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a b s t r a c t

Congenital heart disease is the most common birth defect in humans. Identifying factors that are critical to

embryonic heart development could further our understanding of the disease and lead to new strategies of

its prevention and treatment. Nitric oxide synthase-3 (NOS3) or endothelial nitric oxide synthase (eNOS) is

known for many important biological functions including vasodilation, vascular homeostasis and

angiogenesis. Over the past decade, studies from our lab and others have shown that NOS3 is required

during heart development. More specifically, deficiency in NOS3 results in congenital septal defects, cardiac

hypertrophy and postnatal heart failure. In addition, NOS3 is pivotal to the morphogenesis of major

coronary arteries and myocardial capillary development. Interestingly, these effects of NOS3 are mediated

through induction of transcription and growth factors that are crucial in the formation of coronary arteries.

Finally, deficiency in NOS3 results in high incidences of bicuspid aortic valves, a disease in humans that

often leads to complications with age including aortic valve stenosis or regurgitation, endocarditis, aortic

aneurysm formation, and aortic dissection. In summary, these data suggest NOS3 plays a critical role in

embryonic heart development and morphogenesis of coronary arteries and aortic valves.

& 2012 International Society of Differentiation. Published by Elsevier B.V. All rights reserved.
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1. Introduction

Congenital heart disease refers to a defect in the structure of the
heart and vessels present at birth. This defect, however, can be
detected earlier by prenatal diagnosis such as fetal echocardiography.
The disease affects 1–2% in the general population and is the leading
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cause of death in infants during the first year of life in the
industrialized countries (Casson et al., 1997; Cleves et al., 2003).
It is estimated that 96,000 adults in Canada have congenital heart
disease (Marelli et al., 2007). These patients have increased risk of
arrhythmia, bacterial endocarditis and heart failure later in life
(Borghi et al., 2007). Thus, congenital heart disease is a major cause
of mortality and morbidity in both infants and adults. The underlying
etiology of congenital heart disease may be either genetic or
environmental, but is usually a combination of both. It is estimated
that only 15% of all congenital heart disease can be traced to a known
ed by Elsevier B.V. All rights reserved.
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cause (Borghi et al., 2007). Some genetic factors have been linked to
cause congenital heart disease, while the majority of factors are still
unknown. Thus understand the mechanisms that regulate the
formation of the heart and the coronary artery system could further
our understanding of the disease and lead to new strategies of its
prevention and treatment. Nitric oxide is an important signaling
molecule and produced during early embryonic development. In this
review, the role of nitric oxide in embryonic heart development is
examined and may help to shed some light on the morphogenesis of
congenital heart disease.
2. Nitric oxide synthase

Nitric oxide (NO) is produced from the guanidino group of
L-arginine in an NADPH-dependent reaction catalyzed by a family
of NO synthase (NOS) enzymes in living organisms (Moncada
et al., 1991; Kelly et al., 1996). Originally identified as a vasodi-
latory agent, NO is now recognized as an important signaling
molecule involved in a wide range of physiological and patho-
physiological processes including cell growth, apoptosis, antith-
rombosis, neurotransmission, and immunological regulation
(Kelly et al., 1996; Razavi et al., 2005). There are 3 distinct
isoforms of NOS: neuronal NOS (NOS1), inducible NOS (NOS2)
and endothelial NOS (NOS3). Each NOS isoform is encoded by a
distinct gene and is expressed in a variety of tissues and cell
types. NO produced from NOS1 and NOS3 is involved in intracel-
lular signaling, whereas the high output NO by NOS2 is associated
with inflammatory processes (Kelly et al., 1996; Razavi et al.,
2005). Shear stress induces NOS3 expression in the cardiovascular
system during chick embryonic development (Groenendijk et al.,
2005). In addition to shear stress, NOS3 can also be induced
and activated by Krüppel-like factor 2 (Klf2), an endothelial
transcription factor that is crucially involved in vasculogenesis
(SenBanerjee et al., 2004; Dekker et al., 2005). In the adult heart,
NO released from NOS3 has several major roles including cor-
onary vasodilation and tonic inhibition of mitochondrial O2

consumption (Hare and Colucci, 1995; Kelly et al., 1996).
NO may also play a role in the muscarinic-cholinergic inhibition
of b-adrenergic-stimulated chronotropy (Balligand et al., 1993),
inotropy (Hare and Colucci, 1995), and atrioventricular nodal
conduction. The effects of NO are mediated by the cGMP-depen-
dent signaling and protein modification through S-nitrosylation
(Kelly et al., 1996; Sun et al., 2006).
3. NOS3 expression in the embryonic heart

NOS3 is expressed in the heart early during mammalian embryo-
nic development (Bloch et al., 1999). Immunohistochemical analysis
in mice using NOS3 specific antibodies revealed that the heart
including cardiomyocytes start to express NOS3 at E9.5 and expres-
sion remains high up to E13.5. Starting from E14.5, levels of NOS3
expression decrease in both atria and ventricles. After E19.5 low
NOS3 levels are still detectable and this level of NOS3 expression in
the myocardium remains to adulthood (Bloch et al., 1999). Parallel
with NOS expression, there are also changes in guanylate cyclase
and cGMP production indicating the involvement of NO-cGMP
signaling pathway in the heart development. The production of
NO from NOS3 regulates the voltage-dependent L-type Ca2þ current
in cardiomyocytes during early embryonic development and NO has
been shown to promote cardiomyogenesis from mouse embryonic
stem cells (Bloch et al., 1999; Ji et al., 1999; Kanno et al., 2004). It is
important to note that although NOS1 (nNOS) and NOS2 (iNOS) are
expressed during cardiogenesis, both NOS1 and NOS2 knockout
animals have a normal cardiac phenotype.
4. NOS3 and heart development

Development of the four-chambered heart is a complex process
involving migration, differentiation, proliferation and coordination
of the cardiac progenitors. The cardiac progenitors are derived from
three distinct fields, the anterior lateral plate mesoderm also
known as the primary heart field, the second heart field which is
located dorsal and anterior to the primary heart field, and the
cardiac neural crest from the dorsal neural tube (Srivastava, 2006;
Black, 2007; Gittenberger-de Groot et al., 2012). Additionally, the
epicardium is also a source of cardiac progenitors which give rise
to coronary arteries and possibly cardiomyocytes (Zhou et al.,
2008; Gittenberger-de Groot et al., 2012). Cardiac morphogenesis
starts from the anterior lateral plate mesoderm to form the cardiac
crescent at embryonic day (E) 7.5 in the mouse embryo (Bruneau,
2002). By E8 the primitive heart (or heart tube) is formed. As the
heart tube forms, cells from the second heart field migrate into the
dorsal aspect to the heart tube in the pharyngeal mesoderm. Upon
rightward looping of the heart tube, they cross the pharyngeal
mesoderm and populate the outflow tract with contributions also
from the cardiac neural crest. As development proceeds, the
primitive heart undergoes chamber specification, septation and
trabeculation. The atrial and ventricular septum starts to form at
E10. Multiple primordia contribute to a central mesenchymal mass,
including the mesenchyme on the leading edge of the primary
atrial septum, the atrioventricular endocardial cushions, and the
cap of mesenchyme on the spina vestibule (Webb et al., 1998;
Briggs et al., 2012). Fusion of these components closes the ostium
primum, completing atrial and atrioventricular septation. The
mitral and tricuspid valves are derived from the endocardial
cushion while the aortic and pulmonary valves are formed from
endocardial cushions and with a contribution of neural crest cells
(Armstrong and Bischoff, 2004). The formation of atrioventricular
septum and valves is tightly regulated by coordinated cell prolif-
eration, apoptosis and remodeling. By E14.5, a fully functional four-
chambered heart is formed in mice (Bruneau, 2002).

Septal defects are the most common cardiac malformations in
humans (Clark et al., 2006). However, the molecular mechanisms
that govern the formation of atrial and ventricular septum remain
poorly understood. In recent years, through the use of genetic
knockout mice, several transcriptional factors including Gata4,
Nkx2.5 and Tbx5 have been identified to be critical in the
development of atrial and ventricular septum (Clark et al., 2006;
Bruneau, 2008). In addition, mutations in these factors are
associated with congenital septal defects in humans (Garg et al.,
2003; Clark et al., 2006). Studies from our lab show that
deficiency in NOS3 results in congenital septal defects (Fig. 1)
and heart failure, and is accompanied by 85% postnatal mortality
(Feng et al., 2002). All mortalities occur within the first 7 days
after birth. Post-mortem examination shows NOS3�/� mice have
a high incidence of congenital septal defects with 64% atrial septal
defects and 11% ventricular septal defects. Congenital septal
defects can be a result of improper fusion of the atrioventricular
cushions during embryonic heart development. In addition,
increases in apoptosis in atrioventricular cushions can also con-
tribute to congenital septal defects (Bartram et al., 2001; Person
et al., 2005). In order to investigate the role of NOS3 in septal
development, myocardial apoptosis was analyzed in WT and
NOS3�/� hearts at E12.5, a crucial time point in which the
atrioventricular cushions start to fuse together. Our results show
that there is an overall increase in the apoptotic activities in the
NOS3�/� compared with WT hearts as measured by both caspase
3 activity and cytosolic DNA fragments. In order to determine the
apoptotic activity in the atrioventricular cushion, TUNEL staining
was used. Our data show that there is a significant increase in the
apoptotic activity in the region of the atrioventricular cushions,



Fig. 1. Congenital septal defects in NOS3�/� mice. (A) Gross morphology of

neonatal hearts from WT (left), NOS3þ /� (middle), and NOS3�/� (right) mice at

P2. (B) through (D), Frontal sections of neonatal hearts. (B) Normal WT mouse

heart, (C) through (E). Hearts from NOS3�/� mice. (C) Atrial septal defect. (D)

Ventricular septal defect. (E) Atrial and ventricular septal defects. Defects are

indicated by arrows. RA, right atrium; RV, right ventricle; LA, left atrium; and LV,

left ventricle. Reproduced from Feng et al. Circulation 2002 with permission from

Wolters Kluwer Health.
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which may contribute at least in part to the increased incidence of
congenital septal defects seen in the postnatal day 1 NOS3�/� mice
(Feng et al., 2002). Low levels of NO produced by NOS3 inhibit
apoptosis via S-nitrosylation of caspase-3, a critical protease respon-
sible for the execution of apoptosis, and by promoting expressions of
cytoprotective proteins including heme oxygenase-1, heat shock
protein 70 (HSP70) and metallothionein (Razavi et al., 2005). In
addition, NO has also been shown to inhibit mitochondrial cyto-
chrome c release and decrease permeability transition pore opening
via mitochondrial membrane depolarization and inhibition of Ca2þ

accumulation (Brookes et al., 2000). These mechanisms may explain
the increased apoptosis in the embryonic heart of NOS3�/� mice.
Many factors may regulate the expression of NOS3 during
embryonic heart development. Bio-informatics analysis of the
mouse NOS3 locus showed three canonical Tbx5 binding sites,
two of which are flanked by Gata binding site that binds to both
Tbx5 and Gata4 with high affinity (Nadeau et al., 2010). Using
genetically modified animals, Nadeau et al. (2010) showed that
endocardial specific knock-down of Tbx5 results in atrial septal
defects with a 100% penetrance, suggesting Tbx5, a potential
upstream regulator of NOS3, is also crucial in the proper formation
of the atrial septum. Furthermore, compound haploinsufficiency of
Tbx5 and NOS3 exacerbates the cardiac phenotype caused by
deletion of a single Tbx5 allele from endocardial cells, suggesting
that NOS3 may be a genetic modifier of Tbx5 (Nadeau et al., 2010).
Interestingly, decreases in enzyme activity and NO production in a
894 G4T polymorphism of the NOS3 gene are associated with
increased risks of congenital heart disease (Veldman et al., 2002;
Senthil et al., 2005; van Beynum et al., 2008). Environmental
factors and maternal conditions including psychological stress,
hypertension and diabetes have been linked to increased risks of
congenital heart disease (Horne et al., 2004). It has been shown
that these environmental and maternal conditions decrease NOS3
expression and/or activity (Andersen et al., 2009; Michel and
Vanhoutte, 2010). The finding that NOS3, an enzyme regulated
by environmental conditions, interacts with Tbx5, suggests the
importance of gene–environment interactions in the setting of
congenital heart disease and may help to explain the variable
expressivity of the same mutation among affected family members
and the complex inheritance patterns of congenital heart disease
(Nadeau et al., 2010; van der Bom et al., 2010).

In addition to the congenital septal defect, cardiac hypertrophy
is also seen in the P1 NOS3�/� mice (Feng et al., 2002). From
gross inspection and quantification, the NOS3�/� hearts are
significantly larger compared with WT hearts (Fig. 1A). In order
to determine if the cardiac function is impaired, in vivo heart
shortening was determined in the anesthetized P1 mice using
ultrasound crystals that were placed on the surface of the heart.
Our data show that percent shortening is significantly decreased
in NOS3�/� compared to WT hearts. In addition, the LV chamber
size is significantly increased in NOS3�/� hearts. Furthermore,
severe pulmonary congestion with focal alveolar edema is also
seen in NOS3�/� mice at P1. Cardiac dysfunction and pulmonary
congestion are typical clinical manifestations of heart failure. Our
results suggest that the higher mortality in postnatal NOS3�/�

mice is likely due to the development of heart failure after birth
(Feng et al., 2002). However, the exact cause of heart failure
remains unclear. Congenital heart defects especially coronary
artery malformation and decreased capillary density in the heart
and lungs may contribute to the development of heart failure
after birth in NOS3�/� mice (Zhao et al., 2002; Han et al., 2004;
Liu et al., 2010; Liu et al., 2011).
5. NOS3 and its upstream activators

In addition to transcription factors, NOS3 activity and expres-
sion are also regulated by a serine/threonine kinase Akt, also
known as protein kinase B (PKB) (Burger et al., 2006; Dedkova
et al., 2007; Zhang et al., 2007). Akt is an important mediator of
phosphatidylinositol-3 kinase (PI3K) signaling that regulates a
wide variety of cellular functions including survival, growth,
proliferation, glucose uptake, metabolism, and angiogenesis
(Shiojima and Walsh, 2006). The effects are achieved through
the regulation of genes and proteins involved in these processes
including NOS3 (Oudit et al., 2004; Chen et al., 2005). There are
three Akt isoforms, Akt1, Akt2 and Akt3, which have similar
structures and molecular sizes (57 kDa). All three Akt isoforms are
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expressed in the embryo starting from two-cell stage to virtually
every organ during embryonic development. Inhibition of PI3K or
Akt attenuates cardiomyocyte differentiation in embryonic stem
cells, suggesting a critical role of PI3K/Akt signaling in early stage
cardiomyocyte differentiation (Naito et al., 2003). Three Akt
isoforms have similar but yet distinct physiological roles. Tar-
geted disruption of the Akt1 gene in mice results in growth
retardation with 20% reduction in body size as well as septal
defects (Chen et al., 2001; Chang et al., 2010). Akt2 knockout mice
display insulin resistance and growth retardation while Akt3
knockouts show reduced brain size (Cho et al., 2001; Easton
et al., 2005). It is worth noting that the septal defects seen in the
Akt1�/� resembles to that of the NOS3�/� mice. Akt1�/� mice
show perimembranous and muscular ventricular septal defects as
well as atrial septal defects which are similar to those of NOS3�/�

mice (Feng et al., 2002; Chang et al., 2010).
The effect of Akt is mediated in part by upregulation of Gata4

expression via phosphorylation of GSK-3b (Morisco et al., 2001).
GSK3b inhibits the DNA binding activity of Gata4. Upon phos-
phorylation by Akt, GSK3b exits the nucleus, which curtails the
inhibitory effect of GSK3b on Gata4, leading to increases in Gata4
activation (Morisco et al., 2001). Gata4 is a transcriptional factor
that belongs to an evolutionarily conserved family of zinc finger-
containing proteins, which has 6 members (Molkentin, 2000).
Gata-1, -2 and -3 are expressed in hematopoietic stem cells while
Gata-4, -5 and -6 are expressed in various mesoderm- and
endoderm-derived tissues including the heart, liver, lung, gonad,
and gut. Gata4 is a critical regulator of early cardiogenesis.
Homozygous Gata4 knockout mice die at E9.5 and display defects
in heart and foregut morphogenesis (Molkentin et al., 1997).
Using tetraploid embryo complementation, Zhao et al. (2008)
showed that Gata4 controls cardiomyocyte differentiation in
mice. It appears that in the Gata4�/� mice, initiation of cardio-
myocyte differentiation starts normally, but progenitors cannot
differentiate into terminal cardiomyocytes as shown by the lack
of smooth muscle actin, myosin heavy chain or sarcomeric actin
staining (Zhao et al., 2008). In humans, heritable mutations of
Gata4 result in congenital heart defects including, atrial septal
defects, ventricular septal defects, atrioventricular septal defects,
pulmonary valve thickening or insufficiency of cardiac valves
(Garg et al., 2003). Interestingly, the promoter region of NOS3
contains Gata4 binding sites (Nadeau et al., 2010). Studies have
shown that Gata4 binds to these sites and increases NOS3
promoter activity (Neumann et al., 2004), suggesting Gata4 also
serves as an upstream activator of NOS3.
6. NOS3 promotes cardiomyocyte proliferation

NOS3 is important to cardiomyocyte proliferation during early
postnatal cardiac development (Lepic et al., 2006; Hammoud et al.,
2007). To assess proliferation, cardiomyocytes were isolated from
neonatal mice born within 24 h and cultured for up to 96 h. Cell
proliferation was determined by bromodeoxyuridine (BrdU) incor-
poration and cell counts. Our data showed that cultured NOS3�/�

cardiomyocytes displayed fewer cells and lower BrdU incorporation
compared with WT cardiomyocytes (Lepic et al., 2006). In order to
analyze if the decreased cardiomyocyte proliferation is related to the
level of NO produced by NOS3, NOS3�/� and WT cardiomyocytes
were treated with an NO donor and a NOS inhibitor, respectively.
Treatment with the NO donor, diethylenetriamine NONOate,
increased BrdU incorporation and cell counts in NOS3�/� cardio-
myocytes. Inhibition of nitric oxide synthase activity using NG-
nitro-L-arginine methyl ester (L-NAME) decreased the level of BrdU
incorporation and cell counts in WT cardiomyocytes. Furthermore,
to investigate cardiomyocyte proliferation neonatal mice were
treated with BrdU in vivo. Deficiency in NOS3 significantly dec-
reased BrdU labeling indexes in neonatal hearts (Lepic et al., 2006).
These data suggest that NO production from NOS3 is necessary for
postnatal cardiomyocyte proliferation, providing a crucial role of
NOS3 during postnatal heart development. However, despite
decreases in cell proliferation, the overall size of the heart is enlarged
in NOS3�/� as compared to WT mice (Fig. 1A). This is probably due
to the fact that cardiomyocyte proliferation is low and cardiac
hypertrophy is the predominant response during early postnatal
heart development (Li et al., 1996; Soonpaa et al., 1996).
7. NOS3 promotes postnatal heart maturation

The fetal and neonatal hearts develop through both hyperplasia
and hypertrophy, which increases in cell number and cell mass,
(Cluzeaut and Maurer-Schultze, 1986; Soonpaa et al., 1996). During
early postnatal cardiac development, proliferation still occurs,
albeit at a much lower level compared to fetal hearts. However,
shortly after birth cardiomyocytes undergo binucleation, accom-
panied by a cessation of proliferation and a complete switch to
hypertrophic growth (Li et al., 1996; Soonpaa et al., 1996). In
rodents this transition from hyperplastic growth to hypertrophic
growth occurs within approximately 1–2 weeks after birth
(Li et al., 1996; Soonpaa et al., 1996). Embryonic heart develop-
ment is characterized by the expression of cardiac specific
proteins such as atrial natriuretic peptide (ANP) and proteins
that form the contractile apparatus such as myosin heavy chain
(MHC). After birth, as the heart gradually gains a mature pheno-
type, ANP expression is decreased and there is also a switch from
beta to alpha isoform of MHC in cardiomyocytes (Houweling
et al., 2005). In the mature myocardium, a-MHC is the predomi-
nant isoform (Lompre et al., 1984; Swynghedauw, 1986). Our
study confirmed these postnatal changes that in the WT mouse
hearts ANP expression is progressively decreased from postnatal
day 1 to day 7 while the expression of a-MHC is increased (Lepic
et al., 2006). On the other hand, in the NOS3�/� hearts, the levels
of ANP remain high and the levels of a-MHC are significantly
decreased at postnatal day 7, suggesting that NOS3 deficiency
disturbs the normal temporal changes of ANP and a-MHC during
postnatal heart development. These data support the notion that
NOS3 plays an important role in promoting postnatal heart
maturation (Lepic et al., 2006). However, the underlying molecular
mechanisms responsible for these changes are not fully under-
stood. Studies have shown that NF-kB, a transcription factor that is
involved in inflammation, cell survival and growth, can modulate
the expression of ANP and a-MHC (Kobayashi et al., 2003; Pilz and
Casteel, 2003). In addition, NO can increase or decrease the
expression of NF-kB depending on its concentrations and the cell
types (Bogdan, 2001; Pfeilschifter et al., 2001). It is possible that
NO produced from NOS3 may act through the NF-kB pathway to
modulate expressions of ANP and a-MHC in postnatal hearts.
8. NOS3 and coronary artery development

The development of the coronary vessels is an important
event at the later stages of cardiogenesis. Coronary development
starts at E9.5 in mice from proepicardial organ (PEO) located at
the pericardial surface of the septum transversum close to the
sinus venosus (Reese et al., 2002; Gittenberger-de Groot et al.,
2012; van den Akker et al., 2012). Cells from PEO migrate and
spread over the surface of the myocardium to become the
epicardium. Concurrent with formation of the epicardium, some
epithelial cells migrate further into the subepicardial space and
undergo epithelial–mesenchymal transition (EMT) to become
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Fig. 2. Myocardial capillary density in NOS3�/� mice at P1. Heart sections were

stained with Richardson’s solution (A and B) and immunohistochemically stained for

von Willebrand factor (C and D). A and C, abundant capillaries in the left ventricular

(LV) myocardium of wild-type mice. (B and D) a few and scattered capillaries in the

LV myocardium of NOS3�/� mice. Reproduced from Zhao et al. (2002).
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mesenchymal cells, which migrate throughout the developing
myocardium and give rise to vascular smooth muscle cells,
fibroblasts and possibly endothelial cells, and form coronary
vasculature of the heart. The proximal ends of the coronary
arteries connect to the ascending aorta through coronary orifices
at the level of the left and right sinuses of the semilunar valves.
Coronary veins connect to the right atrium via the coronary
sinus. By E15.5, a complete coronary vascular system is estab-
lished (Reese et al., 2002; Gittenberger-de Groot et al., 2012).
Over the past decade, many factors have been shown to be
crucial in the formation of the coronary arteries, but the role of
NOS3 in this process is still not well understood.

Many factors have been shown to be involved in the coronary
artery development. Gata4 is a master regulator of heart devel-
opment (Laverriere et al., 1994; Crispino et al., 2001) and controls
the expression of growth factors including vascular endothelial
growth factor (VEGFa), basic fibroblast growth factor (bFGF) and
erythropoietin (EPO) that are important for coronary vessel
formation (Dame et al., 2004; Heineke et al., 2007). For example,
inhibition of VEGF and bFGF decreases both capillary formation
and arterial growth (Reese et al., 2002; van den Akker et al.,
2008). Deficiency in EPO receptor resulted in thinning of the
epicardium and disorganized coronary network and structure
(Wu et al., 1999).

We recently demonstrated that neonatal NOS3�/� mice show
severe abnormalities in coronary arteries (Liu et al., 2010). Further-
more, as early as E15.5, coronary artery diameters, density and
volume were significantly decreased in the NOS3�/� compared with
WT embryos. In order to understand the molecular mechanism
governing the correct formation of the coronary arteries, expression
of transcription and growth factors critical to coronary development
was analyzed in E12.5 hearts. Interestingly, the expression of Gata4,
VEGFa, bFGF and EPO was down-regulated in the NOS3�/� compared
with WT embryonic hearts. Additionally, Wilm’s tumor-1 (Wt1), a
transcription factor critical for EMT and coronary artery formation,
was also down-regulated and the number of epicardial derived cells
(EPDC) was decreased in the NOS3�/� hearts (Liu et al., 2010). These
data suggest that NOS3 is critical to embryonic coronary artery
development. However, the underlying molecular mechanisms are
still not clear. It has been shown that NOS3 promotes proliferation in
many cell types (Quinlan et al., 2000; Fukumura et al., 2006;
Hammoud et al., 2007). For example, NOS3 promotes neonatal
cardiomyocyte proliferation by inhibiting TIMP-3 expression
(Hammoud et al., 2007). NOS3 also promotes migration of mesench-
ymal stem cells towards the heart (Li et al., 2009). Therefore it is
possible that not only cell migration, but also cell proliferation of
EPDCs is affected in the NOS3�/� mice. Thus, a combination of
decreased transcription and growth factors and decreased ability of
EPDC proliferation and migration into the myocardium may impair
coronary artery development in the NOS3�/� mice.
9. NOS3 and myocardial capillary development

NOS3 is not only crucial in the formation of major coronary
arteries, but also in the formation of capillaries and angiogenesis
(Zhao et al., 2002). To investigate the role of NOS3 in capillary
development, myocardial capillary densities were measured
morphometrically in P1 mouse hearts. Our data showed that
myocardial capillary densities were decreased in NOS3�/� com-
pared with WT mice (Fig. 2). Next, in vitro tube formation of
cardiac endothelial cells was investigated on Matrigel. Lack of
NOS3 impaired tube formation of endothelial cells. In order to
analyze if the decreased tube formation is related to the level of
NO produced by NOS3, NOS3�/� and WT endothelial cells
were treated with an NO donor and a NOS inhibitor, respectively.
In vitro tube formation was inhibited by NG-nitro-L-arginine methyl
ester (L-NAME, a NOS inhibitor) in wild-type cells and restored by a
NO donor, diethylenetriamine NONOate, in NOS3�/� cells. In
addition, angiogenesis was evaluated via implanting Matrigel in
the myocardium of the adult heart. Following 3 days of implanta-
tion, significant angiogenesis is seen in the implanted Matrigel in
WT mice. The angiogenic response was significantly decreased in
the NOS3�/� mice. These data show that deficiency in NOS3
impairs myocardial angiogenesis and capillary development, sug-
gesting an important role of NOS3 in myocardial capillary
development.
10. NOS3 and aortic valve development

The morphogenesis of the heart valves occurs concomitantly
with changes in the cardiac morphology and in a complex process
that includes initiation, cushion formation, elongation, valve remo-
deling and maturation (Butcher and Markwald, 2007; Hinton and
Yutzey, 2011). Valve development is initiated during cardiac loop-
ing when the primary myocardium secretes a hyaluronan-rich
matrix called cardiac jelly that projects into the lumen at the
atrioventricular junction and the outflow tract at E9.0 in mice. The
underlining myocardial cells produced factors including bone
morphogenetic protein-2 (BMP2), BMP4 and transforming growth
factor (TGF)-b, which activate the overlaying endocardium. At
E10.5, the activated endocardial cells undergo EMT to become
spindle shaped migratory cells (mesenchymal phenotype) and
invade the cardiac jelly. Proliferation of the mesenchymal cells
and matrix deposition extend the cushions into the cardiac lumen
and form primordium of each distinct valve. This is then followed
by elongation and remodeling/thinning of the valve primordium at
E12.5, which leads to the gradual maturation of the valves that are
rich in elastin, fibrillar collagen and proteoglycans. During valve
remodeling, cell proliferation decreases, and subsequently there is
little to no proliferation of valve interstitial cells in the adult.
Formation of aortic and pulmonary valves is a result of septation of
the outflow tract into aorta and pulmonary trunk, which gives rise
to two semilunar valves, each consisting of three leaflets. Fusion of
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the atrioventricular canal endocardial cushions gives rise to mitral
and tricuspid valves with 2 and 3 leaflets, respectively (Armstrong
and Bischoff, 2004).

Normal aortic valves have 3 distinct cusps (or leaflets) while
bicuspid aortic valves have only 2 cusps (Siu and Silversides,
2010). Lee et al. (2000) are the first to show that deficiency in
NOS3 results in the formation of bicuspid aortic valves. The adult
NOS3�/� mice had a high incidences (5/12, 42%) of bicuspid
aortic valves (Lee et al., 2000). Subsequent studies confirmed
bicuspid aortic valves with an incidence of about 30% in NOS3�/�

mice (Fernandez et al., 2009). In patients with bicuspid aortic
valves, the most common subtypes are those with fusion of right
and left coronary leaflets (R-L) and those with fusion of right
and non-coronary leaflets (R-N) (Siu and Silversides, 2010). In
NOS3�/� mice, the bicuspid aortic valve is the R-N subtype in
which the left leaflet develops normally (Fernandez et al., 2009).
Data from our lab also show that NOS3�/� mice have bicuspid
aortic valves (Fig. 3). Furthermore, these mice have significant
aortic regurgitation at P1 as demonstrated by pulsed-wave
Doppler and color flow Doppler echocardiography (unpublished
data). The data is consistent with aortic regurgitation seen in
patients with bicuspid aortic valves (Chung et al., 2007).

Notch signaling is essential for early embryonic development
of aortic valves and postnatal repression of calcium deposition in
the aortic valves. Mutations in NOTCH1 gene cause autosomal-
dominant anomalies of aortic valves and severe valve calcification
in humans (Garg et al., 2005). In mice, Notch1 transcripts are the
most abundant in the developing aortic valves. Furthermore,
Notch1 inhibits the activity of Runx2, a central transcriptional
regulator of osteoblast cell fate. Thus, decreases in Notch1
signaling result in developmental defect in the aortic valve and
postnatal calcification that causes progressive aortic valve disease
(Garg et al., 2005). Additionally, Notch signaling is also required
for the EMT process in endocardial cushions during early valve
development (Niessen and Karsan, 2008). Interestingly, recent
studies have shown that Notch signaling activates NOS3 and its
downstream target, soluble guanylyl cyclase via PI3K/Akt path-
way (Chang et al., 2011). Therefore, NOS3 is likely a potential
downstream target of Notch signaling that governs aortic valve
development and postnatal remodeling.
WT NOS3-/-

Fig. 3. Bicuspid aortic valves in NOS3� /� mice at P1. Shown are representative

images for tricuspid aortic valves in wild-type mice (right) and bicuspid aortic

valves in NOS3� /� mice (left). Lower panel is an enlargement of the boxed area of

the upper panel. Scale bars: 350 mm (upper panel), 190 mm (lower panel).
11. Future directions

Over the past 12 years, several landmark studies have demon-
strated a key role of NOS3 in embryonic heart development and
its deficiency leads to congenital septal defects and bicuspid
aortic valves (Lee et al., 2000; Feng et al., 2002; Fernandez et al.,
2009). However, many questions remain to be addressed. For
example, it is not known if a lack of NOS3 impairs mitral and
tricuspid valve development. To this end, our preliminary data
show that mitral and tricuspid valves are malformed in the
NOS3�/� mice, suggesting NOS3 also plays an important role in
the embryonic development of atrioventricular valves (Liu et al.,
2011). Additionally, lymph vessel system aids the maintenance of
tissue fluid homeostasis and immune surveillance. Studies have
shown that NOS3 mediates VEGF-induced lymphangiogenesis
and, consequently, plays a critical role in lymphatic metastasis
of cancer (Achen et al., 2005; Lahdenranta et al., 2009). However,
the role of NOS3 in the embryonic development of lymph vessels
remains to be determined. Furthermore, during development of
the cardiac conduction system, Purkinje fibers receive paracrine
cues from developing coronary vessels (Hyer et al., 1999; Mikawa
and Hurtado, 2007). Inhibition of coronary artery development
decreases Purkinje fiber differentiation suggesting that coronary
arteries are necessary and sufficient for the induction of Purkinje
fibers (Hyer et al., 1999). Thus, it is possible that coronary artery
defects in NOS3�/� mice may impede the development of the
cardiac conduction system (Liu et al., 2010). Whether a deficiency
of NOS3 impairs development of cardiac conduction system
remains to be investigated. Finally, NOS3 894G4T polymorph-
ism, which results in reduced enzyme function (Veldman et al.,
2002; Senthil et al., 2005), has been associated with human
congenital heart disease including conotruncal defects, tricuspid
atresia and atrioventricular septal defects (van Beynum et al.,
2008). Further studies are required to determine if this poly-
morphism is associated with congenital coronary anomalies and
bicuspid aortic valves.
12. Conclusions

Cardiac NOS3 expression starts early in cardiogenesis at E9.5
and remain high until E13.5. This also coincides with the crucial
period of rapid heart development and formation of coronary
arteries and aortic valves. Deficiency in NOS3 results in cardiac
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hypertrophy, congenital septal defects, and postnatal heart failure.
In addition, coronary arteries are malformed and myocardial capil-
lary densities are decreased in NOS3�/� mice. Furthermore, defi-
ciency in NOS3 results in high incidence of bicuspid aortic valves.
These data suggest that NOS3 plays a critical role in embryonic heart
development and morphogenesis of coronary arteries and aortic
valves (Fig. 4). Although how lack of NOS3 leads to these cardiac
phenotypes is not completely understood, possible mechanisms
may include increases in apoptosis, decreases in cell proliferation,
changes in gene expression, and decreases in EPDC migration and
EMT (Fig. 4). We anticipate that these new insights into the
mechanisms of NOS3 during embryonic heart development may
lead to therapeutic strategies in the prevention and treatment of
congenital heart disease.
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