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Abstract: The natriuretic peptides (NPs) family includes a class of hormones and their receptors
needed for the physiological control of cardiovascular functions. The discovery of NPs provided a
fundamental contribution into our understanding of the physiological regulation of blood pressure,
and of heart and kidney functions. NPs have also been implicated in the pathogenesis of several
cardiovascular diseases (CVDs), including hypertension, atherosclerosis, heart failure, and stroke.
A fine comprehension of the molecular mechanisms dependent from NPs and underlying the
promotion of cardiovascular damage has contributed to improve our understanding of the molecular
basis of all major CVDs. Finally, the opportunity to target NPs in order to develop new therapeutic
tools for a better treatment of CVDs has been developed over the years. The current Special Issue of
the Journal covers all major aspects of the molecular implications of NPs in physiology and pathology
of the cardiovascular system, including NP-based therapeutic approaches.

Keywords: natriuretic peptides; arterial hypertension; pulmonary arterial hypertension; heart failure;
stroke; atrial fibrillation; ARNi; MANP

The natriuretic peptides (NPs) family includes a class of hormones [atrial (ANP), B-type (BNP)
and C-type (CNP)] and their receptors [natriuretic peptide receptor-A (NPRA), receptor-B (NPRB), and
receptor-C (NPRC)] needed for the physiological control of cardiovascular functions. First, the discovery
of NPs provided a fundamental contribution for the understanding of the physiological regulation of
blood pressure (BP) and of cardiovascular and renal functions [1]. Subsequently, abnormalities of the
NPs physiological properties were implicated in the pathogenesis of major cardiovascular diseases
(CVDs), such as hypertension and heart failure (HF) [2,3]. Finally, a more thorough comprehension of
the molecular mechanisms linked to NPs actions through their distinct receptors has contributed to
improve our understanding of key molecular mechanisms of cardiovascular homeostasis, as well as
the progression of several CVDs [3,4].

As a matter of fact, the NPs system has provided over time a continuous, attractive source of new
knowledge and discoveries regarding the pathogenesis, diagnosis, prognosis, and therapy of CVDs.
In particular, the opportunity to target NPs in order to design new therapeutic tools for a more effective
treatment of CVDs has been developed, ultimately culminating in the introduction of a new class of
drugs for the management of HE, the angiotensin receptor neprilysin inhibitor (ARNi) [5,6].

The continuous interest in this field of biomedical research is documented by accumulating data
produced from several expert scientific groups. This issue of the Journal collects some original and
review articles on the molecular and biomedical aspects concerning NPs, with a discussion of their
current clinical and therapeutic applications.
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The cellular effects of NPs include the regulation of cell proliferation, angiogenesis, apoptosis,
fibrosis, and inflammation [3]. Their anti-proliferative, anti-fibrotic, and anti-hypertrophic effects,
including the underlying signaling pathways, were largely documented at both cardiac and vascular
levels [3]. In this issue, a review of the literature presented by Forte M. et al. summarizes the current
knowledge on the cardiovascular pleiotropic effects of NPs and highlights the most relevant findings
that underscore the NPs system as a key player in the cardiovascular remodeling process [7]. A major
strength of this aspect of NPs function was initially provided by genetically modified animal models
showing that lack of either the ANP (Nppa) or NPRA gene (Npr-1) led to hypertension and marked
cardiac hypertrophy, the latter being independent from high blood pressure levels [7]. In particular, as
outlined in the article by Pandey K.N. [8], the gene-targeted (gene-knockout and gene-duplication)
mouse models demonstrated the key roles of guanylyl cyclase/NPRA in cardiovascular disease states.
Above all, we learned that lack of Npr-1 led to salt-sensitive increases in BP whereas Npr-1 gene
duplication lowered BP and protected against high dietary salt concentrations [8]. The findings
obtained in animal models were subsequently translated to the human disease [3,8]. In fact, both
genetic and clinical studies could demonstrate the significant associations of variant alleles at Nppa,
BNP gene (Nppb), and Npr-1 with cardiovascular disorders in humans [3,8,9].

Interestingly, NPs control the lipid metabolism through an anti-lipolytic effect [10]. Of note, they
promote mitochondria biogenesis in adipocytes and the process of “browning” of white adipocytes to
increase energy expenditure [11]. Herein, a novel original mechanism underlying the anti-lipolytic effect
of ANP is presented by Bordicchia M. et al. [12]. This mechanism, supported by experimental in vitro
evidence, refers to the inhibition by ANP of Proprotein convertase subtilisin/kexin type 9 (PCSK9), the
enzyme responsible for Low Density Lipoprotein (LDL) receptor (LDLr) degradation [13]. Specifically,
the original work by Bordicchia M. et al. demonstrates that ANP inhibits PCSK9 expression in human
adipocytes, therefore reducing LDLr degradation [12]. It is known that the inhibition of PCSK9,
through a specific antibody, allows the accumulation of LDLr and the decrease of LDL cholesterol level
in the blood [13]. This strategy has represented a breakthrough of the current therapeutic approaches
to treat hypercholesterolemia [14]. By blocking PCSK9 induction, ANP appears to mimick, although to
a much lower extent, the action of PCSK9 inhibitors, evolocumab and alirocumab [15,16]. It will be
interesting in the future to test LDL cholesterol levels in patients undertaking ARNi and presenting
with higher ANP circulating levels [17].

Both the hemodynamic and cellular effects of NPs explain the pathogenetic involvement of NPs
in hypertension and related target organ damage. In particular, as discussed in this issue of the
Journal, the comprehension of the fine molecular mechanisms underlying hypertension has been
largely improved through the dissection of the molecular genetics of the NPs system [18]. Nowadays,
genetic variations of Nppa, Nppb, CNP gene (Nppc), Npr-1, NPRC gene (Nprc), Corin, and Proprotein
convertase subtilisin/kexin type 6 gene (PCSK6) are known contributors to hypertension development
in experimental models as well as in humans through a decreased function of the system and of its
impact on BP regulation [18]. Furthermore, by dissecting molecular alterations of the NPs system
components, we have been able to understand, at least in part, the pathogenesis of cardiovascular
damage in hypertension. Most importantly, a harmful variant of human Nppa (the T2238C/ANP,
rs5065), that is frequently encountered in the general population (14% frequency of the allele variant),
has shown functional deleterious properties that completely diverge from those of the wild type
form, which makes this molecular variant a significant contributor to cardiovascular acute events
such as stroke and myocardial infarction [19]. On the other hand, a protective Nppa variant (rs5068)
is able to reduce the cardiometabolic risk by increasing the circulating ANP level and its beneficial
cardiovascular and metabolic properties [20]. Furthermore, a less frequent Nppa variant (rs5063) was
associated to reduced left ventricular mass in hypertension [21]. Overall, the experience gained from
several research groups with the studies on molecular variants of Nppa support the existence of genetic
predictors of cardiovascular risk that contribute to the individual risk profile (as part of the emerging
field of predictive medicine).
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NPs represent today well established and useful diagnostic biomarkers in HF, being of particular
help for the differential diagnosis of dyspnea in the emergency room [22]. The increase of amino-terminal
(NT)-proBNP/BNP levels reflects the ventricular dysfunction characterizing the condition of HF
with reduced ejection fraction (HFrEF), whereas their decrease reliably reflects functional cardiac
improvement due to the therapeutic interventions [23]. ANP behaves in a similar manner, although it
is not routinely used in clinical practice mainly due to its shorter half-life and lability. The mid-regional
amino-terminal ANP (MR-proANP), detected through an immunoassay toward the segment including
aminoacids 53-90 of the ANP amino-terminal portion, is a more stable form and offers more
specific useful applications [24,25]. Both ANP and BNP also play a prognostic role in HF [26,27].
The accumulation of NPs is not sufficient to maintain a proper hemodynamic balance in cardiac
failure, particularly with the progression of the disease. In fact, a state of “resistance to NPs” is
described in HF patients, raising the need to increase further their plasma levels in order to achieve
a better circulatory homeostasis in cardiac failure [28]. In this issue of the Journal, the role of NPs
is discussed in the condition of HF with preserved ejection fraction (HFpEF) [29]. Although with
some controversies, lower levels of BNP are found by the majority of the studies in HFpEF [29,30].
Of interest, the significance of MR-proANP in the context of HFpEF is growing as a more specific and
more informative marker that parallels the trend of BNP [24]. Therefore, raising the NPs levels is
expected to allow an improved hemodynamic profile in HFpEF as well. The upcoming results of the
PARAGON trial (that tested the potential benefits of ARNi in HFpEF patients) could soon clarify this
important question [31].

HF is often associated to atrial fibrillation (AF), a condition that on its own presents with higher
BNP levels [32,33]. This combination raises the need to interpret correctly the level of NPs for both
diagnostic and prognostic purposes. The BNP level may not differ between HF patients with AF and
HF patients without AF [34]. In fact, higher cut-off levels of BNP need to be taken into consideration to
improve the specificity and likelihood of correct diagnosis of HF in the presence of AF [35]. Moreover,
as discussed in this issue, the role of NPs in the screening for the new onset of incident AF and for the
prediction of AF recurrence after cardioversion and pulmonary vein isolation may reveal useful in the
clinical setting [33,36,37].

In the context of HF, a renal dysfunction often develops (cardiorenal syndrome). As reviewed
in this issue by Okamoto R. et al. [38], BNP is a major player in the heart-kidney connection and
it plays important protective roles within the kidneys mainly through its inhibitory effect on the
renin-angiotensin system and the sympathetic nervous system. Thus, by promoting diuresis, natriuresis,
and vasorelaxation, it counteracts not only HF but also chronic kidney disease (CKD) development.
In fact, BNP and NT-proBNP levels are higher in acute HF patients with renal dysfunction as compared
to patients with normal renal function [39]. Importantly, it has been shown that BNP infusion may
contribute to prevent development of CKD in HF [40].

The strength of the relevance of NPs in HF is reinforced by an interesting review article of this
Special issue. Specifically, the article by Cao Z. et al. focuses on the role of NT-proBNP/BNP as
valuable diagnostic biomarkers of cardiac dysfunction in deceased individuals [41]. This original
observation extends the application of these HF biomarkers to forensic medicine apart from the
standardized use in clinical practice. No other biomarker has ever been reported to diagnose cardiac
dysfunction postmortem.

An important component of the NPs system is represented by CNP, which acts through either the
NPRB or NPRC receptors. CNP is mainly synthetized by endothelial cells and also by cardiomyocytes
and fibroblasts. It circulates in the blood at very low amounts, offering a clear example of an
autocrine/paracrine mediator within the cardiovascular system [42]. The most recent discoveries
regarding CNP functions have been reported in the review article by Moyes A. et al. [43]. These authors
underscore novel functions of CNP, such as control of inflammation, angiogenesis, cell proliferation,
and anti-atherosclerotic effect in the blood vessel; control of cardiomyocyte contractility, fibrosis,
hypertrophy and even of electrophysiological activity of the heart [43]. These multiple functions
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make CNP a multifaceted paracrine regulator within the cardiovascular system. In the presence of a
dysregulation of CNP, the development of CVDs is favored. For instance, since CNP controls BP levels
through a potent vasodilation within the microvasculature, abnormalities of CNP function contribute
to hypertension development [44]. CNP increases in HF, in parallel to ANP and BNP and to its receptor
NPRC, and it correlates to disease severity and outcome [45]. In fact, these observations have focused
the attention to CNP as a potential therapeutic target in both hypertension and HE.

Among the recent discoveries regarding the NPs system, the one that deserves particular
attention is the potential involvement of NPRC signaling in the pathogenesis of pulmonary arterial
hypertension [46]. The article by Egom E. provides a revision of the literature supporting the link
between abnormalities of NPRC signaling and pulmonary vascular remodeling, pulmonary fibrosis,
and chronic obstructive pulmonary disease [47]. The latter are explained by the disruption of the
anti-proliferative effects of NPRC via the Gqo/mitogen-activated protein (MAP) kinase signaling
pathway [48].

The main therapeutic approaches to treat CVDs involving the NPs system are based on either
the development of peptide analogs or the blockade of peptides catabolism [3,4]. In this issue,
Cannone V. et al. describe one of the most promising ANP analog, the MANP, a 40 amino acid peptide
with a 12 amino acid extension to the carboxyl-terminus of ANP [49]. This peptide analog, that is
more resistant to degradation, is progressively gaining more interest for its future application in
clinical practice. In fact, it has been tested in both experimental and clinical settings with evidence of a
significant prolonged anti-hypertensive effect. Its cardiometabolic protective properties are also being
currently investigated in humans [49].

An overview of the strategies aimed at blocking the NPs catabolism through a NPRC blockade,
and particularly through NEP inhibition, is presented by Volpe M. et al. [50]. The approach based on
NEP inhibition led to the recent development of a new class of drug called ARNi, which currently
represents a valuable therapeutic tool for the treatment of HRrEF and may become, in the near future,
an essential tool for the treatment strategy toward many other CVDs, possibly also hypertension [5,50].
So far, the only available compound is sacubitril/valsartan.

Overall, the comprehension of the multiple functional roles of NPs, gained over the last 35 years,
makes this hormonal system an essential contributor to the maintenance of the cardiovascular health.
On the other hand, a deeper understanding of the complex molecular mechanisms underlying the
functionality of NPs has opened a new way to relevant therapeutic innovations. Future years, through
the continuous efforts of several research groups, will certainly reveal more insights on this multifaceted
cardiovascular hormonal system.

Funding: This work was supported by a grant from the Italian Ministry of Health and by the “5 per mille” grant.
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Abstract: Atrial natriuretic peptide (ANP) is a cardiac hormone belonging to the family of natriuretic
peptides (NPs). ANP exerts diuretic, natriuretic, and vasodilatory effects that contribute to maintain
water—salt balance and regulate blood pressure. Besides these systemic properties, ANP displays
important pleiotropic effects in the heart and in the vascular system that are independent of blood
pressure regulation. These functions occur through autocrine and paracrine mechanisms. Previous
works examining the cardiac phenotype of loss-of-function mouse models of ANP signaling showed
that both mice with gene deletion of ANP or its receptor natriuretic peptide receptor A (NPR-A)
developed cardiac hypertrophy and dysfunction in response to pressure overload and chronic ischemic
remodeling. Conversely, ANP administration has been shown to improve cardiac function in response
to remodeling and reduces ischemia-reperfusion (I/R) injury. ANP also acts as a pro-angiogenetic,
anti-inflammatory, and anti-atherosclerotic factor in the vascular system. Pleiotropic effects regarding
brain natriuretic peptide (BNP) and C-type natriuretic peptide (CNP) were also reported. In this
review, we discuss the current evidence underlying the pleiotropic effects of NPs, underlying their
importance in cardiovascular homeostasis.

Keywords: Atrial Natriuretic peptide; natriuretic peptides; cardiac remodelling; cardiac hypertrophy;
vascular homeostasis

1. Introduction

Atrial natriuretic peptide (ANP) was the first member of the natriuretic peptides (NPs) family
to be discovered, in 1981 [1-3]. The other two members, brain natriuretic peptide (BNP) and C-type
natriuretic peptide (CNP) were identified a few years later [4,5]. NPs share some similarities: All three
peptides are encoded by genes including three exons and display a 17-amino-acid ring structure in
their active forms [6,7]. NPs are synthetized as pre-hormones and subsequently cleaved into the
biological active carboxy terminal forms (x-ANP, BNP-32, CNP-22), together with their respective
amino-terminal ends. The latter are the more stable circulating form of NPs [6-8]. ANP and BNP are
synthetized prevalently in the heart, atria, and ventricles, respectively. However, a lesser expression of
ANP and BNP has been reported in other areas [6-8]. Endothelium is the principal source of CNP
production [6-8].

The systemic effects of NPs are well described in the literature [9,10]. They are prevalently
secreted in response to the mechanical stretch of myocardial walls induced by volume or pressure
overload and then, once secreted, they exert diuretic, natriuretic, and vasodilatory effects, thereby
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maintaining cardio—renal homeostasis and hemodynamic status through the regulation of water—salt
balance and body fluid volume [9-11]. NP secretion is also induced by other hormones, such as
endothelin 1, angiotensin II, and by the adrenergic system [12-14]. In turn, NPs inhibit the
renin-angiotensin-aldosterone system (RAAS) and sympathetic nervous system (SNS) [3,15]. Based
on all these effects, NPs may be considered as pivotal players in the pathophysiology of hypertension.
Mice with homozygous genetic ablation of the ANP gene display absent levels of circulating ANP
and develop salt-sensitive hypertension [16]. For these reasons, several therapeutic strategies for the
management of hypertensive subjects have been created with the aim of increasing circulating levels of
NPs [9,10]. NPs are also valid diagnostic and prognostic markers in cardiovascular diseases (CVDs),
such as heart failure (HF), coronary artery diseases, valvular diseases, myocardial infarction, and
stroke, also in apparently healthy individuals [17-21].

Among the NPs, both the active (BNP) and the inactive forms (either glycosylated or
not-glycosylated proBNP and NTpro-BNP) of BNP are considered as the first line biomarkers for the
diagnosis and progression of acute and chronic HF [22]. This may be due to the longer half-life and
stability of BNP as compared to the other NPs (see below). Circulating levels of BNP and NTproBNP
have been shown to directly correlate with the clinical outcomes in patients with HF and to be more
accurate if compared to other markers used routinely, such as troponin [22]. However, the three
forms of BNP detected in plasma shared different analytical properties, and to date there are no
valid commercial kits able to detect only the active form of BNP, which is the form with the shorter
half-life. The latter is in part attributable to the cross-reactivity of antibodies with glycosylated and
not-glycosylated forms of proBNP. Of note, the inactive forms of BNP display a lower intra-individual
biological variation and they have a higher ability to predict HF progression as compared to BNP. For
these reasons, it is recommended to consider the level of BNP and proBNPs together in HF patients [22].
It is also strongly recommended that NPs levels should be evaluated in conjunction with other clinical
parameters, such as renal function, body mass index, and cardiac imaging [23].

Besides their systemic effects, accumulating lines of evidence indicate that ANP has beneficial
pleiotropic effects on the cardiovascular system at baseline and in response to stress. These pleiotropic
functions are mediated by paracrine and autocrine mechanisms and are independent of blood
pressure regulation [9,24]. ANP was shown to reduce maladaptive cardiac remodeling, exerting
anti-hypertrophic and anti-fibrotic effects in response to pressure overload and chronic ischemic
remodeling [25-28]. ANP administration reduces ischemia-reperfusion (I/R) injury. In addition, it was
previously demonstrated that ANP induces anti-inflammatory and pro-angiogenetic effects in the
vascular system [29-31]. On the other hand, similar effects do not seem to be induced by BNP, which is
only able to exert anti-fibrotic functions [9,32].

In this review, we will discuss the pleiotropic beneficial effects of natriuretic peptides in
the heart and vascular system, with a particular focus on ANP. We will summarize the results
obtained in loss-of-function mouse models of ANP signaling undergoing cardiac and metabolic
stress. We also discuss the available human evidence regarding the pleiotropic effects of ANP in the
cardiovascular system.

2. Overview of ANP Metabolism

Once synthetized, the inactive form of ANP (pro-ANP) is stored in secretory granules of atrial
cardiomyocytes [8]. Following this, pro-ANP is cleaved by the atrial natriuretic peptide-converting
enzyme (Corin) in x-ANP and NT-proANP, which are the two detectable plasmatic forms [10].
Accordingly, corin knockout (KO) mice showed reduced level of active ANP and develop a mild
hypertension [33]. The proprotein convertase subtilisin/kexin type 6 (PCSK®6) is another important
member of NP metabolic cascade. PCSK6 cleaves and activates the zymogen corin. PCSK6 KO
mice develop salt-sensitive hypertension, with the consequent inhibition of ANP processing and
corin activity in the heart. Notably, a genetic variant in the catalytic domain of PCSK6 was found
in hypertensive patients. When transfected in cells, this variant of PCSK6 was unable to activate
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corin [34]. Similarly, genetic variants in corin gene that associate with hypertension and heart diseases
were reported to impair PCSK6-mediated corin activation [35-37].

ANP exerts its biological effects by the interaction with the natriuretic peptide receptor type A
(NPR-A). BNP also interacts with NPR-A, whereas CNP binds with a higher affinity to the type B
receptor (NPR-B) [38]. NPR-A and NPR-B are widely distributed in the body. They are prevalently
expressed in the kidney, brain, vascular system, heart, adrenal gland, and pancreas [39,40]. The adipose
tissue is also a target of NPs. In this regard, NPRs are highly expressed in human adipose cells
and both ANP and BNP were found to regulate lipid metabolism, by promoting lipolysis and
adiponectin secretion [41-45]. This evidence suggests an important cross-talk between cardiac and
adipose tissue [46] Both NPR-A and B are coupled to a guanylate cyclase (GC) and induce an increase
of intracellular levels of cyclic guanosine monophosphate (cGMP) upon their activation [9,10,47].
Specifically, NPR-A and NPR-B are characterized by an external region, devoted to the interaction
with NPs, a membrane region and an intracellular region containing the GC catalytic domain [48].
An additional receptor, NPR-C, does not show GC activity and it is instead coupled with an inhibitory
G protein (G;«), which leads to the reduction of intracellular cyclic adenosine monophosphate (cAMP)
levels, when NPR-C is activated. NPR-C contains an external region, which is the homologous of
the external region of NPR-A and NPR-B. In contrast, its intracellular region is composed by only 37
amino acids. NPR-C is responsible for the clearance of NPs [47,49]. The expression of NPR-C has
been reported in heart, vascular cells, pancreas, gastrointestinal tract, neurons, and chondrocytes [40].
The clearance of NPs mediated by NPR-C occurs through its internalization and delivery to lysosomes.
However, known cytoplasmic international motifs have not been identified in NPR-C sequences [48].
It has been reported that the removal of ANP from circulation occurs mainly in the lung, liver, and
kidney [50]. Clearance of ANP ranges from 0.5 min to 4 min [48], which is comparable with the
clearance of other vasoactive hormones, such as angiotensin II and vasopressin [51,52]. BNP displays
the longest half-life (about 23 min) among NPs, whereas CNP has the shortest half-life, which was very
close to ANP (about 3 min) [53-55]. The differences between the half-life of NPs are attributable to
their different binding affinity with NPR-C. In this case, ANP displays the major affinity with NPR-C.
However, aside from its functions as a clearance receptor, it is now well established that NPR-C also
mediates important cellular functions of NPs, especially CNP.

Besides NPR-C, the degradation of circulating NPs is also achieved by the neutral endopeptidase
neprilysin (NEP) [56-58]. NEP is ubiquitously expressed in the body. It also cleaves other vasoactive
peptides, such as angiotensin I and II, bradichinin [59]. The NPs degradation mediated by NEP occurs
when NPR-C is saturated [60]. Recently, drugs combining NEP inhibition with angiotensin II receptor
inhibition, named ARNi, have been introduced in the management of patients with HE, in order to
maintain high levels of circulating NPs, as discussed in detail below [61,62].

3. ANP and Cardiac Pleiotropic Effects

The expression of NPR-A in cardiac cells, both in myocytes and in fibroblasts suggests
a fundamental role played by ANP in the heart through autocrine and paracrine mechanisms
(Figure 1) [63,64]. In fact, in vitro studies revealed that ANP inhibits cell growth and proliferation in
cardiomyocytes and promotes apoptosis [65-67]. The observation underlying the anti-hypertrophic
effects of ANP has been extensively investigated in KO models of ANP and NPR-A. For example, it
was shown that mice with genetic disruption of ANP develop cardiac hypertrophy and hypertension
in response to chronic hypoxia (3 to 5 weeks) and high salt diet administration [16,68-70]. Feng et al.
demonstrated that the observed cardiac hypertrophy found in ANP KO models was independent of
change in blood pressure. In fact, when the blood pressure was normalized by a low salt diet regimen
ANP KO mice also developed cardiac hypertrophy, compared to wild-type animals [71]. In addition,
ANP deficient mice undergoing 2 weeks of volume overload through an aorto-caval fistula showed
left ventricular hypertrophy (LVH) and dysfunction when fed with both a regular and a low salt
diet [27]. Franco et al. [24] further investigated the development of cardiac hypertrophy in heterozygous
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ANP KO mouse after 1 week of pressure overload induced by transverse aortic constriction (TAC).
The authors showed that the partial inhibition of ANP also leads to hypertrophy and adverse cardiac
remodeling either at baseline and after hemodynamic stress without any significant effect on blood
pressure. Conversely, the exogenous administration of ANP was found to be sufficient to reduce
cardiac remodeling in a model of chronic myocardial infarction [72]. Kinoshita et al. demonstrated that
ANP exerts its anti-hypertrophic actions on cardiac myocytes through the inhibition of the transient
receptor potential subfamily C (TRPC-6), in a protein kinases G (PKG) mediated manner. TRPC-6
triggers hypertrophic stimuli by activating the calcineurin-nuclear factor of activated T cells (NFAT)
signaling. In the same study, the authors found that inhibition of PKG, as well as modifications in the
phosphorylation site of TRPC-6, blunts the anti-hypertrophic actions of ANP [73].

Maladaptive cardiac
Normal heart remodelling

/‘ @
Stress

Pressure overload
Volume overload Cardiomyocyte Cardiomyocyte fMKP-1 J ERK, INK, p3SMAPK

Anrti-hypertrophic effects
Anti-fibrotic effects

Calcinenrin/NFAT,
Calcium influx
Oxidative stress
c¢GMP/PKG

Paracrine effects

Figure 1. Local action of atrial natriuretic peptide (ANP) in cardiomyocytes. ANP is secreted by
cardiomyocytes in response to cardiac stress. After secretion, ANP binds to the natriuretic peptide
receptor (NPR-A) and activates the cGMP/PKG pathway. Anti-hypertrophic and anti-fibrotic effects
of ANP occur through autocrine and paracrine mechanisms. Arrow-headed lines indicate activation,
whereas bar-headed lines indicate inhibition. Legend: c-Jun N-terminal kinase (JNK); cyclic guanosine
monophosphate (cGMP); extracellular signal-regulated kinase (ERK); mitogen-activated protein kinase
phosphatase-1 (MKP-1); natriuretic peptide receptor type A (NPR-A); nuclear factor of activated T-cells
(NFAT); p38 mitogen-activated protein kinase (MAPKs); protein kinases G (PKG). See text for further
details. The figure was made using tools provided by Servier Medical Arts, amongst others.

Interesting findings have also been obtained in KO of NPR-A (NPR-A KO). NPR-A null mice are
characterized by cardiac hypertrophy and chamber dilatation at three months of age. These effects were
not exclusively attributable to the observed increase of blood pressure levels in these animals, since the
magnitude of cardiac hypertrophy was exaggerated with respect to what could be expected based on
the severity of hypertension. In addition, similar levels of cardiac hypertrophy could not be observed
in other mouse models of hypertension [74]. Knowles et al. corroborated these data in NPR-A KO
undergoing TAC. The authors showed the exacerbation of cardiac hypertrophy and cardiac dysfunction
in NPR-A null mice compared to wild-type mice; they also reported that chronic administration
of different anti-hypertensive drugs, such as enalapril, furosemide, hydralazine, propranolol, and
losartan was not able to reduce cardiac mass in NPR-A KO [75]. Consistently, cardiac overexpression of
NPR-A reduced cardiomyocyte size in both wild-type and NPR-A KO mice, along with the reduction
of ANP mRNA levels [76]. These changes were not associated with hemodynamic alteration [76].
To test the local effect of ANP in determining cardiomyocytes size, Holtwick et al. generated a
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model with cardiomyocyte-specific gene deletion of NPR-A (NPR-AcKO). They demonstrated a
hypertrophic cardiac response in NPR-AcKO at baseline, which was accelerated in mice subjected to
aortic constriction and analyzed 10 days after surgery. Moreover, in NPR-AcKO mice undergoing
surgery, the authors observed a reduction of blood pressure levels, probably attributable to the increase
of plasma ANP levels [26]. These findings support the concept that ANP acts as an intrinsic regulator
of cardiac hypertrophy [25]. Mechanistically, it was demonstrated that ANP reduces hypertrophy
induced by angiotensin-II (Ang-II) and endothelin-1 (ET-1), by increasing mitogen-activated protein
kinase phosphatase-1 (MKP-1) signaling in a cGMP-dependent manner in cultured cardiomyocytes [77].
MKP-1 activation inhibits extracellular signal-regulated kinases (ERKs), c-Jun N-terminal kinases
(JNK), and p38MAPKSs, known inducers of cell proliferation and hypertrophy [78]. ANP was also
reported to reduce protein synthesis in cardiomyocytes and fibroblasts in vitro treated with adrenergic
stimuli by the inhibition of calcium influx mediated by norepinephrine [79]. The involvement of
the cardiac calcineurin-NFAT pathway in cardiac hypertrophy was also reported in the NPR-A KO
mice [80]. In addition, exogenous administration of ANP was able to inhibit calcineurin/NFAT
signaling in cultured cardiomyocytes treated with phenylephrine [73,80]. Other studies showed that
the anti-hypertrophic effects of ANP are associated with the reduction of oxidative stress in isolated
cardiomyocytes treated with Ang-II and ET-1 [81]. However, most of the previous studies dissecting
the mechanisms of the antihypertrophic effects of ANP were associative and further investigations are
warranted to address this issue.

Human evidence also underlines the association between ANP and cardiac mass. In this regard,
Rubattu et al. found that reduced levels of circulating ANP were associated with an increase in
left ventricular mass in individuals with essential hypertension. Similar data were obtained in the
same study in subjects carrying an allelic variant of ANP gene promoter, which is associated with
reduced circulating ANP levels [82]. Similarly, a deletion mutation in the NPR-A gene was found to
be associated with the development of LVH without hypertension [83]. ANP levels were found to
be lower in the presence of obesity and metabolic syndrome, because of either increased clearance or
reduced synthesis. [84]. Accordingly, plasma levels of ANP were found to be inversely correlated with
the increase of cardiac mass in hypertensive subjects with metabolic syndrome or obesity [85,86].

4. ANP and Ischemia/Riperfusion Injury

Pre-clinical and clinical studies showed that ANP is able to attenuate I/R injury. ANP was
found to protect isolated rat hearts from I/R injury and to increase post-ischemic cGMP level when
administered at the time of reperfusion [87]. Similar findings were obtained in isolated rabbit hearts,
in which infusion of ANP prior to reperfusion was reported to significantly decrease infarction
area. Similarly, administration of a cell-permeable cGMP analogue was able to mimic the protection
exerted by ANP. In contrast, the mitochondrial ATP sensitive potassium channel (mKATP) inhibitor
5-Hydroxyde-canoate (5-HD) blunted it [88]. Other studies revealed that the pre-ischemic infusion of
ANP in isolated rat hearts was unable to limit I/R injury when the hearts were co-treated with N-nitro
l-arginine methyl ester (L-NAME) or a protein kinase C (PKC) synthetase inhibitor or with a mKATP
channel blocker. The latter findings suggest that the nitric oxide (NO)-PKC pathway and the mKATP
channel activation are likely involved in the beneficial effects of ANP during I/R [89].

The role of ANP was also observed in models of I/R in vivo. For example, in dogs undergoing
30-min of ischemia followed by 60 min of reperfusion, ANP was shown to decrease ventricular
extrasystoles and atrial fibrillation when administered either during artery occlusion or during
reperfusion. An increase of myocardial ATP was found in the ischemic myocardium of ANP-treated
animals. On the other hand, no differences were observed in hemodynamic parameters, suggesting
that the protective effects of ANP were mediated prevalently by the elevation of cGMP [90]. In another
study, ANP administration during ischemia or immediately before reperfusion was found to limit
cardiac injury in pigs [91]. In pigs subjected to 30 min of ischemia followed by 4 h of reperfusion, ANP
was reported to decrease myocardial injury, in association with the increase of myocardial expression of
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peroxisome proliferator activated receptor v, a transcription factor involved in myocardial protection
during I/R [92,93]. Of interest, Charan et al. showed that ANP was able to restore the cardioprotection
conferred by ischemic pre-conditioning (four cycles of 5 min of ischemia followed by 5 min of
reperfusion) in diabetic hearts, likely through an improvement of NO metabolism [94]. NPR-A KO
subjected to myocardial infarction by permanent ligation of left coronary artery showed higher mortality
within 1 week, as compared to wild-type mice and also a reduced water and sodium excretion. In
addition, NPR-A KO mice showed exacerbated cardiac hypertrophy, fibrosis and dysfunction 4 weeks
after myocardial infarction. Notably, cardiac fibrosis was absent in NPR-A mice carrying a deletion in
Ang-II type 1A receptor whereas the higher mortality and cardiac hypertrophy remained unaltered [95].

Similar effects were observed in human patients with acute myocardial infarction (AMI). In fact,
Hayashi et al. reported that ANP improves left ventricular ejection fraction (LVEF) and prevents left
ventricular enlargement in patients with anterior AMI receiving reperfusion therapy. In the same study,
the authors showed the suppression of the renin-angiotensin-aldosterone system and endothelin-1
(ET-1) pathways, known mediators of left ventricular remodeling [96]. Moreover, ANP administered
immediately after coronary angioplasty limited I/R injury, reduced ST-segment elevation and increased
LVEF in AMI patients [97]. Kasama et al. studied the effects of ANP on left ventricular remodeling in
patients with first anterior AMI. In this study, ANP was continuously infused before and after primary
coronary angioplasty. ANP drastically reduced I/R injury, inhibited LV remodeling, and ameliorated
LV function, together with the reduction of cardiac sympathetic nerve activity [98]. In the J-WIND
(Japan-Working Groups of Acute Myocardial Infarction for the Reduction of Necrotic Damage) clinical
trial, ANP infusion was shown to decrease infarct size and to limit reperfusion injury in patients
affected by AMI undergoing reperfusion therapy [99].

5. ANP and Vascular Pleiotropic Effects

Previous evidence indicates that ANP can be expressed and secreted by aortic endothelial
cells [100], suggesting a local action of ANP also in the endothelium. Mice with endothelial-specific
deletion of NPR-A gene (NPR-A-ecKO) undergoing limb ischemia displayed impaired angiogenesis
until 5 weeks post-surgery. In addition, NPR-A-ecKO observed 10 days after TAC showed a decreased
capillary density in the heart, which was associated with the development of cardiac hypertrophy
and fibrosis. In the same study, ANP was also able to induce endothelial cell proliferation and
angiogenesis in vitro [101]. Other evidence has demonstrated that physiological doses of ANP are
able to induce endothelial cell proliferation and migration along with increase of phospho-Akt and
phospho-ERK1/2. In contrast, excessive doses of ANP leads to opposite effects [29]. Of interest,
we reported that a molecular variant of ANP (C2238-«ANP), which is associated with increased
cardiovascular risk, severely affects endothelial function in vitro and ex vivo in isolated mouse
arteries [102-105]. C2238-aANP interacts with NPR-C receptors, leading to the inhibition of the
cAMP/Akt/protein kinase A (PKA) pathway and activation of NADPH oxidase. The latter contributes
to the increase of reactive oxygen species (ROS) and promotes endothelial dysfunction [102]. We also
found that subjects carrying the C2238-« ANP gene variant showed endothelial dysfunction [102].

Kiemer et al. reported that ANP reduces inflammation in endothelial cells by inhibiting the
TNF-«-induced expression of adhesion molecules, such as E-selectin and ICAM-1. The latter is
achieved by the activation of the nuclear factor of kappa light polypeptide gene enhancer in B-cells
inhibitor (IkB) and the consequent inhibition of the nuclear factor kappa-light-chain-enhancer of
activated B cells (NF-kB), in a cGMP-dependent manner [106]. In separate studies, the same group
found that ANP is able to inhibit the macrophage expression of ciclooxygenases-2 (Cox-2) induced by
lipopolysaccharides and to reduce inducible nitric oxide synthase (iNOS) expression [107,108]. Of note,
inhibition of neprilysin was shown to potentiate the effects of ANP and to limit polymorphonuclear
neutrophil-vascular cell interactions in vitro under hypoxia [109]. Although the evidence described
above suggests that ANP may preserve vascular function through autocrine and paracrine mechanisms,
it should be better clarified whether these effects are prominently attributable to endothelial-derived or
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also to cardiac-derived ANP (Figure 2). ANP increases systemic endothelial permeability through
endothelial NPR-A, thereby maintaining intravascular volume homeostasis. Cardiac ANP reduces
lung endothelial permeability in pathological conditions [110]. It should also be noted that most of
the evidence regarding the endothelial effects of ANP were observed in vitro. In addition, most of
the studies only investigated the contribution of exogenous ANP, without exploring the impact of
endogenous endothelial-derived ANP.
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Figure 2. Effects of atrial natriuretic peptide (ANP) in the vascular system. The contribution of either
endothelial and cardiac-derived ANP in response to stress prevents endothelial dysfunction and
vascular damage. ANP increases vasodilatation and endothelial permeability, stimulates angiogenesis,
proliferation, nitric oxide production, and exerts anti-inflammatory effects. Arrow-headed lines indicate
activation whereas bar-headed lines indicate inhibition. Legend: cyclic guanosine monophosphate
(cGMP); ciclooxygenases-2 (Cox-2); intercellular Adhesion Molecule 1 (ICAM-1); natriuretic peptide
receptor type A (NPR-A); nitric oxide (NO); nuclear factor kappa-light-chain-enhancer of activated B
cells (NFkB); protein kinases G (PKG); tumour necrosis factor alpha (TNFa). See text for further details.
The figure was made using tools provided by Servier Medical Arts, amongst others.

6. Local Actions of BNP and CNP in the Cardiovascular System

Accumulating lines of evidence also suggest a local action of BNP and CNP in the cardiovascular
system, although to a lesser extent than ANP. For example, in mice lacking BNP gene (BNP KO) cardiac
fibrosis was observed 7 days after pressure overload. However, no signs of ventricular hypertrophy were
evident in BNP KO mice [111]. Infusion of BNP was found to inhibit TGF-f3-induced cardiac fibroblast
proliferation and to reduce the expression of genes involved in fibrosis, myofibroblast conversion, and
inflammation. These effects were mediated by the activation of PKG and mitogen-activated protein
kinase (MEK)/extracellular signal-regulated kinase (ERK) pathway [112].

CNP was shown to be secreted by cardiac fibroblasts exposed to pro-fibrotic stimuli. CNP
secretion by cardiac fibroblasts leads to the reduction of collagen synthesis in a cGMP dependent
manner [32]. These findings were supported in vivo in rats subjected to myocardial infarction induced
by coronary ligation. CNP administered for 2 weeks starting 4 days after myocardial infarction was
found to decrease left ventricular enlargement, cross-sectional area of cardiomyocytes, and markers
of cardiac fibrosis and hypertrophy, independently of changes in blood pressure [113]. Similarly,
mice with cardiac overexpression of CNP undergoing myocardial infarction showed the decrease in
cardiac hypertrophy and an amelioration of cardiac function after 3 weeks of permanent ligation of left
coronary artery [114]. Consistently, rats overexpressing a dominant-negative form of NPR-B developed
cardiac hypertrophy at 6 months of age, which was accelerated in animals undergoing chronic volume
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overload by infrarenal aortocaval shunt and studied 8 weeks after surgery. These data suggest the
role of NPR-B in the regulation of hypertrophy [115]. In addition, Izumiya et al. found that chronic
CNP administration (2 weeks) concomitantly with Ang-II treatment attenuated Ang-Il-induced cardiac
hypertrophy without affecting blood pressure in mice. In this case, the effects of CNP were associated
with the decrease of ROS and NOX4 expression [116].

Other works suggest that endothelial-derived CNP acts as an important regulator of blood
pressure. In fact, endothelial specific CNP KO mice (CNP-ecKO) develop hypertension, atherogenesis,
aneurysm, and showed an impaired endothelial-dependent vasorelaxation [117,118]. Conversely, no
effects on blood pressure levels and acetylcholine-induced vasorelaxation in isolated arteries were
reported in vascular smooth muscle cell (VSMC)-specific NPR-B KO model, which also preserved.
The results indicate that CNP is required for the maintenance of blood pressure and endothelial
function independently of VSMC NPR-B. However, the effect of CNP in the induction of vasodilation
was abolished in VSMC NPR-B KO [117]. Spiranek et al. further demonstrated that the action of
CNP on vasodilatation is strictly dependent on vessel diameter. In fact, administration of CNP
induced a vasodilatation on precapillary arterioles and capillaries and did not affect proximal arterioles.
The vasodilatory effects of CNP was preserved in mice lacking NPR-B in endothelial cells, whereas
it was abolished when NPR-B was deleted in microcirculatory VSMCs and in pericytes. In these
models, a peripheral resistance and chronic arterial hypertension was observed, with a preserved renal
function [119].

The involvement of NPR-C in mediating the vascular protection exerted by CNP was also
investigated. For example, Moyes et al. reported that NPR-C agonists were able to induce vasorelaxation
and to lower blood pressure in wild-type mice [118].

CNP also plays an important role in vascular remodeling. For example, it was previously reported
that CNP induces vasodilatation of human forearm resistance vessels in an endothelium-independent
manner [120]. Of note, CNP was also found to reduce VSMC proliferation induced by platelet-derived
growth factor (PDGF) and to reduce intimal lesions in rat common carotid arteries after vascular
injury [121,122]. Finally, CNP suppresses inflammation and fibrosis in rabbit carotid arteries subjected
to shear stress, by the enhancement of NO production [123].

7. Therapeutic Interventions Targeting NPs

The evidence described here suggests that NPs act as critical regulators of cardiac and vascular
homeostasis. As a consequence, the modulation of NPs may represent a useful strategy for the
prevention or treatment of cardiovascular diseases. In this regard, intravenous administration of
ANP was reported to improve cardiac remodeling in patients with AMI undergoing primary coronary
angioplasty [98]. ANP was also proven to improve cardiac function in patients with AMI, without
affecting blood pressure [99]. However, a renal resistance to ANP was reported in patients with chronic
HF (CHEF). In this regard, both in preclinical models and in patients, ANP treatment was found to
attenuate diuresis and natriuresis [124-129]. Moreover, patients with congestive heart failure showed
sodium retention and oedema despite high levels of circulating cardiac NPs [130]. Renal resistance
to NPs, defined as the “endocrine heart paradox”, may be explained by three main mechanisms, as
reviewed in detail by Clerico et al. [128]: (i) inactivation of circulating NPs, (ii) downregulation of
NPRs, and (iii) by mechanisms acting downstream to NPRs.

Apart from ANP administration, synthetic NPs have been developed and tested in different
clinical trials. Anaritide and carperitide are synthetic forms of ANP, whereas neseritide and cenderitide
are the recombinant forms of BNP and CNP, respectively [131,132]. It was reported that neseritide
improves hemodynamic function and global clinical status, such as dyspnea and fatigue in patients
with congestive HF [132,133]. However, it is now known that safety and efficacious of neseritide appear
to be low. A previous large clinical trial conducted in patients with acute HF showed that neseritide
was not able to significantly reduce mortality and alleviate symptoms in these subjects [134]. In the
same study, neseritide increased hypotension. In addition, two meta-analyses revealed that neseritide
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impairs renal function and increases the risk of short-term mortality in acutely decompensated HF
patients [135,136]. These detrimental effects appear to be mediated also by hypotension induced by
the drug.

ARN], angiotensin receptor-neprilysin inhibitors, are able to enhance circulating levels of NPs,
as previously reported. To date, ARNi have been shown to be efficacious in patients with HF with
reduced ejection fraction (HF-REF) [61]. In the PARADIGM-HEF trial, LCZ696 (sacubitril/valsartan),
also known as ENTRESTO, was shown to reduce mortality and morbidity in patients with HF-REF
in a manner more efficacious than enalapril alone [137,138]. However, the effects of LCZ696 on NEP
inhibition in acute heart failure requires further investigations. In fact, Vodovar et al. reported that
elevated levels of BNP (916 pg/mL) correlated with a decrease of NEP activity in patients with acute
decompensated HE. BNP also inhibits NEP in vitro [139]. Thus, it is not clear the potential impact of
high BNP levels on the efficacy of ENTRESTO in patients with acute HF [59].

The effects of ARNi are being testing also in ongoing clinical trials, in the setting of cardiac
remodeling [140] and endothelial function (ClinicalTrials.gov Identifier: NCT03119623). Pre-clinical
evidence about the use of ARNi in cardiac and vascular remodeling are promising. For example,
LCZ696 used at a dose that does not lower blood pressure, was recently reported to reduce cardiac
rupture and survival in a mouse model of myocardial infarction. The beneficial effect of LCZ696
was associated with the suppression of pro-inflammatory cytokines interleukin (IL)-1f3 and IL-6 and
extracellular matrix degradation. The latter was achieved by the reduction of metalloprotease-9
(MMP-9) activity and expression [141]. In addition, sacubitril/valsartan was recently demonstrated
to improve cardiac remodeling and to reduce infarct size in experimental models of myocardial
infarction [142,143]. Besides ARNi, omapatrilat is an anti-hypertensive agent that combines neprylisin
and angiotensin-converting enzyme (ACE) inhibition. Omapatrilat was shown to be an efficacious
antihypertensive agent and to be a promising drug in a phase II and phase III HF trial [144,145].
However, it failed to reduce death and hospitalization in the OVERTURE clinical trial, in patients
with CHF [146]. Adverse effects were also reported for omapatrilat. For example, it was shown that
omapatrilat causes symptomatic hypotension and increases the risk of angioedema if compared to the
administration of the only ACE inhibitor [145,146].

8. Conclusions and Perspectives

In this review, we summarized the relevant literature about the role of NPs, and in particular of
ANP, in the improvement of cardiac and vascular remodeling in different stress conditions. In vivo
and in vitro studies revealed that local ANP secretion by cardiac and endothelial cells play important
pleiotropic functions through autocrine and paracrine effects. This evidence suggests that ANP acts
as a main regulator of cardiovascular homeostasis in an autocrine and paracrine manner. Overall,
the enhancement of ANP levels may be a promising target for the prevention and treatment of
cardiovascular diseases, in both hypertensive and not hypertensive patients. In this regard, inhibition
of NEP may be the appropriate strategy to potentiate the effects of NPs. However, some issues
regarding pleiotropic effects of NPs in the cardiovascular system should be elucidated. First of all,
the molecular mechanisms underlying the autocrine and paracrine functions of ANP need to be
dissected. Secondly, downstream effectors of the cGMP/PKG pathway involved in the anti-remodeling
actions of NPs should be identified. Thirdly, additional studies are needed to elucidate the effects
of NPs in the vascular system, especially those related to metabolic alterations. Finally, it should be
assessed in the future whether the modulation of NPs should contribute to the improvement of the
clinical management of individuals at high risk of developing cardiac and vascular damage.
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Abstract: Mice bearing targeted gene mutations that affect the functions of natriuretic peptides
(NPs) and natriuretic peptide receptors (NPRs) have contributed important information on the
pathogenesis of hypertension, kidney disease, and cardiovascular dysfunction. Studies of mice
having both complete gene disruption and tissue-specific gene ablation have contributed to our
understanding of hypertension and cardiovascular disorders. These phenomena are consistent
with an oligogenic inheritance in which interactions among a few alleles may account for genetic
susceptibility to hypertension, renal insufficiency, and congestive heart failure. In addition to
gene knockouts conferring increased risks of hypertension, kidney disorders, and cardiovascular
dysfunction, studies of gene duplications have identified mutations that protect against high blood
pressure and cardiovascular events, thus generating the notion that certain alleles can confer resistance
to hypertension and heart disease. This review focuses on the intriguing phenotypes of Npr1 gene
disruption and gene duplication in mice, with emphasis on hypertension and cardiovascular events
using mouse models carrying Npr1 gene knockout and/or gene duplication. It also describes how
Npr1 gene targeting in mice has contributed to our knowledge of the roles of NPs and NPRs in
dose-dependently regulating hypertension and cardiovascular events.

Keywords: atrial natriuretic peptide; guanylyl cyclase/natriuretic peptide receptor-A; gene-knockout;
gene-duplication; hypertension; congestive heart failure

1. Introduction

Almost 40 years ago, de Bold and coworkers established that the extracts of atria contain
natriuretic, diuretic, and vasorelaxant activity [1]. This pioneering discovery led them to identify and
characterize atrial natriuretic peptide (ANP) in the heart [1,2]. Natriuretic peptides (NPs) exhibit critical
functions in the control of renal, cardiovascular, endocrine, neural, and skeletal homeostasis [2-9]. The
natriuretic, diuretic, and vasorelaxant effects of ANDP, the first member of the NP hormone family to be
discovered, are largely directed at lowering blood pressure (BP) and cardiovascular homeostasis [5,6,10].
Subsequently, two other NPs, brain natriuretic peptide (BNP) and C-type natriuretic peptide (CNP),
were discovered. Each of these peptide hormones is encoded by a separate gene [6,11-13]. The
three natriuretic peptides (ANP, BNP, and CNP) have highly homologous structure, but distinct sites
of synthesis and secretion. Both ANP and BNP are predominantly synthesized in the heart. ANP
concentrations range from 50- to 100-fold higher than BNP [14]. CNP, which is largely synthesized
in endothelial and neuronal cells is not much released into the circulation [15]. All three natriuretic
peptide hormones have highly homologous structure, bind to specific cell-surface cognate receptors,
and exert distinct biological functions [4,6,16].

Endogenous peptide hormones, including ANP, BNP, CNP, and urodilatin (Uro), are considered to
have integral roles in hypertension and cardiovascular regulation [2,4,6,7,17]. ANP and BNP not only
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regulate BP, but also maintain antagonistic action in response to the renin-angiotensin—aldosterone
system (RAAS) [4,6,17-19]. They also have effects on endothelial cell function, cartilage growth,
immunity, and mitochondrial biogenesis [7,10,20-23]. ANP and BNP are used in hospitals to diagnose
the etiologies of shortness of breath, cardiovascular dysfunction, and congestive heart failure in patients
with emergency conditions [24]. The discovery of structurally related natriuretic peptides indicated
that the physiological control of BP and cardiovascular homeostasis is complex and multifactorial.

Three subtypes of NP receptors have been identified and characterized: natriuretic peptide
receptor-A (NPRA), receptor-B (NPRB), and receptor-C (NPRC). NPRA and NPRB both contain
intrinsic cytosolic guanylyl cyclase (GC) catalytic domains, produce intracellular second messenger
c¢GMP. These receptors are also referred to, respectively, as guanylyl cyclase-A (GC-A) and guanylyl
cyclase-B (GC-B) [3,6,16,25,26]. Thus, both NPRA and NPRB have also been respectively designated
as guanylyl cyclase/natriuretic peptide receptor-A (GC-A/NPRA) and guanylyl cyclase/natriuretic
peptide receptor-B (GC-B/NPRB). GC-A/NPRA is a principal locus involved in the regulatory action of
ANP and BNP [6,10,27,28].

Biochemical, immunohistochemical, and molecular studies have suggested that ANP, BNP, CNP
and their three distinct receptor subtypes (NPRA, NPRB, and NPRC) have widespread tissue and
cellular distributions, indicating the occurrence of pleotropic actions at both systemic and local
levels (Figure 1). Both ANP and BNP activate NPRA, which produces second-messenger cGMP in
response to hormone binding. CNP activates NPRB, which also generates cGMP, but all three NPs
indiscriminately bind to NPRC, which lacks a GC domain and does not produce cGMP [29-31]. The
ligand-receptor complexes of NPRA, NPRB, and NPRC are rapidly internalized in the intracellular
compartments and a majority of ligand-bound receptors are degraded in the lysosomes; however, a
small population of receptors recycle back to the plasma membrane [6,32-36].The combined cellular,
biochemical, molecular, and pharmacological aspects of NPs and their prototype cognate receptors have
demonstrated hallmark physiological and pathophysiological effects, including renal, cardiovascular,
neuronal, and immunological effects that are important in health and disease [6,9,10,23,37-39].

ANP/BNP CNP  ANP/BNP/CNP

Extracellular / NPRA
TMD g,&mm p—

Intracellular l
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Figure 1. Diagrammatic representation of ligand-stimulation of ligand—-receptor complex activation
and the physiological functions of natriuretic peptide receptor-A (NPRA), receptor-B (NPRB), and
receptor-C (NPRC): Ligand-binding activates NPRA and NPRB, which leads to enhanced production of
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the intracellular second messenger cGMP, as well as with stimulation and activation of ligand-dependent
cellular and physiological responsiveness. CNP activates NPRB and all three NPs activate NPRC. The
bound-ligand receptor complexes of NPRA, NPRB, and NPRC are rapidly internalized and a large
population of receptors is degraded in lysosomes. However, a small population of ligand-bound
receptors is recycled back to the plasma membranes. ANP, atrial natriuretic peptide; BNP, brain
natriuretic peptide; CNP, C-type natriuretic peptide; LBD, ligand binding domain; TMD, transmembrane
domain; JMD, juxtamembrane domain; KHD, kinase like homology domain; DD, dimerization
domain; GCD, guanylyl cyclase catalytic domain; IP3, inositol trisphosphate; PKG, cGMP-dependent
protein kinase or protein kinase G; PDE, phosphodiesterase; CNG, gated-ion channel; MAPKs,
mitogen-activated protein kinase; NF-«kB, nuclear factor kappa B.

Gaining insight into the intricacies of the ANP-BNP/NPRA/cGMP signaling system is of pivotal
importance for understanding both receptor biology and the pathology of disease conditions arising
from abnormal hormone-receptor interplay. It has been demonstrated that binding of ANP and
BNP to the extracellular ligand-binding domain of NPRA causes a conformational change, thereby
transmitting the signal to the intracellular carboxyl-terminal GC catalytic region, which produces
second-messenger cGMP from substrate GTP in target cells and tissues [16,25,30]. Earlier studies
focused on elucidating the biochemical and molecular nature of the function of GC-A/NPRA [10,38—40].
Both cultured cells in vitro and gene-targeted (gene-knockout and gene-duplication) mouse models
in vivo have been used to gain understanding of the NPs and their receptors to delineate their normal
and abnormal control of pathophysiological processes in hypertension and cardiovascular disease
states. Although there has been a strong focus on the functional roles of ANP, BNP, and NPRA in
cardiovascular, endocrine, and renal homeostasis, in-depth studies are still needed to identify their
potential molecular targets in cardiovascular diseases states. It is expected that ongoing and future
studies on natriuretic peptides and their receptors will provide with new therapeutic targets and novel
loci for the control and treatment of hypertension, cardiovascular events, and neurological dysfunction.

2. Historical Perspectives and Background

An increase in atrial stretch triggers the release of atrial natriuretic peptide (ANP) and
brain natriuretic peptide (BNP), which largely control homeostasis of extracellular fluid, blood
volume, and BP, and cardiovascular homeostasis under both normal and pathophysiological
conditions [1,2,4,6,7,17,41-44]. BNP exhibits a pattern of action similar to that of ANP, but there
are differences between ANP and BNP with regard to pro-hormone processing, storage, and
release [17,45-49]. Although circulating levels of both ANP and BNP are elevated in patients
with cardiovascular and renal disease, the infusion of BNP in patients with congestive heart failure has
shown more beneficial effects [50,51]. NPRA is considered to be a primary ANP- and BNP-signaling
molecule because major cellular and physiological responsiveness of these peptide hormones is
mimicked by cGMP analogs [4,6,14,43,52].

Efforts to design chimeric natriuretic peptides has led to the synthesis of biologically active
peptide molecules, which represent single-chemical entities that combine the structural and functional
properties of two different natriuretic peptides [53]. These chimeric natriuretic peptides, which exhibit
the actions of two different natriuretic peptides, often reduce adverse biological effects. One such
chimeric peptide molecule, which is derived from CNP and Dendroaspis natriuretic peptide (DNP) is
known as CD-NP; it is produced by the fusion of 22-amino acid residues of CNP with the 15-amino-acid
residues of C-terminus of DNP [53]. The chimeric hormone CD-NP exhibits vasorelaxant properties,
effectively reduces cardiac volume overload, and exerts renal and cardiovascular protective effects. At
the same time, the 15-amino-acid C-terminus of DNP is extremely resistant to neutral endopeptidase
(NEP), making CD-NP a more stable and desirable peptide molecule than are naturally occurring
natriuretic peptides hormones [53,54].

Experimental evidence suggests that the ANP-BNP/NPRA system has an important role in renal
function, which is directed toward lowering BP to reduce the heart load [9,10,17,38,55]. Determining
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the physiological role of ANP by studies using large infusions of hormone has been difficult because of
the interdependent nature of many organ-system responses and the counter-regulatory effect that is
often evoked. Earlier, several approaches were used in attempts to define the physiological responses
of ANP. For example, cardiac appendectomy was used to prevent ANP release. However, the missing
normal cardiac function resulted in a lack of the physiological reflexes normally induced by atria [56].
Another approach used the monoclonal antibody against circulating ANP, but problems occurred
because of the nonspecific effects of the antigen—antibody complexes. One classical approach was
to use receptor antagonists specifically to inhibit the signaling pathway of NPRA and block cGMP
production. Although two compounds, A71915 and HS-142-1, were shown to diminish the effect of
ANP, neither completely inhibited NPRA [6,17,57-60].

The advent of molecular biology opened the way for genetic analysis, which is a faster and more
accurate way to evaluate physiological and pathophysiological functions. Genetic studies of live mice
have been accomplished by gene targeting (gene-knockout and gene-duplication), in which the desired
genetic changes are specially made in mouse germ lines. This allows examination of the effect of
genes of interest, such as those controlling hypertension and cardiovascular dysfunction [61]. Gene
titration (gene-targeting) in mice is a novel method for use in investigations that have either ablated
(gene-knockout/gene-disruption) or increased the number of gene copies (gene-duplication) at the
normal chromosome location [62]. Gene targeting, including gene-ablation and gene-duplication, can
lead to the production of offspring having zero-copy (0/0; —/—), one-copy (1/0; +/-), two-copies (1/1;
+/+), three-copies (2/1; ++/+), or four-copies (2/2; ++/++) of the target gene of interest. Genetically
modified animals have provided excellent models for the study of gene-dose-dependent physiological
responses in vivo [63].

Studies with Npr1 (encoding NPRA) gene-knockout mice have demonstrated that a deficiency in
NPRA increases BP by 35-45 mmHg and causes renal, vascular, and cardiac dysfunction that leads to
hypertensive heart disease in mice, much like that observed in untreated hypertensive patients [64—69].
On the other hand, increased expression (gene-duplication) of NPRA in mice significantly reduces BP
and increases second-messenger cGMP corresponding to the level of Npr1 gene copy number in both
male and female mice [70-77].

3. Ablation of Nppa and Nppb Triggers Hypertension and Cardiovascular Dysfunction

Gene-targeting strategies in mice have provided novel approaches to the study of physiological
responses corresponding to gene dosages in vivo [10,38,78,79]. Experimental evidence has led to the
notion that the ANP and BNP system is important in regulating BP by its direct vasodilatory effect, as
well as by natriuretic and diuretic responses and the antagonistic actions of the RAAS [4,6,9,17,52].
Studies using gene disruption of Nppa (coding pro-ANP) and Nppb (coding for pro-BNP) have shown
that ANP- and BNP-deficient genetic strains of mice exhibit a defect in ANP and BNP synthesis
that can cause hypertension and cardiovascular dysfunction in homozygous null mutant mice with
no circulating or cardiac ANP and BNP, respectively [80,81]. Therefore, genetic defects that reduce
the activity of the NPs system can be considered important candidates as contributors to essential
hypertension and cardiovascular dysfunction. Previous findings showing elevated BP in genetic
mouse models with loss of ANP or BNP expression and circulating hormones have provided strong
support for a physiological and pathophysiological role of the NPs hormone system in regulating BP
and cardiovascular homeostasis [80-82].

3.1. Gene Ablation of Nppa Increases Blood Pressure

Gene-targeting studies of Nppa and Nppb in mice carrying gene-knockout have presented
strong evidence of the physiological roles of ANP and BNP hormones and their signaling system in
hypertension and cardiovascular dysfunction [80-82]. In Nppa homozygous null mutant (Nppa™~)
mice on standard- or intermediate-salt diets, BP was elevated by 8-12 mmHg. Heterozygous (Nppa+/ -)
mice on a standard-salt diet showed a normal amount of circulating ANP and normal BP. On the
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other hand, heterozygous Nppa™/~ mice on a high-salt diet became hypertensive; their BP was elevated

by 20-28 mmHg [80]. These studies demonstrated that a mutation in the Nppa allele could lead to
salt-sensitive hypertension even though the plasma ANP level was not significantly reduced. Thus,
genetically reduced production of ANP could cause salt-sensitive hypertension. Transgenic mice
overexpressing ANP developed sustained hypotension. Also, their mean arterial pressure (MAP)
was 25-30 mmHg lower than that in nontransgenic control animals [82,83]. Overexpression of ANP
in hypertensive mice significantly lowered systolic BP; similarly the somatic delivery of Nppa in
SHR exhibited a sustained reduction in BP, suggesting that ANP gene therapy could be used to treat
hypertensive humans [84,85].

A significant positive correlation between plasma ANP levels and pulmonary vascular resistance
in normal individuals and patients with heart and lung disease has also been found [86,87]. Moreover,
it has been demonstrated that after chronic hypoxic exposure transgenic mice overexpressing ANP, as
compared to nontransgenic control mice, develop very low right ventricular hypertension and vascular
remodeling [88]. As compared to control animals, mice lacking functional Nppa (Nppa™") developed
more severe pulmonary hypertension and right ventricular hypertrophy with chronic hypoxia [89-92].
These early findings supported the notion that Nppa has a critical role in modulating hypertension and
right ventricular hypertrophy in hypoxic conditions.

ANP transgene in mice has been shown to be capable of maintaining sodium balance in mice
on a very low-salt diet without evidence of salt depletion, suggesting an independent action of
ANP on BP and renal hemodynamic functions [82,93]. A similar conclusion was advanced based on
findings in Nppa gene-knockout mice, in which relative hypertension was observed after mice had
been on a high-salt diet for one week [80]. Further studies indicated that the lack of ANP action in
Nppa gene-knockout mice might be due to the inability of ANP to properly regulate plasma renin
and angiotensin II (Ang II) levels, which result in the development of an additional component of
salt-sensitive hypertension [94]. A deficiency in endogenous ANP might play a regulatory role in
the hypertensive disease state; however, the genetic basis of salt-sensitive variants of hypertension
still remain controversial. It is possible that sensitization of arterial BP to dietary salt may develop
as a consequence of defective functional alterations in both salt- and BP-regulating mechanisms. As
a result, the genetic deficiency in ANP synthesis might play a critical role in the regulation of BP
homeostasis. Monoclonal antibodies against ANP were often used to block the endogenous action
of ANP in spontaneously hypertensive rats (SHR), which resulted in accelerated development of
hypertension in these animals compared with Wistar Kyoto (WKY) rats [95].

3.2. Role of Nppa/Nppb in Cardiac Remodeling and Dysfunction

ANP and BNP exert cardioprotective effects not only as circulating endocrine hormones, but also
as local autocrine and paracrine factors. Plasma levels of both ANP and BNP are markedly elevated
under the pathophysiological conditions of cardiac dysfunction, fibrosis, hypertrophy, pulmonary
embolism, and congestive heart failure [66,67,96-101]. The expression of both ANP and BNP is greatly
increased in proportion to the severity of the pathophysiology of cardiac remolding and disorders in
the experimental animal models and humans [7,97,100,102,103]. Levels of ANP and BNP are greatly
increased in the cardiac tissues and plasma of patients with hypertensive heart disease and congestive
heart failure. In humans, high plasma levels of ANP and BNP tend to predict congestive heart failure
and both of these peptide hormones appear to reduce the pre- and after-load of the heart [96,97,102,104].
In patients with severe congestive heart failure, both ANP and BNP levels increase, but BNP levels
rises 25-fold to 50-fold higher than do ANP levels [9,105]. Both Nppa and Nppb genes are overexpressed
in hypertrophied hearts, suggesting that both the autocrine and/or paracrine effects of ANP and
BNP predominate and endogenously protect against the maladaptive factors of pathological cardiac
hypertrophy and dysfunction [10,38,66,67,73,77,96,100,106,107].

Ventricular expression of Nppa and Nppb is more closely associated with local cardiac hypertrophy
and fibrosis [66,67]. Since the half-life of plasma BNP is longer than that of ANP, diagnostic evaluations
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of NPs have predicted and favored BNP as a critical indicator of cardiovascular dysfunction and
congestive heart failure in emergency-room patients with chest pain [97]. However, NT-proBNP
also seems to be a stronger indicator of the risk of congestive heart failure and cardiovascular
disorders [108-111]. The expression levels of Nppa and Nppb are greatly stimulated in hypertrophied
and failing hearts [66,106,112]. Interestingly, mutation in the Nppa promoter has been shown to trigger
cardiac hypertrophy in WKY and Wistar Kyoto-derived hypertensive (WKYH) rats [113].

Earlier studies suggested that expression of Nppa is one of the critical responders to different
hypertrophic stimuli in the heart [114]. Thus, the induction of Nppa gene expression can be considered
to be a pathognomonic indicator of cardiac hypertrophy that seems to be conserved across species [115].
Similarly, Nppb gene expression and BNP levels are most robustly increased in patients with cardiac
hypertrophy [116,117]. Increased cardiac mass and hypertrophic growth are characterized by increased
synthesis of contractile and matrix proteins and reactivation of embryonic genes [115,118]. It is
thought that the function of ANP and BNP is to reduce load-specific changes in the heart by increasing
vasodilatory responses and enhancing natriuretic and diuretic effects, leading to decreased body fluid
and blood volume [4,7,9,17]. It has been found that ANP transgene overexpression in mice results in
decreased heart weight and prevents hypertrophic responses [88]. Mice lacking Nppb did not develop
cardiac hypertrophy or increased BP, but did show an anti-fibrotic role for BNP [81]. It is thought that
the direct effect of ANP and BNP can be mimicked by the use of agents such as 8-Br-cGMP or zaprinast,
which increase intracellular second-messenger cGMP levels and have anti-hypertrophic and apoptotic
effects in the heart [38,55,119-122].

4. Genetic Disruption of Npr1 and Pathophysiology of Hypertension and Cardiovascular Events

Much of the early work on NPRA was directed at determining the biochemical character and
cellular signaling of the receptor molecule; later studies were aimed at delineating the structure—function
relationship and physiological and pathophysiological significance of NPRA in regulating hypertension
and cardiovascular events. Although the early studies provided a wealth of information about the
biochemical and molecular properties of NPRA, the mechanisms regulating the physiological functions
of the ANP-BNP/NPRA system in vivo remained less understood. Development and analyses of
gene-targeted (gene-knockout and gene-duplication) mutant mouse models of Npr1 allowed a more
direct assessment of the physiological function of Npr1 in intact animals in vivo (Table 1). Disruption
of Npr1 encoding NPRA increases BP and causes hypertensive heart disease in null mutant mice; this
heart disease is similar to that seen in patients with untreated hypertensive heart disease [6,9,71,123].
In contrast, increased expression of Nprl in gene-duplicated mice significantly reduces BP and
cardiovascular events and increases GC activity and intracellular second-messenger cGMP, which
corresponds to Nprl gene-copy numbers in vivo [64,71-74,77]. Thus, complete absence of NPRA
protein in mice causes hypertension and leads to cardiac hypertrophy; also, particularly in males, the
absence of NPRA protein leads to lethal vascular complications and aortic dissection [64,66,100,106].
The resultant Npr1 gene-knockout phenotypes in mice reflect the critical roles of NPRA in physiological
and pathophysiological processes occurring in hypertension and cardiovascular disorders.
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Table 1. The gene-knockout disease-specific phenotypes of mice with gene-disruption of natriuretic
peptides and their cognate receptors.

Gene Peptide/Protein Gene-Knockout
Nomenclature Nomenclature Phenotype in Mouse
Novpa ANP Volume overload, high blood pressure and hypertension, salt sensitivity,
PP fibrosis, and cardiac disorders [80,82-84]
Nppb BNP Hypertension, sodium excretion, vascular complication, and fibrosis
[81,124]
Nppe CNP Dwarfism, reduced bone growth, and impaired endochondral ossification
[125-127]
High blood pressure and hypertension, salt sensitivity, volume overload,
Nprl NPRA and cardiac hypertrophy, fibrosis, and
inflammation [64-66,73,77,97,100,128]
Npr2 NPRB Dwarfism, seizures, female sterility, and decreased adiposity [129,130]
Npr3 NPRC Bone deformation and long bone overgrowth [62]

Nomenclature of gene and peptide or protein with gene-knockout phenotype. The gene nomenclature is indicated
in italic and peptide or protein is indicated in capital letters. Nppa, coding for pro-ANP; Nppb, coding for pro-BNP;
Nppc, coding for pro-CNP; ANP, atrial natriuretic peptide; BNP, brain natriuretic peptide; CNF, C-Type natriuretic
peptide; Npr1 (coding for NPRA); Npr2, (coding for NPRB); Npr3 (coding for NPRC). NPRA, natriuretic peptide
receptor-A; NPRB, natriuretic peptide receptor-B; and NPRC, natriuretic peptide receptor-C.

4.1. Effect of Npr1 Gene Ablation on Hypertension

The ANP/NPRA system plays important roles in the pathophysiology of hypertension and
cardiovascular regulation. However, the precise mechanism of action of ANP/NPRA is still not well
understood. Genetic studies of Npr1 gene-deficient mice have provided evidence that NPRA deficiency
increases BP in mutant mice as compared with wild-type animals [18,64,65,68,101,128]. Moreover,
ablation of Npr1 has indicated that the BP of homozygous mutant mice (0-copy) remains elevated and
largely unchanged in response to either minimal- or high-salt diet, suggesting that mutations in Npr1
may also explain salt-resistant form of hypertension [19,71,101,128]. Increase in circulating ANP/BNP
is an important marker of cardiac hypertrophy and heart failure in both animal models and humans.
Thus, increases in ANP and BNP are considered one of the most robust responses to hypertrophic
factors in the heart.

To examine whether the heart releases other natriuretic substances in response to volume expansion,
Nprl gene-disrupted mice were volume-expanded by the infusion of an iso-oncotic solution [131].
In these mice, the release of ANP from the heart was shown by marked elevation in plasma ANP
levels. Wild-type control mice responded to the volume expansion with diuresis and natriuresis;
however, gene-disrupted mutant mice showed diminished diuresis and natriuresis in response to
saline infusions [38,131,132]. Although early studies raised the question of whether or not saline
infusion would contribute to hemodilution, it was possible that an exaggerated response might have
been produced in saline-infused mice. In our studies, the administration of pure blood to anesthetized
Nprl homozygous null mutant (0-copy), wild-type (2-copy), and gene-duplicated (4-copy) mice to
produce intravascular volume expansion was not accompanied by hemodilution [65]. There was a
moderate increase in plasma protein and hematocrit in both wild-type controls and Npr1 null mutant
mice, indicating that no hemodilution occurred with pure blood volume expansion in these animals.
In wild-type control mice, urine flow and sodium excretion were associated with rises in glomerular
filtration rate (GFR), but the MAP did not increase. In contrast, Npr1 0-copy mutant mice exhibited only
a small change in urine flow and sodium excretion, in spite of the greater increases in MAP [65]. These
results established that NPRA is essential for natriuretic and diuretic action in kidneys, mediating renal
hemodynamic changes in response to acute pure blood volume expansion.

The ablation of Npr1 increases BP by 35-45 mmHg in Npr1~7/~ (0-copy) mutant mice as compared
with Npr1** (2-copy) wild-type mice [18,64,66,68]. However, increased copy number of Nprl
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in gene-duplicated Npr1*** and Npri**/** (3-copy and 4-copy) mice significantly reduced BP,
corresponding to the increasing number of Nprl gene copies [19,65,71,73,77]. Our early studies
examined the mechanisms mediating the responsiveness of varying numbers of Npr1 gene copies by
determining urine flow, sodium excretion, renal plasma flow (RPF), GFR, and BP in Npr1 0-copy, 2-copy,
and 4-copy mice in a Npr1 gene-dose-dependent manner [19,65,69,73,74,77]. Volume expansion with
whole blood infusion significantly increased MAP in Npr1 gene-disrupted (0-copy) mice compared
with wild-type (2-copy) and gene-duplicated (4-copy) mice [65]. In 0-copy mice, the GFR was lower by
almost 35% and higher by almost 45% in 4-copy mice than in 2-copy control mice. Similarly, RPF was
lower by 30% in 0-copy and higher by almost 60% in gene-duplicated 4-copy mice as compared with
2-copy control animals. The 0-copy mice retained significantly higher levels of sodium and water than
did other mice; however, gene-duplicated 4-copy mice showed drastically lower levels of both sodium
and water than did 2-copy mice. Significant increases in plasma creatinine concentrations and urinary
albumin excretion, together with reduced creatinine clearance rates, suggested the onset of renal
insufficiency in Nprl1 0-copy mutant mice. These results demonstrated that the ANP/NPRA/cGMP
signaling axis is predominantly responsible for mediating the renal hemodynamic and sodium excretory
in responses to intravascular blood volume expansion. Our early studies showed that ablation of Npr1
in mice provokes kidney fibrosis, remodeling, and significant expression of pro-inflammatory and
pro-fibrotic cytokines, as well as several genes participating in the nuclear factor kappa B (NF-«B)
pathway [68,69]. The treatment of Npr1 0-copy mice with NF-«B inhibitors significantly reversed the
renal hypertrophic and fibrotic responses in Npr1 0-copy animals [69].

4.2. Effect of Npr1 Gene Disruption on the Pathophysiology of Cardiac Dysfunction

Gene-disrupted Nprl mutant mice lacking NPRA showed marked cardiac hypertrophy and
chamber dilation disproportionate to their increased BP [64,66,73]. Echocardiographic analysis of mice
showed a compensated state of systemic hypertension in which cardiac hypertrophy and chamber
dilation were evident, but there was no reduction in ventricular performance. Overall, the heart weight
(HW) and echocardiographic data of Nprl gene-knockout mutant mice were accompanied by marked
cardiac hypertrophy and ventricular enlargement [66,67,73,77]. Extensive cardiac hypertrophy in
human seems to be associated with local ischemia that leads to the death of myocytes and cardiac
fibrosis. Histological examination and morphometric comparisons has shown concentric hypertrophy
with an increase in myocyte cross-sectional area in 0-copy null mutant male mice as compared with
wild-type 2-copy animals [64,66,73]. Perivascular fibrosis has often been seen in male null mutant
0-copy mice; however, the extent of this pathology was somewhat variable [64,67]. The degree of
cardiac hypertrophy and fibrosis was lower in female 0-copy mutant mice than in males [64,101].
Cardiac output and basal stroke calculations from echocardiography and hemodynamic data analysis
suggested that the hearts of Npr1 0-copy mutant mice seem to work at least double as hard as those of
2-copy mice.

The signaling mechanisms that mediate the development of cardiac hypertrophy in vivo still
are not fully understood. To examine whether the ANP-BNP/NPRA pathway directly modulates
hypertrophic responses in the heart, both Npr1 gene-knockout and wild-type mice were subjected
to pressure overload (60 mmHg) induced by transverse aortic constriction (TAC) method [106]. In
0-copy mutant mice, TAC induced left ventricular weight/body weight (LV/BW) ratio, left ventricular
end diastolic dimension (LVEDD) and significant reduction in cardiac function as compared with
2-copy mice [106]. These authors also observed that chronic treatment of Nprl 0-copy mice with
enalapril, which is an angiotensin-converting enzyme (ACE) inhibitor, furosemide, which is a diuretic,
or losartan, an angiotensin II type 1 receptor (AT1R) blocker, effectively reduced BP to normal levels,
although their HW/BW ratios were not decreased. We observed that ACE and AT1R are upregulated
in Npr1 O-copy mice as compared with 2-copy wild-type mice [67]. These findings suggested that the
ANP-BNP/NPRA signaling mechanism exerts direct antihypertrophic effects in the heart, independent
of the BP control. The deletion mutations in Npr1 gene have been suggested to reduce the receptor
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activity of NPRA and were considered as a potential genetic factor for hypertension and cardiac
hypertrophy in humans [133].

4.3. Effect of Npr1 Ablation on the Renin-Angiotensin System and Cardiovascular Disorders

There is evidence that the chronic hypotensive effect of ANP/NPRA is partly mediated by
suppressing RAAS and that ANP/NPRA opposes ANG II-mediated vascular and renal effects [4]
Pandey 2008; Pandey 2018. In the absence of the counter-regulatory effect of ANP-BNP/NPRA signaling,
sensitization of BP might result, at least in part, from failure to overcome the effects of RAAS. Early
findings led to the notion that ANP plays an important role in regulating renal function by its direct
vasodilatory effect and natriuretic response, as well as the antagonistic action of RAAS [6,9,17,19]. Our
previous studies showed that renin and Ang II levels were significantly elevated in newborn male
Nprl gene-knockout mice, while both renal and circulating renin levels were drastically reduced in
adult male knockout mice [18]. However, the adrenal renin contents in adult male mice remained
significantly elevated, suggesting that inhibition of renin and Ang II levels is a compensatory response
to increased BP in adult homozygous null mutant mice. Thus, NPRA may differentially regulate
adrenal versus renal renin and Ang Il levels, resulting in increased absorption of salt and water through
the kidneys, which is critical for the development of hypertension and cardiac dysfunction in Npr1
null mutant mice [18,19].

Ablation of the ANP/NPRA signaling system inhibits aldosterone synthesis and its release from
adrenal glomerulosa cells [18,19]. This may account for this system’s ANP-dependent renal natriuretic
and diuretic effects. Our studies of Npr1 gene-knockout mice suggested that at birth, the absence
of NPRA allowed greater renin and Ang II levels and increased mRNA expression of renin [18,19].
However, when 0-copy mice reached 4-12 weeks of age, their circulating renin and Ang II levels were
greatly reduced as compared to levels in 2-copy wild-type mice. We predicted that the decrease in
renin content in adult Npr1 0-copy mice is most likely a result of progressive elevation of BP leading
to inhibition of the synthesis of renin and its release from renal juxtaglomerular cells [65]. On the
other hand, renin mRNA levels and renin contents, as well as both Ang II and aldosterone levels, were
elevated in adult 2-copy mice compared with 0-copy mice [18,19].

Evidence suggests that the ANP/NPRA/cGMP system opposes the physiological and pathological
actions of Ang II [6,134]. Our studies have shown that adrenal Ang II and aldosterone levels are
decreased in Npr1 gene-duplicated mice fed a high-salt diet, whereas a low-salt diet stimulated Ang II
and aldosterone levels in the adrenal glands of both 0-copy and 4-copy mice [19,101]. On the other
hand, a high-salt diet suppressed adrenal Ang II and aldosterone levels in 0-copy and 2-copy mice,
but not in Npr1 gene-duplicated 3-copy and 4-copy mice. These findings indicated that ANP/NPRA
signaling is protective against high salt levels in Npr1 gene-duplicated mice as compared with Npr1
gene-knockout mice [19,101].

5. Consequences of Genetic Duplication of Npr1

Gene-duplication strategy by homologous recombination produces offspring, including 2-copies
(1/1; wild-type), 3-copies (2/1), or 4-copies (2/2) of the target gene [61,71,72]. Method for duplicating
genes by double-strand gap repair has also been reported [63]. In double-strand gap repair, the target
gene acts as a template to fill in a gap between two regions of homology of the gene with a single
crossover event to produce duplication of the target gene. Mice with 2, 3, or 4 copies of Nprl were
produced to establish a direct gene-dose-dependent effect of Npr1 on BP, cardiac hypertrophy, and
inflammatory responses [19,65,73,77]. To determine whether mice with different Npr1 copies are able to
maintain stable physiological functions, Npr1 gene-duplicated mice were used to examine the effect of
changes in expression of the Npr1 gene copy numbers on BP and cardiovascular disorders [19,71,73,101].

Our results also showed that changes in the Npr1 copy number, with corresponding changes in
expression of NPRA, causes progressive changes in BP in mice kept for three weeks on a low-salt
diet (0.05% NaCl), intermediate-salt diet (2.0% NaCl), or high-salt diet (8% NaCl) [19,71,101]. Salt
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had a significant effect on BP in 1-copy mice, but only a modest effect in mice with 2-copies of Npr1.
However, BP in animals having 3- and 4-copies of Nprl were negatively affected by increasing dietary
salt levels. These results demonstrated that below-normal Nprl expression leads to salt-sensitive
increases in BP, whereas above-normal Npr1 expression lowers BP and protects against high dietary
salt concentrations [19,71].

6. Genetic Disruption of Npr1 and Cardiac Hypertrophy, Fibrosis, and Inflammation

Genetic ablation of Nprl in mice increases cardiac mass and the incidence of hypertrophy,
fibrosis, and inflammation [64,66,67,73,77,100,101,135-137]. Nprl gene-knockout mice develop
cardiac hypertrophy, fibrosis, and inflammatory responses independent of BP [66,67,138]. We
have demonstrated that Nprl gene disruption in mice not only increases the expression of cardiac
hypertrophic markers, pro-inflammatory cytokines, matrix metalloproteinases (MMP-2, MMP-9),
and markers of fibrosis, but also increases the expression and activation of two transcription factors,
NF-«B, and activating protein-1 (AP-1) [66,67,73,77,101]. Both of these transcription factors have been
found to be associated with cardiac hypertrophy, fibrosis, and extracellular matrix remodeling in Npr1
gene-disrupted mouse models [7,10,66,67,73]. Moreover, Npr1 gene-disruption activates NF-«B and
AP-1, leading to cardiovascular disease conditions.

ANP/NPRA signaling antagonizes Ang Il-induced collagen systhesis by suppressing the
activities of MMP-2, MMP-9, and nuclear translocation of NF-«B [73,139]. The expression of
angiotensin-converting enzyme (ACE) and ATIR is significantly increased in Nprl1 null mutant
mice compared with wild-type mice [67,138]. However, the expression of sarcolemal/endoplasmic
reticulum Ca®*-ATPase-2a (SERCA-2a) was progressively decreased in the hypertrophied hearts of
Npr1 gene-ablated mice [66,138].

ANP/NPRA signaling antagonizes Ang Il and AT1R-mediated cardiac remodeling and defects;
it also provides a protective mechanism in hypertrophied and failing hearts [67,73,77,101,140,141].
Selective inactivation of Npr1 by homologous lox/Cre-mediated recombination led to only mild cardiac
hypertrophy, but ANP levels were significantly increased [55,142-145]. In Npr1 gene-knockout mice,
both ANP and BNP levels were markedly increased. These mice showed a higher incidence of
congestive heart failure and significantly greater mortality than did wild-type mice [64,66,67,135].

7. Association of Nppa, Nppb, and Npr1 Polymorphisms with Cardiovascular Dysfunction

Genetic and clinical studies have demonstrated the association of single nucleotide polymorphisms
(SNPs) of Nppa, Nppb, and Nprl polymorphisms with cardiovascular dysfunction in humans [107,
133,146-151]. It is known that patients with monogenic forms of hypertension have rare genetic
mutations [152,153]. Various genes among the pathways, including natriuretic peptides, RAAS,
and the adrenergic systems, have been found to regulate inherited multigenic disease traits like
hypertension and cardiovascular disorders. Nevertheless, the genetic determinants in these pathways
that contribute to inter-individual differences in BP regulation have been linked only with the NPs
and their receptor systems [146]. Moreover, SNPs of Nppa, Nppb, and Npr1 have been found to be
associated with increased circulating ANP and BNP, lower systolic and diastolic BP, and decreased
prevalence of cardiometabolic syndrome [146,154,155]. Interestingly, an association between Nppa
promoter polymorphism and cardiac hypertrophy has been demonstrated in hypertensive Italian
patients, suggesting that patients carrying SNPs of Nppa have marked decreases in pro-ANP levels and
left ventricular hypertrophy [147].

The genetic association between the microsatellite marker in Npr1 promoter and left ventricular
hypertrophy indicated that the ANP-BNP/NPRA signaling system contributes to cardiac remodeling
and congestive heart failure in patients with essential hypertension [147]. The relationship between
high BP and cardiovascular risk exists; thus, in the absence of ANP-BNP/NPRA/cGMP signaling, a
small increase in BP may cause the detrimental consequences of cardiac events, including congestive
heart failure.
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Ithas been suggested that the underlying mechanism of high BP and cardiovascular events could be
linked with Npr1 mRNA instability, and that this leads to a decrease in translational products of receptor
protein [156]. Consequently, a feedback mechanism could be elicited whereby diminished function
of ANP-BNP/NPRA/cGMP signaling caused by the defect in the Npr1 gene could, in compensation,
trigger increased expression and release of ANP and/or BNP into the circulation. Earlier studies also
indicated that substantial heritability of BP and cardiovascular risks might play a role for genetic
factors [157]. It has been shown that SNP in human Npr1 significantly decreases the expression of Npr1,
suggesting that a single allele mutation may be associated with increased susceptibility to hypertension
and cardiac hypertrophy [133]. In humans, a “4-minus” haplotype in the 3’-non-coding region of the
Npr1 promoter was found to be linked with elevated NT-proBNP levels [133,148]. Thus, it is thought
that in humans there is a positive association between Nppa, Nppb, and Npr1 gene polymorphisms and
high BP, cardiac hypertrophy, and heart failure. The variations in SNPs of Nppa, Nppb, and Npr1 in
human patients seem to be associated with a family history of high BP and cardiovascular disorders,
including myocardial infarction, cardiac mass, septal wall thickness, and congestive heart failure.
Because common variants associated with BP and heart failure have not yet been fully identified,
further studies are needed to characterize the most functionally significant markers of Nppa, Nppb, and
Npr1 variants in a large patient population. Interestingly, it has been shown that the minor allele of
the ANP genetic variant rs5068 is associated with high circulating levels of ANP and BNP, low risk of
hypertension, high plasma levels of high-density lipoprotein (HDL) cholesterol, and low prevalence of
metabolic syndrome and obesity [155].

8. Therapeutic Use of Natriuretic Peptides

The physiological and pathophysiological functions of ANP, BNP, and NPRA signaling are
associated with protective mechanisms in various organ systems, including the heart, kidneys, central
nervous system, lung, and vasculature. The injection of recombinant ANP (Carperitide) was found to
accelerate the recovery of blood flow with increased capillary density in ischemic and hyperglycemic
conditions [158,159]. Recombinant BNP (nesiritide) also elicited natriuretic and vasodilatory action
in heart failure patients [160]. Both ANP and BNP have been shown to exert antihypertrophic and
antifibrotic functions [161]. Laser Doppler perfusion studies of Npr1 gene-knockout mice have shown
that blood flow recovery in ischemic limbs is markedly inhibited [162]. Critical hind limb ischemia
also severely impaired these animals [163].

The key elements regulating BP and cardiovascular homeostasis in humans and mice are
very similar in all of their main attributes related end-organ damage. Given the apparent action
of ANP-BNP/NPRA system in antagonizing the RAAS, there is great potential in harnessing the
ANP-BNP/NPRA axis as a novel therapeutic intervention in hypertension and cardiovascular diseases.
Thus far, clinical trials have identified both benefits and risks of synthetic ANP (anaritide, carperitide)
and BNP (nesiritide) for treating hypertension, renal insufficiency, and heart failure in humans;
however, these drugs have not yet joined the mainstream of therapeutic treatments in the US [164-166].
Alternatively, enhancing endogenous levels of ANP-BNP/NPRA signaling by inhibiting neprilysin has
recently been proven to be a critical component in the first new therapeutic targets for hypertension
and heart failure to have been developed in decades [167].

9. Current and Future Perspectives

In about the last four decades, a large body of information has provided a unique perspective
on delineating cellular, biochemical, molecular, and genetic information on the regulation and
function of natriuretic peptides and their receptor system in the regulation of both the physiology
and pathophysiology of cardiovascular homeostasis. Gene-targeting methods (knockout and gene
duplication) have been used to delineate the genetic functions dictated by decreasing and/or increasing
numbers of Nprl gene copies in mice in a gene-dose-dependent manner. Analyses of the molecular
genetics and physiological and pathological phenotypes of Nprl gene-targeted mutant mice have
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defined the pivotal roles of ANP/NPRA/cGMP signaling in disease states by genetically modified Npr1
gene copy numbers and their protein product levels in intact animals. An intriguing finding was that a
common genetic variant at the Nppa and Nppb locus is associated with circulating concentrations of
ANP and BNP concentrations, contributing to inter-individual variations in cardiovascular homeostasis.
Future investigations should provide a better understanding of the genetic basis of Npr1 in regulating
hypertension, strokes, and cardiovascular disorders.

ANP and BNP are considered to be critical markers of congestive heart failure, but their therapeutic
potential in the treatment of cardiovascular diseases such as high BP, renal failure, congestive heart
failure, and stroke remains to be established. Ongoing molecular and genetic investigations of Nppa,
Nppb, and Npr1 should be of great value in resolving the genetic complexities related to hypertension
and cardiovascular events, including congestive heart failure. Overall, current and ongoing and
future studies should be directed toward providing a unique perspective on delineating the genetic,
molecular, and physiological basis of Nppa, Nppb, and Npr1 gene expression and regulation under
physiological and pathological conditions in both normal and disease states in both experimental
animals and humans.

The results of future investigations should provide new therapeutic targets for preventing and
treating cardiovascular diseases, stroke, and other abnormal cardiac conditions. Above all, clinical
studies are needed to characterize more functionally significant markers of Nppa, Nppb, and Npr1
variants in large human populations. In the clinical environment, human recombinant ANP and
BNP could possibly be used for heart failure therapy, but first more careful molecular and genetic
investigations are needed. Future progress in this field will significantly strengthen and advance
our knowledge of genetic and molecular approaches to evaluate the diverse physiological and
pathophysiological functions related to cardiovascular disorders. In the future, we should expect
to define the potential clinical implications of ongoing investigations of the pharmacogenomics of
Nppa, Nppb, and Nprl. Right now we are just at the initial stage of the exponential phase of molecular
therapeutics and genomic advancement of the functional aspects of natriuretic peptides and their
receptor systems for use in the treatment, prevention, and control of hypertension, heart failure,
and other cardiovascular and neurological disorders. More investigations are needed to extend
this possibility.
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Abstract: Proprotein convertase subtilisin/kexin type 9 (PCSK9) binds to and degrades the
low-density lipoprotein receptor (LDLR), contributing to hypercholesterolemia. Adipose tissue plays
a role in lipoprotein metabolism, but there are almost no data about PCSK9 and LDLR regulation in
human adipocytes. We studied PCSK9 and LDLR regulation by insulin, atrial natriuretic peptide
(ANP, a potent lipolytic agonist that antagonizes insulin), and LDL in visceral adipose tissue (VAT)
and in human cultured adipocytes. PCSK9 was expressed in VAT and its expression was positively
correlated with body mass index (BMI). Both intracellular mature and secreted PCSK9 were abundant
in cultured human adipocytes. Insulin induced PCSK9, LDLR, and sterol-regulatory element-binding
protein-1c (SREBP-1c) and -2 expression (SREBP-2). ANP reduced insulin-induced PCSK9, especially
in the context of a medium simulating hyperglycemia. Human LDL induced both mature and
secreted PCSK9 and reduced LDLR. ANP indirectly blocked the LDLR degradation, reducing the
positive effect of LDL on PCSKO9. In conclusion, PCSK9 is expressed in human adipocytes. When the
expression of PCSK9 is induced, LDLR is reduced through the PCSK9-mediated degradation. On the
contrary, when the induction of PCSK9 by insulin and LDL is partially blocked by ANP, the LDLR
degradation is reduced. This suggests that NPs could be able to control LDLR levels, preventing
PCSK9 overexpression.

Keywords: PCSK9; natriuretic peptides; adipose tissue; lipid metabolism; LDL receptor; insulin

1. Introduction

Maintenance of optimal blood lipid levels is central to vascular health. Liver plays a key role in
lipoprotein metabolism, but much less is known about the role of adipose tissue. The adipose tissue is
involved in energy balance and energy storage. It has endocrine functions and plays a fundamental
role in the metabolism of triglyceride-rich lipoproteins. Recent studies suggest that thermogenic
“brown” adipocytes are also involved in lipoprotein metabolism. Brown adipose tissue not only takes
up triglycerides derived from plasma triglyceride-rich lipoproteins, but is also actively involved in the
metabolic flux of high-density lipoprotein (HDL)-cholesterol to the liver [1].

Besides its role in triglyceride storage, adipose tissue contains a very large pool of free cholesterol,
and adipocytes are known to support cholesterol efflux to HDL and apoA-I in vitro [2,3]. In fact,
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the main functional receptors for HDL, such as the ATP-binding cassette subfamily A member 1
(ABCAL1) and the scavenger receptor class B type I (SR-BI), are expressed in mature adipocytes.
Zhang et al. demonstrated that these receptors control cholesterol efflux. Furthermore, they suggested
that adipose dysfunction caused by “inflammation”, as seen in the insulin-resistance conditions,
may impair HDL lipidation in the adipocytes, reducing circulating HDL-C levels [4].

On the contrary, very little is known about the adipocyte role in low-density lipoprotein (LDL)
handling and about the involvement of proprotein convertase subtilisin kexin type 9 (PCSK9) on LDL
receptor (LDLR) regulation. About forty years ago, some landmarking studies were carried on LDLR
and adipocytes. In 1979, Angel et al. demonstrated that isolated human adipose cells contain a
high-affinity receptor which can bind, internalize, and degrade LDL, suggesting that adipose tissue
is an important site of LDL and HDL interactions [5]. From that time, the role of adipose tissue in
lipoprotein metabolism has been largely forgotten or not widely studied.

PCSK9, a member of the proprotein convertase family, behaves mainly as a chaperon and it is
highly expressed in human liver [6]. A PCSK9 gain-of-function mutation was identified as a cause
of autosomal dominant familial hypercholesterolemia [7]. Indeed, PCSK9 plays a critical role in
the regulation of cholesterol homeostasis. Many studies have demonstrated its involvement in the
regulation of LDL cholesterol (LDL-C) levels by controlling the recyclable LDLR on hepatocyte [8,9].
When PCSKO is released from the Golgi apparatus into the circulation, it is able to induce the
degradation of LDLR after its binding with LDLR-LDL-C hepatocyte surface complex [7,10,11].
The LDLR, the hydroxy-methyl-glutaryl CoA (HMG-CoA) reductase, and the PCSK9 are co-regulated
by the sterol regulatory element binding protein-2 (SREBP-2), to prevent excessive cholesterol uptake
and preserve cholesterol homeostasis [12]. Therefore, pharmacological activation of the SREBP
pathway by HMG-CoA reductase inhibitors (statins) induce PCSK9 expression in experimental and
clinical settings [13,14]. Furthermore, SREBP-1c also appeared to be involved in the induction of PCSK9
by insulin [12,15,16]. The role of SREBP-1c in the regulation of PCSK9 levels has also been observed
in humans, where PCSKO9 is positively correlated with insulin resistance, liver steatosis, and very
low-density lipoprotein-triglyceride (VLDL-TG) levels [17]. This evidence suggests that PCSK9 may
be also implicated in the metabolism of TG-rich lipoproteins, such as VLDL and intermediate-density
lipoprotein (IDL), that can be uptaken by the LDLR via apoB and apoE binding.

Taken together, we suggest a role of adipose tissue in PCSK9-mediated lipoprotein metabolism,
although there are almost no data about PCSK9 in human adipocytes. Recently, PCSK9 was detected
in mice perigonadal fat [18,19]. Mice lacking PCSK9 (PCSK9—/—) exhibit normal weight but increased
visceral adipose tissue (VAT) due to adipocyte hypertrophy, independently from the LDLR. PCSK9—/—
mice increased both fatty acid uptake and triglyceride synthesis in the adipose tissue, together with an
increased surface density of VLDL receptor [18,19]. Insulin resistance, a condition found in PCSK9—/ —
mice, is linked with an impaired expression of natriuretic peptides (NPs) receptors in human VAT.
Moreover, opposite effects of insulin and NPs have been documented regarding lipid storage in
adipocytes, with NPs antagonizing insulin-stimulating TG storage [20,21].

Cardiac NPs, including type-A (ANP) and type-B (BNP), play a crucial role in maintaining
cardiovascular homeostasis, given their impact not only on blood pressure regulation, but also on
glucose and lipid metabolism [22,23]. They exert several actions on adipocytes through the activation
of cGMP-dependent pathway, including activation of lipolysis [24,25] and lipid oxidation [26], together
with thermogenic program [27]. An important inverse association has been found between plasma
LDL-C and circulating NPs in subjects with a wide range of NT-proBNP levels [28].

In our study, the first step was to verify PCSK9 expression and secretion in human VAT and human
adipocytes. Once confirmed, we studied the reciprocal role of insulin and ANP in the regulation of
PCSK9 and LDLR expression, as well as their respective regulatory genes in human adipocyte cell
model. We hypothesized that NP activity might influence adipose tissue lipoprotein metabolism,
by regulating those proteins (PCSK9 and LDLR) that play a significant role in atherogenic dyslipidemia.
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2. Results

2.1. PCSK9 Expression in Human VAT

General characteristics of the studied population are summarized in Table 1. It is known that
PCSK9 is abundantly expressed in liver, small intestine, and kidney. Our present data show that PCSK9
is abundantly expressed in human adipose tissue as well. Figure 1A shows PCSK9 gene expression
in VAT, even if highly variable among patients. The protein analysis of PCSK9 in human adipose
tissue and liver revealed that the pre-form of PCSK9 is easily detectable (72 kDa; Figure 1B). In fact,
human PCSK9 is synthesized as a precursor that undergoes autocatalytic cleavage of its N-terminal
prosegment in the endoplasmic reticulum (ER) necessary for its activation and function [6]. The mature
form (63 kDa) is also detectable, but it is clearly weaker than pre-form, as expected. As shown in
Figure 1C, PCSK9 expression levels are significantly and positively correlated with the body mass
index (BMI) of the 26 patients studied (p = 0.024), even after adjustment for gender and age (3 = 0.429;
95% CI 0.023-1.224; p = 0.016). No significant correlation emerges between PCSK9 in VAT and LDL
cholesterol, according to linear regression model adjusted for gender and age (p = 0.654).

Table 1. General characteristics of studied population.

Variables N Mean =+ SE
Gender (male/female) 26 15/11

Age (y) 26 669+ 14

BMI (kg/m?) 26 2564+ 0.8
Waist (cm) 26 969 £1.9

SBP (mmHg) 24 1391431
DBP (mmHg) 24 789420
Triglycerides (mg/dL) 17 1254 +9.7

Total Cholesterol (mg/dL) 17 176.1 £ 11.7

HDL Cholesterol (mg/dL) 17 39.5£27

LDL Cholesterol (mg/dL) 17 118.2 +£10.1
Non-HDL Cholesterol (mg/dL) 17 139.7 £9.9

BMI: body mass index; SBP: systolic blood pressure; DBP: diastolic blood pressure; HDL: high-density lipoprotein;
LDL: low-density lipoprotein.
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Figure 1. (A) PCSK9 gene expression in VAT. Cycle threshold of PCSK9 during real-time gene expression
analysis for adipose tissue were between 21 and 24. (B) PCSK9 levels in differentiated human adipocytes.
(C) PCSK9 in VAT according to BMI. # number of sample.

2.2. PCSK9 and LDLR Regulation in Human Adipocytes by Insulin

Differentiated adipocytes in multiple wells were treated for 1, 2, or 4 h with 10 nM of insulin.
As shown in Figure 2A, PCSK9 gene expression is 20-fold increased by insulin after 4 h, but a
significant increase is already seen after 2 h. Similarly, LDLR (Figure 2B), SREBP-1c (Figure 2C),
and SREBP-2 (Figure 2D) are significantly increased by insulin with an earlier time course for the
regulatory protein SREBP-1c. Protein analysis of PCSK9 confirms the induction of PCSK9 after insulin
treatment. Interestingly, we analyzed the cell lysate as well as supernatant, and we observed that
PCSK9 after 4 h treatment is increased, especially in the mature form secreted by adipocytes into the
media (Figure 2E). LDLR protein is also induced by insulin in human adipocytes (Figure 2E).

50



Int. J. Mol. Sci. 2019, 20, 245

25+ ok 6 ”
<5 <3
= g Z © 4
X 2 15, o
s Eg
* > x >
X 5 104 =i O iy
8"3 32 1
n.g 54 é
o= | ol
1hr 2hrs 4hrs C  1hr 2hrs 4hrs
Ins 10nM Ins 10nM
4 31 *kk
*k
L = »
= ©
34
e p—
ES d
Q =
- O 2 w
: o
& : o 14
o
o™
ne
o = 1hr 2hrs 4hrs

c

C 1hr  2hrs  4hrs

“Ins 10nM
Ins 10nM
E Cells supernatant
Ins 10nM Ins 10nM
1hr 2hr 4hr 1hr  2hr hr

i

T e S S | DLR

Figure 2. (A) PCSK9 induction by insulin in differentiated human adipocytes. (B) LDLR induction by
insulin in differentiated human adipocytes. (C) SREBP-1c induction by insulin in differentiated human
adipocytes. (D) SREBP-2 induction by insulin in differentiated human adipocytes. (E) PCSK9, LDLR,
and GAPDH levels after treatment with insulin. * p < 0.05, ** p < 0.01 and *** p < 0.001 vs control.

2.3. PCSK9/LDLR Modulation by Cardiac Natriuretic Peptides

To understand whether PCSK9 and LDLR respond not only to insulin but also to NPs, that are
physiologic antagonists of insulin effects on lipid metabolism in adipose tissue, adipocytes were treated
for 4 h with insulin (10 nM), or ANP (100 nM), or insulin together with ANP. Gene expression analysis
shows that PCSK9 and LDLR are significantly induced by insulin, as described above, but also that
ANP is able to partially block the insulin effect (Figure 3A,B). Considering the main genes involved in
the regulation of cholesterologenesis, we found that SREBP-2 is induced by insulin and ANP is able
to block the insulin effect (Figure 3C). On the contrary, ANP is not able to reduce the induction of
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SREBP-Ic by insulin (Figure 3D). Similar results for PCSK9 and LDLR were obtained using Western
blot analysis (Figure 3E).
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Figure 3. One-way ANOVA. (A) Effects of insulin and ANP on PCSK9 in differentiated human
adipocytes. (B) Effects of insulin and ANP on LDLR in differentiated human adipocytes. (C) Effects of
insulin and ANP on SREBP-2 in differentiated human adipocytes. (D) Effects of insulin and ANP on
SREBP-Ic¢ in differentiated human adipocytes. (E) PCSK9, LDLR, and GAPDH levels after treatment
with insulin and ANP. *** p < 0.001 vs control; * p < 0.05 insulin 10nM vs insulin+ANP treatment.

2.4. The Influence of LDL from Human Plasma

To study the physiological mechanism that links adipocyte PCSK9 with circulating LDL, human
adipocytes were treated with increasing concentrations of isolated LDL from human plasma (from 25 to
100 ng/mL) for 4 and 18 h. Gene expression analysis shows that at the first time point (4 h, Figure 4A-D)
the treatment with LDL induces a significant increase of all the target genes: PCSK9, LDLR, SREBP-Ic,
and SREBP-2. Interestingly, at the second time point (18 h) it is evident that human LDL decreases LDLR
but, at the same time, significantly increases PCSK9 together with SREBP-1c and SREBP-2 (Figure 4F-I).
Protein analysis clearly shows that, during the incubation times, PCSK9 initially increases as a mature
form into the cells (Figure 4E) and then, after 18 h, increases as the mature form secreted into the
media (Figure 4]). At the same time, LDLR increases after 4 h treatment (Figure 4E) and, thereafter,
is significantly reduced after 18 h (Figure 4]). These time-dependent responses suggest that, at the
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beginning, the presence of LDL induces all the physiological pathways involved in cholesterol uptake,
but after 18 h, the strong induction of PCSK9, especially for the secreted mature form, may induce
LDLR reduced function by degradation.
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Figure 4. One-way ANOVA. (A) Effects of LDL treatment for 4 h on LDLR in differentiated human
adipocytes. (B) Effects of LDL treatment for 4 h on PCSK9 in differentiated human adipocytes.
(C) Effects of LDL treatment for 4 h on SREBP-Ic¢ in differentiated human adipocytes. (D) Effects of
LDL treatment for 4 h on SREBP-2 in differentiated human adipocytes. (E) PCSK9, LDLR, and GAPDH
proteins levels after LDL treatment for 4 h. (F) Effects of LDL treatment for 18 h on LDLR in
differentiated human adipocytes. (G) Effects of LDL treatment for 18 h on PCSK9 in differentiated
human adipocytes. (H) Effects of LDL treatment for 18 h on SREBP-Ic in differentiated human
adipocytes. (I) Effects of LDL treatment for 18 h on SREBP-2 in differentiated human adipocytes.
(J) PCSK9, LDLR, and GAPDH proteins levels after LDL treatment for 18 h. * p < 0.05, ** p < 0.01 and
***p < 0.001 vs. control.

2.5. LDL and ANP Effects on Human Adipocytes

PCSK9 and LDLR expression were also analyzed in presence of isolated LDL (50 ng/mL) and ANP
(100 nM). As shown in Figure 5, protein analysis reveals that 4 h of treatment with LDL significantly
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induces PCSK9, as well as LDLR, and that this effect is blocked by ANP. After 18 h, it is still evident
that, while PCSK9 is clearly induced also in the secreted form, LDLR is reduced, as described in
Figure 4. Interestingly, ANP is still able to block the effect of LDL on target genes after 4 and 18 h
treatments (Figure 5).
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Figure 5. PCSK9, LDLR, and GAPDH levels after treatment with LDL and ANP for 4 and 18 h.
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3. Discussion

The focus of this study was to investigate the expression and regulation of PCSK9 in
human adipose tissue and adipocytes, using insulin and ANP, two opposing hormones on lipid
metabolism [20]. It is known that the active form of PCSK9 is derived from three different steps:
the cleavage of the signal sequences, the intramolecular proteolysis of proPCSK9, and trafficking
through the trans-Golgi network before the secretion into extracellular space, where it reaches its target,
LDLR [6,29,30]. Gene expression and protein analysis revealed that the precursor form of PCSK9 is
expressed and easily detectable in human visceral perirenal fat, even if there are wide differences
among subjects. The concentrations of PCSK9 in adipose tissue positively correlated with BMI values,
the most used clinical index of adiposity. Interestingly, PCSK9 plasma concentrations were also related
to carotid artery intima-media thickness (cIMT) in overweight and obese individuals, in comparison
with the normal weight group, suggesting that PCSK9 could be an indicator as well as a player of
cardiometabolic and vascular changes induced by excessive adiposity [31].

Therefore, we investigated the regulation of PCSK9 using the Simpson-Golabi-Behmel syndrome
(SGBS) human adipocyte cell line. Differentiated SGBS adipocytes were used to verify the ability
of insulin, ANP, and LDL to regulate PCSK9. First, we showed that 10 nm of insulin strongly
induced PCSK9 and LDLR after 2 and 4 h of treatment. It has been reported that LDLR and PCSK9
share SREBP-2 as a common regulatory pathway, and that PCSK9 expression is also regulated
by insulin via the SREBP-Ic in primary mouse and rat hepatocytes, as well as in vivo, during
hyperinsulinemic-euglycemic clamps. [32]. These SREBPs seem to be active also in adipocytes. Indeed,
SREBP-1c is activated by insulin earlier than SREBP-2, being already significantly increased after 1 h.
This suggests that SREBP-1c is involved in PCSK9 regulation in human adipocytes.

We recently described that higher insulin levels, together with higher glucose concentration,
simulate insulin resistance found in obese patients, and reduced the ability of NPs to induce lipolysis
and the thermogenic pathway [20]. Some interactions between the PCSK family and NPs have been
recently discovered, such as for PCSK6, that activates the corin, a key enzyme in the activation of
ANP precursors [33,34]. Here, we show that ANP is able to reduce the insulin-mediated induction
of PCSK9 and LDLR in human adipocytes. Our data also show that ANP is able to reduce the
regulation of SREBP-2, but not of SREBP-1c. SREBP-1c preferentially activates genes involved in
fatty acid biosynthesis or carbohydrate metabolism, including fatty acid synthetase, acetyl-CoA
carboxylase, or glucokinase (GK) [32]. GK converts glucose into glucose 6-phosphate and, therefore,
SREBP-1c is thought to have a permissive action on glucose-dependent gene regulation [35]. Moreover,
SREBP-1cis induced by LXRalpha, that is stimulated by insulin independently by glucose concentration,
as we previously described [20]. In the liver, SREBP-2 processing is also enhanced by peroxisome
proliferator-activated receptor gamma (PPAR-gamma) activation, affecting both PCSK9 and LDLR
expression [36]. It is known that PPAR-gamma has an important role in both cell differentiation and
energy metabolism in adipocytes [37,38]. The role of PPAR-gamma activation on these proteins in
human adipocytes could be an interesting aspect to be explored in future studies.

Given the close relation between circulating PCSK9 and LDL levels in human plasma [39-41],
we tested the role of different concentrations of LDL on PCSK9 and LDLR expression in our human
adipocyte cell model. We used LDL isolated from human plasma to test the functionality of the
LDLR/PCSKO9 system, and our data indicate a fully functional system. The object of the present study
was only to evaluate the expression and regulation of PCSK9 mediated by insulin and ANP. Future
research, focused on the direct role of PCSK9 and LDLR in VAT and the relationship between PCSK9
and the morphology of adipocytes (i.e., lipid droplet formation or differentiation status), is warranted.

Published data reported that expression of PCSK9 in cultured cells has variable effects on LDLR.
In some cell types, such as human hepatoma cells (HepG2 and HuH?7) or human embryonic kidney
cells (HEK-293 cells), PCSK9 expression dramatically reduces LDLR levels [29,42,43]. In other cells
types, including fibroblasts, Chinese hamster ovarian (CHO-K1), monkey kidney cells (COS?7) and rat
liver cells (McArdle RH7777), PCSK9 is not likely to affect LDLR expression [42—44]. Here, we found
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that human LDL, added to the cells culture media, initially—after 4 h treatment—induces LDLR and
pre-form PCSKO9. After 18 h of treatment, the high levels of mature PCSK9 are secreted into the media,
and are able to induce the degradation of LDLR. In fact, after 18 h, LDLR protein levels are reduced
compared with LDLR after 4 h LDL treatment.

Moreover, when we tested the effect of LDL combined with ANP, we observed that LDL induced
LDLR and the non-secreted form of PCSK9 after 4 h. At the same time, ANP is able to partially block
the LDL-induced regulation. After 18 h, we confirmed that the LDL-mediated induction of PCSK9 was
still present, and the PCSK9 secreted form was also significantly induced.

The elevated secretion of PCSK9 could represent the mechanism for the reduction of LDLR. Indeed,
in the cells treated with ANP, where PCSK9 is reduced, the levels of LDLR are stable, suggesting again
that ANDP, by blocking the induction of PCSK9, indirectly reduced the degradation of LDLR.

Although in our research the regulatory effect of ANP appears to be modest, to the best of our
knowledge, this is the first study demonstrating that PCSK9 is expressed in adipose tissue, and ANP is
able to interact with PCSK9 pathways. Several studies showed the role of NPs on lipid metabolism
and adipose tissue, but the interaction of ANP with cholesterol metabolism through PCSK9 and LDLR
regulation is absolutely new. ANP partially blocked the effect of insulin and LDL in adipocytes, but it
was more effective in culture conditions simulating hyperglycemia. Overall, NPs are likely to reduce
triglycerides and to increase cholesterol in human adipocytes, opposing insulin effects. Such activities
may also have systemic consequences on blood lipid levels (Figure 6). We believe that this study could
be the first of future studies on human adipose tissue, in order to better explain which mechanisms are
involved in lipid metabolism.
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Figure 6. Interactions between insulin and cardiac natriuretic peptides (NPs) in lipid metabolism and
PCSK9-LDL receptor handling. The potent lipolytic activity of NPs (ANP and BNP secreted from
the heart), mediated by NPRA, is strongly reduced by insulin through the induction of the clearance
receptor (NPRC), which binds and degrades NPs. Insulin also induces PCSK9, but this effect is opposed
by NPs, especially in conditions simulating hyperglycemia. Overall, the NPs are likely to reduce the
triglycerides and to increase cholesterol in human adipocytes, opposing insulin effects. Such activities
may also have systemic consequences on blood lipid levels. T-bar arrow indicates inhibitory activity.
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In conclusion, our data show a potentially relevant role for adipose tissue and adipocytes in the
regulation of PCSK9-LDLR in humans, similar to what is known for human liver. NPs appear to play
a key role in this pathway, with potentially important implications, especially in patients with obesity
and hypertension, in which NPs could be able to regulate not only the blood pressure, but also the
LDLR levels, preventing PCSK9 overexpression.

4. Materials and Methods

4.1. Reagents and Antibodies

Insulin, dexamethasone, isobutylmethylxanthine, tri-iodothyronine, transferrin, and wortmannin
were obtained from Sigma-Aldrich (St. Louis, Missouri, USA). Antisera against PCSK9 and LDLR
were from Abcam (Abcam, Cambridge, MA, USA). GAPDH antibody (cat #5C25778) and secondary
antibody anti-rabbit (cat #5C2054) were from Santa Cruz Biotech; CA, USA. SuperSignal West Femto
Maximum Sensitivity Substrate was from Thermo Scientific, Rockford, IL, USA.

4.2. Human Adipose Tissue

A set of human VAT samples (1 = 26) were obtained from patients undergoing radical nephrectomy
for localized clear cell renal carcinoma (without any evidence of local or metastatic cancer spread:
T1/T2, NO, MO0) at the “Ospedali Riuniti” University Hospital of Ancona, Italy. All women were in
menopause. Patients with diabetes were excluded from the study, therefore, no patients took insulin
or any other medications. The study was conducted in accordance with the guidelines proposed in
The Declaration of Helsinki and the local Ethics Committee approved the study protocol (ID: 206964,
date: 28 September 2006). All patients gave written informed consent for the collection of clinical data
and tissue samples.

4.3. Adipocyte Cells Culture

Cells from Simpson-Golabi-Behmel syndrome cell line (SGBS) were grown in growth medium
(DMEM/F12 with 10% fetal calf serum). When adipocytes reached 85%-90% confluence, they were
differentiated in differentiation medium that included insulin, as previously described. To test the
acute effect of insulin on NP receptors, we removed insulin from differentiation media at day 7 instead
of day 11/12, as previously described [20]. Thus, on the seventh day, the cells were washed and
deprived of insulin at least for three days, and were then treated with insulin and/or atrial natriuretic
peptide (ANP). To assess whether PCSK9 expression and related genes are modulated by insulin,
differentiated adipocytes were treated with 10 nM of insulin for 1, 2, and 4 h. PCSK9 regulation was
also evaluated in response to cardiac NPs. Adipocytes were treated with 100 nM of ANP, as used
in previous work [20]. ANP was also used together with insulin to evaluate the relative power of
these two physiological counteracting (lipolytic vs. lipogenic) hormones on PCSK9/LDLR. At least
6 different wells in 3 different experiments were performed for each treatment.

4.4. Isolation of Human Plasma LDL

The role of LDL on PCK9 and LDLR expression was studied using LDL separated from human
plasma. Fresh pooled human plasma from fasting healthy young volunteers (coauthors of these
manuscript) was used for the preparation of LDL. LDL (density between 1.025 and 1.063 g/mL)
were isolated by single vertical spin gradient ultracentrifugation, as described by Chung et al. [45].
After dialysis at 4 °C for 24 h against 10 mmol/L PBS (pH 7.4), LDLs were concentrated in a SpeedVac
Concentrator and LDL protein concentration was determined by the method of Bradford [46].

The first set of experiments was performed to verify the effect of different concentrations of LDLs,
from 25 to 100 ng/mL, after 4 and 18 h of incubations. Subsequently, PCSK9 and LDLR were analyzed
after 4 and 18 h of treatment with human LDL (50 ng/mL), ANDP, or together (ANP + LDL).
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4.5. RNA Isolation and Gene Expression Analysis

Total RNA was extracted using TRIzol (Invitrogen, Carlsbad, CA, USA) and RNA reverse
transcription of 2 pg was performed with High-Capacity cDNA Reverse Transcription Kit with
RNase Inhibitor (Applied Biosystems, Warrington, UK). All gene expression experiments in SGBS and
primary VAT adipocytes cultures were analyzed with SYBR Select Master Mix (Applied Biosystems
Darmstadt, Germany). Each single gene expression experiment was performed in triplicate. Differences
in total RNA or different efficiency of cDNA synthesis among samples were normalized using human
GAPDH expression.

4.6. Western Blotting

Treated cells were lysed and sonicated in an appropriate buffer, as previously described [27].
Protein concentrations were determined using the Bradford Assay (Biorad, Hercules, CA, USA) and
50 ug of total proteins was resolved in 12% sodium dodecyl sulfate-polyacrylamide gel electrophoresis
(SDS-PAGE), transferred to a PVDF membrane (Immobilon P, Millipore, Burlington, MA, USA),
and probed overnight at 4 °C with specific PCSK9 or LDLR primary antibodies. Secondary antisera
against rabbit IgG conjugated with peroxidase was used for specific protein detection. Target proteins
were visualized using an enhanced chemiluminescent substrate (SuperSignal West Femto Maximum
Sensitivity Substrate, Pierce) and were measured in comparison with GAPDH (Santa Cruz Biotech,
Dallas, TX, USA). Image acquisition was performed on an ALLIANCE MINI HD9 (UVITEC, Cambridge
UK). All lines were quantified with UVI-TEC NineAlliance analysis software and each line sample of
Western blot shows the relative number of quantification, compared with control, that was considered
as 1 (100%). In some cases, membranes were ‘stripped’ by incubation in a buffer (0.76 g Tris, 2 g SDS,
700 uL B-mercaptoethanol in 100 mL) at 37 °C for 45 min, in order to be subsequently probed with
additional antibodies.

4.7. Statistical Analysis

Results are presented as mean 4= SEM, unless otherwise indicated. Data were analyzed using
two-tailed Student’s t-test, one-way ANOVA, followed by post hoc Newman-Keuls tests when F
was significant. A non-parametric test for two related samples (Wilcoxon'’s signed ranks test) was
used to identify differences between each treated group and controls, differences between more than
2 groups were analyzed by analysis of variance and post hoc Holm-Bonferroni test. Pearson’s correlation
coefficient was used to assess the association between PCSK9 gene expression and BMI. Multiple linear
regression was used to create adjusted models. SPSS 11.0 software was used for statistical analysis
(SPSS Inc., Chicago, IL, USA) and a p < 0.05 was considered significant.
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Abstract: The pathogenesis of hypertension, as a multifactorial trait, is complex. High blood pressure
levels, in turn, concur with the development of cardiovascular damage. Abnormalities of several
neurohormonal mechanisms controlling blood pressure homeostasis and cardiovascular remodeling
can contribute to these pathological conditions. The natriuretic peptide (NP) family (including ANP
(atrial natriuretic peptide), BNP (brain natriuretic peptide), and CNP (C-type natriuretic peptide)),
the NP receptors (NPRA, NPRB, and NPRC), and the related protease convertases (furin, corin,
and PCSK6) constitute the NP system and represent relevant protective mechanisms toward the
development of hypertension and associated conditions, such as atherosclerosis, stroke, myocardial
infarction, heart failure, and renal injury. Initially, several experimental studies performed in different
animal models demonstrated a key role of the NP system in the development of hypertension.
Importantly, these studies provided relevant insights for a better comprehension of the pathogenesis
of hypertension and related cardiovascular phenotypes in humans. Thus, investigation of the role
of NPs in hypertension offers an excellent example in translational medicine. In this review article,
we will summarize the most compelling evidence regarding the molecular mechanisms underlying
the physiological and pathological impact of NPs on blood pressure regulation and on hypertension
development. We will also discuss the protective effect of NPs toward the increased susceptibility to
hypertensive target organ damage.

Keywords: natriuretic peptides; hypertension; stroke; cardiac hypertrophy; linkage analysis; genetic
variants; animal models

1. Introduction

Hypertension is a complex trait that results from both environmental and genetic factors [1].
Several mechanisms have been highlighted as potential contributors to the etiopathogenesis of
essential hypertension, mostly based on common knowledge of blood pressure regulation. In this
regard, the biological properties of the cardiac natriuretic peptides (NPs)—that is, natriuresis, diuresis,
and vasorelaxation [2], implying a direct modulatory role on blood pressure homeostasis—make all
components of the NP family, including the natriuretic peptide receptors (NPRA (type A natriuretic
peptide receptor), NPRB (type B natriuretic peptide receptor), and NPRC (type C natriuretic peptide
receptor)), and the related protease convertases (furin, corin, PCSK6), as major etiopathogenetic
candidates for hypertension. Moreover, the functional properties of these hormones involve
anti-hypertrophic, anti-proliferative, and anti-inflammatory effects [3] that may significantly impact
on the process of cardiovascular remodeling, such as that observed in hypertension.
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Herein, we present evidence supporting the contribution of NPs to hypertension development
obtained by both experimental and clinical investigations. As will be outlined below, the most
compelling evidence derives from the genetic approach. The impact of NPs on the pathogenesis of
hypertensive target organ damage will be also discussed.

2. Role of NP Circulating Levels in the Development of High Blood Pressure

Several physiological experiments have shown that xANP, the product of the cleavage of proANP
by corin, along with the N-terminal residues 1-98, is a key regulator of systemic blood pressure
through its natriuretic, diuretic, and vasorelaxant properties, all mediated by the type A natriuretic
peptide receptor (NPRA) [3]. As a consequence, a reduction of ANP favors high blood pressure,
whereas its increase may serve as a pharmacological tool to lower blood pressure levels. In fact,
evidence that ANP levels contribute to hypertension has been initially shown by testing the effects of
its infusion in hypertensive patients [4,5]. Subsequently, the anti-hypertensive effect of NPs has been
documented in different pathological contexts, such as primary aldosteronism [6], pheochromocytoma [7],
and hyperthyroidism [8]. In each of these conditions, the increase of NPs is able to counteract the
pro-hypertensive effect of the specific endocrine disorder. Moreover, since diuresis represents a major
action of NPs, the diuretic therapy reduces NP levels [9].

The genetic/molecular approach, undertaken over the last three decades, has the merit to provide
further support to the significant association between NP levels and hypertension. In fact, it was shown
that the knockout of Nppa (the gene encoding ANP) led to salt-sensitive hypertension in mice [10].
Consistently, the overexpression of Nppa led to hypotension [11]. Similarly, lack of NPRA caused
salt-sensitive hypertension in mice [12].

On the other hand, the biologically active carboxy-terminal peptide (BNP 1-22), derived from the
cleavage of the proBNP precursor by both furin and corin [13], appears to have a weaker impact on
the pathogenesis of hypertension compared to ANP at the experimental level. In fact, deletion of Nppb
in mice led to cardiac fibrosis rather than to hypertension development [14]. A hypertensive effect due
to lack of Nppb was documented only in a rat model [15].

The results of the genetic manipulations in rodents stimulated several studies aimed at identifying
the contribution of NPs to human hypertension. In this regard, the association of human NPPA/NPPB
gene variations with circulating ANP and BNP levels was investigated for selected single nucleotide
polymorphisms (SNPs) with the achievement of some remarkable results. Of note, we reported an
association of the -664C > G minor allele located within the NPPA promoter and associated with
lower plasma ANP levels, early onset of blood pressure increase, and the predisposition to develop
hypertension in a general population from Southern Italy [16]. Contrasting evidence was obtained for
the same SNP in a Japanese cohort of hypertensive patients [17].

Another NPPA variant, rs5063 (-664G > A), falling within the exon 1 of the gene and responsible
of a Val-to-Met transition, was associated with blood pressure progression in the Women’s Genome
Health Study and with reduced blood pressure levels in a Chinese population [18,19]. A SNP in linkage
disequilibrium with rs5063 (1837G > A, detected by a Hpall restriction fragment length polymorphism)
was associated with higher occurrence of hypertension in whites and African-American subjects [20].
Interestingly, two studies associated variants near the NPPA/NPPB locus with proANP, BNP,
and NT-proBNP levels [21,22]. Among others, the minor allele at rs5068 NPPA variant turned out
to be associated with higher ANP levels and with hypertension risk [21]. In this regard it has been
shown that this variant falling within the 3’-UTR of NPPA, affects the quantity of the ANP transcript
through an interference with the microRNA-425 [23]. In particular, in the presence of rs5068 minor
allele, the microRNA-425 cannot bind to NPPA to inhibit the gene transcription. As a consequence,
the ANP levels increase [23]. Moreover, lower blood pressure levels and reduced risk of hypertension
were observed [21,24-26].

Subsequently four genome-wide association studies (GWAS) analyzed circulating BNP or
NT-proBNP levels in association with trans loci near LOXL2, SLC39A8, KLKB1, and GALNT4 [27-30].
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As a result of the abovementioned studies, genetic variants at the MTHFR-NPPB locus (mapping
on human chromosome 1 and containing both NPPA and NPPB) appeared to act through increased
ANP/BNP production to lower blood pressure levels and, consequently, to influence susceptibility to
hypertension development. However, there was a need to more precisely identify the variants truly
associated with a change in NP levels within the MTHFR-NPPB locus and, therefore, responsible for
the hypertensive effects, which prompted subsequent investigations. In fact, a recent study testing
eight independent genetic variants in two known loci (NPPA-NPPB and POC1B-GALNT4) and one
novel locus (PPP3CC) found that only those variants correlated with midregional proANP levels had a
statistically significant, albeit weak, impact on blood pressure, whereas variants affecting BNP levels
did not [31].

Although the latter evidence appeared to further support the experimental findings in favor of
a major role of ANP, rather than BNP, on blood pressure regulation and hypertension development,
NPPB cannot be completely ruled out as a “hypertensive” gene. A single SNP, the rs198389 functional
variant in the NPPB promoter region, is associated with NT-proBNP levels in several populations [32].
In a large biracial prospective cohort study, the rs198389 NPPB promoter variant was found to be
highly associated with large differences in NT-proBNP levels in both black and white populations.
Patients with the AG and GG genotypes had progressively higher NT-proBNP levels compared to
those with AA genotype. Patients with the GG genotype had reduced systolic blood pressure and
diastolic blood pressure levels and were 15% less likely to take anti-hypertensive medications and 19%
less likely to have a diagnosis of hypertension [33].

3. Role of Other Components of the NP Family

The involvement of other members of the NP family in protection from the development of
hypertension has been mainly discovered through the genetic approach, starting with the experimental
evidence in mice and then moving to the human disease. Thus, both gene deletions in mice and
functional variants of the corresponding human genes encoding corin, furin, NPRA, and NPRC
receptors have been associated with hypertension.

Corin is the physiological proANP convertase that activates proANP in a sequence-specific
manner [34]. Blocking corin expression inhibits proANP processing in cardiomyocytes [35].
The fundamental relevance of corin for the maintenance of normal blood pressure levels was revealed
by the corin knockout mice model. This model carries undetectable levels of mature ANP and it
develops salt-sensitive hypertension with cardiac hypertrophy [36].

A recent study revealed that proprotein convertase subtilisin/kexin-6 (PCSK6), a protease
belonging to the PCSK family, is the long sought-after specific corin-activating enzyme and, as such,
is a critical regulator of the whole cascade leading to proANP processing and to xANP release
into circulation, ultimately controlling water—electrolyte and blood pressure homeostasis [37,38].
PCSKG6 cleaves corin at the conserved activation site, converting zymogen corin to an active enzyme.
PCSK6 knockout mice have no detectable corin activity in the heart and develop salt-sensitive
hypertension [37], indicating a key role of PCSK6 in regulating corin activity and blood pressure
levels. Interestingly, PCSK6-mediated processing of corin is reduced in the presence of corin variants
(T5551 and Q568P) previously associated to hypertension and to heart disease in black people [39,40],
as well as in the presence of corin variants (K317E, 5472G, and R539C) previously identified in patients
with preeclampsia and hypertension [41]. More recently, nine corin variants were identified in a
Chinese population, of which eight were characterized for the first time. Among them, the p.Arg530Ser
and p.Thr924Met variants had reduced proANP processing activity, due to endoplasmic reticulum
retention and impaired PCSK6-mediated zymogen activation, respectively [42].

The proprotein processing enzyme furin is the mammalian prototype of the subtilisin-like serine
endoprotease family. These enzymes possess cleavage specificity for sites involving multiple basic
amino acid residues and process several precursor proteins belonging to a variety of regulatory
peptides and proteins [43]. In fact, furin is the enzyme responsible for the cleavage of proBNP and
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proCNP. It also cleaves pro-renin receptor, epithelial sodium channel, and TGF-f3 [43]. Based on its
functional properties, the gene encoding furin can be considered a suitable candidate for hypertension
development. However, despite its involvement in several pathways, only weak evidence in favor
of a role of furin gene in hypertension has been provided, so far, by both a GWA study and a few
case—control association studies [44,45].

The deletion of NPRA gene leads to salt-sensitive hypertension and left ventricular hypertrophy
(LVH) in mice [12]. An insertion—deletion mutation in the 5-UTR region of the human NPRA gene
has been described [46]. The mutant allele lacks eight nucleotides and alters binding sites for the
AP2 and zeste transcriptional factors. The transcriptional activity of the deletion allele is shown to be
30% lower than that of the wild-type allele. Subjects carrying the deletion allele were significantly
more common in a Japanese population of hypertensive patients compared to the normotensive
group [46]. These findings suggested that the deletion of the NPRA reduces receptor activity in
Japanese individuals and may confer increased susceptibility to developing essential hypertension or
left ventricular hypertrophy.

More interesting findings were obtained for the NPRC gene encoding the NP clearance receptor.
In fact, in two large studies, a gene-centric array and a GWA study identified few blood pressure
loci, including one containing NPRC [44,47]. A small case-control association study, utilizing SNPs
belonging to NPRC, detected an association with hypertension and even with family history of
hypertension [48]. A recent study had the merit to confirm, first of all, using a genome-wide approach,
the existence of two independent blood pressure-related signals within NPRC. Moreover, the biological
relevance of one variant (rs1173771) was demonstrated by showing its association with lower NPRC
gene and protein expression in vascular smooth muscle cells [49].

In contrast to the significant results obtained with both NPRA and NPRC, no relevant variants
were identified in the NPRB gene in association with essential hypertension.

4. Impact of NPs on Predisposition to Develop Hypertensive Target Organ Damage

The anti-remodeling properties of NPs may certainly explain their implication in the protection
from the development of micro- and macrovascular damage, as well as of cardiac damage, that is
associated with hypertension.

One of the most dramatic results of the hypertensive vascular damage is the occurrence of
stroke [50]. The first evidence that Nppa was involved in the pathogenesis of stroke associated with
hypertension was obtained in the animal model of the stroke-prone spontaneously hypertensive rat
(SHRSP) through a genetic linkage analysis approach [51]. The latter was performed in a F2-hybrid
cohort obtained from the SHRSP/stroke resistant SHR (SHRSR) intercross, considering the latency to
stroke occurrence upon a high-salt dietary regimen as the stroke phenotype [51]. In fact, Nppa turned
out to map, together with Nppb, at the peak of linkage of a quantitative trait locus (QTL) for stroke on
rat chromosome 5 in this rat model [51]. The sequence analysis of both genes revealed the presence
of two functional variants within Nppa (but none within Nppb), one located within the promoter
region, the second one located within the coding part (exon 2). The Nppa variants were shown to
cause an altered regulation, pro-peptide processing, and peptide function [52,53], further supporting
their contribution to the development of cerebrovascular damage in SHRSP. Furthermore, the altered
regulation of Nppa expression in the brain was found to co-segregate with increased susceptibility to
stroke in the SHRSP /SHRSR F2-hybrid cohort [54].

Of note, the Nppa was excluded as a candidate gene for stroke in the SHRSP /Wistar Kyoto (WKY)
genetic linkage analysis approach [55,56]. The different genetic background and the different stroke
phenotype used in the latter study (the brain injury area produced by the middle cerebral artery
occlusion, MCAOQ, as opposed to the stroke latency upon high salt diet used in the previous model)
may certainly explain, at least in part, the different result. Despite the negative result of the genetic
analysis in the study by Jeffs et al. [55], more recent evidence demonstrates that cerebral overexpression
of ANP is vital to protection from brain damage in rats exposed to MCAO [57]. In fact, increased
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levels of ANP, achieved through an intraventricular injection, caused a significant reduction of the
brain injury area [57]. Consistently it is noteworthy that a pharmacological treatment of high-salt fed
SHRSP with a novel class of drugs (the type 1 angiotensin II receptor and neprilysin (NEP) inhibitor,
ARN:i) led to a dramatic reduction of stroke occurrence along with a significant increase of ANP levels
in both circulation and brain tissue [58]. The latter evidence reinforces the beneficial cerebrovascular
properties of ANP.

Moreover, when translating the experimental findings to human disease, NPPA was confirmed as a
risk factor for stroke in the presence of specific variants responsible for either altered gene expression or an
altered protein function [26]. In particular, the T2238C variant, falling within exon 3 of the gene and causing
the synthesis of a peptide carrying two extra arginines, is the most common NPPA variant associated with
stroke [59,60]. The mutant peptide favors stroke through the production of an altered endothelial function,
reduced endothelium-dependent vasodilation, vascular smooth muscle cells constriction, increased
platelet aggregation through a NPRC deregulated activation [61-67]. Interestingly, subjects carrying this
variant are also at increased risk of ischemic heart disease [66]. Finally, a gene-by-treatment interaction
was observed for the T2238C NPPA variant and the use of diuretic drug (chlortalidone) in a large cohort of
hypertensive patients from the ALLHAT trial [68]. In this study, patients carrying the C variant allele had
a better response to the diuretic therapy [68], suggesting a defective diuretic action of the mutant peptide.

The anti-hypertrophic and anti-fibrotic effects of ANP underlie its involvement in the pathogenesis
of LVH in hypertension. The modulation of cardiac hypertrophy and fibrosis by ANP is achieved
through the activation of several signaling pathways, such as the calcineurin/NFATt, sodium exchanger
NHE-1, and TGF31/Smad pathways [69]. Thus, ANP behaves as a friend within the heart to protect it
from stress stimuli [70]. At the experimental level the knockout of Nppa leads to cardiac hypertrophy
in mice [10]. The same result is achieved when the NPRA gene is lacking [12] and also in the absence
of corin [36]. In these models, the degree of LVH is unrelated to the levels of high blood pressure.
In humans, we demonstrated that a promoter variant of NPPA causing reduced expression was
associated with LVH in a cohort of hypertensive patients independently from the blood pressure
levels [71]. Similarly, patients affected by the metabolic syndrome (that includes the diagnosis of
hypertension) have plasma ANP levels inversely related to the degree of LVH such that the lower the
ANP levels, the higher the degree of cardiac hypertrophy [72].

All components of the NP family are expressed in the kidney where they preserve renal
function [73]. As a consequence, alteration of the NP system may contribute to renal damage occurrence
in hypertension. In this regard, it has been reported that targeted disruption of NPRA provokes renal
tubular damage and interstitial fibrosis with inflammation [74]. On the other hand, chronic ANP
treatment ameliorates hypertension and end-organ damage in the kidney by reducing oxidative stress,
increasing NO system activity, and diminishing collagen content and apoptosis in the SHR animal
model [75]. Consistently, a significant protection from renal damage was also observed in the SHRSP
receiving ARNi compared to SHR receiving valsartan alone [58]. As pointed out above, only ARNi
treatment is able to increase the ANP levels.

NT-proBNP/BNP serves as a useful diagnostic and prognostic tool in heart failure, that is a
frequent complication of the hypertensive cardiac damage. Of note, this component of the NP family
has revealed a significant role into the prognosis of target organ damage in hypertensive patients [76,77].
However, in contrast to ANP, a direct involvement of BNP in the susceptibility to develop hypertensive
target organ damage has not been proven either in animal models or in humans.

NPRC plays a fundamental role in NP clearance [2]. Specifically, it recognizes an 8 aa linear fragment
of ANP molecule to perform peptide clearance. This process requires the ANP-NPRC internalization and
is followed by ANP hydrolysis by lysosomes. In addition to its well-known function in NP clearance,
NPRC can produce biological effects through the inhibition of adenylate cyclase and the involvement of
Gi inhibitory proteins. Of note, its activation mediates the deleterious effects of the abovementioned
T2238C ANP variant [62—-64]. Evidence of a role of NPRC variants in the pathogenesis of hypertensive

66



Int. J. Mol. Sci. 2019, 20, 798

target organ damage, such as stroke, has been suggested by a GWA study [78]. We demonstrated that
NPRC -55C > A transition contributes to the risk of early-onset ischemic stroke in an Italian cohort [79].

5. NP-Based Therapies for the Treatment of Hypertension and Related Organ Damage

This issue will be afforded by other articles from eminent scientists in this special issue of the
Journal. As underscored by the experimental and human evidence discussed above, it is clear that
within the NP family, ANP is the most suitable and efficacious anti-hypertensive agent. However,
ANP cannot be administered orally. After many years of efforts, failures, and discoveries one later
solution has been proposed in the form of a combination of a NEP inhibitor and an angiotensin II AT1
receptor blocker. NEP is responsible for the degradation of NPs, particularly ANP, and of angiotensin
II [80]. This pharmacological combination, called ARN;, favors the protective effects of increased
ANP levels along with inhibition of the negative effects of increased angiotensin II. ARNi is currently
only indicated for the treatment of heart failure with reduced ejection fraction, but it shows potential
to become a great solution for the treatment of hypertension, as documented by a few available
experimental and human studies [58,81-86].

In summary, as represented in Figures 1 and 2, the molecular implications of the NP system, in the
pathogenesis of hypertension and related vascular damage, are of key relevance. This system offers an
excellent example in the field of translational medicine.

ANP EXPERIMENTAL AND CLINICAL STUDIES OUTCOMES
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Figure 1. Left side: Schematic representation of the ANP processing, receptor interaction, and physiological
functions. The ANP clearance by both NPRC and NEP is also shown. Right side: Summary of the
experimental and clinical evidence showing the pathological consequences of the ANP, NPRA, corin
gene deletions and gene mutations. ANP, atrial natriuretic peptide; ARNji, angiotensin type 1 receptor
neprilysin inhibitor; LVH, left ventricular hypertrophy; NEP, neprilysin; NPPA, ANP gene; NPRA and
NPRC, type A and type C natriuretic peptide receptors; NTpro-ANP, amino terminal pro-ANP; PCSK6,
proprotein convertase subtilisin/kexin-6.
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BNP EXPERIMENTAL AND CLINICAL STUDIES OUTCOMES
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Figure 2. Left side: Schematic representation of the BNP processing, receptor interaction, clearance,
and physiological functions. Right side: Summary of the experimental and clinical evidence showing
the pathological consequences of the BNP and furin gene deletions; hBNP gene mutation and altered
circulating BNP levels. BNP, brain natriuretic peptide; NEP, neprilysin; NPPB, BNP gene; NPRA and
NPRC, type A and type C natriuretic peptide receptors; NT-proBNP, amino terminal pro-BNP.

Funding: This work was supported by a grant from the Italian Ministry of Health and the “5 per mille” grant.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Kunes, J.; Zicha, ]. The interaction of genetic and environmental factors in the etiology of hypertension.
Physiol. Res. 2009, 58 (Suppl. 2), S33-541.

2. Levin, ER.; Gardner, D.G.; Samson, W.K. Natriuretic peptides. NEJM 1998, 339, 321-328. [PubMed]

3. Volpe, M.; Rubattu, S.; Burnett, J., Jr. Natriuretic peptides in cardiovascular diseases: Current use and
perspectives. Eur. Heart ]. 2014, 35, 419-425. [CrossRef] [PubMed]

4. Volpe, M.; De Luca, N.; Indolfi, C.; Mele, A.E; Rivera, M.P.; Condorelli, M.; Trimarco, B. Acute hemodynamic
effects of atrial natriuretic peptide in essential hypertension. Kidney Int. Suppl. 1998, 25, 583-585.

5. Ishii, M.; Sugimoto, T.; Matsuoka, H.; Hirata, Y.; Ishimitsu, T.; Fukul, K.; Sugimoto, T.; Kanagawa, K.;
Matsuo, H. A comparative study on the hemodynamic, renal and endocrine effects of alpha-human atrial
natriuretic polypeptide in normotensive persons and patients with essential hypertension. Jpn. Circ. J. 1986,
50, 1181-1184. [CrossRef] [PubMed]

6. Yamaji, T,; Ishibashi, M.; Sekihara, H.; Takaku, E.; Nakaoka, H.; Fujii, J. Plasma levels of atrial natriuretic
peptide in primary aldosteronism and essential hypertension. ]. Clin. Endocrinol. Metab. 1986, 63, 815-818.
[CrossRef] [PubMed]

7. Stepniakowski, K.; Januszewicz, A.; Lapiniski, M.; Feltynowski, T.; Chodakowska, J.; Ignatowska-Switalska, H.;
Wocial, B.; Januszewicz, W. Plasma atrial natriuretic peptide (ANP) concentration in patients with
pheochromocytoma. Blood Press 1992, 1, 157-161. [CrossRef] [PubMed]

8. Vesely, D.L. Atrial natriuretic peptide prohormone gene expression: Hormones and diseases that upregulate
its expression. IUBMB Life 2002, 53, 153-159. [CrossRef] [PubMed]

9.  Miyata, M,; Sasaki, T.; Ikeda, Y.; Shinsato, T.; Kubozono, T.; Furusho, Y.; Kusumoto, A.; Hamasaki, S.; Tei, C.

COLD-CHEF Investigators. Comparative study of therapeutic effects of short- and long-acting loop diuretics
in outpatients with chronic heart failure (COLD-CHEF). J. Cardiol. 2012, 59, 352-358. [CrossRef]

68



Int. J. Mol. Sci. 2019, 20, 798

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

John, SW.; Krege, ].H.; Oliver, PM.; Hagaman, J.R; Pang, S.C.; Flynn, T.G.; Smithies, O. Genetic decreases in
atrial natriuretic peptide and salt-sensitive hypertension. Science 1995, 267, 679-681. [CrossRef]
Steinhelper, M.E.; Cochrane, K.L.; Filed, L.J. Hypotension in transgenic mice expressing atrial natriuretic
factor fusion genes. Hypertension 1990, 16, 301-307. [CrossRef] [PubMed]

Oliver, PM.; Fox, J.E.; Kim, R.; Rockman, H.A.; Kim, H.S.; Reddick, R.L.; Pandey, K.N.; Milgram, S.L.;
Smithies, O.; Maeda, N. Hypertension, cardiac hypertrophy, and sudden death in mice lacking natriuretic
peptide receptor A. Proc. Natl. Acad. Sci. USA 1997, 94, 14730-14735. [CrossRef] [PubMed]

Ichiki, T.; Huntley, B.K.; Burnett, J., Jr. BNP molecular forms and processing by the cardiac serine protease
corin. Adv. Clin. Chem. 2013, 61, 1-31. [PubMed]

Tamura, N.; Ogawa, Y.; Chusho, H.; Nakamura, K.; Nakao, K.; Suda, M.; Kasahara, M.; Hashimoto, R.;
Katsuura, G.; Mukoyama, M.; et al. Cardiac fibrosis in mice lacking brain natriuretic peptide. Proc. Natl.
Acad. Sci. USA 2000, 97, 4239-4244. [CrossRef] [PubMed]

Holditch, S.J.; Schreiber, C.A.; Nini, R.; Tonne, ].M.; Peng, KW.; Geurts, A.; Jacob, H].; Burnett, ].C.;
Cataliotti, A.; Ikeda, Y. B-type natriuretic peptide deletion leads to progressive hypertension, associated
organ damage, and reduced survival: Novel model for human hypertension. Hypertension 2015, 66, 199-210.
[PubMed]

Rubattu, S.; Evangelista, A.; Barbato, D.; Barba, G.; Stanzione, R.; Iacone, R.; Volpe, M.; Strazzullo, P. Atrial
natriuretic peptide (ANP) gene promoter variant and increased susceptibility to early development of
hypertension in humans. J. Hum. Hypertens. 2007, 21, 822-824. [CrossRef] [PubMed]

Kato, N.; Sugiyama, T.; Morita, H.; Nabika, T.; Kurihara, H.; Yamori, Y.; Yazaki, Y. Genetic analysis of the
atrial natriuretic peptide gene in essential hypertension. Clin. Sci. 2000, 98, 251-258. [CrossRef]

Conen, D.; Glynn, RJ,; Buring, J.E.; Ridker, PM.; Zee, R.Y. Natriuretic peptide precursor A gene
polymorphisms and risk of blood pressure progression and incident hypertension. Hypertension 2007,
50, 1114-1119. [CrossRef]

Zhang, S.; Mao, G.; Zhang, Y.; Tang, G.; Wen, Y.; Hong, X.; Jiang, S.; Yu, Y.; Xu, X. Association between human
atrial natriuretic peptide Val7Met polymorphism and baseline blood pressure, plasma trough irbesartan
concentrations, and the antihypertensive efficacy of irbesartan in rural Chinese patients with essential
hypertension. Clin. Ther. 2005, 27, 1774-1784. [CrossRef]

Beige, J.; Ringel, ].; Hohenbleicher, H.; Rubattu, S.; Kreutz, R.; Sharma, A.M. Hpall-polymorphism of the
atrial natriuretic peptide gene and essential hypertension in whites. Am. ]. Hypertens. 1997, 10, 1316-1318.
Newton-Cheh, C.; Johnson, T.; Gateva, V.; Tobin, M.D.; Bochud, M.; Coin, L.; Najjar, S.S.; Zhao, J].H.;
Heath, S.C.; Eyheramendy, S.; et al. Genome-wide association study identifies eight loci associated with
blood pressure. Nat. Genet. 2009, 41, 666-676. [CrossRef]

Pereira, N.L.; Tosakulwong, N.; Scott, C.G.; Jenkins, G.D.; Prodduturi, N.; Chai, Y.; Olson, T.M.;
Rodeheffer, R.J.; Redfield, M.M.; Weinshilboum, R.M.; et al. Circulating atrial natriuretic peptide genetic
association study identifies a novel gene cluster associated with stroke in whites. Circ. Cardiovasc. Genet.
2015, 8, 141-149. [CrossRef] [PubMed]

Arora, P; Wu, C.; Khan, A.M.; Bloch, D.B.; Davis-Dusenbery, B.N.; Ghorbani, A.; Spagnolli, E.; Martinez, A.;
Ryan, A.; Tainsh, L.T.; et al. Atrial natriuretic peptide is negatively regulated by microRNA-425.
J. Clin. Investig. 2013, 123, 3378-3382. [CrossRef] [PubMed]

Cannone, V.,; Boerrigter, G.; Cataliotti, A.; Costello-Boerrigter, L.C.; Olson, T.M.; McKie, PM.; Heublein, D.M.;
Lahr, B.D.; Bailey, K.R.; Averna, M.; et al. A genetic variant of the atrial natriuretic peptide gene is associated
with cardiometabolic protection in the general community. J. Am. Coll. Cardiol. 2011, 58, 629-636. [CrossRef]
Cannone, V.; Cefalu’, A.B.; Noto, D.; Scott, C.G.; Bailey, K.R.; Cavera, G.; Pagano, M.; Sapienza, M.;
Averna, M.R.; Burnett, J.C., Jr. The atrial natriuretic peptide genetic variant rs5068 is associated with a
favorable cardiometabolic phenotype in a Mediterranean population. Diabetes Care 2013, 36, 2850-2856.
[CrossRef] [PubMed]

Rubattu, S.; Sciarretta, S.; Volpe, M. Atrial natriuretic peptide gene variants and circulating levels:
Implications in cardiovascular diseases. Clin. Sci. 2014, 127, 1-13. [CrossRef]

Musani, S.K.; Fox, ER.; Kraja, A.; Bidulescu, A_; Lieb, W.; Lin, H.; Beecham, A.; Chen, M.H.; Felix, ].E;
Fox, C.S.; et al. Genome-wide association analysis of B-type natriuretic peptide in blacks: The Jacson Heart
Study. Circ. Cardiovasc. Genet. 2015, 8, 122-130. [CrossRef]

69



Int. J. Mol. Sci. 2019, 20, 798

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

Johansson, A.; Eriksson, N.; Lindholm, D.; Varenhorst, C.; James, S.; Syvanen, A.C.; Axelsson, T.; Siegbahn, A ;
Barratt, B.J.; Becker, R.C.; et al. Genome-wide association and Mendelian randomization study of NT-proBNP
in patients with acute coronary syndrome. Hum. Mol. Genet. 2016, 25, 1447-1456. [CrossRef]

Del Greco, M.E,; Pattaro, C.; Luchner, A.; Pichler, I.; Winkler, T.; Hicks, A.A.; Fuchsberger, C.; Franke, A.;
Melville, S.A.; Peters, A.; et al. Genome-wide association analysis and fine mapping of NT-proBNP level
provide novel insight into the role of the MTHFR-CLCN6-NPPA-NPPB gene cluster. Hum. Mol. Genet. 2011,
20,1660-1671.

Folkersen, L.; Fauman, E.; Sabater-Lleal, M.; Strawbridge, R.J.; Franberg, M.; Sennblad, B.; Baldassarre, D.;
Veglia, F.; Humphries, S.E.; Rauramaa, R.; et al. Mapping of 79 loci for 83 plasma protein biomarkers in
cardiovascular disease. PLoS Genet. 2017, 13, €1006706. [CrossRef]

Salo, PP; Havulinna, A.S.; Tukiainen, T.; Raitakari, O.; Lehtimaki, T.; Kahonen, M.; Kettunen, J.;
Minnikko, M.; Eriksson, ].G.; Jula, A_; et al. Genome-Wide Association Study implicates atrial natriuretic
peptide rather than B-type natriuretic peptide in the regulation of blood pressure in the general population.
Circ. Cardiovasc. Genet. 2017, 10, e001713. [CrossRef] [PubMed]

Lanfear, D.E.; Stolker, ].M.; Marsh, S.; Rich, M.W.; McLeod, H.L. Genetic variation in the B-type natriuretic
peptide pathway affects BNP levels. Cardiovasc. Drugs Ther. 2007, 21, 55-62. [CrossRef]

Seidelmann, S.B.; Vardeny, O.; Claggett, B.; Yu, B.; Shah, A.M.; Ballantyne, C.M.; Selvin, E.; MacRae, C.A.;
Boerwinkle, E.; Solomon, S.D. An NPPB promoter polymorphism associated with elevated N-terminal
pro-B-type natriuretic peptide and lower blood pressure, hypertension, and mortality. J. Am. Heart Assoc.
2017, 6, €005257. [CrossRef] [PubMed]

Yan, W.; Wu, E; Morser, J.; Wu, Q. Corin, a transmembrane cardiac serine protease, acts as a pro-atrial
natriuretic peptide-converting enzyme. Proc. Natl. Acad. Sci. USA 2000, 97, 8525-8529. [CrossRef] [PubMed]
Wu, E; Yan, W.; Pan, J.; Morser, J.; Wu, Q. Processing of pro-atrial natriuretic peptide by corin in cardiac
myocytes. J. Biol. Chem. 2002, 277, 16900-16905. [CrossRef]

Chan, ].C.; Knudson, O.; Wu, F,; Morser, J.; Dole, W.P.; Wu, Q. Hypertension in mice lacking the proatrial
natriuretic peptide convertase corin. Proc. Natl. Acad. Sci. USA 2005, 102, 785-790. [CrossRef]

Chen, S; Cao, P.; Dong, N.; Peng, J.; Zhang, C.; Wang, H.; Zhou, T,; Yang, J.; Zhang, Y.; Martelli, E.E.; et al.
PCSK6-mediated corin activation is essential for normal blood pressure. Nat. Med. 2015, 21, 1048-1053.
[CrossRef]

Volpe, M.; Rubattu, S. Novel insights into the mechanisms regulating pro-atrial natriuretic peptide cleavage
in the heart and blood pressure regulation. Proprotein Convertase Subtilisin/Kexin 6 is the corin activating
enzyme. Circ. Res. 2016, 118, 196-198. [CrossRef]

Rame, J.E.; Drazner, M.H.; Post, W.; Peshock, R.; Lima, ]J.; Cooper, R.S.; Dries, D.L. Corin 1555 (P568) is
associated with enhanced cardiac hypertrophy response to increased systemic afterload. Hypertension 2007,
49, 857-864. [CrossRef]

Rame, J.E.; Tam, S.W.; McNamara, D.; Worcel, M.; Sabolinski, M.L.; Wu, A.H.; Dries, D.L. Dysfunctional corin
1555(P568) allele is associated with impaired brain natriuretic peptide processing and advserse outcomes
in blacks with systolic heart failure: Results from the genetic risk assessment in heart failure substudy.
Circ. Heart Fail. 2009, 2, 541-548. [CrossRef]

Dong, N.; Zhou, T.; Zhang, Y.; Liu, M.; Li, H.; Huang, X.; Liu, Z.; Wu, Y.; Fukuda, K.; Qin, J.; et al. Corin
mutations K317E and S472G from preeclamptic patients alter zymogen activation and cell surface targeting.
J. Biol. Chemn. 2014, 289, 17909-17916. [CrossRef] [PubMed]

Zhang, Y.; Zhou, T,; Niu, Y.; He, M.; Wang, C.; Liu, M.; Yang, J.; Zhang, Y.; Zhou, J.; Fukuda, K; et al.
Identification and functional analysis of CORIN variants in hypertensive patients. Hum. Mutat. 2017, 38,
1700-1710. [CrossRef] [PubMed]

Li, N.; Luo, W,; Juhong, Z.; Yang, ].; Wang, H.; Zhou, L.; Chang, J. Associations between genetic variations in
the FURIN gene and hypertension. BMIC Med. Genet. 2010, 11, 124. [CrossRef] [PubMed]

International Consortium for Blood Pressure Genome-Wide Association; Eehret, G.B.; Munroe, P.B.;
Rice, K.M.; Bochud, M.; Johnson, A.D.; Chasman, D.I.; Smith, A.V.; Tobin, M.D.; Verwoert, G.C.; et al.
Genetic variants in novel pathways influence blood pressure and cardiovascular disease risk. Nature 2011,
478, 103-109.

Zhang, H.; Mo, X.B.; Xu, T.; Bu, X.Q; Lei, S.F; Zhang, Y.H. Novel genes affecting blood pressure detected via
gene-based association analysis. G3 2015, 5, 1035-1042. [CrossRef] [PubMed]

70



Int. J. Mol. Sci. 2019, 20, 798

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

Nakayama, T.; Soma, M.; Takahashi, Y.; Rehemudula, D.; Kanmatsuse, K.; Furuya, K. Functional deletion
mutation of the 5’-flanking region of type A human natriuretic peptide receptor gene and its association
with essential hypertension and left ventricular hypertrophy in the Japanese. Circ. Res. 2000, 86, 841-845.
[CrossRef]

Sun, H.; Yang, Z.Q.; Liu, S.Y,; Yu, L.; Huang, K; Lin, K.Q. Correlation between natriuretic peptide receptor C
(NPR3) gene polymorphisms and hypertension in the Dai people of China. Genet. Mol. Res. GMR 2015, 14,
8786-8795. [CrossRef]

Pitzalis, M.V.; Sarzani, R.; Dessi-Fulgheri, P.; Iacoviello, M.; Forleo, C.; Lucarelli, K.; Pietrucci, F; Salvi, E.;
Sorrentino, S.; Romito, R.; et al. Allelic variants of natriuretic peptide receptor genes are associated with
family history of hypertension and cardiovascular phenotype. . Hypertens. 2003, 21, 1491-1496. [CrossRef]
Ren, M.; Ng, FL.; Warren, H.R.; Witkowska, K.; Baron, M.; Jia, Z.; Cabrera, C.; Zhang, R.; Mifsud, B.;
Munroe, P.B; et al. The biological impact of blood pressure-associated genetic variants in the natriuretic
peptide receptor C gene on human vascular smooth muscle. Hum. Mol. Genet. 2018, 27, 199-210.

Pistola, F;; Sacco, S.; Degan, D.; Tiseo, C.; Ornello, R.; Carolei, A. Hypertension and stroke: Epidemiological
aspects and clinical evaluation. High Blood Press. Cardiovasc. Prev. 2016, 23, 9-18. [CrossRef]

Rubattu, S.; Volpe, M.; Kreutz, R.; Ganten, U.; Ganten, D.; Lindpaintner, K. Chromosomal mapping of genetic
loci contributing to stroke in an animal model of a complex human disease. Nat. Genet. 1996, 13, 429-434.
[CrossRef] [PubMed]

Rubattu, S.; Lee, M.A.; De Paolis, P; Giliberti, R.; Gigante, B.; Lombardi, A.; Volpe, M.; Lindpaintner, K.
Altered structure, regulation and function of the gene encoding atrial natriuretic peptide in the stroke-prone
spontaneously hypertensive rat. Circ. Res. 1999, 85, 900-905. [CrossRef] [PubMed]

Rubattu, S.; Giliberti, R.; De Paolis, P.; Stanzione, R.; Spinsanti, P.; Volpe, M. Effect of a regulatory mutation
on the rat atrial natriuretic peptide gene transcription. Peptides 2002, 23, 555-560. [CrossRef]

Rubattu, S.; Giliberti, R.; Ganten, U.; Volpe, M. A differential brain ANP expression cosegregates with
occurrence of early stroke in the stroke-prone phenotype of the spontaneously hypertensive rat. J. Hypertens.
1999, 17, 1849-1852. [CrossRef] [PubMed]

Jeffs, B.; Clark, J.S.; Anderson, N.H.; Gratton, J.; Brosnan, M.].; Gauguier, D.; Reid, J.L.; Macrae, LM;
Dominiczak, A.F. Sensitivity to cerebral ischaemic insult in a rat model of stroke is determined by a single
genetic locus. Nat. Genet. 1997, 16, 364-367. [CrossRef] [PubMed]

Brosnan, M.J.; Clark, J.S.; Jeffs, B.; Negrin, C.D.; Van Vooren, P; Arribas, S.M.; Carswell, H.; Aitman, T.J.;
Szpirer, C.; Macrae, LM.; et al. Genes encoding atrial and brain natriuretic peptides as candidates for
sensitivity to brain ischemia in stroke-prone hypertensive rats. Hypertension 1999, 33, 290-297. [CrossRef]
[PubMed]

Lopez-Morales, M. A ; Castello-Rruiz, M.; Burguete, M.C.; Jover-Mengual, T.; Aliena-Valero, A.; Centeno, ].M.;
Alborch, E.; Salom, ].B.; Torregrosa, G.; Miranda, FJ. Molecular mechanisms underlying the neuroprotective
role of atrial natriuretic peptide in experimental acute ischemic stroke. Mol. Cell. Endocrinol. 2018, 472, 1-9.
[CrossRef]

Rubattuy, S.; Cotugno, M.; Forte, M.; Stanzione, R.; Bianchi, F.; Madonna, M.; Marchitti, S.; Volpe, M. Effects
of dual Angiotensin type 1 receptor/neprilysin inhibition versus Angiotensin type 1 receptor inhibition on
target organ injury in the stroke-prone spontaneously hypertensive rat. J. Hypertens. 2018, 36, 1902-1914.
Rubattu, S.; Stanzione, R.; Di Angelantonio, E.; Zanda, B.; Evangelista, A.; Tarasi, D.; Gigante, B.; Pirisi, A.;
Brunetti, E.; Volpe, M. Atrial natriuretic peptide gene polymorphisms and the risk of ischemic stroke in
humans. Stroke 2004, 35, 814-818. [CrossRef]

Cannone, V.; Huntley, B.K,; Olson, TM.; Heublein, D.M.; Scott, C.G.; Bailey, K.R.; Redfield, M.M.;
Rodeheffer, R.J.; Burnett, J.C., Jr. Atrial natriuretic peptide genetic variant rs5065 and riskfor cardiovascular
disease in the general community: A 9-year follow-up study. Hypertension 2013, 62, 860-865. [CrossRef]
Scarpino, S.; Marchitti, S.; Stanzione, R.; Evangelista, A.; Di Castro, S.; Savoia, C.; Quarta, G.; Sciarretta, S.;
Ruco, L.; Volpe, M.; et al. ROS-mediated differential effects of the human atrial natriuretic peptide T2238C
genetic variant on endothelial cells in vitro. J. Hypertens. 2009, 27, 1804-1813. [CrossRef] [PubMed]
Sciarretta, S.; Marchitti, S.; Bianchi, F.; Moyes, A.; Barbato, E.; Di Castro, S.; Stanzione, R.; Cotugno, M.;
Castello, L.; Calvieri, C.; et al. The C2238 Atrial Natriuretic Peptide Molecular Variant is Associated with
Endothelial Damage and Dysfunction Through Natriuretic Peptide Receptor C Signaling. Circ. Res. 2013,
112, 1355-1364. [CrossRef] [PubMed]

71



Int. J. Mol. Sci. 2019, 20, 798

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

Rubattu, S.; Marchitti, S.; Bianchi, E; Di Castro, S.; Stanzione, R.; Cotugno, M.; Bozzao, C.; Sciarretta, S.;
Volpe, M. The C2238/xANP variant is a negative modulator of both viability and function of coronary artery
smooth muscle cells. PLoS ONE 2014, 9, e113108. [CrossRef] [PubMed]

Stanzione, R.; Sciarretta, S.; Marchitti, S.; Bianchi, F; Di Castro, S.; Scarpino, S.; Cotugno, M.; Frati, G.;
Volpe, M.; Rubattu, S. C2238/«ANP modulates Apolipoprotein E through Egr-1/miR199a in vascular
smooth muscle cells in vitro. Cell Death Dis. 2015, 6, €2033. [CrossRef] [PubMed]

Carnevale, R.; Pignatelli, P.; Frati, G.; Nocella, C.; Stanzione, R.; Pastori, D.; Marchitti, S.; Valenti, V.;
Santulli, M.; Barbato, E.; et al. C2238 ANP gene variant promotes increased platelet aggregation through the
activation of Nox2 and the reduction of cAMP. Sci. Rep. 2017, 7, 3797. [CrossRef] [PubMed]

Strisciuglio, T.; Barbato, E.; De Biase, C.; Di Gioia, G.; Cotugno, M.; Stanzione, R.; Trimarco, B.; Sciarretta, S.;
Volpe, M.; Wijns, W.; et al. T2238C atrial natriuretic peptide gene variant and the response to antiplatelet
therapy in stable ischemic heart disease patients. |. Cardiovasc. Transl. Res. 2018, 11, 36—41. [CrossRef]
Rubattu, S.; Sciarretta, S.; Marchitti, S.; Bianchi, F.; Forte, M.; Volpe, M. The T2238C atrial natriuretic peptide
molecular variant and the risk of cardiovascular diseases. Int. ]. Mol. Sci. 2018, 19, 540. [CrossRef]

Lynch, A.L; Boerwinkle, E.; Davis, B.R.; Ford, C.E.; Eckfeldt, ].H.; Leiendecker-Foster, C.; Arnett, D.K.
Pharmacogenetic association of the NPPA T2238C genetic variant with cardiovascular disease outcomes in
patients with hypertension. JAMA 2008, 299, 296-307. [CrossRef]

Calvieri, C.; Rubattu, S.; Volpe, M. Molecular mechanisms underlying cardiac antihypertrophic and
antifibrotic effects of natriuretic peptides. J. Mol. Med. 2012, 90, 5-13. [CrossRef]

Molkentin, J.D. A friend within the heart: Natriuretic peptide receptor signaling. J. Clin. Investig. 2003, 111,
1275-1277. [CrossRef]

Rubattu, S.; Bigatti, G.; Evangelista, A.; Lanzani, C.; Stanzione, R.; Zagato, L.; Manunta, P.; Marchitti, S.;
Venturelli, V.; Bianchi, G.; et al. Association of atrial natriuretic and type-A natriuretic peptide receptor gene
polymorphisms with left ventricular mass in human essential hypertension. J. Am. Coll. Cardiol. 2006, 48,
499-505. [CrossRef] [PubMed]

Rubattu, S.; Sciarretta, S.; Ciavarella, G.M.; Venturelli, V.; De Paolis, P.; Tocci, G.; De Biase, L.; Ferrucci, A.;
Volpe, M. Reduced levels of pro-atrial natriuretic peptide in hypertensive patients with metabolic syndrome
and their relationship with LVH. J. Hypertens. 2007, 25, 833-839. [CrossRef] [PubMed]

Dong, L.; Wang, H.; Dong, N.; Zhang, C.; Xue, B.; Wu, Q. Localization of corin and atrial natriuretic peptide
expression in human renal segments. Clin. Sci. 2016, 130, 1655-1664. [CrossRef] [PubMed]

Yoshihara, F.; Tokudome, T.; Kishimoto, I.; Otani, K.; Kuwabara, A.; Horio, T.; Kawano, Y.; Kangawa, K.
Aggravated renal tubular damage and interstitial fibrosis in mice lacking guanylyl cyclase A (GC-A), a
receptor for atrial and B-type natriuretic peptides. Clin. Exp. Nephrol. 2015, 19, 197-207. [CrossRef] [PubMed]
Romero, M.; Caniffi, C.; Bouchet, G.; Costa, M.A.; Elesgaray, R.; Arranza, C.; Tomat, A.L. Chronic treatment
with atrial natriuretic peptide in spontaneously hypertensive rats: Beneficial renal effects and sex differences.
PLoS ONE 2015, 10, e0120362. [CrossRef] [PubMed]

Hildebrandt, P.; Boesen, M.; Olsen, M.; Wachtell, K.; Groenning, B. N-terminal pro brain natriuretic peptide
in arterial hypertension—A marker for left ventricular dimensions and prognosis. Eur. |. Heart Fail. 2004, 6,
313-317. [CrossRef] [PubMed]

Olsen, M.H.; Wachtell, K.; Nielsen, O.W.; Hall, C.; Wergeland, R.; Ibsen, H.; Kjeldsen, S.E.; Devereux, R.B.;
Dahlof, B.; Hildebrandt, P.R. N-terminal brain natriuretic peptide predicted cardiovascular events stronger
than high-sensitivity C-reactive protein in hypertension: A LIFE substudy. ]. Hypertens. 2006, 24, 1531-1539.
[CrossRef]

Ikram, M.A_; Seshadri, S.; Bis, J.C.; Fornage, M.; DeStefano, A.L.; Aulchenko, Y.S.; Debette, S.; Lumley, T.;
Folsom, A.R.; van den Herik, E.G.; et al. Genomewide association studies of stroke. NEJM 2009, 360,
1718-1728. [CrossRef]

Rubattu, S.; Giusti, B.; Lotta, L.A.; Peyvandi, F.,; Cotugno, M.; Stanzione, R.; Marchitti, S.; Palombella, A.M.;
Di Castro, S.; Rasura, M.; et al. Association of a single nucleotide polymorphism of the NPR3 gene promoter
with early onset ischemic stroke in an Italian cohort. Eur. J. Intern. Med. 2013, 24, 80-82. [CrossRef]

Volpe, M.; Tocci, G.; Battistoni, A.; Rubattu, S. Angiotensin II receptor blocker nephrilysin inhibitor (ARNI):
New avenues in cardiovascular therapy. High Blood Press. Cardiovasc. Prev. 2015, 22, 241-246. [CrossRef]
Von Llueder, T.G.; Atar, D.; Krum, H. Current role of neprilysin inhibitors in hypertension and heart failure.
Pharmacol. Ther. 2014, 144, 41-49. [CrossRef] [PubMed]

72



Int. J. Mol. Sci. 2019, 20, 798

82.

83.

84.

85.

86.

Kario, K.; Sun, N.; Chiang, ET.; Supasyndh, O.; Baek, S.H.; Inubushi-Molessa, A.; Zhang, Y.; Gotou, H.;
Lefkowitz, M.; Zhang, J. Efficacy and safety of LCZ696, a first-in-class angiotensin receptor neprilysin
inhibitor, in Asian patients with hypertension: A randomized, double-blind, placebo-controlled study.
Hypertension 2014, 63, 698-705. [CrossRef] [PubMed]

Ruilope, L.M.; Dukat, A.; Bohm, M.; Lacourciere, Y.; Gong, J.; Lefkowitz, M.P. Blood-pressure reduction
with LCZ696, a novel dual-acting inhibitor of the angiotensin II receptor and neprilysin: A randomized,
double-blind, placebo-controlled, active comparator study. Lancet 2010, 375, 1255-1266. [CrossRef]

Wang, T.D.; Tan, R.S.; Lee, H.Y.; Ihm, S.H.; Rhee, M.Y.; Tomlinson, B.; Pal, P; Yang, F.; Hirschhorn, E.;
Prescott, M.E; et al. Effects of Sacubitril /Valsartan (LCZ696) on natriuresis, diuresis, blood pressures, and
NT-proBNP in salt-sensitive hypertension. Hypertension 2017, 69, 32-41. [PubMed]

Kusaka, H.; Sueta, D.; Koibuchi, N.; Hasegawa, Y.; Nakagawa, T.; Lin, B.; Ogawa, H.; Kim-Mitsuyama, S.
LCZ696, Angiotensin II receptor-neprilysin inhibitor, ameliorates high-salt-induced hypertension and
cardiovascular injury more than valsartan alone. Am. |. Hypertens. 2015, 28, 1409-1417. [CrossRef] [PubMed]
Williams, B.; Cockcroft, J.R.; Kario, K.; Zappe, D.H.; Brunel, P.C.; Wang, Q.; Guo, W. Effects of
sacubitril/valsartan versus olmesartan on central hemodynamics in the erderly with systolic hypertension:
The PARAMETER study. Hypertension 2017, 69, 411-420. [PubMed]

® © 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution
[

(CC BY) license (http:/ /creativecommons.org/licenses /by /4.0/).

73



International Journal of

7
Molecular Sciences m\D\Py

Review

Natriuretic Peptides in Heart Failure with Preserved
Left Ventricular Ejection Fraction: From Molecular
Evidences to Clinical Implications

Daniela Maria Tanase -2, Smaranda Radu 1**%, Sinziana Al Shurbaji 4%,
Genoveva Livia Baroi >%*, Claudia Florida Costea 78, Mihaela Dana Turliuc *1°, Anca Ouatu 12
and Mariana Floria 12

1 Department of Internal Medicine, “Grigore T. Popa” University of Medicine and Pharmacy, 700111 Iasi,

Romania; tanasedm@gmail.com (D.M.T.); sanziana.alshurbaji@yahoo.com (S.A.S.);
ank_mihailescu@yahoo.com (A.O.); floria_mariana@yahoo.com (M.F.)

Internal Medicine Clinic, “Sf. Spiridon” County Clinical Emergency Hospital Iasi, 700115 Iasi, Romania
Cardiology Clinic, “Prof. Dr. George .M. Georgescu” Institute of Cardiovascular Diseases,

700503 Iasi, Romania

Institute of Gastroenterology and Hepatology, 700115 Iasi, Romania

Department of Surgery, “Grigore T. Popa” University of Medicine and Pharmacy, 700111 Iasi, Romania;
hauliviagenoveva@hotmail.com

Vascular Surgery Clinic, “Sf. Spiridon” County Clinical Emergency Hospital lasi, 700115 Iasi, Romania
Department of Ophthalmology, “Grigore T. Popa” University of Medicine and Pharmacy,

700115 Iasi, Romania; costeal0@yahoo.com

2nd Ophthalmology Clinic, “Prof. Dr. Nicolae Oblu” Emergency Clinical Hospital, 700115 Iasi, Romania
Department of Neurosurgery, “Grigore T. Popa” University of Medicine and Pharmacy,

700115 Iasi, Romania; turliuc_dana@yahoo.com

2nd Neurosurgery Clinic, “Prof. Dr. Nicolae Oblu” Emergency Clinical Hospital, 700115 Iasi, Romania
Correspondence: radu.smaranda@gmail.com; Tel.: +40-232-240-822

1t These authors contributed equally to this work.

Received: 7 April 2019; Accepted: 24 May 2019; Published: 28 May 2019

Abstract: The incidence of heart failure with preserved ejection fraction (HFpEF) is increasing
and its challenging diagnosis and management combines clinical, imagistic and biological data.
Natriuretic peptides (NPs) are hormones secreted in response to myocardial stretch that, by increasing
cyclic guanosine monophosphate (cGMP), counteract myocardial fibrosis and hypertrophy, increase
natriuresis and determine vasodilatation. While their role in HFpEF is controversial, most authors
focused on b-type natriuretic peptides (BNPs) and agreed that patients may show lower levels. In this
setting, newer molecules with an increased specificity, such as middle-region pro-atrial natriuretic
peptide (MR-proANP), emerged as promising markers. Augmenting NP levels, either by NP analogs
or breakdown inhibition, could offer a new therapeutic target in HFpEF (already approved in their
reduced EF counterparts) by increasing the deficient cGMP levels found in patients. Importantly,
these peptides also retain their prognostic value. This narrative review focuses on NPs’ physiology,
diagnosis, therapeutic and prognostic implication in HFpEF.

Keywords: heart failure; natriuretic peptides; preserved ejection fraction

1. Introduction

The incidence of heart failure (HF) is increasing. If for HF with reduced ejection fraction (HFrEF)
there are well-established methods of diagnosis and treatment, this is far from true in HF with
preserved ejection fraction (HFpEF) patients. This increasing incidence justifies the need for proper
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diagnostic, therapeutic and prognostic tools. In the era of cardiac biomarkers, natriuretic peptides
(NPs) have a well-established role in HF pathophysiology and patient management. However, both
the lack of consensus regarding NPs in HFpEF and the heterogeneous population makes diagnosis
and management difficult and unstandardized, leading to a decrease in quality of life and increase in
mortality and hospitalization.

2. Heart Failure with Preserved Left Ventricular Ejection Fraction

Heart failure represents a clinical syndrome affecting 2%-3% of the general population [1].
Its prevalence is increasing and it leads to an increased risk of death, increased hospitalization rates,
a decrease in quality of life and higher costs through complex therapeutic strategies [2,3].

One of the classifications of HF is made by determining the left ventricular ejection fraction
(LVEEF). As such, HF can be either with preserved ejection fraction, HFpEF (LVEF > 50%), or reduced
ejection fraction, HFrEF (LVEF < 40%), and patients with an LVEF between 40% and 50% are labeled
as HF with mid-range EF-HFmrEF [3]. The European Society of Cardiology (ESC) highlights the
fact that HFpEF diagnosis is challenging, emphasizing the current lack of consensus. According to
ESC guidelines, there are four diagnostic criteria for HFpEF: the presence of HF symptoms and signs
(dyspnea, orthopnea, cough), a LVEF of >50% (with the remark that patients with a LVEF 40%—49%
may be classified as HFmrEF and included in clinical trials as HFpEF), increased levels of NPs (B-type
natriuretic peptide: BNP > 35 pg/mL and/or N-terminal-Pro-BNP: NT-proBNP > 125 pg/mL) and
imagistic evidence of structural heart disease, including LV hypertrophy, diastolic dysfunction and/or
left atrial (LA) enlargement.

Biomarkers reflect myocardial damage and stress; systemic inflammation and fibrosis and their
routine measurements mirror myocardial structural disease [2]. Natriuretic peptides are the most
frequently used biomarkers in HF patients, as their elevated levels constitute a diagnostic criterion
irrespective of LVEF [1-4]. However, the underlying mechanisms behind their increase differ in
the two types of HF, with HFpEF patients showing lower levels of NPs [2-5]. In these patients,
higher levels of circulating NP are given by the increased left ventricle (LV) diastolic filling pressure
and end-diastolic wall stress [2,4]. As compared with HFrEF, the circulating levels of NPs are
lower, especially in the context of lower myocardial stretch, LV end-diastolic wall stress and volume
overload [4]. ESC guidelines recommend taking into consideration lower diagnostic thresholds for
BNP and NT-proBNP when assessing a potential HFpEF patients [3].

Essential hypertension and myocardial ischemia are frequent causes of HFpEF and one third of
these patients have concomitant atrial fibrillation (AF) [4]. The presence of AF impacts NPs circulating
levels, with different studies showing that AF patients with HFpEF had higher mean NP levels
compared to sinus rhythm patients [3-7]. As such, NP values must be interpreted differently in AF
patients both when diagnosing HFpEF and assessing prognosis [2,4,7,8]. Several other factors affect
NP levels [5-9]. Obese patients tend to have lower baseline NPs, while renal dysfunction, feminine
gender and age are associated with increased levels [7].

3. Natriuretic Peptides: From Molecular Evidences to Clinical Implications

There are three endogenous NPs secreted as pre-prohormones: atrial natriuretic peptide (ANP),
B-type natriuretic peptide (BNP) and C-type natriuretic peptide (CNP). Subsequently, there are three
natriuretic peptide receptors (NPR): natriuretic peptide receptor A (NPR-A), natriuretic peptide
receptor B (NPR-B) and natriuretic peptide receptor C (NPR-C or clearance receptor) [7-16]. These
peptides act as hormones with pleiotropic effects by binding to the first two receptors, contributing to
cardiovascular homeostasis and pressure and volume overload counter-regulatory mechanisms [12].
Moreover, all NPs have various molecular forms, which are different in healthy subjects from HF
patients, such as different ANP forms and glycosylated proBNP [17].

Biologically active ANP is a 28 amino acid (aa) peptide. Initially secreted as pre-proANP (151 amino
acids), this molecule is cleaved into proANP (126 amino-acids), which is deposited in granules inside

75



Int. ]. Mol. Sci. 2019, 20, 2629

atrial myocardium. A transmembrane protease cleaves the secreting proANP into its biologically active
short-lived form (ANP- 28 amino acids) and its inactive form, NT-proANP (98 amino-acids) [7-11].
The latter has a much longer half-life (60-120 min); however, its numerous subsequent fragments make
it a still unpractical biomarker in routine clinical practice.

The majority of ANP is secreted in the atria in response to myocardial stretch, atrial concentrations
being 1000 higher as compared to ventricular ANP levels [17]. Ventricular myocardium produces small
amounts of ANP; however, in HF patients, hypertrophied ventricular myocardium becomes able to
secrete ANP [10]. Extracardiac sources include hypothalamus, lung and thyroid gland [5].

There are three forms of circulating ANP: xANP, B ANP and pro-ANP [17]. Found only in the
human atria, the biosynthesis pathways of the § ANP are still unclear. Its structure is of an anti-parallel
dimer of xANP. When compared to xANP, B ANP has lower bioavailability (40%), slower onset of
action and lower receptor affinity (Table 1).

Table 1. Various forms of atrial natriuretic peptide. ANP- atrial natriuretic peptide; LV- left ventricle.

ANP Form Structure Effects Additional Remarks Reference
) Prolonged bioavailability Healthy subjects:
«ANP Compact ring structure as compared to other ®ANP>>proANP>>BANP
ANP forms Heart failure patients: (7]

Flexible extended structure Increased BANP and pro-ANP

BANP a«ANP antiparallel 40% of ANP effects concentrations with decreased
homodimer circulating corin levels
Increased P ANP/total ANP correlates
o
proANP precursor 10% of ANP effects with LV dysfunction

(weak natriuretic)

ANP has numerous biological effects, including blood pressure lowering effects and
renin-angiotensin-aldosterone system (RAAS) inhibition [16-20]. It may affect apical Na channel
and Na/K ATPasis basal activity, determining a decreased sodium reabsorption and increased Na
excretion, leading to increased natriuresis [20]. Moreover, ANP inhibits RAAS through renin (at the
juxtaglomerular cyclic guanosine monophosphate- cGMP dependent cells level) and aldosterone
inhibition [21], leading to blood pressure reduction. Moreover, studies have shown that ANP acts at
the level of adrenal glands, directly inhibiting aldosterone production [16]. Not only does ANP inhibit
RAAS, it also possesses antifibrotic and antihypertrophic effects through cGMP dependent angiotensin
II and endothelin inhibition [12]. A study revealed that ANP might counteract myocardial hypertrophy
by inhibiting calcium mediated epinephrine response through cGMP [15]. A different mechanism
through which ANP affects blood pressure may be through baroreflex modulation, stimulating vagal
afferent fibers [16].

Recent studies focusing on AF patients found that NT-proANP levels correlate with AF type and
LA dimensions [18]. Seewoster et al. revealed that NT-proANP correlated with LA dimension as
determined by cardiac magnetic resonance [18].

The gene coding ANP contains three exons: the first exon codes the 5’ region (not translated),
a signal peptide formed of 25aa (16aa of proANP). The second exon is responsible for coding proANP
while the third exon has a role in coding terminal 3’ tyrosine [5]. Recent studies have shown that a
chorionic transmembrane enzyme cleaves proANP into pre-preoANP and NT-proANP [8].

The biologically active form of human BNP is BNP32 [8], widely varying across different species.
The gene coding BNP is also formed of 3 exons: the first exon codes a 26 aa signal peptide and the
first 15aa of proBNP; the second exon codes the majority of proBNP and the third exon codes terminal
tyrosine and 3’ region [12]. mRNA BNP is translated into pre-proBNP with 134 aa after which the
signal peptide is removed, resulting BNP-108 [1]. Different forms of BNP exist in the atria and the
ventricles- BNP 32 and 108, respectively [12]. BNP32 is mostly found in the atria, while BNP 108 is
found in the ventricular myocardial [21]. At the level of the Golgi apparatus, proBNP is cleaved into
BNP and NT-proBNPD, to be later released in plasma [21]. As opposed to ANP, which is mostly stored
in vesicles, BNP is secreted in response to myocardial stretch.
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Several studies identified higher BNP concentrations at the level of anterior interventricular vein
and coronary sinus, which supports the fact that BNP is mainly secreted by ventricular myocardium [1].
The difference between BNP and ANP mRNA resides in a repetitive unit which determines mRNA
BNP degradation in a fashion similar to oncogenes [4]. BNP gene expression differs from that of ANP,
being more dynamic [9]. BNP possess vasodilator effects, promoting natriuresis and diuresis. At the
myocardial level, BNP inhibits fibrosis and necrosis [16-19]. Also, it possesses anti-inflammatory effects
through monocytes, B lymphocytes and natural killer cell regulation. Importantly, BNP interferes with
post-skeletal muscles ischemia angiogenesis.

Importantly, it seems that HF patients have decreased amounts of BNP32; the latter is cleaved to
either BNP3-32 or BNP8-32 by dipeptidyl peptidase IV (DPP IV). The two forms are less biologically
active than BNP32, probably due to faster degradation and may account for the presumed resistance to
NPs in HF patients [1,16].

Both ANP and BNP can undergo post-translational changes, such as phosphorylation and
glycosylation. The physiological impact of a phosphorylated proANP form is still uncertain [17].
As one of the most frequent change, glycosylation stabilizes proteins, thus preventing further processing.
The glycosylation pattern is strikingly different between ANP and BNP [17]. O-glycosylation of proBNP
inside the Golgi apparatus is multi-sited (approximately seven sites) and its degree may vary among
patients. Heavily glycosylated pro-BNP molecules are recognized as a cause of decreased conversion
to its biologically active form, with a subsequent increase in pro-BNP/total BNP ratio. Interestingly,
in acute HF the glycosylation level of proBNP decreases as there is a tendency towards forming more
mature BNP. In acute HF, the increased proBNP production is accompanied by decreased glycosylation
and increased furin activity, leading to elevated BNP and NT-proBNP levels.

C-type natriuretic peptide is secreted in the myocardium, endothelium, chondrocytes, brain and
blood cells [12]. C-type natriuretic peptide gene also contains 3 exons, with the first exon containing 23
aa signal peptide and 7 aa proCNP. The second exon contains the proCNP sequence while the third the
exon 3’ terminal. After removal from the 126 aa pre-proCNP of the 23 aa signal sequence results 103 aa
proCNP. An intracellular endopeptidase cleaves proCNP into 53 aa CNP [16]. CNPs;3 is cleaved in
return to CNPp,. Both forms have the same functions; however, CNPs; is found in the myocardium
while CNPy; is found in plasma and brain [21]. CNP also possess vasodilator effects, being secreted
by endothelial cells in response to vascular lesions. Further, it inhibits fibrosis, platelet aggregation
and tissue plasminogen activation. CNP levels tend to increase in advanced HF as compared to
incipient HE.

NPR-A and NPR-B determine NP functions. ANP and BNP activate NPR-A while CNP activates
NPR-B [10-16]. NPR-A is found in the lungs, kidneys, adrenal glands, while NPR-B is predominantly
found inside fibroblasts [18-20].

NPR-C is found in the brain, atrium, lungs and aorta. These receptors have an extracellular region
for the ligand attachment and a intracellular region with a cGMP dependent proteinkinase [6,22].

As a second messenger, cGMP is formed from two possible precursors, either soluble guanylyl
cyclase- sGC (found in cytosol; it requires nitric oxide binding) and particulate guanylyl cyclase
(pGQ), found in the cellular membrane and activated via NPR. As such, this activation leads to
an increase in ¢cGMP, which in turn increases protein-kinase G (PKG) levels [22-26]. The latter
phosphorylates several proteins, including myocardial cytoskeletal titin [26]. Moreover, decreased
levels of cGMP and subsequently of PKG have been associated with myocardial remodeling through
increased cardiomyocyte hypertrophy and resting tension [26] (Figure 1). HTN, AF, chronic kidney
disease- frequently found comorbidities in HFPEF patients, determine a decrease in cGMP through
a pro-inflammatory state and subsequent decrease of nitric oxide. Importantly, augmenting cGMP
concentrations may constitute therapeutic targets in HFpEF.

NPs have a wide range of biological effects, including endocrine and paracrine. They
promote diuresis and natriuresis, vasodilation and inhibit sympathetic nervous system and
renin-angiotensin-angiotensinogen. In advanced HF there is a resistance to the effects of NPs,
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together with either an increased turnover, increased biologically inactive NP secretion or decreased
NPR-A activation due to the dephosphorylation of secondary receptors [1-5].
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Figure 1. NPs, cGMP and RAAS in HFpEF patients and possible therapeutic targets. AF: atrial
fibrillation; Ang II: angiotensin II; cGMP: cyclic guanosine monophosphate; CKD: chronic kidney
disease; CNGs: cyclic nucleotide gated-ion channels; HTN: hypertension; IL: interleukin; NO:
nitric oxide; NP: natriuretic peptide; NPR: natriuretic peptide receptor; pGC: particulate guanylyl
cyclase; PKG: protein kinase G; PDE: phosphodiesterase; PDE-: phosphodiesterase inhibitors; RAAS:
renin-angiotensin-aldosterone system; sGC: soluble guanylyl cyclase, TGF-B: transforming growth
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factor beta.

If ANP levels are influenced by atrial pressures, BNP concentrations are determined by ventricular
stretch in response to underlying pressure and/or volume overload. ANP’s short half-life (derived
from its higher affinity for NPR-C) precludes its utilization in routine practice while BNP’s stability
makes it a desirable biomarker in HF diagnosis and prognosis (Table 2).

Table 2. The biological characteristics of natriuretic peptides. ANP- atria natriuretic peptide; BNP- B
type natriuretic peptide; CNP- C-type natriuretic peptide; * values may vary slightly across studies.

Natriuretic Peptide Mechanism Time Normal Levels Reference
BNP Ventricular wall stretch 20 min 35 pg/mL
(pressure/volume overload) [4-17]
NT-proBNP Biologically inactive form of BNP 60-90 min 51 pg/mL
Atrial wall stretch .

ANP (pressure/volume overload) 2 min 20 pg/mL
NT-proANP Biologically inactive form of ANP 60-120 min 0.11-0.60 nmol/L

CNP Endothelial lesions 2.6 min Nearly undetectable

A novel NP, middle-range proANP (MR-proANP) has emerged as having a greater stability and
both diagnostic and prognostic values, especially in HFpEF patients. It derives from an intermediate
region of NT-proANP and exhibits increased stability. Moreover, it correlates with increased LA
dimensions and it seems that its diagnostic [24] and prognostic [12] utility might be superior to that of
NT-proBNP in HFpEE. Moreover, it correlates with NYHA class in several studies [24].

The degradation of NPs can be either receptor- mediated (NPR-C) or enzyme-mediated [5-10] and
is recognized as a therapeutic target in both hypertension and HF [12,16]. While receptor mediated NP
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degradation is based on internalization (claritin-mediated) and hydrolysis [16], enzyme-mediated NP
degradation occurs mainly through the neutral endopeptidase (NEP) zinc-dependent neprylisin [4,10].
Although it is expressed by varying tissues, it can mostly be found in the proximal renal tubules,
myocardium, fibroblasts and endothelial cells [4-7]. This enzymatic degradation makes both ANP
and BNP unstable in serum, their plasmatic levels being used in routine clinical practice. Contrarily,
NT-proBNP shows an increased serum stability. Inhibiting NEP leads to an increase in NP levels,
which benefits HF patients [21]. Insulin degrading enzyme has also proven to degrade NPs, specifically
ANP in addition to insulin [5].

4. Implications of Natriuretic Peptides in Heart Failure with Preserved Left Ventricular Ejection
Fraction Diagnosis

Diagnosing HFpEF remains difficult due to a lack of consensus, patients” heterogeneity and
multiple concurrent pathologies that may mimic not only HF symptoms, but also lead to either
increased (AF) or decreased (obesity) NP levels [1]. HFpEF diagnosis requires clinical and imagistic
criteria, as well as elevated NPs levels. Given that one third of HFpEF have normal NP levels [1],
relying solely on their values for diagnosis is not recommended and their value must be interpreted in
the clinical context. As such, the diagnostic gold standard is cardiac catheterization showing increased
LV filling pressures.

The longer plasma half-life of BNP and NT-proBNP (22 min and 70 min, respectively) as compared
to ANP (2 min), makes the two the preferred NPs for guiding HF diagnosis and, probably, therapy.
Moreover, despite having a longer half-life, NT-proANP failed to emerge as a diagnostic marker due to
the increased number of cleaved fragments that limit its detection. European Society of Cardiology
considers a BNP level of > 35 pg/mL and/or NT-proBNP > 125 pg/mL suggestive of chronic heart
failure, with higher values being recommended in acute settings- over 100 pg/mL and > 300 pg/mL,
respectively [1,3]. Moreover, it is agreed upon that acute HF patients exhibit increased NPs levels
regardless of LVEF [3,27-35]. In a study, acute HFpEF patients showed NT-proBNP levels between
600-1000 pg/mL [36]. Although HFpEF patients/ patients previously treated with diuretics may exhibit
lower levels, there is no consensus in what regards NPs diagnostic threshold. Given that NPs levels are
affected by several factors, including the presence of AF and body mass index, their use rather resides
in excluding the diagnosis of HF with a subsequent high-negative predictive value (0.94-0.98) [3].
As such, especially with respect to the diagnosis of HFpEF, NP levels must be corroborated with
both the clinical context and other imagistic parameters. In the light of numerous affections that may
mimic HFpEF symptoms, the ESC guidelines propose diagnostic thresholds of these NPs so as to limit
over-diagnosing HFpEF.

Several studies agree that both BNP and NT-proBNP retain their diagnostic performance (although
with a decrease in sensitivity and specificity) in acute heart failure, irrespective of LVEF [32]. However,
factors that impact their levels should be taken into consideration when attempting HFpEF diagnosis.
Both cardiac and non-cardiac causes may lead to a subsequent increase in NPs, including AF, recent
cardioversion, myocarditis, acute coronary syndrome, age, severe renal impairment, pulmonary
embolism, sepsis and critical illness [32,33]. It has been shown that the predictive values of NPs
drop from 0.95 to 0.82 in patients > 75 years old [4]. As such, the expected NP values will be higher
in the elderly, even in the absence of HE. Age-adjusted NT-proBNP have been proposed for acute
HF diagnosis, considering cut-off values of >450 pg/mL, 900 pg/mL and >1800 pg/mL for patients
<50 years, > 50 years and >75 years old, respectively [5]. In contrast, NPs levels tend to be lower in
obese patients, irrespective of volume status [4]. The fact that NP concentrations vary among HFpEF
patients is demonstrated by different medians across studies. The I-PRESERVE trial revealed a median
NT-proBNP concentration of 341 pg/mL in HFpEF patients [34], while a different study highlighted
that nearly a third of HFpEF patients had BNP levels below 100 pg/mL while displaying increased LV
filling pressures as measured by cardiac catheterization [33].
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Recent studies pointed out the need of different thresholds in HFpEF in regard to sinus rhythm
patients. HFpEF and AF coexist in 30% of patients [37] while AF in itself is one of the most frequent
causes of HFpEF. AF patients tend to have higher NT-proBNP levels and exercise intolerance in the
absence of HF [1]. Moreover, they have increased LA dimensions and LV filling pressures, making
echocardiographic findings of HFpEF difficult to interpret [1,37,38]. Although the use of higher levels
is recommended, ESC has failed to provide a clear cut-off value for HFpEF diagnosis in AF patients.
Several studies reported the use of different NPs cut-off values as inclusion criteria with respect to
underlying cardiac rhythm (sinus versus atrial fibrillation): 600 pg/mL in the SOCRATES trial [39] and
>900 pg/mL in PARAGON trial [40].

The use of different diagnostic methods in adjunction with increased NPs level is recommended by
ESC guidelines. Structural and functional alterations as determined by transthoracic echocardiography
include a left atrial indexed volume (LAVT) of >34 mL, increased LV mass index (115g/m? for men and
95 g/m? for females), E/e’ >13 and mean septal and lateral wall e of <9 cm/s [3]. This is supported by the
correlation between BNP and structural and functional alterations in HFpEF. In a study conducted by
Iwanaga et al., BNP levels correlated with both left ventricular end-diastolic pressure and end-diastolic
wall stress, more significantly with the latter [41]. Moreover, it seems that a BNP of > 100 pg/mL or
a NT-proBNP of > 600 pg/mL indicates a LV restrictive filling pattern [32]. NP levels also correlate
with LA dimensions, this correlation being stronger in HFpEF patients [35]. Although LVEF is
preserved, it seems that global systolic function is altered in HFpEF patients. In a study conducted by
Kraigher-Krainer et al., the decreased LV systolic strain (both longitudinal and circumferential) noticed
in HFpEF patients correlated with NT-proBNP levels [38]. The disposition of LV hypertrophy also
influences BNP levels, being significantly elevated in patients with concentric as compared to eccentric
LV hypertrophy [5].

In the setting of an acute coronary syndrome, ANP levels show an early elevation with a rapid
decline, as opposed to BNP levels, who tend to exhibit a bimodal elevation [5]. The first peak has been
reported in the first two days post-myocardial infarction, with the second occurring nearly one week
after the event, reflecting the extent of LV remodeling.

Not only that the diagnostic performance remains constant, but the treatment is similar in
decompensated HF with regard to LVEF [3,40-47]. In chronic HF however, the treatment differs
significantly between HFpEF and HFrEF, being well-established for the latter.

Renal function is tightly related to NPs levels. NPs tend to be elevated in CKD and end-stage
renal disease, up to a value of 200 pg/mL even in the absence of overt HF [5]. Haemodialysis but not
peritoneal dialysis has been shown to lower BNP levels with nearly 40% [43]. Proposed cut-off values
of NT-proBNP for diagnosing HF in CKD patients include a level of > 1200 pg/mL, with higher levels
being suggested in older patients [5,44].

Recently, a new NP has emerged as a potential HFpEF diagnostic tool. Cui et al. have revealed
increased MR-proANP levels in HFpEF patients, with a significantly higher AUC when compared to
NT-proBNP (0.844 versus 0.518, p <0.001) [24]. Moreover, when comparing their levels based on NYHA
class, MR-proANP concentrations differ in regard with NYHA class, as compared to NT-proBNP,
which showed no variation. Taking into consideration the link with echocardiographic parameters,
MR-proANP correlated with LAVI, as opposed to NT-proBNP. In another study, MR-proANP showed
non-inferiority to NT-proBNP in acute HF diagnosis, being elevated even in patients who showed
non-diagnostic NT-proBNP levels [27]. The authors of the BACH study found that a MR-proANP of
>120 pmol/L was suggestive of HF; adding this parameter to BNP increased its diagnostic performance
to 73.6% [27].

Not only have NPs proven their diagnostic utility, several studies have questioned their ability to
identify patients at risk for HF development. The STOP-HF trial referred patients with BNP levels of
>50 pg/mL to further echocardiographic investigations, leading to a decrease in LV dysfunction [42].

Given its difficulties, the diagnosis of HFpEF in its characteristically heterogeneous population
usually requires more than one biomarker. As the separation of HF in reduced and preserved EF occurred
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rather recently, more studies focused on HFrEF. Although both European and American guidelines
have yet to consider different thresholds for the two classes of HE, increasing evidence links their
distinct pathophysiologies to unique therapeutic strategies. Moreover, taking into consideration the
increasing HFpEF incidence and altered prognosis, proper identification of these patients become vital.

5. Therapeutic Implications of Natriuretic Peptides in Heart Failure with Preserved Left
Ventricular Ejection Fraction

NPs have been shown to inhibit RAAS, suppressing angiotensin II mediated vasoconstriction,
sodium reabsorption (proximal tubule) and aldosterone, endothelin and renin secretion [5,9]. Their use
in HF therapy is bimodal, both as a therapeutic target per se and as an indicator evaluating therapy
response. However, their use in HFpEF remains controversial.

The rationale behind using NPs as a therapeutic target in HF therapy [45-62] resides in the
seemingly abnormal BNP processing with a subsequent deficiency in active forms and resistance to
their biological effects in these patients [5]. It seems that HF patients are deficient in biologically active
BNP32 with a subsequent increase in BNP1-108 [45]. Augmenting their effects can be done either by
administering NPs or reducing their breakdown.

5.1. Natriuretic Peptides Analogs

The use of recombinant NPs in acute HF is recommended by ESC [3], but without any distinction
regarding EF. Nesiritide is a recombinant form of BNP used as a vasodilator in acute HF which
increases GMP levels by binding to NPR-A [3,5]. Apart from its vasodilator effects, is has shown to
inhibit apoptosis and limit myocardial remodeling and subsequent hypertrophy [5,50]. ESC guidelines
recommend its use especially in hypertensive acute HE, very frequently associated with a preserved
LVEF. However, patients with acute HFpEF tend to respond differently to vasodilators than their
counterparts with reduced EF. While BP reduction tends to be greater in response to vasodilators,
improvement in stroke volume is minimal [47]. The ASCEND trial showed that nesiritide leads to
minimal clinical improvement in HFpEF patients, with no impact on renal function, hospitalization
rates or death [42]. A different study showed that nesiritide failed to impact both symptoms and clinical
outcomes, with lower decreased sodium excretion and subsequent weight reduction and increased
rates of therapy failure [49]. Despite not being formally contraindicated and while its current use as a
vasodilator is a class IlaB indication, the role of nesiritide in acute HFpEF therapy remains controversial
with further studies required to assess its benefits.

A different NP used in HF treatment is carperitide, a recombinant form of ANP. Although
recommended in Japan for acute HF therapy, it has failed to enter either ESC or American guidelines,
especially because of limited studies and decreased half-life [5,51]. Despite improving symptoms in
the studied Japanese population, there was no impact reported on mortality. Furthermore, the impact
on HFpEF patients is unknown. Urodilatin is a form of ANP which determined clinical improvement
in acute HF patients, but at the cost of worsening renal function and hypotension [5]. Its routine use in
acute HF therapy has yet to be approved due to the lack of impact on mortality, hospitalization rates
and myocardial injury [52]. Its use in HFpEF has yet to been studied.

Attempts have been made to produce variants by the means of native NP gene alteration,
resulting in NPR-A binding peptides resistant to degradation with subsequent increased half-life [1,5].
Several designer NPs (Table 3) have already been produced, seemingly retaining the anti-fibrotic,
anti-hypertrophic and vasodilator properties of the native NPs: cenderitide-NP [53], CU-NP [56],
M-ANP [58], AS-BNP [59]. Although they haven’t been approved for HF therapy, some have entered
phase II trials (CD-NP).
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Table 3. Designer natriuretic peptides as potential therapies in heart failure.

Designer
Natriuretic Peptide Structure Effects Reference
Vasodilator
CD-NP Fusion between CNP-22 Antifibrotic, antiproliferative
L. and 15 aa DNP TGFR, |LA pressure (via NPR-A, NPR-B) [53-55]
(Cenderitide) . . . .
C-terminal less hypotension than nesiritide (minimal
changes in BP)
CU-NP Fusion between 17 aa antil: CGI;frP :h>i R(I;?{SEl—rl?lgtilﬁnurin
(humanized version ring of CNP and ypertropiuc Ly FE-/catane [56,57]
. 20, . pathway inhibition)
of cenderitide) urodilatin’s N-terminal X
renal function enhancement
Enhances natriuresis and diuresis
M-ANP 12 aa extension to native RAAS asr}l](:tz};rlnigiti}gtt;;?ervous 58]
(Mutant-ANP) ANP’s C-terminal Inhibits cellular proliferation
Antifibrotic
Fusion between
ANX-042 AS-BNP’s 16 aa of C + cGMP; RAAS inhibition [57,59,60]
(AS-BNP) terminal and 26 aa of natriuresis and diuresis stimulation T
native BNP
Vasodilator
e . Hypotension
Nesiritide Recombinant BNP Less renal function deterioration as compared [61]
to diuretic treated HFpEF patients
Vasodilator
Carperitide Recombinant ANP Renoprotective [51]

Not widely recommended

ANP- atrial natriuretic peptide; AS-BNP- alternatively spliced BNP; aa-amino acids; BNP- b type natriuretic peptide;
CNP- ¢ type natriuretic peptide; cGMP- cyclic guanosine monophosphate; GFR- glomerular filtration rate; LA- left
atrium; M-ANP: mutant ANP; NP- natriuretic peptide; NPR- natriuretic peptide receptor; NHE- natrium-proton
exchanger; RAAS- renin-angiotensin-aldosterone system.

5.2. Natriuretic Peptide Breakdown Inhibitors

Another possible therapeutic strategy is inhibiting the breakdown of NPs, thus promoting their
biological effects [63—-81]. This can be done by inhibiting NEPF, a zinc dependent enzyme that represents
the final step in NPs cleavage. NEP has a large distribution, being found inside cardiomyocites,
fibroblasts, central nervous system (brain, cerebrospinal fluid), immune cells (neutrophils), lungs,
endocrine glands (thyroid, adrenal glands), myocardium. Its substrate is as extended as its distribution,
acting on angiotensin I, II, bradykinin, endothelin-1, glucagon and amyloid-beta [5,81].

There are several drugs that inhibit NEP (Table 4). Pure NEP inhibitors, such as candoxatril [62]
and ecadotril [5,62] have been shown to raise NPs, but their ability to stimulate RAAS at the same
time together with uncertain and contradictory effects on blood pressure, clinical improvement and
survival precluded their entry in routine practice [81].

Table 4. Dual and triple endothelin converting enzyme, neutral endopeptidase and angiotensin

converting enzyme inhibitors.

Class Drug Effects References
TNPs and natriuresis
Candoxatril Tangiotensin II (RAAS stimulation) => [62]
Pure NEP inhibitors vasoconstriction
Ecadotril No proven clinical benefit; may [63]

determine aplastic anemia

82



Int. ]. Mol. Sci. 2019, 20, 2629

Table 4. Cont.

Class Drug Effects References
Daglutril TNPs, ET-1, [67]
Dual ECE/NEP (SLV-306) IBP, LV hypertrophy and pressure
inhibitors R
| LV remodelling (independently of BP
SLV-338 1 . [64]
owering effects)
. Despite clinical benefits, its short
Sampatrilat half-life precluded its clinical use [68]
DUFI NEP/ ACE Symptoms relief and improved survival;
inhibition IBP, vascular resistance (more than
. candoxatril) LV remodelling,
Omapatrilat myocardial fibrosis [68-70]
hypotension and angioedema
(bradykinin)
. TNPs, bradykinin
Triple ACE/ECE/NEP ngsz‘;%g‘éé’?fﬂl* inhibits angiotensin IT and ET-1 1]
inhibitors ECE/NEP inhibitor) | LV remodelling (including mass and

end-diastolic pressure)

ACE- angiotensin converting enzyme; BP- blood pressure; ET-1- endothelin- 1; ECE- endothelin converting enzyme;
NEP- neutral endopeptidase; NPs- natriuretic peptides, LV- left ventricle.

A different strategy that has been attempted targets dual endothelin and NP breakdown
inhibition. It seems that endothelin-1 (ET-1) and angiotensin II share common pathophysiological
mechanisms. Although ET-1 impacts HF progression through vasoconstrictor and fibrotic effects,
antagonizing its receptors have failed to show prognostic effects in HF patients [5]. However, inhibiting
endothelin-converting enzyme (ECE) and NP cleavage led to an improvement of symptoms through
RAAS inhibition, with a subsequent decrease in ET-1 levels apart from an increase NPs (dual ECE/NEP
inhibitors). Moreover, it seems that ECE also plays a role in NP degradation, as its structure chemically
resembles that of NEP [65]. Different drugs have been created [64,67], however none implemented yet
due to the lack of clinical trials. Drugs capable of inhibiting ECE, NEP and ACE have been produced;
however there are serious concerns about their safety [71].

Sacubitril/valsartan (formerly known as LCZ 696) combines a NEP inhibitor (sacubiril) with an
angiotensin receptor blocker (valsartan) in a 1:1 ratio, being the first in its class (ARNI). Its benefits come
from combining neprilysin inhibition, which limits NPs breakdown and leads to a subsequent rise in
both their levels, and cGMPs with RAAS inhibition given by valsartan [5,74]. Among the NPs, both
ANP and BNP are substrates for neprilysin; however, its affinity is stronger for the former [1,9,74-86].
Subsequently, the increase in ANP levels (and subsequently in cGMP) will surpass that of BNP.
However, due to its short plasma half-life, BNP is preferred over ANP for monitoring its effects. Of note,
NT-proBNP is not a direct substrate for neprylisin inhibition; as such the decrease in its levels makes it
the preferred biomarker for monitoring HF patients treated with sacubitril/valsartan, especially during
the first 10 weeks, when the increase in BNP levels is maximum [74-76,87]. Compared with dual
ACE/NEP inhibitors, the incidence of angioedema is lower due to a lower increase in bradykinin [74-77].

Several studies support the sacubitril/valsartan treatment class IB indication in HFrEF
patients [3,73-76,88]. However, there is no clear indication for this drug in HFpEF and there are
no clinical trials assessing outcomes in patients treated with the ARNI. Moreover, a Swedish study
revealed an undiagnosed/lower NP level as the most frequent cause of HFrEF patients not receiving
sacubitril/valsartan [72]. This could easily apply in HFpEF, given the controversy of NP levels in this
set of patients [5,74].

Regarding cGMP and sacubitril/valsartan therapy, there is extensive focus on its beneficial effects
on cGMP levels and, subsequently, PKG. cGMP deficiency is of paramount importance in HFpEF,
as it lowers PKG levels and thus promotes myocardial remodeling (both hypertrophy and impaired
relaxation through increased cardiomyocyte resting tension) [26]. Through oxidative stress [21] and a
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subsequent decrease in NO availability [26], numerous comorbidities contribute to the lower levels of
c¢GMP found in HFpEF. It seems that the pro-inflammatory state induced by these comorbidities triggers
coronary microvascular inflammation, which further decreases NO availability [26] and inhibits cGMP
formation. Moreover, oxidative stress affects titin, a protein found in cardiomyocytes cytoskeleton
in two ways: firstly by inhibiting PKG- dependent phosphorylation and secondly by determining
the formation of disulfide bridges, which leads to a more stiffer titin molecule [26]. The authors
agree that the cGMP deficiency in HFpEF can be ascribed to decreased production and not increased
breakdown [25], which explains why in HFpEF patients, cGMP levels increase in response to neprylisin
inhibitors and not phosphodiesterase inhibitors, which inhibit cGMP breakdown [21].

The PARAMOUNT trial assessed the benefits and safety profile of sacubitril/valsartan treatment in
HFpEEF patients [84]. NT-proBNP levels significantly decreased in sacubitril/valsartan group, especially
in diabetic patients. After 36 weeks of treatment, there was an improvement in NYHA class and a
reverse LA remodelling with a subsequent decrease in LA volume (especially in sinus rhythm patients),
and no changes in LVEF or LV volumes.

Recently, the baseline characteristics of patients enrolled in PARAGON-HEF trial, which assessed the
impact of sacubitril/valsartan therapy in HFpEF on mortality, have been published [85]. 4822 patients
with HF NYHA class II-1V, elevated NPs, LVEF >45% and increased LA dimensions/ LV hypertrophy
were included. Regarding NPs levels, the median NT-proBNP was 885 pg/mL, with higher thresholds
being used for AF and previously HF hospitalized patients” inclusion. In the absence of recent
(<9 months) HF hospitalization, NT-proBNP inclusion concentration thresholds used were >300 pg/mL
for sinus rhythm patients and >900 pg/mL for patients, the levels being lower in recent hospitalized
patients (>200 pg/mL and >600 pg/mL, respectively). Again, the most common cause of exclusion
was lower NPs levels. The final results will show whether combined ARB/NEP inhibition could be a
therapeutic option in HF patients with an LVEF >45%.

An interesting possible side-effect of sacubitril/valsartan therapy may be an increase in amyloid-f
concentration as NEP is responsible with enzymatic clearance of amyloid, thus augmenting the risk of
developing Alzheimer’s. An ongoing trial will assess the impact of the novel drug as compared to
valsartan treated HFpEF patients on cognitive impairment, with results being scheduled for 2022 [79].

5.3. Mineralocorticoid Receptors Antagonists

Apart from novel therapies, several studies investigated the benefits of mineralocorticoid receptors
antagonists (MRAs) therapy in HFpEF [6,89-92]. The sub analysis of the TOPCAT trial conducted by
Anand et al. reveals that while spironolactone does not impact overall mortality and hospitalization
rates, it proved beneficial in HFpEF patients with lower NPs levels and not in those with increased
concentrations [88]. These results were similar to those of the I-PRESERVE trial [34], in which Irbesartan
treatment was beneficial in HFpEF patients with lower NPs levels. The results of the two trials point
out the fact that higher NPs levels in HFpEF translate an increased cardiovascular event rate, not
necessarily increased treatment responsiveness. Moreover, it seems that higher NP levels in these
patients relate to a more advanced degree of structural heart disease, including higher degree of
myocardial fibrosis, less responsive to therapeutic intervention [88].

Patients with HFpEF present increased fibrosis biomarkers, as shown by Zile et al. [89] and
Oikonomou et al. [6] In a study conducted by Cho-Kai Wu et al. [20], HFpEF patients with increased
myocardial fibrosis degree as assessed by late-gadolinium enhancement magnetic resonance imaging
scans had higher levels of NT-proBNP. Fibrosis biomarker concentrations (growth differentiation factor,
galectin-3, tissue inhibitor of metalloproteinase, matrix metalloproteinase 2) correlated with the severity
of fibrosis. However, the authors concluded that NPs rather reflect wall tension and volume overload
with lower discriminative power in regard to the presence and/or degree of myocardial fibrosis.

It appears that HFpEF with lower matrix metalloproteinase 9 levels benefit most from eplerenone
treatment [6]. Chen et al. [90] show that MRA therapy in HFpEF reduce both myocardial remodeling
and amino terminal peptide of procollagen III levels, without however affecting NP levels. It may be
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that in the early stages of HFpEEF, the progression of myocardial remodeling and subsequent fibrosis
is preventable by therapeutic interventions, such as MRAs therapy, thus explaining the benefit that
patients with lower fibrosis biomarkers and NPs levels have from this therapy.

6. Prognostic Implications of Natriuretic Peptides in Heart Failure with Preserved Left
Ventricular Ejection Fraction

It is agreed upon that although NP values tend to be lower in HFpEF patients with no consensus
regarding diagnostic thresholds, they retain their prognostic utility irrespective of LVEF [3,87].

In a different study, increased BNP levels were associated with increased mortality, irrespective of
LVEF [93]. Also, it seems that higher BNP levels translate into increased risk for developing both AF
and transient ischemic attacks [1].

6.1. Prognostic Value of BNP and NT-proBNP

The NPs concentrations retain their prognostic utility albeit their lower baseline levels in HFpEF
patients [94]. Several studies reported similar death risks for a given NPs concentration irrespective of
HF phenotype [93,95-99]. Levy and Anand compared patients from I-PRESERVE and VALHEFT trials,
showing that a 1-log increase in NT-proBNP levels carries a mortality HR of 1.7 regardless of LVEF [96].
However, the same authors demonstrated that the mortality of HFrEF patients was two thirds higher
than of those with HFpEF. Similarly, Salah et al. reported that hospitalized HFpEF patients have
lower mortality rates when compared to HFrEF [98]; however, the difference is minor and the risk
of death tends to equalize after discharge. More importantly, although patients with HFpEF display
lower baseline NPs concentrations, for the same NT-proBNP level, prognosis is similar regardless of
LVEEF. This paradox can be firstly be explained by the different mechanisms involved in NPs secretion
between the two phenotypes. It is known that at the same end-diastolic LV pressure, HFpEF patients
display lower NT-proBNP levels. This may be due to the correlation of NPs with diastolic wall
stress, which, according to the law of La Place, correlates with wall pressure and cavity diameter
and is inversely related to wall thickness. As patients with HFpEF typically exhibit a concentric LV
remodelling with increased wall thickness, this may explain in part their lower NPs levels for a given
increased wedge pressure as compared to the HFrEF patients (who typically have an eccentrical LV
remodelling). Secondly, this paradox can be explained by the distribution of comorbidities in regard
with HF phenotype. As such, HFpEF patients tend to be older, with increased incidence of arterial
hypertension, chronic kidney disease, AF and anemia, comorbidities that may account for similar
prognosis between HF phenotypes despite lower NTpro-BNP of HFpEF [95,98]. This drives attention
to the need of also addressing non-cardiovascular diseases in order to improve outcomes in HFpEF
patients. The fact that while the same NP concentration may point out to the same relative risk of
death and overall prognosis still differs between HF phenotypes underlines exactly the contribution of
other risk factors and comorbidities to the mortality. That’s why it is not advisable to regard NP levels
as surrogate markers of mortality.

It appears that different NPs concentrations threshold might be necessary for prognosis in HFpEF
patients as compared to HFrEF [94-106]. Accordingly, NPs prognostic values vary across different
studies [34,87,88], several authors highlighting that NPs increase in addition to their baseline levels
holds prognostic importance [34]. Moreover, relying on an NP prognosis threshold may not be
necessary, as prognosis can and should be continuously assessed.

Anand et al. associated a baseline NT-proBNP of 339 pg/mL with a four year mortality of 21.1%,
which translates into a 5% annual mortality for an NT-proBNP level between 300-500 pg/mL [34].

As NT-proBNP is also influenced by AF [34], increasing its concentration irrespective of HF
presence [37], these levels should be judged accordingly when determining prognosis. Kristensen
et al. showed that different NT-proBNP levels should be used in AF versus non-AF patients to
determine prognosis. While an NT-proBNP level of < 400 pg/mL was associated with a better prognosis
irrespective of rhythm; the presence of AF accounted for the different mortality rates in HFpEF patients
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with a NT-proBNP > 400 pg/mL [107]. However, higher NT-proBNP AF patients had increased
risks of hospitalization as compared to patients with HFrEF and the same NPs level. In addition,
it seems that patients with lower baseline NPs levels would benefit on long-term from supplementary
explorations [87].

A recent study launched the possibility of increased NT-proBNP playing a causative role in
AF [100]. This idea is controversial as several comorbidities that promote AF lead in turn to an increase
in NT-proBNP, which remains a biologically inactive product. Moreover, an increase in both ANP and
BNP in sacubitril/valsartan patients led to atrial reverse-remodeling, emphasizing their antifibrotic and
antihypertrophic effects [87].

6.2. Prognostic Value of MR-proANP

Another emerging prognostic biomarker is MR-proANP [27]. It seems that MR-proANP accurately
assesses mortality in both acute and chronic HF [27,30]. It seems that increased MR-proANP levels
correlate with an increased four year mortality risk [106]. Moreover, in a Swedish study, the novel
biomarker predicted both HF and AF, as opposed to NT-proBNP which failed to predict AF [97].
The study assessed the difference in AF versus non-AF HFpEF patients’ prognostics as determined by
their NT-proBNP level. Alehagen et al. also found MR-proANP to be prognostic of cardiovascular
mortality at five years for HFpEF patients [108]. Similarly, Zabarovskaja and colleagues stated that a
MR-proANP of >313 pmol/L predicted all-cause mortality (Table 5) [109]. The association between
NP and AF has been studied [18,109-113]. Although ANP levels seem to decrease after electrical
cardioversion [112] and are associated with AF progression [18], both BNP and NT-proBNP are
preferred to assess AF recurrence rates post electrical cardioversion [114].

Table 5. Prognostic values of natriuretic peptides in heart failure with preserved ejection
fraction patients.

Biomarker Concentration Utility Reference Additional Remarks

Predicts in-hospital May be able to predict AF
BNP >540 pg/mL mortality 193] Levels affected by sacubitril/valsartan
AF patients hold better prognosis at
NT-proBNP >300-500 pg/mL. 5% 1 year mortality [34] the same NT-proBNP levels as their
(339 pg/mL) .
sinus rhythm counterparts
Predicts all-cause May be able to predict AF; correlates
MR-proANP >313 pmol/L mortality [109] with LAVI

BNP- B-type natriuretic peptide; MR-proANP- middle region pro atrial natriuretic peptide; AF- atrial fibrillation;
LAVI- indexed left atrial volume.

6.3. Prognostic Value of Natriuretic Peptides and Heart Failure with Preserved Ejection Fraction Therapy

There are controversies regarding the prognostic value of NPs in sacubitril/valsartan treated
patients. As the formerly known LCZ696 interacts with NPs levels, there still are questions regarding
their accuracy in determining HF patients’ prognosis. Some studies agree that both BNP and NT-proBNP
retain their prognostic utility in these patients, emphasizing the fact that during therapy initiation,
NT-proBNP is the preferred biomarker (several months are required for BNP levels stabilization) [74].
However, the currently available trials did not include HFpEF patients treated with sacubitril/valsartan.

Another issue regarding NPs prognostic value in HFpEF is whether these patients would benefit
from NPs guided therapy. So far, studies are controversial [3,46,115-127], especially taking into
consideration that these patients respond differently to HF therapy than those with reduced LVEE. A
study conducted by Khan et al. including patients with both HFrEF and HFpEF came to the conclusion
that NP guided therapy was not beneficial [115]. A different study emphasized that regardless of LVEF,
a constantly elevated NPs should not determine changes in patient management [117]. Maeder et al.
revealed in TIME-CHF trial that NT-proBNP guided therapy was not beneficial in HFpEF patients,
as compared to HFrEF [118]. Although it included HFrEF patients, the GUIDE-IT trial concluded
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that biomarker directed therapy may not benefit these patients [122]. The opposite was shown in
a meta-analysis conducted by Troughton et al. [119]. The authors stated that BNP-guided therapy
improved outcomes in patients < 75 years old and reduced HF hospitalization rates regardless of age
and LVEE. Brunner la Roca et al. agreed that NP guided therapy either through BNP or NT-proBNP is
safe and more importantly, cost-effective. [4]. A British team stated that BNP-guided therapy might be
cost-effective for HFpEF patients < 75 years old [120].

Recent studies have focused on MR-proANP as a possible biomarker to guide HF therapy.
So far, it seems that MR-proANP levels might be able to predict incident HF, as it shown in a study
conducted by Sabatine et al. [124]. Interestingly, it seems that MR-proANP might predict cardiac
resynchronization therapy responders which showed lower levels of the biomarker as compared to the
non-responders [125].

Regardless of the biomarker used, NP guided medical therapy remains controversial, especially
in HFpEF patients. In these patients, more studies are required to assess the benefits of optimizing
medical therapy after serial NP measurements. The most studied NPs are BNP and its inactive form,
NT-proBNP, especially due to their proven diagnostic capacities. The novel MR-proANP, with its
increased half time as compared to ANP, shows promise both in prognosis and guiding medical
therapy, but more studies are required to confirm its safety profile and utility.

7. Future Perspectives

Several on-going studies on NPs in HFpEF have been announced. The results of PARAGON-HF
trial will clear the impact of sacubitril/valsartan therapy in HFpEF [85], while another on-going study
conducted by Mayo clinic (ClinicalTrials.gov Identifier: NCT03506412) will determine how this therapy
affects NPs levels and cGMP in HFpEF patients [127]. A different study finishing in December 2019
will assess the effects of sacubitril/valsartan as compared to either enalapril or valsartan in HFpEF
patients (ClinicalTrials.gov Identifier: NCT03066804) [128].

Moreover, in the context of the pro-inflammatory state of HFpEF, there is increasing body of
evidence linking non-NPs biomarkers to HFpEF as a better diagnostic tool [21]. Emerging markers
reflecting myocardial fibrosis such as a soluble source of tumorigenicity 2 (sST2), growth differentiation
factor-15 [21], galectin 3 [126] and interleukins (1 and 6) are showing promise, correlating in different
degrees with transthoracic echocardiographic parameters of diastolic dysfunction [10,21]. Their utility
in comparison to NPs remains to be evaluated.

8. Conclusions

The number of HFpEF patients is increasing; moreover, these patients show similar prognosis
with HFrEF patients.

The role of NPs in HF is both diagnostic and prognostic. Guidelines regard a BNP > 35 pg/mL or
an NT-proBNP > 125 pg/mL as being diagnostic in non-acute setting, while emphasizing the fact that
although several factors alter NP concentrations, their diagnostic utility rather lies in their negative
predictive ability. For decompensated HF, either a BNP > 100 pg/mL, an NT-proBNP > 300 pg/mL or a
MR-proANP of > 120 pmol/L is diagnostic. Authors agree that lower levels may be considered for
HFpEEF, without any thresholds being agreed upon. The absence of a consensus regarding diagnostic
thresholds for NPs in HFpEF has led to inhomogeneous inclusion criteria in large clinical trials, thus
affecting the results.

The role of NPs extends beyond diagnosis, as they can be regarded as a therapeutic target per
se through nesiritide and the novel ARNI, sacubitril/valsartan. Augmenting the concentrations of
NPs leads to lower blood pressure levels as well as an improvement in symptoms and quality of life.
A degree of reverse remodelling with a subsequent decrease in myocardial fibrosis and LA dimensions
could be determined.

Higher NPs levels are associated with poorer prognosis, especially in acute settings, irrespective
of LVEF. Moreover, BNP and MR-proANP predict not only incident HF, but also AF. As AF is one of
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the most frequent causes of HFpEF, this becomes of the utmost importance. For AF patients it must be
remembered that NP levels tend to be higher, irrespective of the presence of HF. Also, for the same
BNP concentration, they show a better prognostic as compared with their sinus-rthythm counterparts.

Finally, guiding medical therapy by serial NP measurements is controversial, especially in HFpEF.
Authors recommend in the absence of consensus that no change in patient management should be
taken if the NP levels remain constantly elevated throughout treatment.

The need for further studies assessing diagnostic NP thresholds and prognostic values in HFpEF
patients is enormous. Furthermore, given the novel therapies that interact with NPs, such as
sacubitril/valsartan, these levels might be altered.
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Abbreviations

The following abbreviations are used in this manuscript:

aa amino-acid

ACE angiotensin converting enzyme

AngII angiotensin II

AF atrial fibrillation

ANP atrial natriuretic peptide

ARB angiotensin receptor blockers

ATP adenylate triphosphates

BNP B-type natriuretic peptide

CNP C-type natriuretic peptide

CD-NP Cenderitide

ECE endothelin-converting enzyme

ET-1 endothelin- 1

ESC European Society of Cardiology

GFR glomerular filtration rate

GMP guanylate mono phosphatase

HF heart failure

HFrEF heart failure with reduced ejection fraction
HFpEF heart failure with preserved ejection fraction
HFmrEF heart failure with mid-range ejection fraction
LA left atrial

LAVI left atrial indexed volume

LV left ventricular

LVEF left ventricular ejection fraction

mRNA messenger ribonucleic acid

MR-proANP  middle range pro atrial natriuretic peptide
NEP neutral endopeptidase

NHE natrium-proton exchanger

NPs natriuretic peptides

NPR-A natriuretic peptide receptor A

NPR-B natriuretic peptide receptor B

NPR-C natriuretic peptide receptor C

MRAs mineralocorticoid receptor antagonists
pGC particulate guanylyl cyclase

RAAS renin-angiotensin-aldosterone system
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sGC soluble guanylyl cyclase

sST2 soluble source of tumorigenicity 2
TGF transforming growth factor beta
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Abstract: Natriuretic peptides (NPs) have become important diagnostic and prognostic biomarkers
in cardiovascular diseases, particularly in heart failure (HF). Diagnosis and management of coronary
artery disease and atrial fibrillation (AF) can also be guided by NP levels. When interpreting NP
levels, however, the caveat is that age, sex, body mass index, renal dysfunction, and race affect the
clearance of NPs, resulting in different cut-off values in clinical practice. In AF, NP levels have been
associated with incident AF in the general population, recurrences after catheter ablation, prediction
of clinical prognosis, and the risk of stroke. In this article, we first review and summarize the current
evidence and the roles of B-type NP and atrial NP in HF and coronary artery disease and then focus
on the increasing utility of NPs in the diagnosis and management of and the research into AF.

Keywords: natriuretic peptides; heart failure; atrial fibrillation; remodeling

1. Introduction

Natriuretic peptide (NP) levels are now widely measured in clinical practice and have been
extensively assessed in cardiovascular research throughout the world. B-type natriuretic peptide (BNP)
and N-terminal proBNP (NT-proBNP) are the most commonly used to diagnose heart failure (HF) [1-3].
In addition, diagnosis and management of acute coronary syndrome (ACS) [4,5] and atrial fibrillation
(AF) [6] can be guided by NP levels. Although the use of NP has been slow to permeate AF care
compared with that for HF and ACS, several studies reported the utility of NPs for the diagnosis and
treatment of AF over the last decade [7-9]. Recently, the 2016 European Society of Cardiology (ESC)
guidelines on the management of AF recommended using NPs to further refine the risks of stroke
and bleeding in AF patients as a class IIb recommendation with the level of evidence B [10]. In this
article, we first review and summarize the current evidence and roles of BNP and atrial natriuretic
peptide (ANP) in HF and ACS and then focus on the increasing utility of NPs in the diagnosis and
management of and research into AF from the viewpoint of electrophysiologists routinely performing
catheter ablation of AF.

2. Roles of NP: BNP and ANP

Both ANP and BNP are synthesized as pre-prohormones. ANP is primarily expressed and stored
in the atrium. The primary stimulus for ANP release is atrial wall stretch resulting from increased
intravascular volume [11]. ANP is translated into prepro-ANP that is cleaved into pro-ANP, which
is stored in intracellular granules. The plasma level of ANP in healthy individuals is approximately
20 pg/mL and is evaluated to be 10-100-fold higher in patients with HF [12]. The half-life of ANP is
approximately 2 min [13]. The clearance of ANP mainly occurs in the lung, liver, and kidney, with
extraction ratios reported to be 24%, 30%, and 35%, respectively. In the kidney, a good correlation was
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shown between creatine clearance and ANP clearance (r = 0.58, p < 0.05) [14]. BNP is minimally stored in
granules in the ventricles and secreted directly in large bursts following stimulation [3,15]. The plasma
level of BNP in healthy individuals is approximately 3.5 pg/mL and is evaluated to be 100-fold higher
in patients with HF [16]. The half-life of BNP is approximately 20 min [17]. Subsequently, the peptide
is cleaved first into pro-BNP, then to biologically active BNP and the inactive NT-proBNP. BNP and
NT-proBNP are secreted in equal concentrations, and the half-life of NT-proBNP is approximately
120 min. BNP clearance is dependent on neutral endopeptidase, and NT-proBNP clearance is dependent
on direct renal filtration [18]. In normal subjects, although the BNP concentration is much lower than
the ANP concentration, the BNP concentration is markedly increased in patients with HF in proportion
to its severity. Thus, the BNP concentration is increased to a much greater degree than is the ANP
concentration [17] (Table 1).

Table 1. Summary of some clinically relevant physiologic characteristics of B-type natriuretic peptide
(BNP), N-terminal proBNP (NT-proBNP), atrial natriuretic peptide (ANP), and mid-regional proANP
(MR-proANP) [11-16].

Characteristic BNP NT-proBNP ANP MR-proANP
Localization within Atrla} and Same as BNP Atrial Same as ANP
heart ventricular
Storage Minimal Same as BNP In intracellular Same as ANP
granules
Basal cardiac
. (+) Same as BNP ++ Same as ANP
secretion
Gene transcription Rapid Same as BNP Slow Same as ANP
response to stretch
Half-life (min) 20 60-120 2 60-120
Biologically active Yes No Yes No
Clinical range 0-5000 pg/mL  0-35,000 pg/mL  0-2000 pg/mL 0-1000 pmol/L

BNP: B-type natriuretic peptide, NT-proBNP: N-terminal pro B-type natriuretic peptide, ANP: Atrial natriuretic
peptide, MR-proANP: Mid-regional proANP.

Additionally, because ANP is labile and has a very short half-life, BNP is preferred for diagnostic
and prognostic use in HF [19]. Tsutamoto et al. showed that in patients with chronic HF (left ventricular
ejection fraction [EF] <45%), only the BNP level (p < 0.0001) was a significant independent predictor
of mortality in patients with HF by Cox proportional hazard analysis, whereas the ANP level was
not [20]. Some studies showed that in patients with HF, BNP is markedly increased in relation to HF
severity and surpasses the levels of ANP [21,22]. Current guidelines have greatly affected the use of
NP for the diagnosis and management of HE. The ESC guideline and the American Heart Association
(ACCF/AHA) noted that measurements of BNP and NT-proBNP levels are useful (Class I) to support
a clinical diagnosis of HF and to determine prognosis or disease severity in chronic HF and acutely
decompensated HF [23,24].

3. Screening for Asymptomatic Patients

BNP and NT-proBNP can predict mortality and cardiovascular events in asymptomatic patients.
McDonagh et al. studied a random sample of 1640 men and women aged 25-74 years and their
four-year all-cause mortality rate. The median BNP in those who died was 16.9 (8.8-27) pg/mL
compared with 7.8 (3.4-13) pg/mL in the survivors (p < 0.0001). One of the independent predictors of
four-year all-cause mortality was BNP >17.9 pg/mL (p = 0.006) [25]. Similarly, in the large prospective
study of the Framingham Offspring study, which included 3346 people without HF (mean follow-up of
5.2 years), those with a BNP above the 80th percentile (20.0 pg/mL for men and 23.3 pg/mL for women)
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were associated with multivariable-adjusted hazard ratios (HRs) of 1.62 for death, 1.76 for a first major
cardiovascular event, 1.91 for AF, 1.99 for stroke or transient ischemic attack, and 3.07 for HF [26].

4. Diagnosis of Acute HF

Acute HF is often difficult to diagnose in the emergency department (ED). The symptoms are not
specific and not sensitive. BNP and NT-proBNP are useful in establishing or excluding the diagnosis of
acute HF. The large Breathing Not Properly Multinational Study, which first proved the efficacy of BNP,
included 1586 patients with acute dyspnea in the ED. At a cut-off of 100 pg/mL, the diagnostic accuracy
of BNP was 83.4%, whereas the negative predictive value of BNP at a cut-off of <50 pg/mL was 96%
(area under the curve (AUC) 0.91) [3]. The PRIDE study applying NT-proBNP levels showed similar
findings among 600 patients presenting to the ED with dyspnea, in which the cut-off level was set at
300 pg/mL, at 90% sensitivity and 85% specificity for the diagnosis of acute HF [1]. BNP is also useful
for distinguishing between acute HF and acute respiratory deficiency syndrome (ARDS). In 80 ICU
patients with acute hypoxemic respiratory failure, BNP offered good discriminatory performance
for the diagnosis of ARDS or cardiogenic pulmonary edema (C-statistic, 0.80). At a cut-off point of
<200 pg/mL, BNP provided specificity of 91% for ARDS, whereas at a cut-off point of >1200 pg/mL,
BNP had a specificity of 92% for cardiogenic pulmonary edema [27].

5. Diagnosis of Chronic Ambulatory HF

BNP and NT-proBNP are useful in supporting or excluding the diagnosis of HF when the etiology
of dyspnea is unclear. In a study including 250 patients with dyspnea, the BNP cut-off for the diagnosis
of congestive HF was 80 pg/mL (95% accuracy), resulting in a satisfactory positive predictive value of
90% and negative predictive value of 98% [28]. In another study of 78 patients seen at a single HF clinic,
BNP significantly increased according to different NYHA functional classes (class I: 21.6 + 2.8 pg/mL,
class II: 108.6 + 16.3 pg/mL, class I1I: 197.1 + 27.2 pg/mL, and class IV: 363.0 + 67.8 pg/mL, p < 0.0001).
A cut-off value of 107.5 pg/mL (75th percentile) was a significant predictor of clinical events, for which
the relative HR was 1.492 (95% confidence interval (CI) 1.221-1.819) [29]. Using a cut-off of NT-proBNP
of 125 pg/mL also had an excellent negative predictive power of 97% [2]. Because the mechanisms of
chronic HF are more multifactorial with different underlying cardiac and non-cardiac diseases than
those of acute HF, it may be difficult to determine a single cut-off value for the diagnosis of chronic HF.
The ESC 2012 guideline mentioned that the sensitivity and specificity of BNP and NT-proBNP for the
diagnosis of HF are lower in patients in the non-acute phase. The cut-off level of BNP for chronic HF
was 35 pg/mL [30].

6. HF with Preserved versus Reduced EF (HFpEF vs. HFrEF)

Stretching of ventricular cardiomyocytes is the most important stimulus of BNP regulation [31], but
LV diastolic wall stress also reflects an increased BNP [32]. Therefore, BNP can be used in the diagnosis
of HFpEF. In 2042 community residents, the utility of BNP for the detection of diastolic dysfunction
was limited, although that of BNP was valuable for the detection of systolic dysfunction [33]. In a
comparison between HFrEF (EF <50%) and HFpEF (EF >50%) in 160 consecutive patients presenting
with HF, the BNP level was significantly higher in those with HFrEF compared with those with HFpEF
(267 (136-583) and 105 (64-146) pg/mL, respectively, p < 0.001) [32]. The Breathing Not Properly
Multinational Study was a seven-center, prospective study including 1586 patients who presented with
acute dyspnea. Congestive HF was diagnosed in 452 patients. In those with HFpEF (EF >45%), BNP
level was significantly lower than in those with HFrEF (413 vs. 821 pg/mL, p < 0.001) [34]. Similarly,
1670 patients from the Korean Heart Failure registry with HFpEF (EF >50%) had significantly lower
NT-proBNP levels than those with HFrEF (median 2723 vs. 5644 pg/mL, p < 0.001) [35]. Although the
use of BNP alone results in relatively poor detection of diastolic dysfunction, its combination with the
echocardiographic value of diastolic dysfunction such as from pulsed-wave Doppler examination of
the mitral flow (E/A) might help reinforce the diagnosis of diastolic dysfunction [36].
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7. Prognostication of HF

Measurements of BNP and NT-proBNP are also useful in the prognostication of HF. In 452
ambulatory patients with reduced EF (<35%) with three-year follow-up, patients with a BNP level
of >130 pg/mL had a higher rate of sudden cardiac death [37]. The Rapid Emergency Department
Heart Failure Outpatient Trial (REDHOT) study was a 10-center trial that included patients seen in the
ED with shortness of breath. A BNP of >200 pg/mL was strongly predictive of the 90-day combined
event rate (HF visits or admissions and mortality) [38]. In the large ADHERE (Acute Decompensated
Heart Failure National Registry) study comprising 65,257 patients with acute decompensated HF,
BNP at time of admission independently predicted in-hospital mortality [39]. In 599 patients with
shortness of breath treated in the ED, the NT-proBNP cut-off point for predicting one-year mortality
was 986 pg/mL, and this cut-off value was the single strongest predictor of death at one year (HR, 2.88,
95% CI, 1.64-5.06, p < 0.001) [40].

8. Prognostication of ACS

NPs are recognized as important predictors of cardiovascular events in patients with not only
HF but also ACS. In 1996, Omland et al. published data of 131 patients with documented acute
myocardial infarction. The median follow-up period was 1293 days, and BNP proved to be one of the
powerful predictors of cardiovascular mortality (Cox regression of survival time, coefficient 0.69, SE
0.22, p < 0.001) [41]. In total, 438 patients presenting within 6 h of the onset of ST-elevation myocardial
infarction were enrolled in the ENTIRE-TIMI-23 trial. Outcomes were assessed through 30 days. BNP
was higher in patients who died compared with survivors (89 vs. 15 pg/mL, p < 0.0001). A BNP level
of 80 pg/mL was associated with a seven-fold higher risk of mortality (odds ratio (OR), 7.2, 95% CI,
2.1-24.5, p = 0.001) [42]. Some studies showed that the prognostic value of BNP and NT-proBNP
were superior to that of troponins. The adjusted ORs (95% CI) for death at 10 months in the second,
third, and fourth quartiles of BNP were 3.8 (1.1-13.3), 4.0 (1.2-13.7), and 5.8 (1.7-19.7), respectively [4].
For two-year mortality, the OR applied to a doubling of the NT-proBNP level, 800 vs. 400 pg/mL, was
1.36 (1.04-1.76) [5]. Furthermore, the OR based on the NT-proBNP level at six months was higher
than that at two days: 1.89 (1.14-3.14) vs. 1.29 (0.99-1.67). This suggested that the NT-proBNP level
measured during a stable chronic phase is a better predictor of mortality than that measured during an
acute phase [5].

9. Interpretations of NP Levels in Different Populations

Several factors increase the NP level: Renal dysfunction, age, and sex (female). Conversely obesity
and flash pulmonary edema decrease NP level. Furthermore, NP levels differ substantially according
to race/ethnicity.

In areference sample of 911 healthy subjects (mean age 55 years, 62% women) from the Framingham
Heart Study, the strongest predictors of higher NP levels were older age and female sex [43]. Similarly,
in 2042 randomly selected community residents >44 years old, BNP increased significantly with age
and was significantly higher in women than in men [44]. Framingham Study participants without
HF were revealed to have mean BNP levels in lean (<25 kg/mz), overweight (25 to 29.9 kg/mz), and
obese (=30 kg/m?) men of 21.4, 15.5, and 12.7 pg/mL, respectively (trend p < 0.0001) [45]. In 318 HF
patients, levels of BNP were significantly lower in the obese than in the nonobese subjects (205 + 22 vs.
335 + 39 pg/mL, p = 0.0007), and multivariate regression analysis identified body mass index (BMI) as
an independent negative correlate of BNP level [46]. In 1103 patients presenting to the ED with acute
dyspnea, the NT-proBNP concentrations in the overweight and obese groups were significantly lower
than that in the lean patients, regardless of the presence of acute HF (p < 0.001) [47]. There seemed to be
a linear decrease in BNP levels with increasing BMLI. In 316 systolic HF patients, the optimal BNP cut-off
values for the prediction of death or urgent transplant in lean, overweight, and obese HF patients were
747, 380, and 332 pg/mL, respectively [48]. In obese patients (BMI >35 kg/m?), a significantly lower
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BNP cut-off level (<50 pg/mL) should be used to rule out HF [48]. The reason for the lower BNP in
obese patients remains unclear. On the contrary, cut-off values of NPs for patients with an extremely
low BMI have not been evaluated.

The BNP cut-off point for the diagnosis of HF may need to be raised when the estimated
glomerular filtration rate (eGFR) is <60 mL/min/1.73 m?. The BNP level in patients with an
eGFR <60 mL/min/1.73 m? was approximately two- to four-fold greater than that in patients with
an eGFR >60 m1/min/1.73 m? [49,50]. In the Breathing Not Properly Multinational Study including
1586 participants who presented with acute dyspnea with an eGFR <60 mL/min/1.73 m2, BNP was
influenced by renal function. The optimum cut-off points for BNP were 70.7, 104.3, 201.2, and
225.0 pg/mL for the eGER categories of >90, 89 to 60, 59 to 30, and <30 mL/min/1.73 m2, respectively [51]
(Figure 1).
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Figure 1. Correlations between B-type natriuretic peptide (BNP) and estimated glomerular filtration
rate (eGFR) values. The level of BNP is influenced by renal function, especially when the eGFR is less
than 60 mI/min/1.73 m2. The BNP cut-off points for the diagnosis of heart failure (HF) may need to be
raised in renal dysfunction [51].

As mentioned above, BNP clearance is dependent on neutral endopeptidase, and NT-proBNP
clearance is dependent on direct renal filtration [18]. Therefore, the NT-proBNP level would seem to
be more affected by renal dysfunction than would BNP [52]. A multi-ethnic cohort study showed that
NT-proBNP levels differ substantially according to race/ethnicity. NT-proBNP levels were lowest in
black (24 pg/mL) as compared with white (32 pg/mL) and Hispanic (30 pg/mL) patients (p < 0.0001) [53].
Another study revealed a similar trend for black (median 43 pg/mL), Chinese (43 pg/mL), Hispanic
(53 pg/mL), and white (68 pg/mL) patients (p = 0.0001) [54].

10. NP-Guided Therapy

NP can help in the clinical management of HE. Several studies have shown the utility of NP-guided
therapy. In the 2013 ACCF/AHA guideline, BNP (or NT-proBNP)-guided therapy is placed in the
category of Class Ila, evidence level of B [24]. In a STARS-BNP trial including 220 patients with HF with
New York Heart Association functional class II to III, patients were randomized to receive BNP-guided
treatment with a goal of BNP levels of <100 pg/mL for the BNP group. At the end of the first
three months, the mean dosages of angiotensin-converting enzyme inhibitors and beta-blockers were
significantly higher in the BNP group (p < 0.05). By 15 months of follow-up, patients in the BNP-guided
treatment group had a significantly lower number of events of HF-related death or readmission than
the patients treated according to current guidelines (24% vs. 52%, p < 0.001) [55]. Similar effectiveness
was also proved in the BATTLESCARRED trial using NT-proBNP-guided therapy in which 364 patients
with HF admitted to a single hospital were randomly allocated 1:1:1 (stratified by age) to therapy
guided by NT-proBNP levels or by intensive clinical management or according to usual care. Treatment
strategies were applied for two years with a follow-up of three years. One-year mortality was less
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in both the NT-proBNP (9.1%) and clinically guided (9.1%) groups compared with the usual care
group (18.9%, p = 0.03). Three-year mortality was selectively reduced in patients <75 years of age
receiving NT-proBNP-guided treatment (15.5%) compared with their peers receiving either clinically
managed treatment (30.9%, p = 0.048) or usual care (31.3%, p = 0.021) [56]. Conversely, BNP-guided
therapy may be harmful in patients with HFpEF. In HFrEF patients, NT-pro or BNP-guided therapy
compared with symptom-guided therapy resulted in lower mortality (HR, 0.78, 95% CI, 0.62-0.97,
p = 0.03) and fewer HF admissions (HR, 0.80, 95% CI, 0.67-0.97, p = 0.02), whereas in HFpEF patients,
renal failure provided the strongest interaction. Increased risk of (NT-pro) BNP-guided therapy was
observed if renal failure was present (p < 0.01), and (NT-pro) BNP-guided therapy was beneficial
only if none or one of the comorbidities, such as chronic obstructive pulmonary disease, diabetes,
cardiovascular insult, or peripheral vascular disease, was present (p < 0.01). Additionally, (NT-pro)
BNP-guided therapy may be inappropriate in HFpEF patients without hypertension (p = 0.02) [57].
Moreover, in elderly HF patients in the TIME-CHEF trial, NT-proBNP-guided therapy resulted in a
higher rate of survival and a lower rate of all-cause hospitalization in patients aged 60 to 70 years,
but not in patients older than 75 years, by 18 months of follow-up after initial admission [58]. Taken
together, in elderly and HFpEF patients, NP guided-therapy may not be beneficial compared with
symptom-guided medication.

11. Mid-Regional proANP

ProANP is a polypeptide comprising 126 amino acids, with ANP consisting of amino acids 99-126.
The N-terminal portion of proANP, termed proANP1-98 or NT-proANP, has a much longer half-life
than ANP and has therefore been suggested to be a more reliable analyte for measurement than ANP.
ProANP1-98 can be subjected to further fragmentation, and an immunoassay for mid-regional (MR)
proANP (amino acids 53-90) was developed to measure the proANP level. In 325 healthy individuals,
the range of MR-proANP was 9.6-313 pmol/L, and the median was 45 pmol/L [59].

The largest study to evaluate MR-proANP for the diagnosis of acute HF, the BACH (Biomarkers
in Acute Heart Failure) trial, was a prospective, 15-center, international study including 1641 patients
presenting to the ED with dyspnea. MR-proANP (>120 pmol/L) provided a sensitivity of 97%,
a negative predictive value of 97.4%, and AUC of 0.90 that proved noninferior to BNP (>100 pg/mL)
for the diagnosis of acute HF (accuracy difference 0.9%) [60]. Other studies have shown similar
findings [61,62]. MR-proANP also has prognostic utility in acute HF and chronic HF. Although the
utility of MR-proANP to diagnose acute HF was lower than that of BNP and NT-pro BNP (AUC 0.901
vs. 0.973 vs. 0.922, respectively), MR-proANP had better prognostic value for mortality than did BNP
(AUC 0.668 vs. 0.604) at five years [63] (Figure 2).
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Figure 2. Area under the curve (AUC) for NP to diagnose acute HF. Similar values of BNP, NT-proBNP,
and MR-proANP for diagnosis of acute HF [60-63].

In the GISSI-HF trial including 1237 patients with chronic and stable HF, MR-proANP and
NT-pro BNP were measured at randomization and after three months. Changes in MR-proANP
concentrations were related to mortality, whereas changes in NT-proBNP markers were not [64].
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Moreover, MR-proANP may have utility as a screening tool in community populations. Although
NT-proBNP and MR-proANP predicted incident HF during 14 months of follow-up, only MR-proANP
predicted incident AF [65]. Similar to those of BNP and NT-proBNP, the level of MR-pro ANP is
increased with age, decreased by a higher BMI, and influenced by race and sex [66].

12. AF and NPs

ANP is synthesized and secreted mainly by atrial cardiomyocytes in response to atrial dilatation,
whereas BNP is produced chiefly in the ventricular myocardium in response to ventricular stretch
and pressure overload [67]. In some patients in AF without HF, the level of ANP was normal, but
that of BNP or NT-proBNP was elevated [6,68]. The reason for the elevated BNP and NT-proBNP
levels was suggested to be due to the small amount of BNP that is also produced and secreted by atrial
tissue [69]. Atrial dysrhythmia would also increase BNP secretion [70,71]. Asynchronous contraction
of the atrial myocardium could produce a tethering effect of atrial myocardial fibers that may stimulate
the secretion of BNP [71]. Furthermore, during AF, the elevated atrial pressure stretches the atrial
wall (pressure overload), and loss of atrial contraction leads to an unfavorable alternation of the
left ventricular filling pattern [72]. BNP decreased significantly 24 h after the restoration of sinus
rhythm (SR) by cardioversion in patients with paroxysmal and persistent AF (from 95 to 28 pg/mL in
paroxysmal AF and from 75 to 41 pg/mL in persistent AF) [73,74].

BNP is a more valuable marker for the diagnosis of LV diastolic function compared to ANP.
Bakowski et al. investigated 42 patients with AF in whom SR was restored by cardioversion and
maintained for at least 30 days. The average values of ANP during AF in patients with normal and
impaired diastolic function were 167.3 + 70.1 and 298.7 + 83.6 pg/mL, respectively (p < 0.001), and those
of BNP were 49.5 + 14.7 and 145.6 + 49.6 pg/mL, respectively (p < 0.001). An ANP value >220.7 pg/mL
measured during AF identified patients with impaired LV diastolic function with 85% sensitivity and
90% specificity. A BNP value of >74.7 pg/mL proved to be 95% sensitive and 100% specific in the
diagnosis of such patients [75]. BNP was a more specific and sensitive marker of impaired LV diastolic
function than was ANP.

13. Incident AF in Community Studies

Some studies showed elevated BNP and NT-proBNP levels to be associated with increased
AF incidence [9,26,76,77]. In three US community-based studies (ARIC, CHS, and FHS), including
18,556 participants overall, BNP and CRP were positively associated with AF incidence [78]. That
finding was similar in the elderly population. In a community-based population of 5445 older patients
in the Cardiovascular Health Study, NT-proBNP levels were strongly associated with prevalent AF.
After a median follow-up of 10 years, the incidence of AF was 2.2 per 100 person-years [7]. Although
BNP and NT-proBNP levels were highly predictive of incident AF, the cut-off levels were unclear. In the
Framingham cohort, the correlation of NT-proANP with BNP was moderately high at 0.66, and after
incorporation of both natriuretic peptides into the model, BNP emerged as the stronger biomarker [76].

14. Impact of Structural Heart Disease in AF patients

The cut-off level of NP to detect structural heart disease is different between SR and AF. In 793 patients
with structural heart disease at a single center, NT-proBNP levels were 960 (IQR 359-2625) pg/mL for
SR (n = 591) and 2491 (1443-4368) pg/mL for AF (n = 202) (p < 0.001). The areas under the ROC curve
for NT-proBNP to detect structural heart disease were 0.79 for SR (95% CI, 0.77-0.82) and 0.78 for AF
(95% CI, 0.72-0.84). NT-proBNP cut-off levels necessary to achieve a 1-in-100 false-negative rate were
27.5 (7.5-30.5) pg/mL for SR and 524 (253-662) pg/mL for AF [79].
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15. HF and AF

Both AF and HF increase BNP and NT-proBNP levels, but these levels remain useful in the
diagnosis of HF in patients with AF. In the PRIDE study, 600 patients presented to the ED with acute
dyspnea. AF was associated with higher NT-proBNP in the dyspneic patients and particularly in those
without acute HF [80]. The BASEL study randomly assigned 452 patients with AF and dyspnea to a
diagnostic strategy with or without the use of BNP. BNP cut-off levels of 100 and 500 pg/mL for the
diagnosis of HF were determined. If BNP was <100 pg/mL, HF was considered unlikely, whereas
if BNP was >500 pg/mL, HF was considered likely. The use of BNP significantly reduced time to
discharge (median eight days in the BNP group vs. 12 days in the control group, p = 0.046) and time
to initiation of adequate therapy (median 51 min in the BNP group vs. 100 min in the control group,
p = 0.024) [8]. In patients with both HF and AF, the higher cut-off levels of BNP and NT-proBNP should
be used. The BACH study including 1445 patients with acute dyspnea showed that the diagnostic
performance of BNP and NT-proBNP for acute HF was impaired by the presence of AF [81] (Figure 3).
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Figure 3. AUC for NP to diagnose acute HF in atrial fibrillation (AF). AUCs for BNP, NT-proBNP, and
MR-proANP to diagnose acute HF are similarly reduced in the presence of AF [81].

Among 1431 patients without HF, permanent/paroxysmal AF was associated with significantly
higher BNP levels (p = 0.001). Conversely, in patients with HE, BNP levels did not differ significantly
between patients with and without AF (p = 0.533). A BNP cut-off value of 100 pg/mL had respective
specificities of 40% and 79% for the diagnosis of acute HF in patients with and without AF. In patients
with AF, a cut-off level of 200 pg/mL resulted in a marked improvement in specificity and positive
likelihood ratio for diagnosing HF compared with the conventional cut-off level of 100 pg/mL, with
little loss of sensitivity [82]. Another study showed that the BNP cut-off level for HF that maintained
high sensitivity was 150 pg/mL for those with AF [83] (Figure 4).
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Figure 4. Cut-off points of BNP (pg/mL). The cut-off points of BNP vary among clinical settings [1-3,25,
30,42,83]. ACS: Acute coronary syndrome.
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Similarly, in 1941 elderly community-dwelling residents, NT-proBNP levels of patients with AF
with and without HF were 744 pg/mL and 211 pg/mL, respectively. At the cut-off point of 125 pg/mL,
sensitivity and specificity were 93% and 35%, respectively, and positive and negative predictive values
were 51% and 86%, respectively [84].

NT-proBNP had a predictive value for adverse cardiovascular outcomes irrespective of AF
status. In a large trial including 14,737 patients with HFrEF, NT-proBNP was associated with a risk of
cardiovascular death or hospitalization for HF with and without AF. However, when the NT-proBNP
level was >400 pg/mL, NT-proBNP had similar predictive value for adverse cardiovascular outcomes
in patients with or without AF [85]. Even in patients with AF, BNP, and NT-proBNP are useful for
the diagnosis and prediction of prognosis in patients with HF although their cut-off values should
be offset.

16. AF Recurrence after Cardioversion or Pulmonary Vein Isolation

Baseline BNP and NT-proBNP values were found to be independent predictors for AF recurrence
after cardioversion [86-88], but the cut-off levels differed between studies. Solheim et al. reported
that at baseline, there were no differences in NT-proBNP levels (33.5 vs. 29.5 pmol/L, p = 0.9) between
patients with AF recurrence and nonrecurrence after ablation. At long-term follow-up, there was a
marked decrease in the NT-proBNP level at 22 + 5 months after ablation in the successful ablation
patients (7.0 vs. 17.5 pmol/L, p < 0.05). NT-proBNP correlated with LA volume both at baseline (r = 0.71,
p <0.001) and at follow-up (r = 0.57, p < 0.001). AF burden correlated with both NT-proBNP (r = 0.47,
p < 0.01) and LA volume (r = 0.52, p < 0.01). A decrease in NT-pro-BNP of >25% from the baseline
value could be useful as a marker of ablation success [89]. A meta-analysis of electronic databases
including 10 studies suggested that both increased baseline BNP and NT-pro BNP levels, are associated
with greater risk of AF recurrence after catheter ablation [90]. In another meta-analysis of 36 studies,
compared with the nonrecurrence group, the recurrence group had increased pre-ablation levels of ANP,
BNP, and NT-pro-BNP (standardized mean difference (95% CI): 0.37 (0.13-0.61), 0.77 (0.40-1.14), and
1.25 (0.64-1.87)) [91]. Deng et al. evaluated 1410 consecutive AF patients (68% male, 57.2 + 11.6 years)
undergoing AF ablation, during a mean follow-up of 20.7 + 8.8 months. The cut-off value of BNP
for AF recurrence was 237.45 pg/mL. Similar findings were evident in the subgroups of patients with
paroxysmal or nonparoxysmal AF [92]. The NT-proBNP level at baseline was an independent predictor
of AF recurrence (p < 0.001) after pulmonary vein isolation with a cut-off value of NT-proBNP of
>423.2 pg/mL (p = 0.002) [68].

17. Stroke in AF Patients

BNP and NT-proBNP are also independent risk markers of stroke in AF patients. Anticoagulated
AF patients with a high NT-proBNP level were associated with an increased risk of stroke [93,94]. In the
RE-LY trial including 6189 patients, rates of stroke were independently related to levels of NT-proBNP
(2.30%/year vs. 0.92%/year in the highest (>1402 pg/mL) versus lowest (<387 pg/mL) quartile groups,
HR, 2.40 (95% CI, 1.41-4.07), p = 0.0014) [94]. The biomarker-based ABC stroke score (age, biomarkers,
and clinical history of prior stroke) was recently shown to improve the prediction of stroke risk in
patients with AF. In the ARISTOTLE trial including 18,201 patients with AF, adding NT-proBNP
levels to the CHA2DS2-VASc score improved the C-statistic from 0.62 to 0.65 (p = 0.0009) for stroke
or systemic embolism and from 0.59 to 0.69 for cardiac death (p < 0.0001) [95]. The biomarker-based
ABC stroke score performed better than presently used scores such as the CHA2DS2-VASc and ATRIA
scores [96,97].

18. MR-proANP in AF Patients

Due to the short half-life and lability of ANP, BNP is preferred for the diagnosis and management
of AF. ANP is primarily a feature of atrial cardiomyocytes and may thus be a more appropriate
biological marker of atrial changes. The more stable MR-proANP level may be more useful for the
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assessment of AF. In 632 consecutive patients presenting with acute dyspnea, the diagnostic accuracy
of acute HF in AF patients was similar for MR-proANP (0.90, 95% CI 0.84-0.95) and NT-proBNP
(0.89, 95% CI 0.81-0.96). MR-proANP strongly predicted one-year all-cause mortality (HR = 1.13
(1.09-1.17), per 100 pmol/L increase, p < 0.001) [98]. However, in the AMIO-CAT trial evaluating
patients undergoing ablation for AF, patients with persistent AF had higher concentrations of both
MR-proANP and NT-proBNP at baseline than those with paroxysmal AF. The NT-proBNP level was
significantly associated with the incidence of documented AF/AT recurrence within the three-month
blanking period after catheter ablation (HR, 1.84, 95% CI, 1.06-3.19, p = 0.030), but the MR-proANP
level was not (HR, 2.87, 95% CI, 0.86-9.50, p = 0.085). The baseline MR-proANP and NT-proBNP
levels were not associated with the recurrence of AF at six months after ablation (MR-proANP: OR,
4.40,95% CI, 0.57-33.71, p = 0.15 and NT-proBNP: OR, 1.42, 95% CI, 0.59-3.41, p = 0.15) [99]. It is still
unclear which is superior for AF management, MR-proANP, or NT-proBNP.

19. Depletion of ANP in AF Patients with Atrial Remodeling

Because the secretion of ANP is induced by stretching of the atrial wall, ANP is depleted in the
atrium with advanced fibrosis, which leads to reduced ANP production capacity [100]. When AF
converts to the longstanding form, the atria are characterized by a loss of myocytes and an increase
in fibrous tissue [101,102]. Histological examination showed that in patients undergoing the maze
procedure, preoperative ANP was significantly lower in the AF group than in the SR group. In the AF
group, the messenger RNA expressions of ANP were lower, and collagen volumes were higher than
those in the SR group [103]. Yoshida et al. reported that in patients with persistent AF and an enlarged
LA undergoing ablation, the reduction of LA volume after ablation was greater in patients with a
higher ANP level (73 vs. 50 pg/mL, p = 0.02). This finding indicated a relation between healthy atrial
myocardium and preserved ANP secretion [104]. This hypothesis that ANP can serve as a marker
of atrial integrity was further supported by another study performing longitudinal assessments of
left atrial volume with cardiac computed tomography in patients with AF [105]. Yoshida et al. also
proposed the original index ANP/BNP ratio, which may be more sensitive to a heart condition and
better reflects atrial integrity than ANP or BNP alone. Patients with more severe HF (higher BNP) and
more advanced atrial fibrosis (lower ANP) have a much lower ANP/BNP ratio than those without these
conditions [106]. However, this interpretation of the ANP/BNP ratio needs validation in future studies,
and assessment of the MR-proANP/BNP ratio is also of interest with respect to atrial remodeling in
patients with HF and AF.

20. Conclusions

NP levels can greatly help in the clinical management of cardiovascular diseases. In patients with
HE, NP has been established as a tool of diagnosis and prognostication, a guide to the management
and monitoring of therapy, and a surrogate of the underlying disease and cut-off levels have been
confirmed. Although NP is also useful for AF management, such as in screening for the new onset of
incident AF and in predicting the success of cardioversions and pulmonary vein isolation, and the risk
of stroke, we hope that further applications of NPs, particularly MR-proANP, to patients with AF will
contribute to clarifying the complex mechanisms of AF.
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Abstract: Brain natriuretic peptide (BNP) is an important biomarker for patients with heart failure,
hypertension and cardiac hypertrophy. Although it is known that BNP levels are relatively higher in
patients with chronic kidney disease and no heart disease, the mechanism remains unknown. Here,
we review the functions and the roles of BNP in the heart-kidney interaction. In addition, we discuss
the relevant molecular mechanisms that suggest BNP is protective against chronic kidney diseases
and heart failure, especially in terms of the counterparts of the renin-angiotensin-aldosterone system
(RAAS). The renal medulla has been reported to express depressor substances. The extract of the
papillary tips from kidneys may induce the expression and secretion of BNP from cardiomyocytes.
A better understanding of these processes will help accelerate pharmacological treatments for
heart-kidney disease.

Keywords: natriuretic peptide; cardiorenal syndrome; vasopressor; vasodilator; kidney; medulla;
renin-angiotensin-aldosterone system

1. Introduction

The Brain natriuretic peptide (BNP), which is a component of the natriuretic peptide (NP) system
and also known as B-type NP, is mainly secreted from the cardiomyocytes in response to cardiac
stretch and ischemia, and plays an important role in cardiorenal protection [1-4]. The renoprotective
effects of BNP include the inhibition of sodium reabsorption in the proximal tubule and the distal
nephron, and the improvement of the glomerular filtration rate (GFR) and renal plasma flow (RPF)
with respect to vasodilatation by inhibiting multiple plasma vasoconstrictors [5-7]. Furthermore, BNP
infusion inhibits the cardiac and renal sympathetic tones [8] and the renin-angiotensin-aldosterone
system (RAAS) [9], in addition to decreasing the endothelin release [10]. NPs mediate their functions
through interactions with specific surface receptors on target cells. At present, there are three distinct
natriuretic peptide receptors (NPR) that have been reported and which include NPR-A, NPR-B, and
NPR-C. NPR-A and NPR-B stimulate guanylyl cyclase, mediating their effect via the activation of the
second messenger, cyclic guanosine monophosphate (cGMP). In the kidney, NPs cause a relaxation
of mesangial cells, which increases GFR and reduces fractional sodium reabsorption in the renal
tubules [7,11-13].

Congestive heart failure (CHF) is a complex syndrome characterized by sodium and water
retention through the activation of different neurohormonal systems, such as the RAAS and the
sympathetic nervous system (SNS), and also importantly, the NP system. Several experimental and
clinical studies have implicated BNP in the pathophysiology of the unbalanced cardiorenal axis in
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CHF. In CHF patients, BNP plasma levels are in excess of 100 pg/mL [14]. Due to BNP’s longer
half-life, it has been shown to have greater stability and offer a better understanding of the disease
progression diagnostically as compared to atrial NP (ANP) in terms of improving cardiovascular
function [15-18]. BNP plasma levels are also elevated in chronic kidney disease (CKD) patients.
Underlying causes include renal dysfunction, diminished neprilysin (NEP) activity in the kidney and
associated cardiovascular pathophysiology. Previous studies reported finding markedly high plasma
BNP levels in patients with renal impairments [19-21].

Growing evidence suggests that in CHF, coronary artery disease and/or left ventricular hypertrophy
etc., are increasingly associated with CKD patients. More recently, the cardiorenal syndrome (CRS),
which is a complex pathophysiological condition that involves an association between acute heart
failure (AHF) or CHF and renal impairment, has received much more attention. However, this
condition is more than just a simultaneous cardiac and renal disease [22]. A recent French prospective
study on 507 AHF patients demonstrated that BNP and the BNP prohormone were higher in AHF
patients with renal dysfunction (CRS patients) as compared to those with normal renal function [23].

BNP acts as a compensating agent in the early stages of disease progression by inducing natriuresis
and dieresis, and reducing RAAS and SNS. Similar to that seen with severe disease states like HF or
CRS and despite high levels, endogenous BNP becomes resistant and is no longer able to compensate
for volume overload in such cases. Thus, the supportive role of BNP in counteracting the unwanted
effects of activated RAAS and SNS in these diseases provides the rationale for using this peptide as
a potential therapeutic agent [13,24]. As it has been reported that the renal medulla expresses depressor
substances, an extract of the papillary tips from kidneys might be able to induce the expression and
secretion of endogenous BNP from cardiomyocytes [25]. A better understanding of these processes
could potentially accelerate pharmacological treatments for CRS. Here, we review the functions and the
roles of BNP in the heart-kidney interaction. In addition, we discuss the relevant molecular mechanisms
for the protective effect of BNP against CKD and HF, especially in terms of the counterparts of the
RAA system.

2. Biochemical Characteristics of BNP

Human BNP mRNA is translated to preproBNP of 134 amino acids, from which proBNP of
108 amino acids is processed and cleaved by the serine proteases corin and/or furin, yielding a biological
inactive amino-terminal fragment, 76-amino acid proBNP (NT-proBNP) and an active carboxy-terminal
fragment, 32-amino acid BNP [6,26]. It has been considered that, after maturation, both NT-proBNP
and BNP are secreted at a 1:1 molar ratio from the heart. However, recent studies have shown that
a certain amount of proBNP is also secreted without its cleavage from the heart [27]. Therefore,
we should take into consideration the possibility that the increase in NT-proBNP is partly due to
the elevation of proBNP when we see patients with an elevation of NT-proBNP. In contrast, BNP is
increased without additional cardiac stress in patients treated with angiotensin-receptor/Neprilysin
inhibitor (ARNi) due to its inhibitory effects of BNP degradation. In this review, we will not discuss
them in detail here. Both NT-proBNP and BNP are equally useful in the differential diagnosis of
heart failure [28,29], although the NT-proBNP and BNP assay allows for complementary information
during ARN] treatments [30]. The gene structure and the post-translational processing of BNP and the
diversity of circulating BNP-related peptides have been reviewed in detail [2,6,31].

3. The Function of BNP in Kidneys

It has been well established that BNP plays important roles in the kidneys, and provides multiple
beneficial effects involving renal function [3]. Abnormalities or alterations of this system may contribute
to renal impairment including tubular damage as a consequence of other CV disorders [32]. On the
other hand, BNP plasma levels are affected by renal function, although the mechanism remains
unclear. Thus, during renal failure, these are not considered to be an ideal choice as hemodynamic
biomarkers [33,34]. The elevated levels of BNP may be the result of an increased cardiac release in
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CKD patients. In CKD patients, the increase in circulatory blood volume, the elevation in BP due to
volume overload and arterial stiffness, and the cardiac hypertrophy and HF etc., can contribute to the
elevation in BNP. The elevation of BNP in CKD patients is partly due to the impaired clearance of BNP
from the kidneys.

The functions of NPs are mediated by their interactions with specific surface receptors on the
target cells. In the kidney, BNP increases GFR by relaxing the mesangial cells and inhibits the tubular
fractional reabsorption of sodium [7,35] (Figure 1). BNP also decreases vascular resistance by relaxing
vascular smooth muscle cells, while it has no effect on vascular permeability, unlike ANP.

relaxation

Figure 1. The interaction site of BNP in the nephron. BNP: brain natriuretic peptide.

Table 1 shows a sequence of pioneer studies that examined the injection of BNP in
humans [5,9,35-52]. Among them, Jensen et al. performed a well-organized study of BNP infusion in
healthy men in 1998 [35]. The maximum concentration in the plasma that was reached was 199 pmol/L
(688.6 pg/mL) after a dose of 4 pmol/kg/min for 60 min. The authors observed that there was an increase
in the urinary flow rate and GFR (about +60% and +5% respectively) and that there was inhibition
of the renin secretion (—24%). In addition, the fractional excretion of sodium was increased (+140%).
The fractional reabsorption of sodium was decreased under the infusion (30 to 60 min after the start of
infusion). The measurement of the clearance using lithium, which is assumed to only be reabsorbed
in the proximal tubule and to the same degree as sodium and water, demonstrated that the tubular
site of action occurred both in the proximal tubules (-7%) and distal nephron (—5%). There were no
changes in the blood pressure, heart rate and aldosterone concentration. There was a decrease in the
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ANF concentration (—=16%). These results suggest that the infusion of BNP within the physiological
range, which can be observed in patients with HF, induces an increase in the GFR and the inhibition
of sodium excretion, which leads to an increase in both the urine volume and the sodium excretion
without affecting the blood pressure and heart rate in healthy subjects. These results are similar to other
studies in terms of urination and sodium excretion irrespective of the minor differences in the protocol
and the results (Table 1). Sodium reabsorption appears to decrease in the distal nephron earlier than
that observed in the proximal tubule [41]. Interestingly, a trial of BNP infusion (2 pmol/kg/min for
60 min) in patients with heart failure and reduced ejection fraction (HFrEF) due to previous myocardial
infarction or dilated cardiomyopathy showed that the impaired natriuretic response due to the reduced
responsiveness in the distal nephron in patients with HFrEF was comparable to that found in healthy
control subjects [5] and the results reported in another previous study [41]. This finding may be of
interest, as this is in line with another previous report that found that a reduced reabsorption of sodium
occurs in the distal nephron earlier than in the proximal tubules in patients with mild CKD [53]. In the
distal nephron, the inner medullary collecting duct is the most prominent target of ANP [13]. It has
been reported that BNP is colocalized with ANP in the distal tubules, while CNP is observed in the
proximal tubules in human kidneys [54]. Thus, the adaptive recovery from impaired reabsorption
of sodium in the distal nephron and feasibility for lowering the blood pressure suggest these can be
therapeutic targets if we can determine the range of nesiritide in patients with CHF or/and CKD [55,56].
Moreover, as the NPRs are predominantly expressed in the distal part of the renal tubules [57], this can
be another possible reason for their impaired natriuretic effect in advanced HF in which the proximal
reabsorption of sodium is greatly enhanced [58]. In an experimental CHF model, BNP enhances
the renal diuretic and natriuretic actions of loop diuretics while at the same time it also reduces the
diuretic-induced aldosterone production [59].

BNP infusion may play an important role in preventing the development of CKD. McKie et al.
recently examined BNP’s role in the pathophysiology of cardiorenal dysfunction and found that in
asymptomatic systolic HF patients, chronic subcutaneous BNP therapy for 12 weeks improved renal
function along with favourable hemodynamic effects in response to volume expansion [60]. A recent
study also investigated the prophylactic effects of early BNP administration on contrast-induced
nephropathy (CIN) in CKD patients undergoing elective percutaneous coronary intervention or
coronary angiography [61]. BNP effectively decreased the incidence of CIN in patients with CKD,
as was shown by the improved estimated GFR, cystatin C, and serum creatinine compared to the
control group. In addition, the BNP group showed a faster recovery. Thus, exogenous BNP served
as a prophylactic agent for attenuating the CIN incidence in CKD patients [61]. A retrospective
study analyzed the effect of nesiritide on renal function and its clinical safety in 328 patients with
decompensated HFpEF (dHFpEF) and concluded that nesiritide can be safely administered without
negatively impacting the long-term renal function in these patients [56]. The GFR and creatinine
remained stable at 1-month post-nesiritide infusion, whereas there was a significant deterioration of
kidney function (GFR and creatinine) observed in the control subjects. In addition, their multivariate
analysis showed that nesiritide was an important predictor of renal function at 1 month [56].

The vascular effects of NPs are site-specific [62]. Importantly, in the kidney’s vasculature, while
NPs relax the afferent arterioles by acting as vasodilators, they act as vasoconstrictive agents on the
efferent arterioles, thereby causing the GFR to be increased [63]. Therefore, since it is presumed that
the renal blood flow may increase or decrease or even remain unchanged in response to exogenous
NPs, it can be accompanied by a similar discrepant result regarding the renal plasma flow [13].

In CKD patients, impaired renal function restricts the use of NPs, as plasma BNP levels are
elevated to ~200 pg/mL in CKD patients without HF. Whether these elevated BNP levels in CKD
promote the activation of the NP system and have an effect on the target organ still remains unclear.
Downregulation of NPR-A and upregulation of NPR-C expression in the renal medulla and renal
cortex, respectively, may be responsible for the resistance of NPs including BNP in CKD, thereby
resulting in its limited use in treating CKD patients with HF [64,65].
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4. BNP Clearance from Kidneys

BNP clearance is associated with two major pathways. The first involves binding to the
NPR-C receptor, while the second one is involved with the degradation by neprilysin (NEP), a zinc
metallopeptidase. NPR-C, which is devoid of any guanylyl cyclase activity and coupled to the adenylyl
cyclase inhibition [66], plays an important role as a clearance receptor for BNP in addition to ANP
and CNP. In humans, it has been demonstrated that NPR-C mRNA is expressed in a variety of tissues
such as the atria, kidney, lung, mesentery, placenta, adrenal, heart, cerebral cortex, cerebellum and
aortic smooth muscle and endothelial cells [67,68]. ANP has been shown to be degraded mainly in the
lung, liver and kidney. The binding ability of BNP with NPR-C in these organs is much weaker than
ANP and CNP [69], which suggests a diminished removal of BNP by NPR-C-mediated internalization,
and a long half-life due to the smaller amount of degradation. BNP is also degraded by a neutral
endopeptidase known as NEP, which is mainly expressed at high levels at the luminal side of the
renal proximal tubules in the kidneys [70] in addition to other tissues such as the heart, lungs, liver
and vascular smooth muscle and endothelial cells. NEP extensively degrades BNP in the rat renal
membrane in collaboration with a renal protease. In the human renal membrane, however, not all
BNPs are degraded by NEP [71]. Moreover, the NEP mediated degradation of BNP is slower [72].
These results suggest that it is difficult to clear BNP from the kidneys in humans. Despite the fact
that BNP degradation is mediated by both the NPR-C and NEP pathways, the precise role of each
process with regard to the BNP concentrations remains undetermined [72]. In addition to NEP, BNP
has also been reported to be degraded by dipeptidyl peptidase-4 and insulin-degrading enzyme [73,74].
In CHF patients, a marked decrease in urinary excretion of NPs was observed in conjunction with
elevated plasma levels [75]. However, another report showed that there was an increase of NT-proBNP
in fresh urine from HF patients [76].

5. BNP System vs. RAA System

Sympathetic stimulation activates the RAAS, including the augmentation of angiotensin II (Ang II)
and aldosterone production, as a result of the elevation of vasopressin and norepinephrine plasma levels,
as well as the secretion of renin. SNS and RAAS augment the cardiac output by increasing heart rate,
contractibility, preload and afterload at the expense of increased oxygen consumption [77]. Inhibiting
the SNS through beta-blockers and antagonizing the RAAS through the angiotensin-converting enzyme
(ACE) inhibitors or angiotensin receptor blockers (ARBs), and mineralocorticoid receptor antagonists,
may be insufficient for certain neurohormonal abnormalities [78]. As a response to volume overload
or cardiac stretching, secretion of BNP from the cardiac chambers manifests the heart as one of the
endocrine organs in order to maintain the salt balance by interacting with the RAAS, SNS and the
kidneys (Figure 2). Continual or excessive activation of the RAAS and SNS leads to the development
of CHF. Furthermore, BNP is also activated in order to resist the actions attributed to the diuretic,
natriuretic and vasorelaxant effects of BNP. As a result, this counterbalances the neurohormonal
activation in CHF or hypertension leading to beneficial effects, such as natriuresis, vasodilation, and
anti-cardiac remodelling (Figure 2) [79-81].

BNP has been shown to directly inhibit renin production from the kidney before affecting RBF or
GEFR [82], similar to ANP [83]. This result indicates that BNP directly inhibits the tubuloglomerular
feedback response that is activated by salt over intake.

Experimental studies using rat cardiomyocytes reported that both endogenous and exogenous
BNP reduced aldosterone synthase (CYP11B2) mRNA expression, which may lead to the inhibition
of the RAAS and attenuation of cardiac hypertrophy and fibrosis [84]. Furthermore, in cultured
primary human adrenocortical cells, it has been reported that BNP opposed the Ang Il-stimulated
biosynthesis of aldosterone due to decreased expression of both CYP11B2 and CYP11B1, which are the
most important synthetic enzymes of aldosterone [85]. In contrast, BNP failed to directly inhibit the
production of catecholamine and the synthesis of tyrosine hydroxylase, a dopamine synthetic enzyme,
in rat adrenal pheochromocytoma cells [86]. Infusion of BNP induced a sympatho-inhibitory effect
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in normal subjects and inhibited renal sympathetic nervous activity in patients with CHF but not in
healthy subjects [8]. However, the findings of another study that found that there were reductions
in systemic and right-sided cardiac pressures in HF patients infused with BNP without any changes
in the renin, aldosterone and norepinephrine plasma levels suggests that there is a RAAS or SNS
independent direct vasorelaxant effect of BNP [47]. Both systems appear to influence each other, with
BNP counteracting RAAS by inhibiting the renin secretion and CYP11B2 expression through cGMP,
while the RAAS blockade, in turn, activates BNP. This suggests these may exert a synergistic effect in
HEF [87]. Thus, NP clearly interacts with the RAAS, and is inversely correlated with the plasma Ang II
levels in certain physiologic conditions [88]. Furthermore, since the plasma levels of both hormonal
systems are augmented in HE, this suggests that they counterbalance each other [89].
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Figure 2. BNP as a counterregulatory system of the renin angiotensin II aldosterone system (RAAS).
Aldo, aldosterone; Ang II, angiotensin II; BP, blood pressure; BNP, brain natriuretic peptide; CYP11B2,
cytochrome P450 family 11 subfamily B member 2 (aldosterone synthase); cGMP, cyclic guanosine
monophosphate; GFR, glomerular filtration rate; NPR-A, natriuretic peptide receptor A.

6. NPs Augmentation Combined with RAAS Blockade: Dual-Acting
Angiotensin-Receptor/Neprilysin Inhibitors (ARNi)

Although BNP is progressively activated in HF, its response may often be insufficient to counteract
the sodium retention and vascular constriction due to activation of RAAS and SNS. Therefore, more
thorough approaches were undertaken both experimentally and clinically in an attempt to minimize the
dysregulation of these neurohormonal systems. Ongoing strategies in promoting NP include synthesis
or using agonists to increase its bioactivity and inhibition of NEP to reduce its catabolism [90,91].
Nesiritide, a recombinant BNP approved by the US Food and Drug Administration (FDA) in 2001, has
been shown to promote clinical improvements in the management of CHF [92]. However, it has been
reported to worsen renal function and increase the mortality rate in a meta-analysis [93]. Moreover,
the severe hypotension and short half-life made these agents, including nesiritide, carperitide and
ularitide, clinically imperfect. NEP inhibitors (NEPi) alone leads to activation of RAAS and attenuated
Ang II degradation. Again the NEPi and ACE inhibitor combination predisposes a high risk of
angioedema [94]. Therefore, the use of an ARB would be the optimal method of RAAS inhibition
for use with NEPi. The first angiotensin receptor-neprilysin inhibitor (ARNI, LCZ696), developed
by combining an ARB (Valsartan) with a NEPi (Sacubitril), was a major advance in the therapies for
HF [95,96]. The combination of sacubitril and valsartan augments the beneficial effects of NPs and
inhibits the harmful effects of Ang II. It preserves the ACE mechanism for bradykinin degradation
and protects from angioedema formation [97]. Animal studies have shown that the NEPi and RAAS
inhibitor combination reduced proteinuria and prevented kidney damage [98], also improved cardiac
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remodelling, fibrosis, and hypertrophy [99]. The recent UK HARP-III (United Kingdom Heart and Renal
Protection-III), study on 414 CKD patients with an eGFR 20 to 60 mL/min/1.73 m? has demonstrated that
over 12 months, the combination of sacubitril and valsartan was well tolerated and had similar effects
on kidney function and albuminuria compared to ARB irbesartan, with a BP and cardiac biomarker
lowering effect, suggested that this combination could have the potential for reducing cardiovascular
risk in CKD [100].

LCZ696 lowered BP more effectively than valsartan in hypertensive patients [101]. The PARAMOUNT
(Prospective comparison of ARNI with ARB on Management Of heart failUre with preserved ejectioN
fracTion, HFpEF) trial demonstrated that compared to valsartan, LCZ696 improved the overall clinical
status and decreased atrial pressure and elevated GFR as well [102]. In HF patients with reduced ejection
fraction (HFrEF), LCZ696 was reported to be more effective than enalapril in reducing hospitalization
and cardiovascular and sudden death, preventing HF progression and improving renal function, as well
as quality of life, in the Prospective comparison of ARNI with the ACE inhibitor to Determine Impact
on Global Mortality and Morbidity in Heart Failure (PARADIGM-HF) trial [103-106]. Based on the
myriads of favourable results of this trial, LCZ696 has been approved by the FDA in 2015 for treating
HFrEF. ARNI has been shown in several studies including the PARADIGM-HEF trial, to improve kidney
function compared with RAAS inhibitor in HF [102,106,107]. Recently, an experimental study using
a mouse myocardial infarction (MI) model and an in vitro mouse peritoneal macrophage, demonstrated
that LCZ696 was associated with a better balance between the RAA and NP systems, and attenuated
cardiac rupture following MI, suggesting that LCZ696 by its dual regulating mechanisms inhibited the
inflammation and degradation response of macrophages and that early treatment with LCZ696 might
have a cardioprotective effect after MI [108].

In spite of having numerous benefits of ARNi so far, however, some concerns raised that limits its
clinical use, such as the elevation of bradykinin levels with ARB, the development of angioedema [109],
and the chance of inducing Alzheimer disease by blocking the breakdown of amyloid-§ [110].
Importantly, since sacubitril is predominantly excreted in the kidney in patients with renal impairment,
it may accumulate and induce the development of hypotension particularly in patients with borderline
BP [74].

7. Vasopressor and Vasodepressor Derived from Kidneys

Kidneys play an important role in regulating blood pressure. In addition to volume control via
urination with balanced water and electrolytes excretion, the kidneys possess several substances that
are used to control blood pressure [111] (Figure 3). The most well-known substance is derived from
the renal cortex. Tigerstedt and Bergman demonstrated that the injection of cortical extracts from
rabbit kidneys caused a blood pressure elevation in the recipient rabbits, which led to the subsequent
discovery of renin, a powerful vasopressor [112].

Endothelin-1 (ET-1), a 21 amino acid vasoconstrictor, is also produced by the endothelial cells,
tubular cells and inner medullary collecting duct cells [113]. In physiological states, increased salt
intake induces the tubular production of ET-1, which inhibits epithelial sodium channels and causes
a reduced sodium reabsorption rate that leads to natriuresis. However, in pathophysiological states,
ET-1 has been considered to be a vasopressor due to the development of glomerular and interstitial
kidney and vascular diseases [114].

Prostaglandin (PG) is a lipid mediator involved in a variety of physiological and pathological
processes in the kidneys [115]. PGE2 is the most abundant renal arachidonic acid metabolite. PGE2 is
produced by the microsomal PGE synthase in the macula densa, distal convoluted tubule, collecting
duct and renal medullary interstitial cells (RMIC) [116]. Although there are still conflicting conclusions,
PGE2 is generally considered to be a vasodepressor due to its diuretic effect [117].

Tissue kallikrein is mainly expressed in the submandibular gland, pancreas and kidneys.
Kallikreins are primarily produced in the distal convoluted tubule [118,119], the cortical collecting
tubule [119,120], and possibly in the collecting tubule in the inner medulla [120]. Tissue kallikrein
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releases kinins from low and high molecular-weight kininogen. Kinins are inactivated kininases and
the best-known kininase is the angiotensin-converting enzyme (ACE). In humans, tissue kallikrein
releases Lys-bradykinin (kallidin). The kallikrein-kinin system increases the renal blood flow leading
to more urination, water and sodium excretion [121] in collaboration with its direct effect on the
distal nephron [122]. It has been reported that a reduced urinary kallikrein is associated with the
development of hypertension [123-125]. Thus, kallikrein is considered to be a vasodepressor.

It has been reported by several independent groups that the renal medulla possesses a depressor
substance that acts as a counterpart to RAAS [126,127]. This depressor agent is produced from RMICs.
RMICs contain intracellular endocrine granules, which are reduced in size in proportion to blood
pressure and renal blood flow [128]. Although the inclusions have not been correctly identified, electron
microscopy studies have revealed that the contents consist of free fatty acids and PGs. However, the
depressor substance does not seem to be a PG, nitric oxide or a platelet-activating factor [126,129].
The renal papillary RMICs have abundant granules when a kidney is clipped, and they have been
shown to degranulate after unclipping in a one-kidney and one-clip hypertensive rat model [130].
It remains unknown whether the renal papillary tip contains the same substance the researchers have
been trying to identify in the renal medulla, as most researchers did not distinguish between the
papillary tip and the entire inner medulla.

Medulla Cortex

ET-1 Renin
PGE2 ET-1
Undetermined PGE2
Vasodepressors Kallikrein

Figure 3. The vasopressors and vasodepressors derived from the kidneys. ET-1, endothelin 1; PGE2,
prostaglandin E2.

8. Renal Papillary Tip May Contribute to the Expression of BNP in Cardiomyocytes

We recently developed a BNP reporter mouse carrying tdTomato under the mouse promoter of the
1136-bp fragment of the mouse NPPB gene from —1000 to +136 and demonstrated that this promoter
was specifically activated in the papillary tips of the kidneys and was not accompanied by the BNP
mRNA expression [25]. No evidence has been found that shows the existence of BNP isoforms or
other nucleotide expressions apart from BNP and tdTomato. After the treatment with the extract from
the renal papillary tip, both the expression and the secretion of BNP unexpectedly increased in the
primary cultured neonatal cardiomyocytes. Although it is possible that artefacts due to contamination
could occur, we found that there was no change in the expression of Ang II, ET-1, and type A, Band C
NPs between the papillary tip and other portions of the kidneys. Even though its mechanism remains
unknown, we initially evaluated elderly female mice as ageing and the female sex contribute to the
expression of BNP in both normal subjects and patients with CHF [131-134]. However, we observed
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a similar activation of the BNP promoter in the papillary tips from young adults and/or male adult
mice, although this was not recognized in neonatal mice [25].

The pBNP-tdTomato-positive cells were interstitial cells and were not proliferative. The papillary
medulla has been reported to possess the ability to decrease blood pressure due to its vasodilatory
activity [126,127]. To evaluate this activity of the papillary medulla from the kidneys, we injected
an extract of the papillary tip intraperitoneally into stroke-prone spontaneously hypertensive rats
(SHR-SPs). Intraperitoneal injection of the papillary extract reduced blood pressure from 210 mmHg to
165 mmHg and this was accompanied by an increase in serum BNP and urinary cGMP production in
SHR-SP rats. Furthermore, the treatment with the papillary extract from rats with heart failure due to
myocardial infarction significantly induced BNP expression in cardiomyocytes [25].

9. Conclusions

BNP plays an important role as a major player in the heart-kidney connection via its inhibitory
effect on the RAAS, especially in the heart and the kidneys. Kidneys possess several substances
involved in regulating the blood pressure in addition to volume control via urination. Furthermore,
the papillary tips may play important roles in regulating the BNP expression from cardiomyocytes.
Additional investigations will need to be undertaken in order to determine the relationship between
the renal depressor system and BNP regulation, especially in terms of cardiovascular diseases, such as
heart failure, hypertension and CKD.
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Abbreviations

ANP atrial natriuretic peptide

BNP brain natriuretic peptide

cGMP cyclic guanosine monophosphate
CHF congestive heart failure

CKD chronic kidney disease

CRS cardiorenal syndrome

GFR glomerular filtration rate

NP natriuretic peptide

NPR natriuretic peptide receptor
RAAS renin-angiotensin-aldosterone system
RMIC renal medullary interstitial cell
RPF renal plasma flow

SNS sympathetic nervous system
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Abstract: Currently, brain natriuretic peptide (BNP) and N-terminal proBNP (NT-proBNP) are widely
used as diagnostic biomarkers for heart failure (HF) and cardiac dysfunction in clinical medicine.
They are also used as postmortem biomarkers reflecting cardiac function of the deceased before
death in forensic medicine. Several previous studies have reviewed BNP and NT-proBNP in clinical
medicine, however, few articles have reviewed their application in forensic medicine. The present
article reviews the biological features, the research and application status, and the future research
prospects of BNP and NT-proBNP in both clinical medicine and forensic medicine, thereby providing
valuable assistance for clinicians and forensic pathologists.

Keywords: BNP; NT-proBNP; heart failure; cardiac dysfunction; forensic medicine; postmortem
biochemistry

1. Introduction

More than 26 million people all over the world are suffering from heart failure (HF) and cardiac
dysfunction, which are currently serious global public health problems. The global burden of HF and
cardiac dysfunction is increasing rapidly and substantially with the aging of the population [1-6].
Due to high morbidity and mortality, the diagnosis of HF and cardiac dysfunction is extremely
important in both clinical and forensic medicine [7-10]. For inpatients, the diagnosis of HF and cardiac
dysfunction can be combined with clinically assisted examinations, such as electrocardiography or
echocardiography. However, for the deceased examined by forensic pathologists, the diagnosis of HF or
the evaluation of cardiac function after death is very difficult due to the lack of clinical medical records
of the deceased and unavailability of assisted examinations. Postmortem assessment and diagnosis,
especially for HF or cardiac dysfunction of the deceased without typical visible morphological changes,
are extremely challenging [10].

Brain natriuretic peptide (BNP) and N-terminal proBNP (NT-proBNP) are widely used as
significant indicators for the clinical diagnosis of HF and cardiac dysfunction [11-17]. In recent years,
many forensic studies have demonstrated that BNP and NT-proBNP could be used to reflect the cardiac
function of the deceased before their death through extensive animal experiments and postmortem
specimens, and they could also be used as postmortem biomarkers for the diagnosis of HF or cardiac
dysfunction in forensic medicine [9,10,18-20]. However, few articles have reviewed application of BNP
and NT-proBNP in forensic medicine. For this purpose, this article reviews the biological features, the
clinical and forensic research, and the application status of BNP and NT-proBNP, as well as their future
research prospects in order to provide valuable assistance for clinicians and forensic pathologists.
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2. Biological Features of BNP and NT-proBNP

The natriuretic peptide family mainly includes atrial natriuretic peptide (ANP), which is mostly
synthesized and secreted by atrial myocytes, BNP, and C-type natriuretic peptide (CNP) [21]. BNP
was originally isolated from pig brain tissue in 1988 and was named brain natriuretic peptide, but
subsequent studies have shown that its synthesis and secretion are mainly in ventricular myocytes [22].

2.1. Structure, Synthesis, and Secretion of BNP and NT-proBNP

BNP is mainly synthesized and secreted by myocytes in the left ventricle (LV) as a response to
myocytes stretched by pressure overload or volume expansion of the ventricle [12,23-26]. The structure
of BNP is highly conserved among different species, and the difference between different species is
in the length and amino acid composition of the N-terminal and C-terminal tail chains [27]. Human
BNP is a 32 amino acid polypeptide containing a 17 amino acid ring structure with a disulfide bond
connecting two cysteine residues [28,29]. The human gene encoding BNP is located on chromosome 1,
and the mRNA encoding BNP contains an unstable repeat TATTTAT sequence [28,30,31]. Instead of
storage in normal physiological myocardial tissue, the transcription of BNP mRNA and the synthesis
and secretion of BNP protein occur in an explosive way and are rapidly released into surrounding
tissues after myocardial synthesis [30,32]. Under pathological conditions, the unstable mRNA can
rapidly synthesize a 134 amino acid BNP precursor (pre-proBNP) and remove the N-terminal 26 amino
acid signal peptide to form a 108 amino acid BNP (proBNP), and then, proBNP is split by the proNP
convertases, corin or furin, into an inactive 76-amino acid NT-proBNP and an active 32-amino acid
BNP [24,33]. Both the biologically active BNP and NT-proBNP could be found in plasma [34,35].

2.2. Receptors of Natriuretic Peptides

There are three membrane-bound natriuretic peptide receptors (NPR) for natriuretic peptides,
namely NPR-A, NPR-B, and NPR-C. NPR-A is abundant in the vascular endothelium system and some
other organs such as kidney and brain [12,34]. NPR-A receptor is the main effector of both ANP and
BNP actions, whereas the NPR-B receptor mediates CNP effects. The cyclic guanylate monophosphate
(cGMP) levels increase after activation of NPR-A and NPR-B [33,36]. After binding with NPR-A, BNP
mediates its biological activities working against the renin-angiotensin—-aldosterone system (RAAS)
and sympathetic nervous system, improving the glomerular filtration rate and filtration fraction and
having diuretic, natriuretic, and vasodilatory effects [37,38].

2.3. Degradation of BNP and NT-proBNP

NPR-C is considered by the majority of physiological data to be the receptor mediating
internalization and degradation process of clearing natriuretic peptides from the extracellular
environment [39]. In addition to NPR-C receptors involved in the degradation of BNP, neutral
endopeptidase (NEP), dipeptidyl peptidase-IV (DPPIV), and insulin degrading enzyme (IDE) are also
associated with the clearance of BNP under physiological conditions, which leads to an approximate
half-life of 20 min for BNP and 90-120 min for NT-proBNP [12,34,39,40]. In 2015, the first of a new
class of drugs was approved by the Food and Drug Administration (FDA) of America; it was a sodium
supramolecular complex with an equal ratio of the angiotensin receptor blocker valsartan and the
neprilysin inhibitor prodrug sacubitril, and it has been proven to be able to successfully cut down
mortality in patients suffering from heart failure with reduced ejection fraction (HFrEF) [33,41,42].

3. Regulation of BNP Gene Expression

The synthesis and secretion of BNP can be induced by mechanical stress, systemic ischemia and
hypoxia, neurohumoral factors, and more. However, the exact mechanism of complete regulation
remains unclear. It is now generally accepted that mechanical stretch is the main cause of BNP rise
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in the myocardium. After mechanical stress acts on cardiomyocytes, BNP may be induced by an
endothelin (ET)-independent or an ET-dependent pathway [36,43] (Figure 1).
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Figure 1. Diagrammatic sketch of mechanical stretch inducing brain natriuretic peptide (BNP) signal
transduction events, structural processing, receptor binding, cleavage processing, and degradation
enzymes (modified from [36,43] with permission).

3.1. ET-Independent Pathway (Direct Effects)

Mechanical stress signals act on mechanosensors. Then, signaling from the extracellular matrix
through integrin activates the mitogen-activated protein kinase (MAPK) signaling pathway, thereby
activating the BNP promoter [43]. BNP production induced by mechanical stress is mainly dependent
on p38 MAPK, which is a subtype of MAPK. The activated p38 MAPK continues to activate its
downstream nuclear factor kappa B (NF-«kB), which binds NF-kB to shear stress-responsive elements
(SSREs) in the BNP gene promoter, thereby enabling BNP gene promoter activation [43]. p38 MAPK
has four subtypes: «, 3,7y, and 5. Among them, p38c induces BNP gene transcription through activator
protein-1 (AP-1), while p38p regulates BNP gene expression through ET-1-induced transcription factor
GATA-4 [33,44]. GATA-4 and many other transcriptional regulators, such as nuclear factor of activated
T-cells, myocardin, serum response factor, and more, have been shown to be transcriptional effectors
that regulate the transcription of BNP [33].

3.2. ET-Dependent Pathway (Autocrine/Paracrine Effects)

While stress receptors activate intracellular kinases, mechanical stress stimulates the formation
of angiotensin II (Ang II) and ET-1 complexes, which activate BNP gene activation via p38 MAPK
and extracellular signal regulated kinase (ERK) signaling pathways [45,46]. Ang Il is an octapeptide
substance produced by the hydrolysis of angiotensin I (Ang I) under the actions of angiotensin enzyme
and is the main response factor of the renin-angiotensin system [47]. Animal studies have demonstrated
that the BNP mRNA level in the left ventricle of rats increased to 4.5 times that of the control group after
Ang II was injected into rats for 6 h and increased to 1.8 times after two weeks. While, the Ang II type 1
receptor (AT1R) antagonist was administered, the BNP mRNA level in the left ventricle of rats was
significantly reduced, which may be related to the decrease of aldosterone. This indicated that Ang II
induced BNP production by binding to AT1R [47]. Ang II has also been proven to be able to promote the
synthesis of BNP during myocardial fibrosis by inducing ET-1 gene expression [48]. ET is currently the
most potent long-acting vasoconstrictor. It is produced by both endothelial cells and cardiomyocytes,
and has three isomeric peptides, of which ET-1 conducts the very potent vasoconstriction and smooth
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muscle contraction by binding to ET-A receptor [49]. ET-1 is also a major cause of cardiovascular
disease and has been reported to activate the NF-«kB transcription factor, which is mediated by the
phosphorylation of p38 MAPK, and also to activate the GATA-4 transcription factor, which regulates
the expression of BNP [46].

3.3. Other Factors

Some other factors have also been reported to regulate BNP expression but may not be the
dominant ones. Natriuretic peptides are frequently increased in primary aldosteronism patients.
Aldosterone has been widely proven to be able to active NF-kB, and Ang Il is reported to stimulate the
synthesis of aldosterone, which can also be suppressed by BNP [50-52]. Ang II and aldosterone often
collaborate in pathological conditions to induce cardiac fibrosis, hypertrophy of cardiomyocytes, and
cardiac remodeling [53]. Thyroid hormone and its receptor levels are decreased in patients with HF and
myocardial infarction animal models, suggesting that BNP mediates the pathophysiological mechanism
of thyroxine involved in HF and myocardial infarction. Thyroid hormone may trigger hypertrophy in
cardiac myocytes, and BNP gene, as a target of thyroid hormone action, increases under the action
of thyroid hormone including BNP promoter activity, BNP mRNA, and BNP protein expression
levels [54,55]. In cardiac allograft rejection, activated T lymphocytes produce inflammatory factors
such as tumor necrosis factor, IL-1, and IL-6, which also selectively upregulate BNP secretion [56].

Various stimuli that cause cardiac hypertrophy, ischemia, and hypoxic damage, such as growth
factors, adrenergic receptor agonists (catecholamines), thyroid hormone, Ca?*, and more, may act on
BNP promoter elements through a variety of signaling pathways and affect the activity of its promoter.
The activation and transmission of these signaling pathways are different but could cooperate with
each other [56].

4. BNP and NT-proBNP as Clinical Biomarkers for the Diagnosis of HF

HF is a multifactorial systemic disease affecting approximately 1 to 2% of the adult population.
Cases of HF can currently be divided into HFrEF and “heart failure with normal or preserved ejection
fraction” (HFnEF or HFpEF), depending on the ejection fraction (EF) [57,58]. According to the guidelines
of the American College of Cardiology Foundation/American Heart Association (ACCF/AHA) and the
European Society of Cardiology (ESC), BNP and NT-proBNP are considered to be the most valuable
and reliable biomarkers for diagnosing HF and cardiac dysfunction. They are also responsible for the
determination of the severity, guiding the relevant treatment strategies, and assessing the prognosis of
heart disease [59-64].

4.1. Clinical Cutoffs of BNP and NT-proBNP

The ESC guidelines for the diagnosis and treatment of acute and chronic HF in 2016 recommends
that all patients with suspected acute HF should have their plasma natriuretic peptide levels (BNP and
NT-proBNP) tested to help identify acute HE. The upper limit of normal in the non-acute setting for
BNP is 35 pg/mL and for NT-proBNP is 125 pg/mL, while in acute setting, the cutoff value for BNP is
100 pg/mL and for NT-proBNP is 300 pg/mL [59]. BNP levels can help clinicians distinguish the cause
of dyspnea due to HF or other causes. If BNP < 100 pg/mL, HF is considered unlikely and alternative
causes of dyspnea are pursued. If BNP is between 100 and 500 pg/mL, clinical judgment should be
used to diagnose HE. If BNP is >500 pg/mL, HF or cardiac dysfunction is considered possible and rapid
therapy for HF is suggested [65]. Based on International Collaborative of NT-proBNP (ICON) study,
age-dependent cutoffs of NT-proBNP may be more useful for the diagnosis of HE. Acute HF could be
excluded with a general age-independent cutoff of 300 pg/mL. However, HF should be diagnosed for
patients who are less than 50 years old with NT-proBNP levels > 450 pg/mL, patients who are between
50 and 75 years old with NT-proBNP levels > 900 pg/mL, and patients who are more than 75 years old
with NT-proBNP levels > 1800 pg/mL [66].
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4.2. Diagnostic Role in a Failing Heart

HF and cardiac dysfunction—caused by various causes, such as ischemic heart disease,
different types of arrhythmia, and cardiomyopathy—can lead to an increase in BNP and
NT-proBNP [29,65,67-73].

Acute ischemic heart disease is associated with an elevation of BNP levels, which might reflect
the severity of LV dysfunction, and studies have suggested using natriuretic peptide levels as a guide
to institute more aggressive treatments for ischemic heart diseases aimed at reducing ventricular
wall stress [29]. In patients with stable coronary heart disease, both BNP and NT-proBNP are strong
predictors of adverse cardiovascular events [67]. BNP and NT-proBNP were evaluated—along with
myocardial injury markers cardiac troponin T (cTnT), myoglobin, and creatine kinase MB (CK-MB)—in
acute myocardial infarction patients. NT-proBNP, which remained elevated on average for 12 weeks,
might be a better diagnostic biomarker than BNP [32,70]. BNP and NT-proBNP are highly sensitive
and specific indicators of the size of a myocardial infarction, and they are also valuable markers
for predicting the prognosis and severity of ischemic heart disease in patients with acute coronary
syndrome [68,69].

Apart from ischemic heart diseases, BNP and NT-proBNP were also reported to be related to
arrhythmias and cardiomyopathies. Both BNP and NT-proBNP were found to be increased in atrial
fibrillation patients [65]. BNP mRNA and its protein are demonstrated to increase as early as 10
min after transient lethal ventricular arrhythmias in animal experiment [74]. BNP and NT-proBNP
correlated directly with left ventricular end-diastolic dimension (LVEDD) and left ventricular volumes
and were inversely correlated with left ventricular ejection fraction (LVEF) in patients with dilated
cardiomyopathy and hypertrophic cardiomyopathy [71-73]. The levels of BNP are significantly high in
Takotsubo cardiomyopathy, and early BNP/cTnT and BNP/CK-MB ratios help differentiate Takotsubo
cardiomyopathy from acute myocardial infarction (AMI) with greater accuracy than BNP alone [75].
This indicates that the assays of BNP in combination with other biomarkers could be used for the
differential diagnosis of certain heart diseases.

4.3. Assessing the Severity and Prognosis of HF

BNP and NT-proBNP do not only have a great significance in the diagnosis of HF, but they also
have an assistance value for assessing the severity and prognosis of HF. BNP and NT-proBNP were
the strongest independent predictors for HFpEF, as determined by Doppler-echocardiography [76].
A designed trial based on the New York Heart Association (NYHA) classification system, in which
patients considered to have NYHA classes I-IV were observed to have gradually increasing plasma
BNP concentrations, suggesting that plasma BNP concentration increases with the severity of HF [77].
Plasma BNP and NT-proBNP levels have prognostic values in patients with cardiovascular diseases,
and the reduction of BNP and NT-proBNP level predicts an improvement in clinical symptoms. There is
a positive correlation between the risk of death and evaluated BNP or NT-proBNP [64]. A study of 521
AMI patients found that BNP and NT-proBNP predicted sudden cardiac death and were the strongest
predictors, even after adjusting for clinical variables, including EF [78]. Plasma BNP and NT-proBNP
are also used clinically to guide the management of patients with HF and cardiac dysfunction, and
they are also used as prognostic indicators which can help clinicians adjust their therapy strategy and
determine therapy effectiveness to improve a patient’s survival [40,79].

4.4. Therapeutic Role in Cardiac Dysfunction

Recombinant human brain natriuretic peptide (rhBNP) is a synthetic endogenous hormone with
the same amino acid sequence as BNP. It can directly dilate blood vessels and effectively reduce cardiac
preload and afterload. Nesiritide, approved by the FDA for the therapy of acute decompensated HF in
2001, is a successful thBNP that has several biological functions that are similar to endogenous BNP,
including facilitating natriuresis, diuresis, inhibiting RAAS, increasing output of the heart, decreasing
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wedge pressure in pulmonary capillaries, and improving cardiac diastolic and systolic function [80-83].
As of today, rhBNP has been widely used for the therapy of HF from various causes.

5. BNP and NT-proBNP as Postmortem Biomarkers to Evaluate Cardiac Function in
Forensic Medicine

5.1. Forensic Significance of Functional Biomarkers

Different from clinicians, forensic pathologists only focus on the diagnostic value of BNP and
NT-proBNP. The diagnosis of HF or evaluation of cardiac dysfunction at autopsy is based predominantly
on morphological and pathological findings. This includes the venous congestion of multiple organs,
such as the lungs and liver, or a systemic low output state with ischemic arterioles and capillaries [84].
Acute cardiac dysfunction caused by early acute ischemic heart disease and fatal arrhythmia has
become a difficult problem in the field of forensic science and pathology due to its high incidence and
the lack of typical pathological changes [7,85,86]. The visible morphological changes of the myocardial
structure caused by acute heart diseases, such as acute myocardial ischemic injury, are quite limited [87].
Objective evidence for the diagnosis of HF or cardiac dysfunction is extremely necessary in forensic
medicine. Compared with morphological indicators, functional indicators or biomarkers, such as BNP
and NT-proBNP, could reflect the cardiac function and pathophysiological processes during death and
may better clarify the mechanism of death in forensic medicine [88]. The functional biomarkers BNP
and NT-proBNP played quite an important role in postmortem biochemistry, and could help solve
forensic problems in many routine natural deaths [88-91].

5.2. Pericardial Fluid in Postmortem Biochemistry

Being essentially the ultrafiltration of plasma, pericardial fluid is the pale yellow, clear, and
transparent liquid present in the pericardial cavity which acts to lubricate and prevent adhesions. The
normal pericardial fluid volume in the physiological condition is 20-30 mL [92-94]. Compared with
the fact that blood and other bodily fluids are susceptible to postmortem changes, such as autolysis and
spoilage, pericardial fluid is present in a closed serosa cavity and is not susceptible to contamination
and postmortem changes [92,93]. It is easy to obtain during forensic autopsy and acts not only
as a clinically important sample but also has wide application prospects in forensic identification.
It is currently used as a substitute for serum in postmortem biochemical assays [95,96]. Forensic
studies have also reported that ions and protein components in pericardial fluid could be used for
forensic identification of sudden cardiac death, mechanical asphyxia, hypothermia, hyperthermia, and
death inference [8,10,88,93,97-100]. Several studies have also reported the postmortem biochemical
investigations of BNP and NT-proBNP in pericardial fluid, which were associated with different causes
of death [7-10].

5.3. Postmortem BNP and NT-proBNP

As acute or subacute HF may occur in many acute diseases or traumatic deaths, objective
evaluation of end-stage cardiac function status has great significance for forensic diagnosis [101].
Unlike other cardiac biomarkers, such as ¢cInT and cTnl existing in physiological cardiomyocytes, BNP
is not stored in normal myocardial tissue under physiological conditions. However, the transcription
of BNP mRNA and the synthesis of its protein can occur and accelerate sensitively and rapidly in a
very short time under pathological conditions [30,32]. This means that BNP and NT-proBNP do not
fluctuate greatly after death and might be more objective biomarkers of cardiac function [102,103].
In the past decade, a few research teams have conducted postmortem BNP and NT-proBNP studies.
To investigate BNP and NT-proBNP concentrations in bodily fluids and myocardial tissue, and the
expression of BNP mRNA in myocardium may objectively reflect the end-stage cardiac function status
of the deceased before death, which are mainly described as below [88].
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Studies in postmortem individuals have demonstrated that BNP and NT-proBNP concentrations
were significantly elevated in the blood and pericardial fluid of the deceased who died from acute
ischemic heart disease (with or without myocardial necrosis), chronic congestive heart disease,
arrhythmogenic right ventricular cardiomyopathy, and more. BNP mRNA was also elevated in the
myocardium of individuals with these diseases [7,8,90]. The concentration of BNP in pericardial fluid
was closely related to the cause of death, and compared with non-cardiac death, the BNP levels were
significantly increased in sudden cardiac death cases, such as acute ischemic heart disease and recurrent
myocardial infarction. This further confirms that BNP is important for evaluating the cardiac function
of the deceased with ischemic heart disease [9]. High levels of BNP and BNP/ANP ratios in pericardial
fluid after death are hallmarks of the duration of cardiac dysfunction before death, which may be
due to subacute and chronic ventricular dilatation [9]. Patients with arrhythmogenic right ventricular
cardiomyopathy have elevated BNP levels in the pericardial fluid but, interestingly, BNP mRNA levels
in the right ventricular myocardium are higher than those in the left ventricular myocardium [7,8].
BNP protein and mRNA were also demonstrated to be elevated in acute cardiac dysfunction caused
by acute ventricular arrhythmias, indicating that BNP may be of great forensic significance in the
diagnosis of acute cardiac dysfunction without any morphological changes [74]. In some forensic cases
of death which are difficult to distinguish from sudden cardiac death, such as hemopericardium and
pulmonary thromboembolism, neither BNP levels in the pericardial fluid nor BNP mRNA levels in the
myocardial tissue increased, indicating that BNP and BNP mRNA can also be used for distinguishing
different diagnoses [8].

Furthermore, in forensic medicine, NT-proBNP is expected to be a more reliable postmortem
biomarker compared with BNP due to its greater stability and longer half-life of 90-120 min as mentioned
above, and it is not susceptible to temperature, storage time, and storage conditions [104-108]. Several
studies have focused on the postmortem investigation of NT-proBNP in different bodily fluids.
Postmortem concentration of NT-proBNP in serum from femoral blood within 24 h after death
has no difference with the antemortem serum NT-proBNP concentration, and it was stable within
48 h. Cardiopulmonary resuscitation before death has been found to have no effect on NT-proBNP
results [19]. Serial assays of NT-proBNP in blood and pericardial fluid, which were gathered from
corpses with a postmortem interval of up to 24 h, showed that NT-proBNP was stable over 24 days and,
particularly, the concentration of NT-proBNP in pericardial fluid decreased by no more than 16% after
storage at —20 °C for 24 days [18]. NT-proBNP concentrations in different samples, such as serum and
pericardial fluid, reveal good correlations, and NT-proBNP was demonstrated to be much higher in
pericardial fluid than other fluids, such as serum, which indicates that the investigation of NT-proBNP
in pericardial fluid might be a much better choice in postmortem biochemical assay [18,19].

5.4. Limitation of BNP and NT-proBNP in Forensic Medicine

While BNP and NT-proBNP in pericardial fluid are not susceptible to being polluted, serious
hemolysis and other postmortem changes caused by various factors, such as the preservation conditions
of the corpse, may affect the postmortem biological assays of BNP and NT-proBNP. This should be
taken into consideration in postmortem biochemical assays, and the affection of hemolysis can be
reduced by the physical filtering of body fluids [109,110]. In addition, valuable postmortem cutoffs
are still needed for the further study of both BNP and NT-proBNP in blood or pericardial fluid [89].
Currently, because of equipment and personnel, not every forensic laboratory around the world
conducts postmortem biochemical assays, which is one of the reasons for the lack of postmortem
cutoffs for BNP and NT-proBNP based on large amounts of data. It is worth mentioning that all
diuretics, including blockers of renin angiotensin aldosterone and aldosterone receptor, could decrease
BNP levels due to the amelioration of plasma volume and sodium, which should also be considered in
forensic utilization of BNP or NT-proBNP.
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6. Research and Application Prospects in Clinical and Forensic Medicine

BNP and NT-proBNP are currently used in the evaluation of cardiac function status in clinical
and forensic practice. In recent years, many studies have confirmed that some non-coding RNAs
are highly expressed in patients with cardiac dysfunction and participate in the regulation of BNP
expression [111-115]. Therefore, exploring the expression patterns of BNP-related specific non-coding
RNAs, such as microRNAs, in clinical and forensic samples and exploring how they regulate the
expression of BNP and the expression of non-coding RNA in forensic degradation or corrupted samples
may be the future research direction in this field.

In addition, exosomes, the small vesicles in different bodily fluids such as serum and urine,
have been proven to be contained in different molecules such as proteins, DNA, and RNA (coding
RNA and non-coding RNA). Exosomes have been expected to be a new hot issue in the field of
markers for cardiovascular diseases due to their specific diagnostic value and unknown underlying
mechanisms [116-118]. Exosome RNA and proteins are demonstrated to be related to cardiac
dysfunction and mediate cardioprotective abilities [119-122]. Previous studies have found that
exosomes containing AT1Rs were isolated from mice undergoing cardiac pressure overload. However,
few studies have reported whether exosomes in bodily fluids were correlated to BNP. Thus, exosomes
as a biomarker for diagnosing cardiac dysfunction in clinical and forensic medicine may also be a future
research prospect [122]. As written above, pericardial fluid is an ideal biological sample for forensic
pathology. Clinical research has proven that exosomes in human pericardial fluid are diagnostic and
therapeutic molecules for heart disease. Whether exosomes in pericardial fluid can be used to diagnose
heart disease in forensic medicine still needs to be further studied [123-126].

Postmortem biochemical assays and molecular biological methods, such as the analysis of
mRNA—which should both be taken as the routine laboratory assays in forensic medicine—may be
potentially useful for investigating the pathophysiology, process, and the cause of death. They may
also offer powerful support by providing visible evidence for pathognomonic assessment, including
cardiac function [88]. Therefore, with its advantages in assessing pathophysiological functional
changes involved in the dying process, combined assays of postmortem chemistry and molecular
biology of BNP and NT-proBNP may better support and reinforce morphological evidence in forensic
medicine [90,127-129].

7. Conclusions

More than 30 years of research has outlined the significant contribution of BNP in cardiovascular
disease, particularly in HF and cardiac dysfunction. Based on their important diagnostic, therapeutic,
and prognostic roles, BNP and NT-proBNP have been used as important biomarkers in clinical and
forensic medicine. With the rapid development of molecular biological technology, the accurate
instigation of BNP and NT-proBNP will be better used for the assessment of clinical and forensic
cardiac function status in the future.
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Abbreviations

ACCF American College of Cardiology Foundation
AHA American Heart Association

Ang Angiotensin

ANP Atrial natriuretic peptide

AMI Acute myocardial infarction

AP Activator protein

AT1R Angiotensin II type 1 receptor

BNP Brain natriuretic peptide

cGMP Cyclic guanosine monophosphate

CK-MB Creatine kinase MB

CNP C-type natriuretic peptide

cIn Cardiac troponin

DHF Diastolic heart failure

DNA Deoxyribonucleic acid

DPPIV Dipeptidyl peptidase-IV

EF Ejection fraction

ERK Extracellular signal regulated kinase

ESC European Society of Cardiology

ET Endothelin

FDA Food and Drug Administration

HF Heart failure

HEnEF Heart failure with normal ejection fraction
HFpEF Heart failure with preserved ejection fraction
HFrEF Heart failure with reduced ejection fraction
ICON International Collaborative of NT-proBNP
IDE Insulin degrading enzyme

LV Left ventricle

LVEDD Left ventricular end-diastolic dimension
LVEF Left ventricular ejection fraction

NEP Neutral endopeptidase

NF-xB Nuclear factor kappa B

NT-proBNP N-terminal pro-brain natriuretic peptide
NPR Natriuretic peptide receptor

NYHA New York Heart Association

MAPK Mitogen-activated protein kinase

RAAS Renin-angiotensin-aldosterone system
rhBNP Recombinant human brain natriuretic peptide
RNA Ribonucleic acid

SHF Systolic heart failure

SSREs Shear stress-responsive elements
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Abstract: C-type natriuretic peptide (CNP) is an autocrine and paracrine mediator released by
endothelial cells, cardiomyocytes and fibroblasts that regulates vital physiological functions in the
cardiovascular system. These roles are conveyed via two cognate receptors, natriuretic peptide
receptor B (NPR-B) and natriuretic peptide receptor C (NPR-C), which activate different signalling
pathways that mediate complementary yet distinct cellular responses. Traditionally, CNP has been
deemed the endothelial component of the natriuretic peptide system, while its sibling peptides, atrial
natriuretic peptide (ANP) and brain natriuretic peptide (BNP), are considered the endocrine guardians
of cardiac function and blood volume. However, accumulating evidence indicates that CNP not only
modulates vascular tone and blood pressure, but also governs a wide range of cardiovascular effects
including the control of inflammation, angiogenesis, smooth muscle and endothelial cell proliferation,
atherosclerosis, cardiomyocyte contractility, hypertrophy, fibrosis, and cardiac electrophysiology.
This review will focus on the novel physiological functions ascribed to CNP, the receptors/signalling
mechanisms involved in mediating its cardioprotective effects, and the development of therapeutics
targeting CNP signalling pathways in different disease pathologies.

Keywords: natriuretic peptide; vascular; endothelial cell; cardiomyocyte; fibroblast; inflammation;
heart failure; hypertension; angiogenesis

1. Introduction

The natriuretic peptides are a family of three structurally related hormones that play unique and
distinctive roles within the cardiovascular system. The physiological functions of atrial natriuretic
peptide (ANP) and brain natriuretic peptide (BNP) have been intensively investigated over the past
few decades, however there has been considerably less focus on C-type natriuretic peptide (CNP).
ANP and BNP are expressed in the heart [1-4] and are released in response to a volume-induced
stretch of the atria and ventricles, respectively [5,6]. These peptides act as endocrine hormones and
contribute to the regulation of cardiac structure, blood pressure and blood volume [7]. In contrast,
the tissue distribution and mode of action of CNP is different, with recent studies revealing diverse
endogenous roles of CNP including the control of vascular tone, leukocyte activation, angiogenesis,
smooth muscle and endothelial cell proliferation, vascular integrity, coronary blood flow, cardiac
fibrosis, cardiac hypertrophy, and electrophysiology. These aspects of CNP physiology and pathology
will be detailed herein.

2. CNP Expression, Release & Degradation

CNP is a 22 amino acid peptide that is produced following the processing of preproCNP by
a signal peptidase and subsequent cleavage of proCNP by the endoprotease furin [8]. Two forms
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of CNP exist in tissue and plasma, CNP-53 and CNP-22 [8], although the protease responsible for
processing the elongated peptide into its shorter, more prevalent form is not known. CNP-22 was
initially discovered in extracts from porcine brain [9]. In addition to its abundant expression in the CNS,
high levels of CNP are found in chondrocytes [10] and endothelial cells [11,12], which constitutively
release the peptide. Other cells within the cardiovascular system, including cardiomyocytes [13,14]
and fibroblasts [15], also produce CNP, however, tissue expression and plasma levels are relatively low
in healthy individuals, suggesting that CNP most likely acts as a local paracrine/autocrine mediator in
the heart and blood vessels.

The half-life of CNP in plasma is short (2.6 min) [16], therefore, degradation is rapid which may
account for the low concentrations (fmol-pmol range) of the peptide measured in the circulation [11,17].
There are two main pathways by which CNP is inactivated, cleavage by neutral endopeptidase
(NEP) [18], or internalisation by natriuretic peptide receptor C (NPR-C) followed by endocytosis
and lysosomal degradation [19,20]. Overall, the contribution of each pathway to the degradation of
natriuretic peptides appears to be equal [21] in healthy subjects but there is evidence to suggest that
during pathophysiological conditions where natriuretic peptide levels are raised and NPR-C may be
saturated, NEP may play a major role in clearance [22]. Furthermore, the tissue distribution of NEP
and/or NPR-C may affect CNP inactivation in different organs, for example, CNP is internalised more
readily by NPR-C in the kidney compared to the lungs [23].

Most of the stimuli that are known to increase gene expression and/or trigger the release of
CNP are pertinent to cardiovascular health including shear stress [24,25], inflammatory cytokines
such as tumour necrosis factor (TNF)-o [26], interleukin (IL)1( [26,27], transforming growth factor
(TGF)- [12,28], and bacterial lipopolysaccharide [26,29]. In accordance with these findings are studies
showing that plasma levels of CNP are elevated in patients with heart failure (HF) [30] and sepsis [31].
In contrast, CNP release is attenuated by oxidised low-density lipoprotein [32] and vascular endothelial
growth factor [33].

3. Natriuretic Peptide Receptors

CNP exerts its biological effects via the activation of two cell surface receptors, natriuretic
peptide receptor B (NPR-B, also termed guanylyl cyclase-B, GC-B) and natriuretic peptide receptor
C (NPR-C) [34,35]. The peptide has a very low binding affinity for natriuretic peptide receptor A
(NPR-A) [36], which is the endogenous receptor for the ligands ANP and BNP. Both NPR-B and
NPR-C are widely expressed and are found on endothelial cells [37,38], smooth muscle cells [37,39],
cardiomyocytes [14,40], and fibroblasts [15,41]. NPR-C is the most abundant natriuretic peptide
receptor and accounts for ~95% of the total natriuretic peptide receptor population in endothelial
cells [42].

CNP has a similar binding affinity for NPR-B and NPR-C [36] but the signalling pathways
activated by each receptor are markedly different. NPR-B is a particulate guanylyl cyclase receptor
that catalyses the conversion of guanosine-5’-triphosphate to cyclic guanosine-3’,5-monophosphate
(cGMP), a second messenger that activates protein kinase G I and II [43—45], which in turn alters
cellular functions by phosphorylating specific target proteins. NPR-C was originally considered to
be a clearance receptor [46] devoid of signalling activity but later it was shown to contain pertussis
toxin sensitive Gi binding domains within the intracellular C-terminal tail that couple to adenylyl
cyclase inhibition (by G; & subunit) and phospholipase C-f3 activation (by G; fy subunits) [47-50].
Two subtypes of NPR-C have been reported with different molecular masses, a 67-kDa protein and a
77-kDa protein, but it is not known if their capacity to signal and clear natriuretic peptides in vivo is
distinct [51,52]. A study in isolated rat glomerular membranes showed that the 67-kDa NPR-C has a
high affinity for CNP and activation of this subtype reduces cAMP synthesis via G; signalling, whereas
the 77-kDa receptor has a very low affinity for CNP and is involved in ligand internalization [48,53].
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4. CNP Regulates Vascular Tone and Blood Pressure

Pharmacological experiments on isolated blood vessel preparations have shown that CNP is
a potent vasodilator of conduit and resistance arteries throughout the vascular tree [54-66]. In the
microvasculature, CNP is more efficacious than ANP and BNP, suggesting it may play a role in
regulating peripheral vascular resistance [64,67]. Numerous studies have shown that CNP infusion
reduces systemic blood pressure in both humans and animals [68-72]. Despite this, the physiological
role of endogenous CNP in the cardiovascular system had not been elucidated until recently. Early
studies of global CNP knockout (KO) mice were confounded by the effects of CNP deletion on bone
development [10]. These animals exhibit skeletal abnormalities, dwarfism, and a high mortality rate,
thus, investigations utilising the Cre/Lox recombination system to generate animals with cell-restricted
deletion of CNP have been key to gaining a fuller understanding of the function of this peptide in vivo.
Endothelial-specific deletion of CNP in mice results in elevated blood pressure and impaired responses
to endothelium-dependent vasodilators, providing definitive evidence that the constitutive release
of CNP contributes to the regulation of vascular tone [73-75]. The (patho)physiological relevance of
these experimental findings is exemplified by the discovery of polymorphisms in the CNP and furin
genes that are associated with hypertension in humans [76,77].

CNP-mediated vasodilation occurs via different mechanisms depending on the species, vessel
studied, and/or natriuretic peptide receptor activated. In conduit arteries, CNP-induced relaxation
is blocked by the dual NPR-A/B antagonist HS-142-1, suggesting NPR-B activation and subsequent
production of cGMP medjiates the dilatory effects of CNP in large vessels [57,60,63]. However, in
the resistance vasculature the importance of NPR-C in the vasoreactivity of CNP increases. In both
rodents and humans, a similar pathway exists involving activation of NPR-C and smooth muscle
cell hyperpolarisation [66,71,78-80]. In the rat mesenteric artery, the release of CNP accounts for a
major component of the endothelium-derived hyperpolarisation (EDH) induced by acetylcholine, a
response that can be inhibited by NPR-C antagonists, blockade of small and intermediate conductance
calcium-sensitive potassium channels (SK¢, and IKc,), and G-protein inwardly rectifying potassium
channels (GIRK) [65]. It is proposed that the opening of SK¢, and IKc, on the endothelial cell triggers
the release of CNP that binds to NPR-C on the smooth muscle cell resulting in the Gjjp.mediated
activation of GIRK, potassium efflux, and hyperpolarisation. In human arteries, both GIRK and large
conductance calcium-activated K* channels (BKc, channels) have been implicated in CNP-evoked
vasodilation [79]. Alternatively, studies in rats have shown that NPR-C can also couple to eNOS,
resulting in the production of nitric oxide, although, this mechanism has only been reported in larger
diameter vessels [81,82].

The receptor that mediates the endogenous regulatory effects of endothelial-derived CNP on
vascular tone in vivo is still under debate. Global and smooth muscle-specific NPR-B KO mice are
normotensive and their vascular function is normal despite the vasodilator responses to exogenous CNP
being impaired [74,83]. It has been proposed that CNP maintains endothelial function independently
of smooth muscle NPR-B and that alterations in the production of the vasoconstrictor endothelin-1
account for the elevations in blood pressure observed in ecCNP KO animals, however, the mechanism(s)
involved has not been elucidated. A recent study proposed that NPR-B signalling in pericytes may be
more important than vascular smooth muscle. This latest research shows that the disruption of NPR-B
under the control of the PDGFRf promotor in mice results in a hypertensive phenotype, indicating
CNP may participate in paracrine communication between endothelial cells and pericytes to regulate
peripheral vascular resistance [75].

In contrast, accumulating evidence suggests that NPR-C mediates a large proportion of the
vasodilator effects of CNP in the vasculature. NPR-C KO mice exhibit impaired endothelial function
and a diminished hypotensive response to CNP in vitro and in vivo [73]. The original publication
describing global deletion of NPR-C in mice reports a lower blood pressure in these animals (males
only). However, more recently it was shown that female NPR-C KO exhibit elevated blood pressure
and diminished vascular endothelial function [73,84]. This discrepancy may be due to sex differences
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in the clearance versus signalling functions of NPR-C in mice, however, data from human genome
wide association studies linking variants of the NPR-C gene with hypertension did not find a disparity
between sexes, suggesting the NPR-C signalling pathway is equally important in men and women [85].
Patients with the blood pressure elevating NPR-C genotype have lower levels of receptor mRNA and
protein in their vascular smooth muscle cells, supporting the theory that diminished CNP activation
of NPR-C may underlie this association (as opposed to altered clearance) [86]. Further evidence in
favour of a role of NPR-C in the pathogenesis of hypertension was published in a study investigating
the effects of the endogenous secretory peptide musclin (also known as osteocrin). Musclin is a
competitive ligand at NPR-C and the infusion of musclin increases systolic blood pressure in vivo [87].
Gene expression levels of musclin are elevated in spontaneously hypertensive rats (SHR) and the
administration of anti-musclin antibodies reduces blood pressure in these animals, intimating that
interference with NP binding at NPR-C by musclin may contribute to the hypertensive state of these
animals [87]. However, contrary to this research is a study showing that the infusion of musclin
(osteocrin) lowers blood pressure in mice, an effect that is absent in NPR-A KO animals, suggesting
that an increase in circulating levels of ANP and/or BNP due to the blockade of peptide clearance by
NPR-C accounts for this response [88]. It is possible that musclin interferes with both the signalling and
clearance functions of NPR-C and plays a different role in the regulation of blood pressure in healthy
and diseased animals. Indeed, the vasoconstrictor and blood pressure elevating effects of musclin
are significantly enhanced in SHR compared to normotensive controls, intimating that a change in
receptor expression or the signalling/clearance function of NPR-C occurs in hypertension that alters
the response to musclin in this model of disease [87]. This is further supported by data demonstrating
that NPR-C agonism in SHR attenuates the development of high blood pressure, an effect that is not
observed in control Wistar-Kyoto rats [89].

5. CNP Influences Vascular Remodelling and Promotes Angiogenesis

CNP has direct effects on the mitogenesis of endothelial and smooth muscle cells and it promotes
wound healing and vascular repair by stimulating endothelial growth, whilst concomitantly inhibiting
smooth muscle cell proliferation. This dual protective role of CNP was first described in animal models of
vein graft and balloon angioplasty, clearly showing that CNP treatment accelerates re-endothelialisation
and reduces deleterious neointimal hyperplasia [90-92]. A similar response to CNP has been observed
in carotid arteries subjected to physical damage [93]. Many of these studies report an increase in cGMP
production following treatment with CNP [91,93-95], intimating the involvement of NPR-B, however,
others have shown that CNP influences the growth of endothelial and smooth muscle cells via NPR-C
in a cGMP-independent manner. These experiments revealed that the pro- and anti-mitogenic effects of
CNP are mediated by the extracellular signal-related kinase (ERK) 1/2 and can be blocked by the NPR-C
antagonist, M372049, and by the G;; inhibitor, Pertussis toxin, despite significant increases in cGMP
production by both cell types [37,96]. Activation of ERK 1/2 by CNP results in the enhanced expression
of cell cycle promotors (cyclin D1) in endothelial cells and inhibitory cell cycle proteins in smooth
muscle cells (p21 and p27). This is further supported by the observation that primary microvascular
lung endothelial cells, isolated from NPR-C KO mice, proliferate more slowly than wildtype (WT) cells,
whilst aortic smooth muscle cells, isolated from KO animals, grow at a faster rate [37]. Indeed, in vivo
studies show that mice lacking endothelial-derived CNP and NPR-C exhibit slower wound healing
and greater intimal hyperplasia following vascular injury, indicating that vascular CNP release is a
vital step in tissue repair [97].

The ability of CNP to influence endothelial cell growth led researchers to question the role of this
peptide in angiogenesis. The potential angiogenic effects of CNP were initially tested in classical assays
of endothelial tube formation in vitro and revealed that CNP-induced increases in capillary network
formation are of a similar magnitude to the potent pro-angiogenic mediator, VEGF [98]. In addition
to this, the gene transfer of CNP directly into ischaemic muscle has been reported to enhance blood
flow recovery and increase capillary density following ligation and excision of the femoral artery in
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mice [98]. Research concurs that these angiogenic responses are dependent on the activation of ERK
1/2, however, there are opposing data published regarding the receptor involved.

A comprehensive study performed in KO animals suggests that the endogenous effects of
endothelial-derived CNP on angiogenesis are mediated by NPR-C, whereas both receptors are implicated
when CNP is administered pharmacologically. For example, branching angiogenesis in human umbilical
vein endothelial cells (HUVEC) has been shown to be blocked by an inhibitor of cGMP-dependent protein
kinase, suggesting the involvement of NPR-B signalling [98]. In contrast, tube formation in murine
pulmonary endothelial cells is inhibited by Pertussis toxin and NPR-C antagonism [97]. Experiments
performed in transgenic mice show that basal endothelial tubule formation, de novo aortic sprouting,
and restoration of blood flow following hindlimb ischaemia is diminished in ecCNP KO and NPR-C KO
tissues/animals, whilst NPR-B KO display a similar angiogenic capacity to WT mice [97]. In addition
to this, the same study reported that patients with critical limb ischaemia have lower levels of CNP
and NPR-C in biopsies of the gastrocnemius muscle, suggesting that diminished signalling via this
pathway may contribute to the insufficient angiogenic response to hypoxia associated with peripheral
arterial disease.

While the majority of studies indicate that CNP promotes angiogenesis, there is also evidence
demonstrating that the NPR-C agonist cANF*?? reduces neovascularization in murine sponge
implants [99]. This finding was accompanied by reduced levels of VEGF which corroborates with
other studies showing that CNP and cANF*2? inhibit VEGF expression and signalling in vascular
smooth muscle and endothelial cells [100]. Contrary to this, VEGF has also been shown to reduce
CNP secretion from cultured endothelial cells [33], suggesting there may be a reciprocal relationship
between the two vascular mediators, however, it is not known if an interplay between the two factors
modulates angiogenesis.

6. CNP Inhibits Inflammation and Slows the Development of Atherosclerosis

The first indication that CNP may influence the inflammatory response to infection and disease
comes from research showing that the cytokines IL-1c, IL-1, and tumour necrosis factor (TNF)x
stimulate the release of CNP from endothelial cells [26,27]. The most potent of these cytokines (at
inducing CNP secretion) is TNFx, which is released by macrophages during the acute phase of
inflammation. Another strong stimulus for triggering CNP release from the endothelium is the
endotoxin bacterial lipopolysaccharide (LPS) [26,29]. Indeed, CNP levels are markedly increased in
patients with septic shock, a 5-10-fold increase in plasma CNP concentrations has been reported in
several studies [31,101-103]. Furthermore, plasma concentrations of NT-proCNP are strongly associated
with inflammation-induced organ dysfunction and are predictive of a detrimental outcome [101,104].
It has also been suggested that measurement of NT-proCNP in the early phase of septic shock might
help to predict the emergence of sepsis-induced encephalopathy [103]. Together, these data suggest that
the acute release of CNP may modulate the progression of sepsis and other inflammatory disorders.

Endothelial activation by inflammatory mediators is a key event in the pathogenesis of sepsis and
cardiovascular diseases such as atherosclerosis. Changes in the expression of cell adhesion molecules,
such as integrins and selectins, facilitate the recruitment and adherence of leukocytes during the initial
phase of theimmune response [105,106]. CNP has been shown to dampen endothelial activation induced
by range of inflammatory stimuli both in vitro and in vivo. IL-1 and histamine-induced leukocyte
rolling in murine post-capillary venules is inhibited by CNP and cANF*?? via the suppression of
P-selectin expression [107]. CNP infusion via mini-pump inhibits LPS-stimulated leukocyte infiltration
into the lungs, attenuates E-selectin gene expression, and reduces the levels of the inflammatory
mediators TNFo, macrophage inflammatory protein-2, monocyte chemoattractant protein-1 (MCP-1),
and interleukin-6 (IL-6) [108]. In addition, CNP inhibits elevations of intercellular adhesion molecule-1,
vascular cell adhesion molecule-1, E-selectin, and P-selectin expression in HUVECs stimulated with
LPS [109]. The mechanism by which CNP attenuates this response at least in vitro is via the inhibition
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of pro-inflammatory NF-kB and p38 signalling pathways and the activation of the pro-survival
PI3K/Akt pathway.

Endothelial-derived CNP also appears to maintain a resting anti-inflammatory influence on the
vascular wall as ecCNP KO mice exhibit greater leukocyte rolling at baseline prior to stimulation with
an inflammogen [73]. In addition, the response to LPS and TNFx-induced peritonitis is significantly
exacerbated in these animals. The anti-leukocyte effects of the endogenous peptide may involve
similar mechanisms to those induced by an exogenous application of the peptide, as higher vascular
P-selectin expression is observed in mice lacking endothelial CNP. Given that a similar increase in
leukocyte recruitment was observed in NPR-C KO mice following treatment with LPS, it is hypothesised
that NPR-C-driven suppression of cell adhesion molecule expression may underpin the immune
dampening effect of CNP [73]. This facet of CNP biology is clearly important in the context of
atherosclerosis as genetic ablation of CNP leads to an increase in the development of atherosclerotic
lesions, greater infiltration of macrophages, and the formation of aortic and abdominal aneurysms in
ecCNP/ApoE double-KO mice [73]. Indeed, this finding fits with previous work demonstrating reduced
CNP immunoreactivity in diseased human coronary arteries and the inverse relationship discovered
between the expression of CNP and lesion severity [110]. Moreover, CNP inhibits the proliferative and
pro-migratory effects of oxidised LDL on smooth muscle cells which may affect the growth and stability
of atherosclerotic plaques [111]. The spontaneous development of aneurysms in ApoE KO mice is rare,
however, ecCNP/ApoE double-KO mice are more susceptible to this phenomenon, suggesting that
CNP may help to maintain the structural integrity of the vessel wall [73]. Interestingly, aneurysms
were only observed in male double-KO mice, this observation aligns with the human condition
that predominantly affects the elderly male population [112]. It is possible that CNP regulates the
expression and release of matrix metalloproteinases (MMPs) which are implicated in the development
of aneurysms. In support of this thesis are data showing that CNP modulates the expression of MMP-2
and MMP-9 in chondrocytes and the kidney [113,114].

There are a number of other inflammatory disorders where CNP has proven beneficial in experimental
models of disease. CNP reduces the number of macrophages, neutrophils, and lymphocytes accumulating
in the lungs of mice exposed to bleomycin in a model of pulmonary hypertension [115]. In a rat model of
haemorrhagic shock, CNP reduces markers of oxidative stress and the expression of tumour necrosis
factor (TNF)-«, interleukin (IL)-6, and IL-1f3 in the kidney, suggesting it may improve symptoms of acute
renal injury associated with this condition [116]. Furthermore, studies performed using transgenic mice
overexpressing CNP in endothelial cells suggest that CNP regulates inflammation associated with obesity.
Overexpression of endothelial-derived CNP improves glucose tolerance, decreases insulin resistance, and
inhibits adipose macrophage infiltration in mice that are fed a high-fat diet [117]. Using the same animals,
these authors also demonstrate that CNP inhibits expression of inflammatory markers IL-6, MCP-1, and
CD68 in the liver of mice fed high fat diets in a model of non-alcoholic steatohepatitis [118]. Thus, the
anti-inflammatory benefits of endothelial-derived CNP are not entirely limited to cardiovascular disease.

7. CNP is a Novel Regulator of Cardiac Structure and Function

7.1. CNP and HF

For many years the role of CNP in the heart was largely ignored as the majority of research focused
on the cardiac hormones ANP and BNP. In addition to this, the expression of CNP in cardiomyocytes
is much lower than that of ANP and BNP, suggesting that under basal conditions it does not play a
major role in regulating cardiac function [14,119]. However, it has been widely reported that cardiac
gene expression and plasma levels of CNP are increased in patients with HF [13,30,120-123]. Elevated
circulating levels of CNP are associated with a high-risk phenotype in patients with cardiovascular
comorbidities and left ventricular dysfunction [17]. Furthermore, plasma NT-pro CNP levels in patients
with HF are correlated with disease severity and are a strong predictor of all cause mortality and
hospitalization in patients with HF with preserved ejection fraction (HFpEF) [124]. Yet these studies do
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not tell us if CNP is produced by the heart or by other organs during HF. A key experiment comparing
plasma CNP levels in the coronary sinus and aortic root of failing hearts discovered that concentrations
of CNP are significantly higher in the coronary bloodstream than those measured in the systemic
circulation, providing the first direct evidence that CNP is released by the heart in HF [125].

In non-failing hearts, levels of CNP are higher in the atria than in the ventricles but studies in
mini-pigs have shown that cardiac pacing induces a 15-fold increase in CNP expression in the ventricles
along with elevated levels of CNP protein, demonstrating that acute cardiac stress elicits immediate
upregulation of the gene and an increase in CNP release [13]. There also appears to be a switch between
natriuretic peptide signalling in the failing ventricle. In sham hearts, ANP induces a greater increase in
guanylyl cyclase activity than CNP, however, in pressure overload-induced HF, CNP elicits twice as
much cGMP production than ANP. This might be due to a reduction in NPR-A expression, suggesting
that CNP signalling via NPRB may be more important during HF [126]. However, other studies have
reported that NPR-B expression decreases in the ventricles of the failing heart [13,127], whereas NPR-C
increases are the most pronounced of the three NP receptors in end-stage disease [128].

7.2. CNP Directly Modulates Cardiomyocyte Contractility, Fibrosis, And Hypertrophy

CNP has been shown to exert direct effects on cardiac contractility, although both positive and
negative inotropic responses have been reported. For example, CNP increases myocyte contractile force
in canine isolated atrial and ventricular preparations [129,130], whereas positive lusitropic and negative
inotropic effects have been observed in rat heart muscle preparations [131,132]. A number of studies
have shown that CNP induces phosphorylation of the sarcoplasmic reticulum calcium pump (SERCA)
2 regulator, phospholamban (PLB), and cardiac troponin I (cTnl), a regulatory protein that controls
the calcium-mediated interaction between actin and myosin [131-134]. The positive lusitropic and
inotropic effects of CNP reported in the failing rat heart are associated with phosphorylation of both of
these regulatory proteins in addition to an increase in sarcoplasmic reticulum (SR) calcium load [132].
Further investigations demonstrated that this negative inotropic effect of CNP is sensitive to PKG
inhibition (i.e., NPR-B-dependent), SERCA2 inhibition, and is absent in SERCA2 KO mice [135]. It is
proposed that an increase in SERCA2 activation via phosphorylation of PLB by CNP causes a higher
fraction of the cytosolic Ca?* to be sequestered back into the SR, therefore reducing Ca?* activation
of the myofilaments resulting in a negative inotropic effect. In contrast, others have demonstrated
that CNP induces a positive inotropic response in the heart and that PLB phosphorylation results in a
greater uptake of Ca?" into the SR, creating a larger pool of Ca?* available for contraction [134].

Biphasic responses to CNP have also been reported by a number of studies, where an initial, transient
positive inotropic response is followed by a slow developing reduction in contractility [133,135,136].
The nature of this biphasic response was investigated to elucidate if the two opposing effects were due
to activation of different receptors, however it appears that both phases of the response are mediated
by NPR-B as a cGMP analogue mimicked both the immediate and delayed phase of the contractile
response. The NPR-C agonist cANF*?3 did not affect contractility and no changes in cardiac cAMP
were observed [133]. The reason why there is such ambiguity in the contractile responses elicited by
CNP could be attributed to cross-talk between the cGMP and cAMP signalling systems in the heart.
It has been shown that the negative inotropic response to CNP is the dominating effect when the
cAMP signalling is reduced (e.g., during p-adrenoceptor blockade), whilst the effect is completely
lost in the presence of maximal 3-adrenoceptor stimulation by isoprenaline [135]. In both failing and
non-failing hearts, CNP increases the positive inotropic effect of 3-adrenoceptor stimulation due to
c¢GMP inhibition of phosphodiesterase (PDE)3, an enzyme responsible for the breakdown of cAMP
produced during (3-adrenoceptor stimulation [137,138]. Thus, the contractile effect of CNP observed in
different experimental models is likely to be influenced by intracellular cAMP levels and 3-adrenoceptor
stimulation. NPR-C signalling may also influence cardiac contractility, although this has not been
directly investigated, receptor stimulation would likely result in a reduction in cAMP via the inhibition
of adenylyl cyclase [50,139]. cANF*? has also been shown to inhibit L-type calcium currents in atrial
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myocytes [140], if a similar pathway is present in ventricular myocytes NPR-C activation may induce a
negative inotropic response.

Cardiac remodelling during HF is characterised by fibroblast proliferation, myofibroblast
transformation, and collagen deposition resulting in the development of cardiac fibrosis. This leads
to ventricular distortion and myocardial stiffness, which has significant consequences for heart
function [141]. CNP exerts anti-fibrotic effects in the heart and is significantly more potent at reducing
fibroblast growth and extracellular matrix production than other natriuretic peptides [15]. CNP is
expressed and released by cardiac fibroblasts in response to the basic fibroblast growth factor (BFGF),
TGEFf, and endothelin 1. It induces a greater increase in cGMP and more suppression of collagen
synthesis than ANP and BNP [15]. In addition, fibroblast differentiation, migration, and the production
of the pathologic mediators, MCP-1 and PAI-1, are attenuated by CNP in vitro [128,142,143].

In addition to attenuating fibrosis, CNP also exerts anti-hypertrophic effects in the heart.
Experiments performed in isolated rat cardiomyocytes have shown that CNP inhibits basal and
endothelin-1-induced protein expression, ANP secretion, and the expression of the hypertrophic genes
GATA-4 and MEF-2. Endothelin-1-induced increases in calcium/calmodulin-dependent kinase and
ERK activities are also attenuated by CNP. These effects are recapitulated using a cGMP analogue,
suggesting that the mechanism involves activation of NPR-B [144]. Similarly, CNP has been shown to
reduce angiotensin II-induced increases in murine cardiomyocyte size, indicating that CNP directly
supresses hypertrophic signalling cascades [145].

8. Endogenous CNP Is Cardioprotective in Animal Models of Heart Failure

The generation of tissue-specific knockouts has facilitated a greater understanding of the cell
types responsible for CNP release in the heart and how each source of CNP impacts cardiac structure
and function in disease. At baseline, mice lacking cardiomyocyte- (cmCNP KO) and fibroblast-derived
CNP (fbCNP KO) exhibit no overt changes in cardiac contractility, structure, or fibrosis, confirming
previous speculation that CNP plays a minimal role in healthy hearts [145]. However, following aortic
banding (pressure overload-induced HF) both cmCNP KO and fbCNP KO mice display a greater
decline in ejection fraction, increased ventricular dilation, greater cardiac hypertrophy (cmCNP KO
only), and more collagen deposition compared to littermate controls. In contrast, endothelial-derived
CNP does not appear to contribute to cardioprotection, at least in this model. Thus, endogenous
CNP secreted from cardiomyocytes and fibroblasts reduces the deleterious pathological changes that
occur during heart failure. Comparable cardiac dysfunction, hypertrophy, and fibrosis is observed
in NPR-C KO animals subjected to aortic banding, suggesting that NPR-C mediates the effects of
CNP in myocytes and fibroblasts. Indeed, CNP infusion via mini-pump reverses cardiac dysfunction
and fibrosis during HF in WT animals but not NPR-C KO mice. cmCNP KO animals fared worse
than WT animals upon stimulation with isoprenaline (i.e., sympathetic hyperactivation models of
HF), whilst the loss of NPR-B did not adversely affect the hypertrophic or fibrotic response [145].
This contrasts with previous studies that show transgenic rats expressing a dominant negative form of
NPR-B exhibit cardiac hypertrophy at baseline [146]. However, these mutants do not exhibit cardiac
fibrosis, nor changes in contractile function before or after chronic volume overload, so perhaps, in
the longer-term, NPR-B plays a predominant role in regulating compensatory hypertrophy, whereas
NPR-C regulates the maladaptive hypertrophy and anti-fibrotic effects of CNP. In support of this are
data showing that cardiomyocyte-specific NPR-B deletion does not alter the response to pressure
overload-induced HF in mice [147], intimating that endogenous NPR-B signalling is either not vital in
pathologic remodelling in the heart, or another system compensates for the loss of NPR-B. However,
NPR-B heterozygote mice are susceptible to aortic stenosis [148], suggesting that the importance
of this NPR subtype might sit outside the cardiomyocyte. This does not mean that NPR-B cannot
be targeted pharmacologically, as recent studies suggest that novel designer peptides that bind to
NPR-B can reduce fibroblast proliferation and collagen secretion in vitro and in vivo [128,149,150].
This role of endogenous NPR-C signalling in regulating fibrosis is supported by other studies that have

154



Int. . Mol. Sci. 2019, 20, 2281

observed greater cardiac dysfunction, atrial collagen deposition, and higher levels of TGFf3 and TIMP1
in NPR-C KO mice subjected to angiotensin II-induced pressure overload [151,152]. Furthermore, a
functional genetic variant in NPR-C has been discovered in humans that is associated with diastolic
dysfunction. This single nucleotide polymorphism (SNP) does not affect the protein expression of
NPR-C or the circulating plasma levels of natriuretic peptides, suggesting that downstream signalling
is affected. Itis postulated that this SNP leads to dysfunction of the catalytic domain of NPR-C, and that
aberrant signalling in fibroblasts contributes to cardiac fibrosis and impaired diastolic function [153].
The precise mechanism by which NPR-C signalling inhibits fibroblast proliferation/collagen synthesis
is unknown, but it has been shown that CNP- and cANF*23-mediated stimulation of NPR-C can
activate a non-selective cation current that is partly carried by transient receptor potential C channels,
and the authors tentatively suggest that this may affect the secretory state of the cell [154].

However, it appears that NPR-C may play a Janus-faced role in HF as other work suggests that the
removal/blockade of the clearance function of NPR-C is beneficial in cardiac disease. NPR-C KO mice
cross-bred with animals that spontaneously develop atrial fibrosis (TGF1 overexpression) display
significantly less fibrosis and collagen deposition than controls. Also, NPR-C knockdown in cultured
fibroblasts stimulated with TGF(1 results in a lower expression of pro-fibrotic markers pSmad and
collagen. These effects are reversed by NPR-A knockdown, intimating that the reduced clearance
of ANP and the subsequent increase in ANP signalling underlies this effect [88,155]. In addition,
transgenic mice overexpressing osteocrin (OSTN-Tg) have an improved prognosis and higher survival
rates after myocardial infarction (MI) [88]. ANP and CNP levels are elevated in OSTN-Tg mice,
thus the cardioprotective effects of osteocrin in this model have been ascribed to the inhibition of
NPR-C-mediated natriuretic peptide clearance. Clearly, further investigation is required to understand
more about the switch between NPR-C signalling and clearance and if the balance changes in different
pathological conditions contributing to cardiac disease (e.g., pressure overload or MI).

9. Coronary Vasodilator Effects of CNP

The first studies of the vascular actions of CNP in the heart were performed in porcine coronary
arteries. These early experiments provided the first evidence that CNP exerts coronary vascular
relaxation via hyperpolarisation. CNP responses could be inhibited by the potassium channel blockers
charybdotoxin and glibenclamide [55]. The same authors also discovered that HS-142-1 inhibits
reductions in coronary flow induced by CNP in dogs, suggesting there is a NPR-B/cGMP component of
CNP relaxation in the heart[156]. In contrast, studies in rodent Langendorff-perfused hearts showed that
CNP and cANF*? induce reductions in coronary perfusion pressure via the activation of NPR-C and the
opening of GIRK channels, in a mechanism analogous to the mesenteric vasculature [157]. Furthermore,
increases in CNP peptide could be measured in coronary effluent following stimulation with ACh,
suggesting CNP is released as an endothelium-derived hyperpolarising factor (EDHF) by coronary
vessels. Intriguingly, in ecCNP KO and NPR-C KO mice, the response to endothelium-dependent
vasodilators and flow-mediated dilatation (a shear stress response) are diminished [145]. Thus, CNP
may be released during cardiac stress in response to changes in flow. Interestingly, NT-pro CNP levels
predict mortality and cardiac readmission in patients with unstable angina, a condition characterised
by high wall shear and altered coronary vascular flow [158].

10. Role of CNP in Ischemia Reperfusion Injury and MI

Microvascular obstruction is a pathological feature of acute MI and frequently occurs despite the
restoration of flow to ischaemic tissue following coronary interventions. Two major contributing factors
are impaired vasodilation and neutrophil plugging, which lead to mechanical obstruction of the vessels
and the release of oxidants and pro-inflammatory mediators [159]. Given the coronary vasodilator
capacity of CNP and its release in response to shear stress, it is hypothesised that this vasoactive mediator
may improve coronary flow and reduce tissue damage by inhibiting inflammatory cell accumulation
and obstruction of the coronary vessels. Data from human studies show that CNP gene expression
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is elevated in failing ischaemic hearts, suggesting it may play a role in the physiological protective
response during MI [160]. The acute effects of CNP during myocardial ischaemia reperfusion (I/R)
injury have been studied in isolated hearts, an experimental system devoid of circulating inflammatory
cells. In this setting, infusion of CNP attenuates the increase in coronary perfusion pressure during
reperfusion, reduces infarct size, and improves left ventricular contractility [157]. The protective
effect of CNP in this model is abolished by the NPR-C antagonist M372049 and recapitulated by the
infusion of cANF*23. Furthermore, a larger infarct size and poorer functional recovery of the heart has
been observed in NPR-C KO animals subjected to the same experimental protocol, intimating that
NPR-C activation by CNP is beneficial during I/R [145]. However, it should be noted that the coronary
vasodilator responses to CNP are not completely abolished in NPR-C KO mice, suggesting that NPR-B
activation may, in part, mediate some of the vasorelaxant effects of CNP in the heart. It is also likely
that NPR-B-mediated increases in cGMP/PKG I-signalling contribute to the cardioprotective effects of
CNP following ischaemia [161,162].

Patients with pre-existing microvascular dysfunction are more vulnerable to myocardial
injury following percutaneous coronary intervention, therefore one might expect that a loss of
endothelial-derived CNP would make the heart more susceptible to damage following I/R. However,
genetic ablation of CNP from cardiomyocytes results in poorer recovery from I/R injury, whilst deletion
of endothelial CNP does not worsen the phenotype [145]. It is possible that cardiomyocyte-derived
CNP has a direct effect on contractility following I/R in the isolated heart, however the mechanism
involved has not been investigated. It has been postulated that NPR-C coupling to Karp channels may
confer the beneficial effects of CNP during I/R injury as CNP can induce the opening of Karp which is
known to reduce cardiac and metabolic stress during ischaemic injury [162].

The effect of CNP overexpression and knockdown has also been explored in chronic models of MI
with the aim of understanding its role in mediating inflammation and cardiac remodelling in the long
term. The latest research employing CNP gene silencing in rats demonstrates that abrogation of the
endogenous production of CNP by cardiomyocytes results in a larger infarct size following I/R, greater
cardiac fibrosis, and an increase in the inflammatory markers TNFo and IL-6 [163]. In contrast, others
have reported that cardiomyocyte overexpression of CNP does not affect infarct size but does reduce
cardiac hypertrophy and the number of mononuclear infiltrates observed in the myocardium [164].
Similarly, chronic infusion of CNP in a model of permanent coronary artery ligation reduces left
ventricular enlargement, collagen deposition, and increases cardiac output [165]. In addition to this, an
increase in CNP expression has been reported in the infarct border zone in swine hearts, where it is
believed it may contribute to myocardial restoration by increasing capillary density (dovetailing well
with the pro-angiogenic actions of the peptide) [166]. Together, these findings suggest that CNP could
be a therapeutic target in MI as it is effective at reducing infarct size, cardiac inflammation, and the
adverse ventricular remodelling that occurs following MI which may slow the progression of HF.

11. CNP Regulates Heart Rate and Electrical Conduction in the Sinoatrial Node (SAN)

CNP affects heart rate via two mechanisms, the alteration of ionic currents in the SAN, and the
modulation of sympathetic drive. It has been reported to induce both positive and negative chronotropic
effects in the heart via the modulation of L-type Ca?* currents in the SAN [129,140,167,168]. Under
basal conditions or mild stimulation with a 3-adrenoceptor agonist, CNP elicits an increase in heart rate
and electrical conduction through the SAN. This response is attenuated by the PDE3 inhibitor milrinone,
suggesting that the mechanism involves NPR-B/cGMP-mediated inhibition of PDE3 and an increase in
cAMP, akin to the positive inotropic effects of CNP observed in myocytes [169]. In contrast, when heart
rate is elevated, CNP induces a negative chronotropic effect and decreases conduction velocity within
the SAN. NPR-C is believed to mediate this response as cANF*23 reduces the chronotropic effect of
isoprenaline but has no effect under basal conditions [170]. The importance of NPR-C signalling in the
SAN has been demonstrated in studies using KO mice. Deletion of NPR-C results in SAN dysfunction,
prolongation of SAN recovery time, and increased susceptibility to atrial fibrillation [171]. These

156



Int. . Mol. Sci. 2019, 20, 2281

mice also exhibit atrial fibrosis at baseline which is thought to contribute to aberrant SAN conduction.
This is exacerbated in models of heart failure, although treatment with cANF#23
of arrhythmias and the changes in electrophysiology [151].

The second mechanism by which CNP modulates heart rate is via the inhibition of cardiacsympathetic
neurotransmission in the heart. CNP treatment reduces tachycardia during right stellate (sympathetic)
ganglion stimulation in rats and inhibits the release of norepinephrine from isolated atria [172].
Evidence for an endogenous CNP/NPR-B pathway regulating sympathetic activity is demonstrated
in transgenic rats with neuron-specific overexpression of a dominant negative form of NPR-B.
These animals exhibit elevated heart rates, greater heart rate variability, and frequency domain
analyses reveal a higher low-frequency (LF)/high-frequency (HF) ratio, indicative of a shift towards
sympathoexcitation [172]. Similar findings have also been reported in mice lacking NPR-C. These
animals display a reduction in circadian changes of heart rate, a loss of dynamic changes due to
alterations in activity, and a greater LF/HF ratio, suggesting that sympathetic activity is enhanced [173].
Nevertheless, regardless of the receptor that mediates this sympatho-inhibitory effect of CNP, the
ability to dampen sympathetic activity in the heart may be an important protective mechanism in
diseases characterised by autonomic dysregulation.

reduces the number

12. Current and Future Therapeutics

The past decade has yielded a vast amount of evidence supporting a broad homeostatic role
for CNP in maintaining vascular and cardiac function. Moreover, the latest research employing
transgenic models has enabled a greater depth of understanding of the key physiological functions of
the peptide in the cardiovascular system. Therapeutics designed to bind to the cognate receptors for
CNP could have wide-ranging clinical applications in diseases such as hypertension, atherosclerosis,
restenosis, critical limb ischaemia, peripheral arterial disease, I/R injury, MI, HF, and heart rhythm
disorders. Currently, there are two therapies that target the natriuretic peptide system that have been
tested in clinical trials, NEP inhibitors (inhibit the breakdown of natriuretic peptides) and cenderitide
(a chimeric NPR-A/NPR-B agonist). NEP inhibitors, used in combination with angiotensin converting
enzyme inhibitors (ACEi), have been trialled in patients with hypertension and HF. Initial results were
promising, however there was a higher occurrence of angioedema reported in patients on dual treatment
compared to ACE inhibitor alone, therefore development was halted [174]. However, the NEP inhibitor
sacubitril, given in combination with the angiotensin receptor blocker (ARB) valsartan (LCZ696), has
been used with more success. This drug appears to be more efficacious at reducing blood pressure
than the currently available ACEi and ARBs, with a similar safety and tolerability profile [175,176].
Furthermore, LCZ696 had impressive results in the PARADIGM-HEF trial for the treatment of patients
with HF and reduced ejection fraction (EF). The results from the trial showed significantly greater
benefits of this combination therapy compared to standard therapy (ACEi treatment alone) [177].
A significant reduction in cardiovascular mortality and heart failure related hospitalization (20%)
was reported and the trial was terminated early due to the overwhelming benefit with regard to the
primary endpoint. LCZ696 is now licensed as Entresto and is currently being used in a clinical trial
(PARAGON-HF) for patients with HFpEF [178]. Given that hypertension is common in this group of
patients and the disease is associated with reduced cGMP availability [179], boosting natriuretic levels
may be advantageous. Theoretically, NEP inhibition could increase the levels of all natriuretic peptides
and enhance their beneficial effects, however, it should be noted that NEP also cleaves other vasoactive
peptides, such as bradykinin, so the outcome of this treatment may not be solely down to a reduction
of natriuretic peptide degradation. Although, higher levels of cGMP and BNP have been reported in
patients receiving LCZ696, indicating that elevated natriuretic peptide levels likely contribute to the
protective effect of NEP inhibition. Moreover, CNP is more susceptible than ANP and BNP to NEP
degradation, so it may be an important contributor to LCZ696 efficacy [18].

Cenderitide (CD-NP) is a novel ‘designer’ natriuretic peptide that consists of CNP plus the
C terminus of Dendroaspis natriuretic peptide (isolated from the green mamba snake). It is a dual
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NPR-A/NPR-B agonist that has been engineered to harness the anti-fibrotic, anti-proliferative, and
vascular regenerating properties of CNP and the beneficial renal effects of NPR-A activation [180].
A key benefit of this drug is the fact that it is more resistant to NEP degradation than the native
natriuretic peptides [181]. The first clinical target of this drug is HF as it has proven to be efficacious in
a rat model of early stage disease in which CD-NP reduces fibrosis and diastolic dysfunction [149].
In addition, CD-NP causes a greater reduction in collagen production by human cardiac fibroblasts than
BNP or CNP alone [128,182]. It has been suggested that targeting NPR-B in the heart could potentially
be detrimental if NPR-B/cGMP signalling increases adrenergic drive (via PDE3 inhibition) in vivo
as it has been shown to do in vitro [138]. Indeed, clinical studies of the PDE3 inhibitor milrinone,
demonstrate increased mortality, sudden death, and arrhythmias in HF patients, so the effects of
NPR-B agonists on PDE3 activity would need to be investigated thoroughly. However, the first trial in
man has shown that Cenderitide is safe, well-tolerated, and causes increases in plasma and urinary
c¢GMP in patients with HE, suggesting that this could prove a promising therapeutic agent in the
future [182]. More recently, Burnett et al. have developed other designer natriuretic peptides, such as
(53, a long-acting NPR-B activator that is resistant to NEP and has limited interaction with NPR-C
which elicits potent anti-fibrotic effects in renal and cardiac fibroblasts [150]. The newest compound in
this drug development pipeline, CRRL269, a non-hypotensive activator of NPR-A, is being considered
for use in acute kidney injury [183].

The rationale for the development of NPR-C agonists came from studies indicating that this
receptor mediates a large proportion of the effects of CNP on vascular tone [65,73], in addition, NPR-C
mutations are linked to hypertension in GWAS [85]. NPR-C has also been shown to mediate, at least
in part, the endogenous effects of CNP in failing hearts, vascular regeneration/angiogenesis, and
inflammation. Furthermore, NPR-C is the receptor that is upregulated the most in HF. Targeting NPR-C
could also potentially avoid effects on bone development, which are mediated primarily by NPR-B.
Thus, small molecule agonists of NPR-C have been designed according to the crystal structure of the
receptor bound with CNP [184] and the selective antagonist M372049 [185]. The lead compound 118 has
been shown to reduce blood pressure in vivo and relaxes mesenteric arteries in vitro [73]. Furthermore,
118 has high affinity and slow dissociation characteristics at the receptor so it could compete for the
clearance function of NPR-C. Accordingly, NPR-C agonists may have the additional benefit of being
able to reduce the degradation of all natriuretic peptides and could have broader therapeutic effects
than those conferred by NPR-C signalling alone. Further development and optimisation are ongoing.

13. Summary

CNP drives a multitude of cardiac and vascular protective effects via its two cognate receptors,
NPR-B and NPR-C. These beneficial actions are mediated by a number of distinct molecular pathways
(Figure 1). Pharmacological targeting of NPR-B and/or NPR-C harnesses these salutary functions and
holds wide-reaching therapeutic promise for cardiovascular disease.
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Figure 1. (Patho)physiological functions (upper panel) and signalling pathways (lower panel) activated
by CNP in endothelial cells, cardiomyocytes, and fibroblasts. In the heart, CNP reduces cardiac
hypertrophy, inhibits fibrosis, and modulates myocyte inotropy and chronotropy. In the vasculature,
CNP lowers blood pressure, inhibits inflammation, reduces atherosclerotic plaque deposition, modulates
endothelial cell (EC) and smooth muscle cell (SMC) growth, and stimulates angiogenesis. The cellular
effects of CNP are mediated via two cognate receptors, NPR-B and NPR-C. NPR-B is a particulate
guanylyl cyclase receptor and stimulation results in the production of cGMP and the activation of
protein kinase G (PKG) I. NPR-C is G; protein-linked receptor that modulates various intracellular
enzymes including adenylyl cyclase (AC), phospholipase C (PLC), extracellular signal-related kinase
(ERK) 1/2, phosphoinositide-3-kinase (PI3K), and protein kinase B (Akt). NPR-C activation also triggers
the opening of G-protein gated inwardly rectifying potassium (GIRK) channels. Cross-talk occurs
between the two receptor signalling pathways via cGMP-mediated inhibition of phosphodiesterase
(PDE) 3, the enzyme responsible for the hydrolysis of cAMP in cardiomyocytes.
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