federal Institute of Education, Science and Technology
(IFES), Vila Velha, ES, Brazil.

Received: 17 June 2014 Accepted: 30 August 2014

References
1. Chokshi NP, Grossman E, Messerli FH: Blood pressure and diabetes: vicious

twins. Heart 2013, 99(8):577–585.
2. Silva BR, Pernomian L, Bendhack LM: Contribution of oxidative stress to

endothelial dysfunction in hypertension. Front Physiol 2012, 3:441.
3. Campagnaro BP, Gava AL, Meyrelles SS, Vasquez EC: Cardiac-autonomic

imbalance and baroreflex dysfunction in the renovascular angiotensin-
dependent hypertensive mouse. Int J Hypertens 2012, 2012:968123.

4. Faselis C, Doumas M, Papademetriou V: Common secondary causes of
resistant hypertension and rational for treatment. Int J Hypertens 2011,
2011:236239.

5. Navar LG, Zou L, Von Thun A, Tarng Wang C, Imig JD, Mitchell KD:
Unraveling the mystery of Goldblatt Hypertension. News Physiol Sci 1998,
13:170–176.

6. Piecha G, Wiecek A, Januszewicz A: Epidemiology and optimal
management in patients with renal artery stenosis. J Nephrol 2012,
25(6):872–878.

7. Elliott WJ: Renovascular hypertension: an update. J Clin Hypertens 2008,
10(7):522–533.

8. Carey RM: Resistant hypertension. Hypertension 2013, 61(4):746–750.
9. Vassallo DV, Vasquez EC, Cabral AM: Contractile performance of papillary

muscles of renovascular hypertensive and isoproterenol-pretreated rats.
Pharmacol Res Commun 1988, 20(1):61–72.
10. Abreu GR, Futuro-Neto HA, Cabral AM, Vasquez EC: L-arginine restores the
effect of ouabain on baroreceptor activity and prevents hypertension.
Hypertension 1999, 34(4 Pt 2):729–732.

11. Pereira TM, Balarini CM, Silva IV, Cabral AM, Vasquez EC, Meyrelles SS:
Endogenous angiotensin II modulates nNOS expression in renovascular
hypertension. Braz J Med Biol Res 2009, 42(7):685–691.

12. Nogueira BV, Peotta VA, Meyrelles SS, Vasquez EC: Evaluation of aortic
remodeling in apolipoprotein E-deficient mice and renovascular
hypertensive mice. Arch Med Res 2007, 38(8):816–821.

13. Gava AL, Peotta VA, Cabral AM, Vasquez EC, Meyrelles SS: Overexpression
of eNOS prevents the development of renovascular hypertension in
mice. Can J Physiol Pharmacol 2008, 86(7):458–464.

14. Peotta VA, Gava AL, Vasquez EC, Meyrelles SS: Evaluation of baroreflex
control of heart rate in renovascular hypertensive mice. Can J Physiol
Pharmacol 2007, 85(8):761–766.

15. Arruda RM, Peotta VA, Meyrelles SS, Vasquez EC: Evaluation of vascular
function in apolipoprotein E knockout mice with angiotensin-dependent
renovascular hypertension. Hypertension 2005, 46:932–936.

16. Santos RA, Ferreira AJ, Verano-Braga T, Bader M: Angiotensin-converting
enzyme 2, angiotensin-(1–7) and Mas: new players of the renin-
angiotensin system. J Endocrinol 2013, 216(2):R1–R17.

17. Ferreira AJ, Santos RA: Cardiovascular actions of angiotensin-(1–7). Braz J
Med Biol Res 2005, 38:499–507.

18. Ferrario CM: Angiotensin-converting enzyme 2 and angiotensin-(1–7): an
evolving story in cardiovascular regulation. Hypertension 2006, 47(3):515–521.

19. Sihn G, Rousselle A, Vilianovitch L, Burckle C, Bader M: Physiology of the
(pro)renin receptor: Wnt of change? Kidney Int 2010, 78(3):246–256.

20. Nogueira BV, Palomino Z, Porto ML, Balarini CM, Pereira TM, Baldo MP,
Casarini DE, Meyrelles SS, Vasquez EC: Granulocyte colony stimulating
factor prevents kidney infarction and attenuates renovascular
hypertension. Cell Physiol Biochem 2012, 29(1–2):143–152.

21. Dias AT, Rodrigues BP, Porto ML, Gava AL, Balarini CM, Freitas FP, Palomino
Z, Casarini DE, Campagnaro BP, Pereira TM, Meyrelles SS, Vasquez EC:
Sildenafil ameliorates oxidative stress and DNA damage in the stenotic
kidneys in mice with renovascular hypertension. J Transl Med 2014, 12:35.

22. Meyrelles SS, Peotta VA, Pereira TM, Vasquez EC: Endothelial dysfunction in
the apolipoprotein E-deficient mouse: insights into the influence of diet,
gender and aging. Lipids Health Dis 2011, 10:211.

23. Cola MS, Gava AL, Meyrelles SS, Vasquez EC: Endothelial dysfunction of
resistance vessels in female apolipoprotein E-deficient mice. Lipids Health
Dis 2010, 9:51.

24. de Carvalho MH, Nigro D, Scivoletto R, Barbeiro HV, de Oliveira MA, de
Nucci G, Fortes ZB: Comparison of the effect of endothelin on
microvessels and macrovessels in Goldblatt II and deoxycorticosterone
acetate-salt hypertensive rats. Hypertension 1990, 15(2 Suppl):I68–I71.

25. Fortes ZB, Costa SG, Nigro D, Scivoletto R, de Oliveira MA, de Carvalho MH:
Effect of indomethacin on the microvessel reactivity of two-kidney,
one-clip hypertensive rats. Arch Int Pharmacodyn Ther 1992, 316:75–89.

26. Raja SG, Nayak SH: Sildenafil: emerging cardiovascular indications.
Ann Thorac Surg 2004, 78(4):1496–1506.

27. Balarini CM, Leal MA, Gomes IBS, Pereira TMC, Gava AL, Meyrelles SS,
Vasquez EC: Sildenafil restores endothelial function in the apolipoprotein
E knockout mouse. J Transl Med 2013, 11:3.

28. Montani D, Chaumais MC, Savale L, Natali D, Price LC, Jaïs X, Humbert M,
Simonneau G, Sitbon O: Phosphodiesterase type 5 inhibitors in
pulmonary arterial hypertension. Adv Ther 2009, 26(9):813–825.

29. Rodrigues BP, Campagnaro BP, Balarini CM, Pereira TM, Meyrelles SS, Vasquez
EC: Sildenafil ameliorates biomarkers of genotoxicity in an experimental
model of spontaneous atherosclerosis. Lipids Health Dis 2013, 28:12. 128.

30. Campagnaro BP, Tonini CL, Nogueira BV, Casarini DE, Vasquez EC, Meyrelles
SS: DNA damage and augmented oxidative stress in bone marrow
mononuclear cells from angiotensin-dependent hypertensive mice. Int J
Hypertens 2013, 2013:305202.

31. Campagnaro BP, Tonini CL, Doche LM, Nogueira BV, Vasquez EC, Meyrelles
SS: Renovascular hypertension leads to DNA damage and apoptosis in
bone marrow cells. DNA Cell Biol 2013, 32(8):458–466.

32. Walker DK, Ackland MJ, James GC, Muirhead GJ, Rance DJ, Wastall P, Wright
PA: Pharmacokinetics and metabolism of sildenafil in mouse, rat, rabbit,
dog and man. Xenobiotica 1999, 29(3):297–310.

33. Mattson DL: Comparison of arterial blood pressure in different strains of
mice. Am J Hypertens 2001, 14(5 Pt 1):405–408.



Dias et al. Journal of Translational Medicine 2014, 12:250 Page 14 of 14
http://www.translational-medicine.com/content/12/1/250
34. Prieto MC, González-Villalobos RA, Botros FT, Martin VL, Pagán J, Satou R,
Lara LS, Feng Y, Fernandes FB, Kobori H, Casarini DE, Navar LG: Reciprocal
changes in renal ACE/Ang II and ACE2/ANG 1–7 are associated with
enhanced collecting duct renin in Goldblatt hypertensive rats. Am J
Physiol Renal Physiol 2011, 300:F749–F755.

35. Santos RA, Ferreira AJ: Angiotensin-(1–7) and the renin–angiotensin
system. Curr Opinion Nephrol Hypertens 2007, 16:122–128.

36. Sadjadi J, Kramer GL, Yu CH, Burress Welborn M 3rd, Chappell MC, Gregory
Modrall J: Angiotensin converting enzyme-independent angiotensin ii
production by chymase is up-regulated in the ischemic kidney in
renovascular hypertension. J Surg Res 2005, 127(2):65–69.

37. Ferrario CM, Jessup J, Chappell MC, Averill DB, Brosnihan KB, Tallant EA, Diz
DI, Gallagher PE: Effect of angiotensin-converting enzyme inhibition
andangiotensin II receptor blockers on cardiac angiotensin-converting
enzyme 2. Circulation 2005, 111(20):2605–2610.

38. Gallagher PE, Chappell MC, Ferrario CM, Tallant EA: Distinct roles for ANG II
and ANG-(1–7) in the regulation of angiotensin-converting enzyme 2 in
rat astrocytes. Am J Physiol Cell Physiol 2006, 290(2):C420–C426.

39. Chappell MC, Marshall AC, Alzayadneh EM, Shaltout HA, Diz DI: Update on
the angiotensin converting enzyme 2-angiotensin (1–7)-Mas receptor
axis: fetal programing, sex differences, and intracellular pathways.
Front Endocrinol (Lausanne) 2014, 4:201.

40. Koka V, Huang XR, Chung AC, Wang W, Truong LD, Lan HY: Angiotensin II
up-regulates angiotensin I-converting enzyme (ACE), but down-regulates
ACE2 via the AT1-ERK/p38 MAP kinase pathway. Am J Pathol 2008,
172(5):1174–1183.

41. Hartono SP, Knudsen BE, Zubair AS, Nath KA, Textor SJ, Lerman LO, Grande
JP: Redox signaling is an early event in the pathogenesis of renovascular
hypertension. Int J Mol Sci 2013, 14(9):18640–18656.

42. Cervenka L, Vanecková I, Husková Z, Vanourková Z, Erbanová M, Thumová
M, Skaroupková P, Opocenský M, Malý J, Chábová VC, Tesar V, Bürgelová M,
Viklický O, Teplan V, Zelízko M, Kramer HJ, Navar LG: Pivotal role of
angiotensin II receptor subtype 1A in the development of two-kidney,
one-clip hypertension: study in angiotensin II receptor subtype 1A
knockout mice. J Hypertens 2008, 26(7):1379–1389.

43. Rakušan D, Bürgelová M, Vaněčková I, Vaňourková Z, Husková Z,
Skaroupková P, Mrázová I, Opočenský M, Kramer HJ, Netuka I, Malý J, Alenina
N, Bader M, Santos RA, Cervenka L: Knockout of angiotensin 1–7 receptor Mas
worsens the course of two-kidney, one-clip Goldblatt hypertension: roles of
nitric oxide deficiency and enhanced vascular responsiveness to angiotensin
II. Kidney Blood Press Res 2010, 33(6):476–488.

44. Wiesel P, Mazzolai L, Nussberger J, Pedrazzini T: Two-kidney, one clip and
one-kidney, one clip hypertension in mice. Hypertension 1997, 29:1025–1030.

45. Salguero G, Akin E, Templin C, Kotlarz D, Doerries C, Landmesser U, Grote K,
Schieffer B: Renovascular hypertension by two-kidney one-clip enhances
endothelial progenitor cell mobilization in a p47phox-dependent
manner. J Hypertens 2008, 26(2):257–268.

46. Castro MM, Rizzi E, Rascado RR, Nagassaki S, Bendhack LM, Tanus-Santos JE:
Atorvastatin enhances sildenafil-induced vasodilation through nitric
oxide-mediated mechanisms. Eur J Pharmacol 2004, 498(1–3):189–194.

47. Neto-Neves EM, Dias-Junior CA, Uzuelli JA, Pereira RP, Spiller F, Czaikoski PG,
Tanus-Santos JE: Sildenafil improves the beneficial hemodynamic effects
exerted by atorvastatin during acute pulmonary thromboembolism. Eur J
Pharmacol 2011, 670(2–3):554–560.

48. Guimarães DA, Rizzi E, Ceron CS, Pinheiro LC, Gerlach RF, Tanus-Santos JE:
Atorvastatin and sildenafil lower blood pressure and improve endothelial
dysfunction, but only atorvastatin increases vascular stores of nitric
oxide in hypertension. Redox Biol 2013, 1(1):578–585.

49. Savergnini SQ, Beiman M, Lautner RQ, de Paula-Carvalho V, Allahdadi K,
Pessoa DC, Costa-Fraga FP, Fraga-Silva RA, Cojocaru G, Cohen Y, Bader M,
de Almeida AP, Rotman G, Santos RA: Vascular relaxation, antihypertensive
effect, and cardioprotection of a novel peptide agonist of the MAS
receptor. Hypertension 2010, 56(1):112–120.

50. Shah A, Oh YB, Lee SH, Lim JM, Kim SH: Angiotensin-(1–7) attenuates
hypertension in exercise-trained renal hypertensive rats. Am J Physiol
Heart Circ Physiol 2012, 302(11):H2372–H2380.

51. Andresern BT, Shome K, Jackson EK, Romero GG: AT2 receptors cross talk with
AT1 receptors through a nitric oxide- and RhoA-dependent mechanism
resulting in decreased phospholipase D activity. Am J Physiol Renal Physiol
2005, 288(4):F763–F770.
52. Babu CS, Kalaivani P, Ranju V, Sathiya S, Anbarasi C, Mahadevan MV,
Vijayakumar H, Sunil AG, Thanikachalam S: Venthamarai chooranam, a
polyherbal Siddha medicine, alleviates hypertension via AT1R and eNOS
signaling pathway in 2K1C hypertensive rats. Exp Biol Med (Maywood)
2014, 239(6):758–769.

53. Hiyoshi H, Yayama K, Takano M, Okamoto H: Angiotensin type 2
receptor-mediated phosphorylation of eNOS in the aortas of mice with
2-kidney, 1-clip hypertension. Hypertension 2005, 45(5):967–973.

54. Blanch GT, Freiria-Oliveira AH, Speretta GF, Carrera EJ, Li H, Speth RC,
Colombari E, Sumners C, Colombari DS: Increased Expression of Angiotensin
II Type 2 Receptors in the Solitary-Vagal Complex Blunts Renovascular
Hypertension. Hypertension 2014, (Epub ahead of print).

55. Milman HA, Arnold SB: Neurologic, psychological, and aggressive
disturbances with sildenafil. Ann Pharmacother 2002, 36(7–8):1129–1134.

56. Fazan R Jr, Huber DA, Silva CA, da Silva VJ D, Salgado MC, Salgado HC:
Sildenafil acts on the central nervous system increasing sympathetic
activity. J Appl Physiol (1985) 2008, 104(6):1683.

57. Dopp JM, Agapitov AV, Sinkey CA, Haynes WG, Phillips BG: Sildenafil
increases sympathetically mediated vascular tone in humans. Am J
Hypertens 2013, 26(6):762–769.

58. Neves C, Tufik S, Chediek F, Poyares D, Cintra F, Roizenblatt M, Abrantes F,
Monteiro MA, Roizenblatt S: Effects of sildenafil on autonomic nervous
function during sleep in obstructive sleep apnea. Clinics (Sao Paulo) 2010,
65(4):393–400.

59. Giachini FR, Lima VV, Carneiro FS, Tostes RC, Webb RC: Decreased cGMP
level contributes to increased contraction in arteries from hypertensive
rats: role of phosphodiesterase 1. Hypertension 2011, 57(3):655–663.

60. Schäfer A, Fraccarollo D, Pförtsch S, Flierl U, Vogt C, PfrAng J, Kobsar A,
Renné T, Eigenthaler M, Ertl G, Bauersachs J: Improvement of vascular
function by acute and chronic treatment with the PDE-5 inhibitor
sildenafil in experimental diabetes mellitus. Brit J Pharmacol 2008,
153(5):886–893.

61. Lee J, Choi KC, Yeum CH, Kim W, Yoo K, Park JW, Yoon PJ: Impairment of
endothelium-dependent vasorelaxation in chronic two-kidney, one clip
hypertensive rats. Nephrol Dial Transplant 1995, 10(5):619–623.

62. Shimokawa H, Yasutake H, Fujii K, Owada MK, Nakaike R, Fukumoto Y,
Takayanagi T, Nagao T, Egashira K, Fujishima M, Takeshita A: The
importance of the hyperpolarizing mechanism increases as the vessel
size decreases in endothelium-dependent relaxations in rat mesenteric
circulation. J Cardiovasc Pharmacol 1996, 28(5):703–711.

63. Wang D, Chabrashvili T, Borrego L, Aslam S, Umans JG: Angiotensin II
infusion alters vascular function in mouse resistance vessels: roles of O
and endothelium. J Vasc Res 2006, 43:109–119.

64. Dohi Y, Criscione L, Lüscher TF: Renovascular hypertension impairs
formation of endothelium-derived relaxing factors and sensitivity to
endothelin-1 in resistance arteries. Br J Pharmacol 1991, 104(2):349–354.

65. Jung O, Schreiber JG, Geiger H, Pedrazzini T, Busse R, Brandes RP:
gp91phox-containing NADPH oxidase mediates endothelial dysfunction
in renovascular hypertension. Circulation 2004, 109(14):1795–1801.

66. Zou M, Anges C: Cell-cell interaction between platelets and IL-1
beta-stimulated vascular smooth muscle cells in synthesis of thromboxane
A2. Prostaglandins Leukot Essent Fatty Acids 1997, 56(2):85–91.

67. Lee KC, Yang YY, Huang YT, Lee FY, Hou MC, Lin HC, Lee SD:
Administration of a low dose of sildenafil for 1 week decreases
intrahepatic resistance in rats with biliary cirrhosis: the role of NO
bioavailability. Clin Sci (Lond) 2010, 119(1):45–55.

68. Lohse MJ, Förstermann U, Schmidt HH: Pharmacology of NO: cGMP signal
transduction. Naunyn Schmiedebergs Arch Pharmacol 1998, 358(1):111–112.

doi:10.1186/s12967-014-0250-x
Cite this article as: Dias et al.: Inhibition of phosphodiesterase 5 restores
endothelial function in renovascular hypertension. Journal of Translational
Medicine 2014 12:250.


	Abstract
	Background
	Methods
	Results
	Conclusion

	Introduction
	Materials and methods
	Animals
	Induction of 2K1C renovascular hypertension and treatment
	Hemodynamic measurements
	Assessment of endothelial function
	Measurements of the angiotensin peptide levels
	Isolation and identification of endothelial cells from MAB
	Measurement of endothelium ROS
	Statistical analysis

	Results
	Body and kidney weights
	Blood pressure and heart rate
	Plasma angiotensin measurements
	Vascular function
	Flow cytometry analysis of oxidative stress in endothelial cells from MAB

	Discussion
	Conclusion
	Limitations and perspectives
	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


