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Synopsis
Pulmonary arterial hypertension remains a vexing clinical disease with no cure. Despite advances
and the discovery of a gene (BMPR2) associated with many of the hereditary forms of the disease,
and some cases not previously known to be inherited, the reasons for mutations in this gene as a
cause remain somewhat elusive. Clearly, a complex interplay exists between genetic alterations,
environmental exposures (including infections) and disease development. This article addresses the
advances in the genetics of PAH, including the identification of genetic etiologies and modulators,
and the role of genetics in predicting disease progression and targeting therapeutics.
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Introduction
The first descriptions of pulmonary arterial hypertension have fascinated clinicians and
scientists since these brief initial descriptions. Despite significant advances in the genetic
determinations for disease risk, PAH remains an elusive disease in terms of defined
pathogenesis and targeted therapies. This article focuses on historical perspectives of the
pathophysiology and the vasodilatory components, leading to the three approved classes of
medication for treatment. Furthermore, insight into the genetic ideology of selected cases and
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the pathobiology surrounding more mechanistic investigations are offered. The influences of
environment and environmental exposures are considered in the context of the potential for
genetic by environmental interactions in terms of etiology. Future considerations involve
ongoing approaches to utilize targeted therapies in the treatment of this disease. Moreover, the
utilization of genomic technologies for the discovery of meaningful biomarkers is underway.

Many investigators now subscribe to a “multiple hit” hypothesis for the causes of pulmonary
arterial hypertension (PAH). This theory subscribes that, in a given genetic background,
selected patients may be more prone to the development of disease. Other distinct influences
on disease acquisition, such as exposure to certain drugs or infections, may alter the incidence
of disease. Furthermore, modifier genes may alter the disease incidence / development. These
gene modifiers could be either germline, somatic, or epigenetic. Yhe general outline for this
hypothesis is illustrated in Figure 1.

Vasoactive Pathways
Insight into the pathogenesis and, importantly, initial treatments of pulmonary artery
hypertension come from the sentinel works of Vane and Moncada by elucidating the
vasodilatory potency of prostacyclin and its analogs, initial work into the potential for treatment
was begun (1). One of the first utilization for the use of prostacyclin occurred in the persistent
fetal circulation syndrome (2). Utilization in the adult was reported in the Lancet in 1980 (3).
Investigations into the acute hemodynamic of infused prostacyclin were reported in 1982 (4).
Of note, from an early point in time, selected vasodilation of the pulmonary vascular bed was
not a universal finding in a minority of patients exhibited vasodilation. Dr. Higenbottam and
others were the first to report on the long term success treatment of primary pulmonary
hypertension with continuous intravenous epoprostenol (prostacyclin) in a landmark article in
Lancet in 1984 and subsequently the neonatal forms of this disease were treated in a similar
fashion (5). Deficiencies in prostacyclin began to be reported first in animal models of the
disease. Badesch et al, described deficiencies in prostacyclin production in the neonatal calf
model of pulmonary hypertension (6). It was not until a decade that deficiencies of the enzyme
prostacyclin synthase were determined to be present in the human condition of pulmonary
arterial hypertension (7). Therefore, a common thread surrounding the initial treatment of
pulmonary arterial hypertension were to engage pharmacological interventions directed
primarily at vasodilatory responses, albeit further analysis revealed the importance of
antiproliferative properties. By describing alterations in physiologic levels, supplementation
with pharmacologic compounds became the mainstay of treatment approaches and currently
provides the three major classifications of treatment options for this disorder: prostaglandins,
nitric oxide agonists, and endothelin receptor blockers.

Endothelin
Unlike prostacyclin, targeting the endothelin-1 pathway proceeded historically from basic
science discovery, preclinical animal models, human translational studies, and finally human
clinical trials. Endothelin-1 (ET-1) is a peptide which is produced and endogenously by
predominantly vascular endothelial cells. This peptide represents one of the most potent
vasoconstrictors and smooth muscle cell mitogens described (8,9). Human studies
demonstrated that Endothelin-1 expression was elevated in plasma and lung tissue of patients
with PAH (10). Furthermore, the magnitude of elevation of ET-1 was shown to correlate with
disease severity (11). Pre-clinical animal modeling demonstrated that blocking, in a non-
selective fashion, both Endothelin-A and Endothelin-B receptors successfully prevented
disease in a rat model (12). A separate model of rat pulmonary hypertension using
monocrotaline demonstrates profound vascular remodeling in rats. The effectiveness of
Endothelin receptor blockade was demonstrated in this pre-clinical model as well (12). Utility
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for the utilization of Endothelin receptor blockade in neonatal diseases was demonstrated by
the effectiveness of Endothelin receptor blockade in ovine fetal disease (13). Once safety and
efficacy were defined in human dosing, effectiveness in the treatment of the disease was
demonstrated (14). Indeed, a randomized double-blind placebo-controlled trial was performed
demonstrating the effectiveness of non-selective ET-A and ET-B receptors with the drug
Bosentan (15). Novel selective ET-A inhibitors are currently in clinical trials and utilization
and the potential for combinatorial therapy is great and will be discussed later in the review.

Nitric Oxide
Nitric Oxide (NO) is a free radical gas that can diffuse away from the site of production in
endothelial cells to various targets. The nitric oxide system represents one of the potent
vasodilator compounds for the pulmonary vascular endothelium. The NO system has been an
indirect target for molecular pharmacology in the treatment of pulmonary hypertension.
Investigative work into the role of the NO system in pulmonary vascular disease parallels, in
many ways, investigations for the other vasoactive pathways including prostacyclins and
endothelins. The supply of NO is tightly regulated by the interplay of three synthetic enzymes
and the synthesis of NO is through the oxidation of L-Argenine by the NO synthase family.
This family represents three isozymes with overlapping patterns of expressions. Germaine to
the pulmonary vascular bed NOS-3 Nitric Oxide Synthase-3 (Endothelial NOS) is expressed
in vascular endothelial cells throughout the body. Through a series of animal modeling
investigations, the role of each NOS isozyme has been examined regarding the pulmonary
vascular bed by Fagan et al (16). Through this examination of targeted disruption of each of
the NOS enzymes, a conclusion reached is that NOS-3 may be the major NO synthetic enzyme
relevant to the pulmonary vascular bed. NO synthase has been found to be deficient in patients
with pulmonary hypertension in a landmark article (17). The ability to modulate the NO system
can occur either by inhaled nitric oxide gas directly, as is prevalently used for diagnostic
catheterizations, and in the treatment of patients with acute lung injury and ARDS. In 1999,
the FDA approved inhaled NO therapy for term and near-term infants with hypoxic respiratory
failure and pulmonary hypertension. Long-term treatment with inhaled NO is not a viable
option, however. The NO pathway and downstream levels of NO are impacted by signaling
through the cyclic GMP classical pathway. Reaction of NO with the SGC-heme (in the ferrous
state) induces a conformational change at the catalytic site leading to several hundred-fold
increased production of cyclic GMP from GTP.

The cyclic GMP signal is limited primarily by degradation of this cyclic nucleotide by
phosphodiesterases. Several phosphodiesterases (PDEs) degrade both cyclic AMP and cyclic
GMP. In particular, phosphodiesterase-5 is a specific phosphodiesterase for cyclic GMP.
Inhibition of PDE-5 can occur through selective pharmacologic inhibition and in particular the
drug Sildenafil. Inhibitors of PDE-5 such as Sildenafil augment NO/cyclic GMP mediated
vascular relaxation by preventing the breakdown of cyclic GMP to GMP. Sildenafil has been
shown to cause dose-dependent reductions in pulmonary vascular resistance in animal models
of acute pulmonary hypertension without significant changes in systemic vascular resistance
(18). This effect has also been translated into human clinical trials (19). A large randomized
controlled trial of patients with idiopathic PAH demonstrated the effectiveness of Sildenafil in
the treatment of pulmonary arterial hypertension (20).

Insights from Genetics and Immunogenetics
A number of lines of investigation have been performed leading to significant insight into the
pathogenesis of PAH. Historically, some of the earliest immunogenetic association studies
have resulted from the autoantibody correlations with the Human Leukocyte Antigen (HLA)
class II alleles. HLA class II alleles encoded within the Major Histocompatibility Complex
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(MHC) appear to play important roles in selected autoimmune diseases. Indeed, many
autoimmune diseases are associated with increased frequencies of HLA DR, DQ, or DP. HLA
genotyping can be performed by the utilization of either direct DNA sequencing or the use of
sequence specific probes. These HLA susceptibility genes, in many cases, are permissive for
the disease state and are subject to additional genetic and environmental modifying factors.
HLA DR-II is found more frequently in patients with scleroderma and pulmonary hypertension
(21). In a similar fashion, HLA DR3 and HLA-DR 52 are found more frequently in children
with PAH (22).

For patients with Idiopathic Arterial Hypertension, both in children and adults, HLA-DRQ7
was shown to be more frequently occurring allele (23). While these associations prove to be
intriguing, they represent susceptibility loci and are not sufficient to cause disease. Indeed, a
separate genetic or environmental insult appears to be required for the disease to become
manifest when these alleles are present within individuals. The relative risk of disease for an
individual harboring these alleles has yet to be defined.

The historical observations of heritability in some families with pulmonary hypertension
ultimately led researchers to the discovery of a single gene locus, mutated in nearly all familial
cases of PAH. Initially, vertical transmission of PAH within some families over many
generations led to the speculation of a single dominant gene as the cause in these families. The
transmission patterns were compatible with an autosomal dominant disorder, but the analysis
was complicated by the finding of incomplete penetrance (not all those inheriting the mutated
allele are stricken with the disease) and an increased prevalence in women with a variable age
of onset (24). Researchers at Vanderbilt University described the finding that, very often,
subsequent generations of patients with familial PAH develop the disease at younger ages in
each succeeding generation – a phenomenon known as genetic anticipation (25). The initial
attempts to map the disease causing genetic locus were undertaken using microsatellite markers
spread across defined intervals of the human genome. Using this methodology, two
independent groups were able to localize the familial PAH locus with a high and definitive
logarithm of odds (LOD) scores mapping to a rather broad region of chromosome 2q31 (26,
27). In 2000, researchers from both Columbia University and Vanderbilt University reported
that a mutation in the Transforming Growth Factor β Receptor (TGF-β) Superfamily member
was strongly associated with familial PAH (28,29). Heterozygous germline mutations of bone
morphogenetic protein receptor 2 (BMPR2) (a component of the TGF-β-related family) is
found to underlie up to 60% of cases of familial IPAH (30,31).

More recently, the investigation of other signaling molecules within the BMPR2 pathway have
led investigators to discover other mutations associated with PAH. Patients with hereditary
hemorrhagic telangiectasia (HHT, previously known as Osler-Weber-Rendu), can exhibit
pulmonary hypertension. In these cases, coding changes in activin-receptor-like kinase 1
(ALK1) are demonstrated to be associated with disease (32). Further functional analysis of
ALK1 in these kindreds demonstrated that these mutations are the cause of pulmonary
hypertension in patients with HHT (33). Endoglin, an accessory TGF-β receptor, highly
expressed during angiogenesis, is essential for ALK1 signaling. Mutations in endoglin have
also been reported in patients with PAH (34).

The Proliferative / Neoplastic Paradigm
The prevailing concept is the one which dysfunctional endothelial cells plays the key
pathobiological role in PH (35). However, to the present day, the pathogenesis of intimal
vascular lesions remains mostly undetermined. Plexiform lesions, typically located in
branching pointes of muscular arteries(36), consists of a network of vascular channels lined
up by endothelial cells (37) and a core of myofibroblastic or less well-differentiated cells
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(38). In our experience, these lesions are characteristically found in cases of severe PH,
including IPAH, and PH associated with HIV infection, liver cirrhosis, CREST, congenital
heart malformations, and schistosomiasis.

We have proposed that plexiform lesions represent a process of misguided angiogenesis based
on the findings of expression of vascular endothelial growth factor (VEGF), its receptors 1 (flt)
and 2(kdr), and hypoxia inducible factor (HIF)-1α and β (39). The finding of monoclonality
of endothelial cells in plexiform lesions in IPAH, but not in similar lesions in PH associated
with congenital heart malformation, suggests that these lesions might arise from mutations in
tumor suppressor genes (40). Somatic loss of expression of transforming growth factor β
receptor 2 ((TGFβ-R2) and the propapoptotic Bax, potentially due to microsatellite instability,
is also documented in IPAH plexiform lesions (41). BMPR2 expression is documented in
plexiform lesions (42) and in remodeled pulmonary arteries in IPAH lungs, predominantly in
endothelial cells. However, our studies reveal that the cells in the central core of plexiform
lesions lack the expression of TGF-β receptor 2, TGF-β receptor 1 and their signaling Smad
(s) 2,1 (which shares common epitopes with Smads 5 and 8), 3 and 4, including the
phosphorylated Smad 1/5/8 and 2. The absence of expression of these phosphorylated Smads
is the best indication that there is no TGF-β (via Smad 2 or Smads 1/5/8) or BMP (via Smads
1/5/8) signaling in these cells (43). Loss of cytostatic signaling from TGF-β would allow the
plexiform cells to abnormally proliferate. Notwithstanding the evidence of preserved BMPR
expression and signaling in IPAH endothelial cells, recent studies indicate that BMP signaling
protects against endothelial cell apoptosis in vitro (44); the loss of this protection by germline
mutations in BMPR2 would thus favor enhanced susceptibility to apoptosis of lung endothelial
cells.

VEGF (39), endothelin-1 (45), and survivin (46,47) are among the factors present in plexiform
lesions that may enhance endothelial cell and smooth muscle cell proliferation or decrease
vascular cell apoptosis. These lesions have decreased expression of anti-remodeling mediators
such as nitric oxide synthase (48) and prostacyclin synthase (49), and tumor suppressors, such
as caveolin-1(50). These phenotypic characteristics lead us to propose that the plexiform
lesions have characteristics in common with neoplasms (51). As discussed below, there is
emerging evidence that viral factors may play a role in endothelial cell proliferative lesions in
severe PH.

Medial smooth muscle cell hypertrophy is a characteristic pathological feature of PH that
involves muscularized arteries (ranging between 70 and 500 µm in diameter), and precapillary
vessels (below 70 µm in diameter). The medial smooth muscle cell layer represents
approximately 10–15% of the outside diameter of normal muscularized pulmonary arteries,
while it approaches 30–60% of the outside diameter in vessels of IPAH lungs (52–55).
Although careful morphometric assessments of medial remodeling have not been carried out
in non-IPAH PH, it is apparent that medial thickening occurs in mild/moderate or severe PH
and in cases of normal individuals exposed to cigarette smoke with no evidence of PH (56).
This diagnostic limitation of the finding of medial hypertrophy has led us to propose that the
identification of pulmonary medial remodeling warrants additional clinical evidence of the
presence of potential PH (57).

The mechanisms underlying the thickening of the pulmonary vascular medial layer have been
linked mostly to cell proliferation and, more recently, to inhibition of cell apoptosis. The
identification of mutations in BMPR2 led to several in vitro studies aimed at relating smooth
muscle cell proliferation to abnormal BMPR2 signaling. IPAH smooth muscle cells isolated
from proximal arteries (i.e., elastic vessels, >500 µm in diameter) exhibit decreased inhibitory
effect on cell proliferation mediated by TGF-β1 or BMP-4 when compared with smooth muscle
cells isolated from normal human pulmonary arteries (58). Of note, these altered responses are

Geraci et al. Page 5

Heart Fail Clin. Author manuscript; available in PMC 2011 January 1.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



not due to abnormal expression of Smad signaling or ligand binding to its receptors in IPAH
smooth muscle cells. Similar studies were extended to more peripheral smooth muscle cells
(i.e., from arteries less than 2 mm in diameter-(that are still elastic arteries) obtained from
normal pulmonary arteries, which undergo cell proliferation and protection against apoptosis
when exposed to BMP-4, a ligand for BMPR2. Therefore, loss of function mutations in MPR2
would be predicted to cause smooth muscle cell arrest and increased cell death (59), i.e.,
paradoxically opposite to that predicted to occur in familial IPAH in which mutations would
facilitate smooth muscle cell growth and remodeling. Given these somewhat discrepant results
(59), the evidence of reduced expression of BMPR2 found in IPAH alveolar septa (42), and
the finding of decreased levels of the activated form of Smad 1 (the signaling Smad for BMPR2)
in smooth muscle cells of muscular pulmonary arteries in IPAH, it remains unclear how
BMPR2 mutations either can cause or trigger the disease. Indeed, when compared with wild
type mice, heterozygous mice lacking a single copy of BMPR2 have no pulmonary vascular
phenotype at baseline or under chronic hypoxia (60), but show moderately increased
pulmonary artery pressures and minimal remodeling when stressed with intratracheal delivery
of a 5-lipoxygenase expressing vector (60).

The role of serotonin (5-hydroxytryptamine) in the growth stimulation of pulmonary artery
smooth muscle cells has been intensively studied as a mechanism of medial remodeling in PH
and a potential modifier gene to the familial IPAH. Serotonin is internalized in smooth muscle
cells after binding to serotonin transporter (5-HTT) or to its receptors 5-HT1B-R, 5-HT-2A R,
5-HT7-R, and 5-HT2B -R, when it promotes vasoconstriction, cell growth, and enhancement
of hypoxia-induced remodeling and PH (61). Vascular smooth muscle cells in IPAH lungs
express higher levels of 5-HTT (62) or 5-HT2B R (61) by immunohistochemistry, and undergo
enhanced cell proliferation when treated in vitro with serotonin compared with normal smooth
muscle cells (62). These findings are supported by the report that mice deficient in 5HTT or
5-HT-2B are protected against PH caused by hypoxia alone (61) or hypoxia combined with the
anorexigen dexfenfluramine (63), respectively. Of interest is the observation that increased
serotonin levels affect signaling pathways downstream of mutated BMPR2, as serotonin
infusion enhances normoxic and hypoxic pulmonary pressures and vascular remodeling in
BMPR2 heterozygous mice as compared with wild type mice (59).

Despite evidence supporting a loss of function for the TGF-β family signaling, particularly in
endothelial cells of IPAH, TGF-β may produce gain-of-function alterations underlying medial
smooth muscle cell growth and adventitial fibroblast activation. TGF-β isoforms 1, -2, and -3
are expressed in hypertensive pulmonary arteries (64), and could signal via activation of Smad
2 or 3 by serine phosphorylation, whose expression was documented in pulmonary vascular
smooth muscle cells (43). Recent evidence implicates PDGF in the pathogenesis of both
monocrotaline- and chronic hypoxia-induced PH (65). Monocrotaline treatment or chronic
hypoxia exposure leads to increased PDGF receptor (PDGFR) -β expression and
phosphorylation and activation of ERK Map kinase in rats. The findings of positive response
of hypertensive animals to Gleevac™, also an inhibitor of PDGFR signaling, and the evidence
of increased expression of PDGFR-β and phosphorylated PDGFR-β in IPAH lungs, led the
authors to translate their finding by treating an IPAH patient with Gleevac™, with promising
early results (66).

It is becoming clear that the ultimate fate of vascular smooth muscle cells in PH is determined
by their resistance to apoptosis. In fact, “apoptosis-resistance” might play a central role in both
the endothelial- and smooth muscle cell-based pulmonary vascular lesions (67), since IPAH
lungs have lower number of apoptotic cells than normal or emphysematous lungs (68). As
growth signals originated by PDGF, TGF-β, EGF, serotonin, and extracellular matrix proteins
are interrupted in animal models of PH, pulmonary arteries undergo de-remodelling associated
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with apoptosis of pulmonary artery smooth muscle cells (69). Targeting apoptosis of the
hypertrophic smooth muscle cells might represent a more viable approach towards treatment.

Recent studies of K+ channel activity have provided a novel insight of the lack of proapoptotic
signals in IPAH smooth muscle cells. An exciting and complementary paradigm based on the
interplay between K+ channels and apoptosis in pulmonary artery smooth muscle cells has
emerged based on the demonstration of activation of K+ channels causes cytochrome C release
from the mitochondria and water efflux from the dying cells (70). Conversely, inhibition of
K+ channels causes cell depolarization, enhances contractility, and decreases apoptosis of
pulmonary artery smooth muscle cells. One potential mechanism linking this paradigm to
BMPR2 mutations is the finding that BMPR2 activation upregulates K+ channels (71) and
causes apoptosis of normal pulmonary artery smooth muscle cells, but not of cells from patients
with IPAH (72). McMurtry et al provide recent additional evidence that mechanisms akin to
cancer operate in pulmonary vascular remodelling (47). Survivin protects cancer cell against
apoptosis by inhibiting caspase activation and apoptosis inducing factor (73). Not only do
pulmonary artery smooth muscle cells in IPAH lungs express higher levels of the antiapoptotic
survivin, but monocrotaline-induced pulmonary vascular remodelling requires survivin
expression. Indeed, transduction of a functionally deficient survivin in monocrotaline-treated
lungs prevented pulmonary vascular remodelling and, when administered after monocrotaline
treatment, it enhances apoptosis of pulmonary artery smooth muscle cells and reduces
pulmonary artery pressures. This mutant survivin increases levels of K+ channel activity and
leads to depolarization of mitochondria with enhanced cytochrome C release.

Influence of Exposures and Infections on PAH
The development of PAH is associated with exposure to several classes of compounds.
However, a common mechanism of action for each compound is the property of central nervous
system stimulation. Reports of PAH are associated with the use of cocaine (74). Importantly,
in the 1960’s there were reports of an epidemic of primary pulmonary hypertension associated
with the use of a particular anorexigen, aminorex fumarate (75). In the early 1990s, a group of
French investigators reported a clustering of PAH in patients using fenfluramine (76).
Dexfenfluramine is the main ingredient in this drug, used to treat obesity. Subsequently, a 23-
fold increased risk of the development of PAH was reported in persons using this anorexigen
for more than 3 months duration (77).

Viral infection may disrupt normal immunoregulatory and homeostatic cellular pathways,
which result in endothelial or smooth muscle cell injury and activate inflammation. Most of
the pathways involved in virus pathogenesis converge on either pro-survival or pro-angiogenic
signals, the same signals associated with severe PH.

The important role of inflammation is further highlighted in cases of PH where a viral etiology
can be identified. For HIV-related pulmonary hypertension, the first clinical report of an
association between infection and the development of lesions appeared in 1987 (78), followed
by other reports (79–81) but with no evidence for the presence of the virus in PH vascular
lesions. As PH is frequently diagnosed when it is advanced, the incidence of PH in HIV-infected
patients is likely underestimated, although a recent report demonstrates a high prevalence of
PH in HIV-infected children (82). BMPR2 mutations are not required for severe PH to occur
in HIV-infected patients, yet the vascular lesions in the lungs from HIV-infected (80) patients
are identical to those with familial PH and sporadic IPAH with BMPR2 mutations. Some
studies showed no correlation between viral load and right heart changes (83,84). However, a
case report (85) and a recent unpublished observation showed that viral load control with
HARRT therapy can be associated with an improved clinical outcome. Furthermore, Bosentan,
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an endothelin receptor antagonist has been successfully used in some HIV-PH patients (86),
suggesting that shear stress contributes to the disease independently of the viral load.

In the lung, HIV-1 primarily infects macrophages providing a potential reservoir not only for
the transmission of the virus to circulating T-cells, but also a source for localized viral proteins
such as Nef, Tat, and gp120, all of which may have direct effects on innocent by-stander cells.
The chronic exposure to viral products in the lung, a deficiency in regulatory T cells, and an
altered production of chemokines/cytokines, may all contribute to pulmonary vascular
dysfunction, with endothelial cells being particularly sensitive target.

The HIV Nef (for negative factor) protein is found in plexiform lesions of macaques infected
with a chimeric virus containing the simian immunodeficiency virus (SIV) backbone with the
human immunodeficiency virus Nef (in place of SIV Nef) (87). Nef is also present in
endothelial cells of HIV infected patients with PH. These recent studies suggest that the viral
protein may exert direct effects on cells not necessarily permissive for viral replication. Foci
of mononuclear cells and ectopic lymphoid tissues characteristically found in regions adjacent
to the lesions may be sources of this viral protein.

The Nef protein appears to be dispensable for viral replication in vitro, but is a critical virulence
factor for pathogenesis and maintenance of high viral loads in vivo (88,89). Nef is an N-
terminus-myristoylated protein with a relative molecular mass of 27 kDa is found associated
with cellular membranes and the cytoskeleton (90). Myristoylation is essential for almost all
the functions ascribed to Nef, including membrane localization within lipid raft microdomains.
The localization and adaptor functions recruit signaling proteins to discrete regions in the
membrane and affect T cell signaling pathways (91). Proteins associated with a survival and
pro-angiogenic phenotype in severe PH such as PI-3 kinase, MAP kinases, and a p21 kinase-2
are all recruited to the rafts by Nef (92–95). In human monocyte-derived macrophages
(MDMs), Nef activates the STAT1 pathway and the secretion of MIP-1, IL-1-α, IL-6, and
TNF-α (96). Extracellular Nef found in HIV patients (approximately 10 ng/ml) enters the
vascular endothelium in vivo via CXCR4 (97). Finally, Nef can be proapoptotic or pro-survival,
depending on the context of expression and the particular cell type (98). Thus, localization of
Nef to the lipid rafts may be sufficient to trigger the changes associated with the endothelial
cell expansion characteristic of plexiform lesions. On the other hand, a second hit such as
infection with other viruses (e.g. gammaherpesviruses such as HHV8) or a genetic
susceptibility may be necessary as well. Human herpesvirus 8 (HHV8) is a gammaherpesvirus,
also known as Kaposi's sarcoma-associated herpes virus (KSHV) (99,100). Evidence of HHV8
is found in a large percentage of plexiform lesions of PH patients examined in Denver, USA.
suggesting for the first time that this virus was a contributing factor (101). There are several
pro-angiogenic or oncogenic genes present in its genome, including a viral IL-8 and a viral
IL-6 both shown to play a role in IPAH. In addition, the genome encodes a seven-
transmembrane-spanning G protein-coupled receptor (GPCR) with extensive sequence
similarity to cellular chemokine receptors (102). When expressed in NIH 3T3 fibroblasts, this
gene increases their ability to grow in soft agar and to induce tumor formation in nude mice
(103). GPCR increases secretion of vascular endothelial growth factor and activation of the
ERK1/2 (p44/42) mitogen-activated protein kinase signaling pathway (104). Endothelial cells
that express this gene become immortalized with constitutive activation of the VEGF-receptor
2 (KDR) (105). In addition, this gene can cause KS-like lesions in nude mice (103), and over-
expression within hematopoietic cells results in angioproliferative lesions, resembling those
found in KS (106). These are yet more examples of viral factors with the potential of altering
cellular phenotype in the absence of viral replication. Nevertheless, in spite of their recognized
angioproliferative potential and the initial association with plexiform lesions, several groups
do not reproduce these results with HHV8 (107). Studies of patients from a San Francisco
clinic along with Japanese and German cohorts find no evidence of latent virus in the lesions
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or serum antibodies against viral antigens (108–111). The discrepancy between groups may
be a reflection of the methodology used to detect the virus or of regional (genetic/
environmental) differences in the study population. Of note, latency-associated transcripts may
be undetectable if the virus is going through a lytic replication cycle. In addition, serological
tests for viral antibodies are notoriously difficult and in many cases, hard to interpret. Thus,
further studies are necessary to address these questions. Recent sentinel studies suggest that,
indeed, HHV8 can infect pulmonary vascular endothelial cells in vitro and that cells infected
with HHV8 downregulate the BMPR2 pathway and acquire an apoptosis-resistant phenotype
upon infection, lending credence to the possible causative role for this infection (112).

PH represents one of the extrahepatic complications of Hepatitis C virus infection, with a
prevalence of 1–5% (113). In the majority of patients, portal hypertension precedes pulmonary
hypertension (113,114). The pathogenesis is also poorly understood, but the histological
hallmarks are similar to IPAH. Whether these lesions are secondary to increased inflammatory
cytokine production or to direct viral replication or to presence of viral products in the lung
remain to be determined. As in HIV-mediated pulmonary hypertension, an associated immune
dysregulation may trigger uncontrolled intrapulmonary angiogenesis.

Expression Profiling in PAH
In the investigation of PH, gene microarrays have been employed in a variety of study designs
performed on a diverse array of cell types and animal species. Human studies have examined
the gene expression profile of whole lung homogenates as well as individual cell types, such
as smooth muscle cells isolated from the pulmonary arteries of patients and mononuclear cells
isolated from peripheral blood.(115,116) Animal microarray studies have been performed on
both whole lung tissue and micro-dissected pulmonary vasculature of hypoxic and
monocrotaline induced PAH.(117,118) In aggregate, these studies have employed “hypothesis
building” strategies, helping to focus attention on potentially novel pathologic pathways.
However, gene expression has also been utilized as a biomarker, potentially useful in
classification or identification of an individual’s risk of disease.(119)

Geraci et al analyzed the gene expression profile of lung tissue obtained from 6 patients with
IPAH (2 with familial PAH) vs. 6 “normal” controls.(120) The normal lung tissue was obtained
during surgery and was free from pathology on histologic review. All the patients included in
the IPAH cohort had severe PAH (PA mean > 50 mmHg). Two of the IPAH patients had been
diagnosed with familial PAH (FPAH). The study from Geraci et al provided a wealth of data
that requires further investigation. For example, this study indicated increased expression of
the gene encoding the anti-apoptotic protein BCL-2. Indeed, IHC again confirmed over
expression of BCL-2 protein in the plexiform lesions from patients with IPAH (unpublished
data, personal communication with Norbert Voelkel). Zhang et al have demonstrated that
BMP-2 and 7 induce apoptosis in cultured pulmonary artery smooth muscle cells (PASMCs)
associated with a marked down regulation of BCL-2.(121) When exposed to BMP-2 and
BMP-7, PASMCs isolated from patients with IPAH had decreased apoptosis as compared to
PASMCs from patients with other secondary causes of PAH.

Inflammation and autoimmunity are possible contributing factors in the development of PAH.
(122–125) We hypothesized that the gene expression of peripheral blood mononuclear cells
(PBMCs) would be altered in patients with PAH as compared to normal controls. Furthermore,
we hypothesized that PBMCs could serve as a readily available surrogate tissue in patients
with PAH, and that the gene expression profile of these cells could act as a biomarker of disease.
The gene expression of PBMCs from 15 patients with PAH (including IPAH and PAH
associated with a variety of other conditions such as CREST, portal hypertension and
thromboembolic disease) and compared this to the PBMC gene expression of 6 normal controls.
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We identified a signature set of 106 genes which discriminated with high certainty (p≤0.002)
between patients with PAH and normal controls. A subset of these genes was then validated
by q-PCR both retrospectively on the initial group, and prospectively on a novel cohort of
patients. The 106 gene signature identified genes previously recognized to be associated with
PAH (i.e. adrenomedullin) as well as genes, such as endothelial cell growth factor-1 (ECGF-1),
which may play a currently unrecognized role in the disease.(126) Notably, we were unable to
identify a gene expression signature which discriminated between IPAH and PAH associated
with other conditions such as scleroderma or thromboembolic disease, by unsupervised
analysis in this study. This inability may have been due to inadequate sample size or to the
diverse nature of diseases included in the non-IPAH cohort.(127) A third possibility is that a
unique expression profile for IPAH does not exist in peripheral blood cells, however a
supervised cluster analysis performed on these samples identified genes that may be
differentially expressed between the groups. This strategy identified a list of 28 genes
differentially expressed between IPAH and PAH associated with secondary conditions such
as CREST syndrome, thromboembolic disease and portal hypertension.(116) One of these
genes, Herpesvirus entry mediator (HVEM), was retrospectively and prospectively confirmed
by q-PCR. This study again represents two potential uses of microarray gene expression in
PAH. These include: 1) a hypothesis generating tool to identify previously unsuspected genes
or pathways that contribute to disease and 2) gene expression as a biomarker of disease. If a
gene expression pattern predictive of PAH could be identified, then “at risk” populations could
be screened. Patients who are identified as being at high risk for disease could initiate therapy
early in hopes of impacting the natural history of PAH. The strategy of gene expression as a
biomarker has been successfully demonstrated in AML.(128,129)

While many studies to date have used microarray analysis as a “hypothesis generating” tool,
this technology also has vast potential as means of identifying and quantifying biomarkers of
disease. The oncology literature has demonstrated the utility of gene microarray analysis to
predict important outcomes such as response to therapy and survival.(130,131) While many
of these studies have examined the gene expression of tissue biopsies, others have examined
less invasive options such as expression analysis of cells obtained from peripheral blood.
(132,133) It is likely that in the near future, gene microarrays will also be employed in a
pharmacogenomics approach in PAH, helping to identify the most appropriate therapies for
individual patients.(134,135) These goals are ambitious, but certainly accomplishable. Such
approaches will significantly increase our understanding of the pathobiology of PAH and aid
in our struggle against this disabling and deadly disease.

Future Challenges in Pulmonary Hypertension
There are many future challenges in the field of pulmonary hypertension. However, the focus
can be placed on diagnosis, treatment options and outcomes. There are several potential novel
ares of discovery within this continuum, as outlined in Figure 2. Within that framework, one
can investigate the recent advances in treatment, including the exciting promise of
combinatorial treatment. No current treatment of PAH achieves a cure for the condition
(136). Until very recently, treatment of PAH was reserved for the most severely affected
individuals with NYHA functional class III and IV. However, the EARLY trial demonstrated
that a proportion of patients with NYHA class II early disease benefited from treatment with
a dual endothelin receptor antagonist (137). Newer compounds within this class include
selective endothelin A receptor blockers, which show promise (138). Combination trials using
compounds with different mechanisms of action demonstrate significant improvement in
exercise capacity, hemodynamics, and time to clinical worsening (139). In this case, the
PACES trial demonstrated the addition of sildenafil to epoprostenol was shown to be effective
(139). So the future is clearly brighter, with more treatment options. However, a cure is not
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currently present. Moreover, treatment very early in the disease, or indeed chemoprevention,
remains to be tested.

The evolution of biomarker development in PAH continues to demonstrate promise. Ideally,
biomarkers would involve the serial measurement of circulating biomarkers, which would have
sensitivity, specificity, and reliability. Biomarkers should be developed to not only accurately
diagnose PAH with potential for early intervention trials, but should also be able to accurately
map disease progression. With these goals in mind, array-based applications and proteomic
analysis may have great promise. The most widely studied (and hence utilized) biomarker for
disease severity in PAH reflects neurohumoral activation by the measurement of brain
natriuretic peptide and N-terminal probrain natriuretic peptide (140). Demonstration of
circulating cell microparticles might reflect PAH severity (141,142). The stress-responsive,
TGF-β-related cytokine growth-differentiation factor (GDF-15) has recently demonstrated
promise as a serum biomarker (143,144). The examination of autoimmunity and its role in
PAH has been a long-time source of investigation. Using a clever strategy of immune sera from
patients with PAH, a French group was able to undertake a large proteomic analysis to define
the potential targets of fibroblast antibodies in some patients with IPAH (145).
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Figure 1. “Multiple Hit” Hypothesis for the Development of Pulmonary Hypertension
In this model, individuals may possess a genetic background that could predispose to the
development of pulmonary hypertension. Since there is incomplete penetrance, even for
heritable cases of PAH, other modifier events are highly likely to be causal, and can include
environmental triggers such as exposures or infections, or the co-existence of modifier genes,
either germline, somatic or epigenetic modifications. The interplay between genes and
environment will undoubtedly prove extremely important in the definition of the etiology of
the disease.
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Figure 2. Future Challenges for Research in Pulmonary Hypertension
There are a number of exciting avenues for research. These follow along the continuum of
diagnosis, treatment and outcome. Early diagnosis may lead to earlier interventions of
treatment. Ultimately, with individuals at particularly high risk for disease development,
chemoprevention strategies could be employed. Treatment will focus on new, targeted
pathways based on novel pathway investigations. The hope of combinatorial treatments are
emerging. The field is in dire need of biomarker development to follow, more accurately,
disease progression.
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