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Abstract

Background: Patients with pulmonary arterial hypertension (PAH) are treated with vasodilators, including
endothelin receptor antagonists (ERAs), phosphodiesterase-5 (PDE-5) inhibitors, soluble guanylyl cyclase activators,
and prostacyclin. Despite recent advances in pharmacotherapy for individuals with PAH, morbidity and mortality
rates in this patient population remain unacceptably high. Here, we tested the hypothesis that combination therapy
with two PAH drugs that target distinct biochemical pathways will provide superior efficacy relative to monotherapy
in the rat SU5416 plus hypoxia (SU-Hx) model of severe angioproliferative PAH, which closely mimics the human
condition.

Methods: Male Sprague Dawley rats were injected with a single dose of SU5416, which is a VEGF receptor
antagonist, and exposed to hypobaric hypoxia for three weeks. Rats were subsequently housed at Denver altitude
and treated daily with the PDE-5 inhibitor, tadalafil (TAD), the type A endothelin receptor (ETA) antagonist, ambrisentan
(AMB), or a combination of TAD and AMB for four additional weeks.

Results: Monotherapy with TAD or AMB led to modest reductions in pulmonary arterial pressure (PAP) and right
ventricular (RV) hypertrophy. In contrast, echocardiography and invasive hemodynamic measurements revealed that
combined TAD/AMB nearly completely reversed pulmonary hemodynamic impairment, RV hypertrophy, and RV
functional deficit in SU-Hx rats. Efficacy of TAD/AMB was associated with dramatic reductions in pulmonary vascular
remodeling, including suppression of endothelial cell plexiform lesions, which are common in human PAH.

Conclusions: Combined therapy with two vasodilators that are approved for the treatment of human PAH provides
unprecedented efficacy in the rat SU-Hx preclinical model of severe, angioproliferative PAH.
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Background
Pulmonary arterial hypertension (PAH) is associated with
dramatic structural remodeling of small pulmonary arter-
ies (PAs) [1]. The remodeling process is due to excessive
proliferation of fibroblasts, endothelial cells and smooth
muscle cells, and correlates with vascular inflammation
and adventitial fibrosis. Occlusion of PAs, coupled with
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aberrant vasoconstriction, causes severe increases in pul-
monary vascular resistance (PVR) and often culminates in
right-sided heart failure. As such, it has been proposed
that anti-proliferative agents should be used in combination
with vasodilators for the treatment of PAH. To address this
hypothesis, a Phase III clinical trial was performed with
the anti-cancer agent imatinib in patients with PAH and
receiving background standard-of-care (SOC) therapy
[2]; current SOC for PAH typically involves the use of
vasodilators, including endothelin receptor antagonists
(ERAs), phosphodiesterase-5 (PDE-5) inhibitors, and
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prostacyclins [3]. Imatinib treatment improved exercise
tolerance and pulmonary hemodynamics in PAH patients.
However, despite functional improvements, imatinib caused
serious adverse side effects, and thus will not be developed
further for the PAH indication [2]. As such, there remains a
significant unmet medical need with regard to treatment of
PAH in humans.
To model PAH pre-clinically, rodents are often exposed

to chronic hypoxia, which causes pulmonary vasoconstric-
tion and right ventricular (RV) hypertrophy [4,5]. An al-
ternative rodent model is based on administration of the
plant alkyloid, monocrotaline, which is thought to trigger
PAH by altering pulmonary artery endothelial cell func-
tion [6]. Despite their widespread use and utility, neither
model exhibits the obliterative vascular lesions found in
human PAH. A breakthrough in PAH research was pro-
vided by the discovery that combining hypoxia with the
VEGF receptor inhibitor, SU5416, in rats results in pro-
gressive and severe PAH characterized by occlusive neoin-
tima and complex plexiform lesions reminiscent of those
found in lungs of patients with PAH [7,8]. In this model,
which will hereafter be referred to as SU-Hx, rats develop
RV failure and PAH that is directly correlated with the de-
gree of occluded vessels [9].
SOC therapies for PAH have exhibited only minimal

efficacy in the SU-Hx model, which is consistent with
the palliative actions of approved PAH drugs, and the in-
ability of these drugs to significantly prolong lifespan in
PAH patients. For example, the soluble guanylate cyclase
(sGC) agonist riociguat lowered PA pressure (PAP) by
approximately 15% in SU-Hx rats, and the PDE-5 inhibi-
tor, sildenafil, was even less effective in the model [10].
The ERA bosentan modestly reduced RV hypertrophy in
SU-Hx rats, and prevented further increases in RV sys-
tolic pressure (RVSP) when delivered starting on day 10
of a 21-day study [11]. Ex vivo, BQ123, a peptide ERA,
was able to partially block spontaneous vasoconstriction
in blood-perfused lungs excised from SU-Hx rats [9].
We hypothesized that, relative to monotherapy, simul-

taneous use of two FDA-approved PAH drugs that target
distinct but redundant biochemical pathways will pro-
vide superior efficacy in the SU-Hx model. To test this
hypothesis, the PDE-5 inhibitor, tadalafil (TAD) [12,13],
was tested in combination with the type A endothelin
receptor (ETA) antagonist, ambrisentan (AMB) [14,15],
for ability to reverse pre-existing PAH in SU-Hx rats.
The data presented here reveal profound and unparal-
leled efficacy of combined TAD/AMB in the rat SU-Hx
model.

Methods
Experimental animals
Animal experiments were approved by the Institutional
Animal Care and Use Committee at the University of
Colorado Denver. Ten week-old male Sprague Dawley
rats (Charles River Laboratories) were used for all studies.
A single dose of SU5416 (Tocris Bioscience; 20 mg/kg) or
vehicle control (50% DMSO and 50% of a solution con-
taining 0.5% carboxymethylcellulose sodium, 0.9% sodium
chloride, 0.4% Tween-80, 0.9% benzyl alcohol in deion-
ized water) was administered at day zero. Rats receiv-
ing SU5416 and were housed in a hypobaric chamber to
simulate an altitude of 18,000 feet above sea level and cre-
ate a hypoxic environment (10% 02). Normoxic control
rats were maintained in chambers simulating sea level
(21% 02). After three weeks, all animals were transferred
to Denver altitude and treated daily for four weeks by oral
gavage with vehicle (0.5% hydroxypropyl-methyl cellu-
lose), tadalafil (10 mg/kg), ambrisentan (10 mg/kg), or a
combination of tadalafil and ambrisentan (10 mg/kg of
each compound). Tadalafil and ambrisentan were obtained
from Sequoia Research Products.

Hemodynamic analysis
Echocardiographic analyses were performed using aVevo770
(VisualSonics). Animals were anesthetized using 2% isoflur-
ane and their body temperature was maintained at 37°C.
Pulse-wave Doppler of pulmonary outflow was recorded
in the parasternal short-axis view at the level of the aortic
valve. Baseline measurements were obtained one day prior
to placing animals in chambers and serially thereafter. RV
hemodynamics were assessed at end-point and after the
last ultrasound analysis using a pressure-volume system
(Scisense); rats were ventilated with 100% oxygen and 2%
isoflurane (Hallowell). Systemic blood pressure was moni-
tored with another pressure catheter inserted in the fem-
oral artery and steady-state hemodynamics were recorded.
PAP was measured with the same catheter advanced to
the main pulmonary artery; correct placement of the cath-
eter was confirmed by observing a significant rise in dia-
stolic pressure as the catheter moved out of the ventricle.
For data from all in vivo studies, GraphPad Prism software
was used to generate graphs and analyze data. ANOVA
with Bonferroni’s post-test (P < 0.05) was used to deter-
mine statistical differences between groups.

Tissue procurement and analysis
After end-point hemodynamic measurements were ob-
tained, rats were sacrificed by exsanguination. Hepari-
nazed blood was used to measure blood gases (ABL825
Flex, Radiometer). Lungs were flushed with cold saline
and the left lobe was inflated with a mixture of 50:50
cryoprotective embedding medium (OCT) and 30% su-
crose, then cut longitudinally and snap-frozen in a block
containing OCT. For assessment of pulmonary vascular
remodeling, lung sections were stained with hematoxylin
and eosin. Stereological assessment of intima (i.e., oblit-
erative) and media (i.e., thickening) was performed using
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Figure 1 Monotherapy to block PDE-5 or ETA signaling modestly reduces pulmonary pressure and RV hypertrophy. (A) Study design.
Animals received 10 mg/kg tadalafil (TAD) or ambrisentan (AMB) once daily by oral gavage starting after week three. (B–C) Mean pulmonary
arterial pressure (mPAP) and PA pulse pressure (PAPP) were measured invasively at study endpoint. (D) RV hypertrophy was assessed by weighing
ventricular chambers at the time of necropsy, and is expressed as a ratio to LV + septum (S). (E) The gene encoding regulator of calcineurin-1
(RCAN1) is regulated by the nuclear factor of activated T cells (NFAT) transcription factor, which translocates to the nucleus in response
to dephosphorylation by the pro-hypertrophic phosphatase, calcineurin. (F) RCAN1 expression in RV homogenates was detected by
immunoblotting. Calnexin served as a loading control. Values represent mean +/−SEM. *P < 0.05 vs. normoxia; †P < 0.05 vs. SU-Hx + vehicle (Veh).
AMB significantly reduced pulmonary arterial pressure and RV hypertrophy, while TAD was without effect. Neither compound consistently blocked RV
calcineurin signaling.
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Figure 2 (See legend on next page.)
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Figure 2 Combined PDE-5 and ETA inhibition reverses pulmonary hemodynamic impairment and RV hypertrophy in SU-Hx rats.
(A) Study design. Animals received 10 mg/kg each of tadalafil (TAD) and ambrisentan (AMB) once daily by oral gavage starting after week three.
(B) Pulmonary artery acceleration time (PAAT) and velocity time integral (VTI) were quantified using Doppler images. Systolic notching of PA
blood flow in an SU-Hx rat treated with vehicle is indicated. (C and D) PAAT and VTI were significantly reduced in SU-Hx rats compared to
normoxic controls, indicating increased pulmonary arterial pressure. PAAT and VTI were rescued by TAD/AMB treatment. (E–G) M-mode
echocardiographic images revealed increased RV anterior wall thickness in SU-Hx rats, which was dramatically reduced by TAD/AMB treatment. For all
graphs, values represent mean +/−SEM. *P < 0.05 vs. SU-Hx + vehicle (Veh). Normoxia (n = 8); SU-Hx (n = 10); SU-Hx + AMB/TAD (n = 12).
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a sampling strategy outlined in Stacher et al. [16], which
determined that ~40 histological fields provide ~100 hit-
ting points in intima using a 512 point grid. The structure-
specific hitting points were normalized by grid points
hitting alveolar septa, which should not change in un-
treated vs. treated SU-Hx rats, therefore providing a key
measure of the reference tissue. This provides the volume
density of intima or media in relation to alveolar septa,
which is dimensionless. Stereological assessment was per-
formed with coded slides, which were assigned using a ran-
dom number generator.
Frozen lung sections were fixed with 4% paraformalde-

hyde for 15 minutes prior to staining for von Willebrand
factor (vWF; endothelial cells) and α-smooth muscle
actin (αSMA; smooth muscle cells). Antibodies: anti-
vWF (Abcam, ab6994), Cy3-anti-αSMA (Sigma, C6198),
and FITC-anti-rabbit IgG (Invitrogen, A11034). Vectashield
mounting medium with DAPI (Vector, H-1500) was used
to mount coverslip to slides.
RV was dissected from LV by cutting along the septum

and the outer wall of the LV and weighed. Fifty milli-
gram biopsies of RV free wall were flash-frozen in liquid
nitrogen for biochemical analysis. Protein lysates were
prepared in PBS (pH 7.4) containing 0.5% Triton X-100,
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300 mM NaCl and protease/phosphatase inhibitor cock-
tail (Thermo Fisher) using a Bullet Blender homogenizer
(Next Advance). Proteins were resolved by SDS-PAGE,
transferred to nitrocellulose membranes (BioRad) and
probed with antibodies for RCAN-1 [17] or calnexin
(Santa Cruz Biotechnology, sc-11397). Proteins were de-
tected using a SuperSignal West Pico chemilumines-
cence system (Thermo Scientific) and a FluorChem HD2
imager (Alpha Innotech).

Results and discussion
Monotherapy to inhibit PDE-5 or ETA signaling modestly
reduces PAH and RV hypertrophy in SU-Hx rats
Adult male Sprague Dawley (SD) rats were given a single
injection of SU5416 and subsequently housed in a hypo-
baric chamber to simulate an altitude of 18,000 feet
above sea level and create a hypoxic environment (10% 02)
(Figure 1A). Normoxic control rats were maintained in
chambers simulating sea level (21% 02). After three weeks,
all animals were transferred to Denver altitude and treated
daily (QD) by oral gavage (PO) with TAD, AMB or vehicle
control for an additional four weeks.
Invasive hemodynamic measurements were obtained
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both compounds), only AMB reduced mean PAP, albeit
incompletely (Figure 1B). AMB also lowered PA pulse
pressure (PAPP), suggesting that the compound in-
creased arterial compliance in the lungs of SU-Hx rats
(Figure 1C). Consistent with the hemodynamic measure-
ments, RV hypertrophy was modestly suppressed by
AMB monotherapy, but was unaffected by TAD treat-
ment (Figure 1D).
Calcineurin stimulates cardiac hypertrophy by dephos-

phorylating the pro-hypertrophic transcription factor,
nuclear factor of activated T cells (NFAT). Upon dephos-
phorylation, NFAT translocates to the nucleus where it
drives expression of genes that govern the hypertrophic
response. In the heart, calcineurin activity can be moni-
tored indirectly by assessing expression of RCAN1 (regu-
lator of calcineurin 1), since the RCAN1 gene promoter
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harbors 15 NFAT binding sites (Figure 1E) [18]. As shown
in Figure 1F, calcineurin activity (as measured by RCAN1
expression) was dramatically elevated in RVs of SU-Hx
rats and was not significantly altered by TAD or AMB
treatment, which is consistent with the minimal effects of
these compounds on RV hypertrophy (Figure 1D).

Combined PDE-5 and ETA inhibition reverses pulmonary
hemodynamic impairment and RV hypertrophy in SU-Hx
rats
We next sought to determine whether simultaneously tar-
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exposing male SD rats to SU5416 and three weeks of hyp-
oxia, as described above. As indicated in Figure 2A, serial
echocardiography was performed to assess disease pro-
gression and effects of dual PDE-5/ETA inhibition.
At three weeks, immediately prior to TAD/AMB treat-

ment, SU-Hx rats exhibited reduced pulmonary artery ac-
celeration time (PAAT) and velocity time integral (VTI).
Remarkably, both parameters of PA blood flow were dra-
matically reversed by TAD/AMB treatment (Figure 2B–D).
Reduced pulmonary vascular compliance often causes
transient cessation of forward PA blood flow during
systole, which is detected by Doppler as a “notch” in the
signal. Systolic notching was readily detected in SU-Hx
rats, but was absent in animals treated with TAD/AMB
(Figure 2B). Consistent with the apparent reduction in
PAP in TAD/AMB-treated animals, analysis of M-mode
echocardiographic images of the heart revealed a signifi-
cant regression in RV wall thickness upon dual PDE-5/
ETA inhibition (Figure 2E–G).

Combined PDE-5 and ETA inhibition suppresses PAH and
improves RV function in SU-Hx rats
Invasive hemodynamic measurements obtained at study
endpoint revealed that combined TAD/AMB treatment
completely normalized PAP (Figure 3A and B). Reduced
PAP was associated with increased arterial oxygen partial
pressure (Figure 3C), which is likely due to enhanced ef-
ficiency of gas exchange between alveoli and arterioles
as a consequence of vasodilation.
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Pressure-volume analyses indicated highly elevated end-
systolic and diastolic pressures in RVs of SU-Hx rats, which
were reversed by TAD/AMB treatment (Figure 4A–C).
Pressure-volume data also demonstrated that TAD/AMB
reduced pulmonary vascular resistance (PVR) and im-
proved RV ejection fraction (Figure 4D and E). RV cardiac
output trended lower in SU-Hx rats, although the de-
crease was not statistically significant (Figure 4F).
In agreement with ultrasound data, RV hypertrophy in

SU-Hx rats was dramatically reduced by TAD/AMB treat-
ment (Figure 5A and B); LV mass was not altered in SU-Hx
rats (Figure 5C). Suppression of hypertrophy was associated
with reduced pro-hypertrophic calcineurin signaling in
the RV, as evidenced by inhibition of expression of RCAN1
(Figure 5D). Interestingly, despite that absence of LV hyper-
trophy, RCAN1 expression was elevated in the LVs of
some SU-Hx rats (Figure 5E).

Combined PDE-5 and ETA inhibition blocks pathological
pulmonary vascular remodeling in SU-Hx rats
A hallmark of the rat SU-Hx model is severe pulmonary
vascular remodeling. Compared to normoxic controls,
pulmonary arteries of SU-Hx rats were muscularized
and often severely occluded (Figure 6A and B). Classical
plexiform lesions were also observed in SU-Hx lungs
(Figure 6B). Notably, arterial remodeling was dramatic-
ally reduced in TAD/AMB-treated rats (Figure 6C–E),
suggesting that efficacy of this drug combination is due, in
part, to normalization of the structure of the pulmonary
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Figure 6 Combined PDE-5 and ETA inhibition blocks pathological pulmonary vascular remodeling in SU-Hx rats. Images of a normoxic
control lung (A), severely hypertensive lung in SU-Hx rats (B), and a lung from an SU-Hx animal treated with TAD/AMB for four weeks (C). Note
that the SU-Hx lungs have marked muscularization of a pulmonary artery (PA, arrowheads), alongside a bronchiole (b), with several occlusive
lesions located within the alveolar unit (arrows). TAD/AMB treatment led to normalization of pulmonary arteries, both at the bronchiolar level (b)
as well as in intra-alveolar compartment (arrows), similar to the pulmonary artery morphology (arrows) seen in control lungs. High magnification
images of the boxed areas are shown in the lower panels. In addition, in (B) the lower panel shows a classical plexiform-like lesion in a vehicle
treated SU-Hx rat. This image was taken from a different slide. pl, visceral pleura; magnification bar =50 μm. Intimal occlusion (D) and medial
thickening (E) in SU-Hx rats was reduced by TAD/AMB treatment. Values represent mean +/−SEM. *P < 0.05 vs. normoxia. †P < 0.05 vs. SU-Hx + vehicle.
(F) Representative images of lung arterioles stained for von Willebrand factor (vWF; endothelial cell marker) and alpha smooth muscle actin
(αSMA; smooth muscle cell marker). Images are overlaid with DAPI-stained nuclei; magnification bar =10 μm. Vessels from SU-Hx rats exhibited
expansion of smooth muscle and endothelial cells, which was reduced by TAD/AMB treatment.
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vascular bed. Consistent with this, subsequent anti-
body staining of lung sections revealed muscularization
and endothelial cell expansion in pulmonary arterioles in
SU-Hx rats, and this vascular remodeling was reduced by
TAD/AMB treatment (Figure 6F).

Conclusions
Morbidity and mortality rates for individuals with PAH
remain unacceptably high, underscoring the need for
additional therapeutic options [19]. In the current study,
monotherapy with 10 mg/kg tadalafil failed to reduce
PAP or RV hypertrophy in the rat SU5416 plus hypoxia
model of PH, while the same dose of ambrisentan was
mildly efficacious. In sharp contrast, combined treatment
with tadalafil and ambrisentan (10 mg/kg each), starting
when SU-Hx rats had pre-existing PH and RV hyper-
trophy, dramatically reversed multiple disease endpoints
in the lung and right side of the heart. The findings under-
score the promise of combinatorial therapy for PAH based
on simultaneous targeting of redundant signaling effec-
tors, PDE-5 and ETA, which serve crucial roles in the
pathogenesis of PAH.
AMBITION is a Phase III clinical trial designed to

assess whether treatment with a combination of TAD
and AMB provides superior efficacy over monotherapy
in newly diagnosed patients with PAH [20]; prelimin-
ary findings from the study were recently announced
at the European Respiratory Society meeting in Munich,
Germany. Participants in the trial include patients with
idiopathic pulmonary arterial hypertension (i.e., PAH or
World Health Organization classified Group I PH), as well
as individuals with PH due to insults such as structural
lung disease, toxin exposure and HIV infection. Based
on data presented here, it will be particularly enlight-
ening to determine whether TAD/AMB is efficacious in
severe, angioobliterative disease. Additionally, a compari-
son of AMBITION data with our results will provide an
unprecedented opportunity to address the predictive value
of the SU-Hx rat model with regard to translating re-
sults to the clinical setting. Such comparisons could have
a profound impact on the success rate of future drug
discovery efforts with experimental compounds for PAH,
such as inhibitors of leukotriene B4 biosynthesis [21].

Abbreviations
PAH: Pulmonary arterial hypertension; PDE-5: Phosphodiesterase-5;
AMB: Ambrisentan; TAD: Tadalafil.

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

Authors’ contributions
MAC, KMD-D, and KBS conducted all in vivo studies. WWB and RMT performed
histological analysis, and MSS conducted biochemical studies. MAC and TAM
wrote the manuscript, with critical input from all authors. All authors read and
approved the final manuscript.

Acknowledgements
We thank D. Irwin for assistance with blood gas measurements. KBS and MSS
were supported by a T32 training grant from the NIH (5T32HL007822-12),
and WWB was funded by the University of Colorado Denver Pharmacology
Program NIH T32 Training Grant (GM007635). TAM was supported by NIH
(HL116848 and AG043822) and the American Heart Association (Grant-in-Aid,
14510001).

Author details
1Department of Medicine, Division of Cardiology, University of Colorado
Denver, Aurora, CO, USA. 2Department of Medicine, Program in Translational
Lung Research, Division of Pulmonary Sciences and Critical Care Medicine,
University of Colorado Denver, Aurora, CO, USA.

Received: 29 August 2014 Accepted: 28 October 2014

References
1. Humbert M, Morrell NW, Archer SL, Stenmark KR, MacLean MR, Lang IM,

Christman BW, Weir EK, Eickelberg O, Voelkel NF, Rabinovitch M: Cellular
and molecular pathobiology of pulmonary arterial hypertension. J Am
Coll Cardiol 2004, 43:13S–24S.

2. Hoeper MM, Barst RJ, Bourge RC, Feldman J, Frost AE, Galie N,
Gomez-Sanchez MA, Grimminger F, Grunig E, Hassoun PM, Morrell NW,
Peacock AJ, Satoh T, Simonneau G, Tapson VF, Torres F, Lawrence D,
Quinn DA, Ghofrani HA: Imatinib mesylate as add-on therapy for
pulmonary arterial hypertension: results of the randomized IMPRES
study. Circulation 2013, 127:1128–1138.

3. Wu Y, O’Callaghan DS, Humbert M: An update on medical therapy
for pulmonary arterial hypertension. Curr Hypertens Rep 2013,
15:614–622.

4. Stenmark KR, Fagan KA, Frid MG: Hypoxia-induced pulmonary vascular
remodeling: cellular and molecular mechanisms. Circ Res 2006,
99:675–691.

5. Stenmark KR, Meyrick B, Galie N, Mooi WJ, McMurtry IF: Animal models
of pulmonary arterial hypertension: the hope for etiological discovery
and pharmacological cure. Am J Physiol Lung Cell Mol Physiol 2009,
297:L1013–L1032.



Cavasin et al. Journal of Translational Medicine 2014, 12:314 Page 10 of 10
http://www.translational-medicine.com/content/12/1/314
6. Gomez-Arroyo JG, Farkas L, Alhussaini AA, Farkas D, Kraskauskas D,
Voelkel NF, Bogaard HJ: The monocrotaline model of pulmonary
hypertension in perspective. Am J Physiol Lung Cell Mol Physiol 2012,
302:L363–L369.

7. Nicolls MR, Mizuno S, Taraseviciene-Stewart L, Farkas L, Drake JI, Al HA,
Gomez-Arroyo JG, Voelkel NF, Bogaard HJ: New models of pulmonary
hypertension based on VEGF receptor blockade-induced endothelial cell
apoptosis. Pulm Circ 2012, 2:434–442.

8. Taraseviciene-Stewart L, Kasahara Y, Alger L, Hirth P, Mc MG, Waltenberger J,
Voelkel NF, Tuder RM: Inhibition of the VEGF receptor 2 combined
with chronic hypoxia causes cell death-dependent pulmonary
endothelial cell proliferation and severe pulmonary hypertension.
FASEB J 2001, 15:427–438.

9. Oka M, Homma N, Taraseviciene-Stewart L, Morris KG, Kraskauskas D,
Burns N, Voelkel NF, McMurtry IF: Rho kinase-mediated vasoconstriction is
important in severe occlusive pulmonary arterial hypertension in rats.
Circ Res 2007, 100:923–929.

10. Lang M, Kojonazarov B, Tian X, Kalymbetov A, Weissmann N, Grimminger F,
Kretschmer A, Stasch JP, Seeger W, Ghofrani HA, Schermuly RT: The
soluble guanylate cyclase stimulator riociguat ameliorates pulmonary
hypertension induced by hypoxia and SU5416 in rats. PLoS One 2012,
7:e43433.

11. Rafikova O, Rafikov R, Kumar S, Sharma S, Aggarwal S, Schneider F, Jonigk D,
Black SM, Tofovic SP: Bosentan inhibits oxidative and nitrosative stress
and rescues occlusive pulmonary hypertension. Free Radic Biol Med 2013,
56:28–43.

12. Galie N, Brundage BH, Ghofrani HA, Oudiz RJ, Simonneau G, Safdar Z,
Shapiro S, White RJ, Chan M, Beardsworth A, Frumkin L, Barst RJ:
Tadalafil therapy for pulmonary arterial hypertension. Circulation 2009,
119:2894–2903.

13. Klinger JR: Tadalafil for the treatment of pulmonary arterial hypertension.
Expert Rev Respir Med 2011, 5:315–328.

14. Galie N, Olschewski H, Oudiz RJ, Torres F, Frost A, Ghofrani HA, Badesch DB,
McGoon MD, McLaughlin VV, Roecker EB, Gerber MJ, Dufton C,
Wiens BL, Rubin LJ: Ambrisentan for the treatment of pulmonary
arterial hypertension: results of the ambrisentan in pulmonary
arterial hypertension, randomized, double-blind, placebo-controlled,
multicenter, efficacy (ARIES) study 1 and 2. Circulation 2008,
117:3010–3019.

15. Kingman M, Ruggiero R, Torres F: Ambrisentan, an endothelin receptor
type A-selective endothelin receptor antagonist, for the treatment
of pulmonary arterial hypertension. Expert Opin Pharmacother 2009,
10:1847–1858.

16. Stacher E, Graham BB, Hunt JM, Gandjeva A, Groshong SD, McLaughlin VV,
Jessup M, Grizzle WE, Aldred MA, Cool CD, Tuder RM: Modern age
pathology of pulmonary arterial hypertension. Am J Respir Crit Care
Med 2012, 186:261–272.

17. Bush E, Fielitz J, Melvin L, Martinez-Arnold M, McKinsey TA, Plichta R,
Olson EN: A small molecular activator of cardiac hypertrophy
uncovered in a chemical screen for modifiers of the calcineurin
signaling pathway. Proc Natl Acad Sci U S A 2004, 101:2870–2875.

18. Yang J, Rothermel B, Vega RB, Frey N, McKinsey TA, Olson EN, Bassel-Duby R,
Williams RS: Independent signals control expression of the calcineurin
inhibitory proteins MCIP1 and MCIP2 in striated muscles. Circ Res
2000, 87:E61–E68.

19. Humbert M, Sitbon O, Chaouat A, Bertocchi M, Habib G, Gressin V, Yaici A,
Weitzenblum E, Cordier JF, Chabot F, Dromer C, Pison C, Reynaud-Gaubert M,
Haloun A, Laurent M, Hachulla E, Cottin V, Degano B, Jais X, Montani D,
Souza R, Simonneau G: Survival in patients with idiopathic, familial,
and anorexigen-associated pulmonary arterial hypertension in the
modern management era. Circulation 2010, 122:156–163.
20. Rubin LJ, Simonneau G, Badesch D, Galie N, Humbert M, Keogh A, Massaro J,
Matucci CM, Sitbon O, Kymes S: The study of risk in pulmonary
arterial hypertension. Eur Respir Rev 2012, 21:234–238.

21. Tian W, Jiang X, Tamosiuniene R, Sung YK, Qian J, Dhillon G, Gera L,
Farkas L, Rabinovitch M, Zamanian RT, Inayathullah M, Fridlib M, Rajadas J,
Peters-Golden M, Voelkel NF, Nicolls MR: Blocking macrophage leukotriene
b4 prevents endothelial injury and reverses pulmonary hypertension.
Sci Transl Med 2013, 5:200ra117.

doi:10.1186/s12967-014-0314-y
Cite this article as: Cavasin et al.: Reversal of severe angioproliferative
pulmonary arterial hypertension and right ventricular hypertrophy by
combined phosphodiesterase-5 and endothelin receptor inhibition.
Journal of Translational Medicine 2014 12:314.
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

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Experimental animals
	Hemodynamic analysis
	Tissue procurement and analysis

	Results and discussion
	Monotherapy to inhibit PDE-5 or ETA signaling modestly reduces PAH and RV hypertrophy in SU-Hx rats
	Combined PDE-5 and ETA inhibition reverses pulmonary hemodynamic impairment and RV hypertrophy in SU-Hx rats
	Combined PDE-5 and ETA inhibition suppresses PAH and improves RV function in SU-Hx rats
	Combined PDE-5 and ETA inhibition blocks pathological pulmonary vascular remodeling in SU-Hx rats

	Conclusions
	Abbreviations
	Competing interest
	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


