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Abstract

Background—The Sphingosine-1-phosphate receptor 1 (S1PR1) and f1-adrenergic receptor
(BLAR) are G protein-coupled receptors (GPCRs) expressed in the heart. These two GPCRs have
opposing actions on adenylyl cyclase due to differential G protein-coupling. Importantly, both of
these receptors can be regulated by the actions of GPCR kinase-2 (GRK?2), which triggers
desensitization and down-regulation processes. Although, classical signaling paradigms suggest
that simultaneous activation of B1LARs and S1PR1s in a myocyte would simply be opposing action
on cAMP production, in this report we have uncovered a direct interaction between these two
receptors with a regulatory involvement of GRK2.

Methods and Results—In HEK293 cells overexpressing both f1AR and S1PR1, we
demonstrate that B1AR down-regulation can occur after sphingosine 1-phosphate (S1PR1 agonist)
stimulation while SIPR1 down-regulation can be triggered by isoproterenol (BAR agonist)
treatment. This cross-talk between these two distinct GPCRs appears to have physiological
significance since they interact and show reciprocal regulation in mouse hearts undergoing chronic
BAR stimulation and also in a rat model of post-ischemic heart failure (HF).
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Conclusions—We demonstrate that restoring cardiac plasma membrane levels of SIPR1
produce beneficial effects counterbalancing deleterious f1AR overstimulation in HF.

Keywords
gene therapy; heart failure; hypertrophy; receptors; adrenergic; beta; signal transduction

Introduction

G protein-coupled receptors (GPCRs) transduce cell signals via heterotrimeric G proteins
from neurohormones, ions, and sensory stimuli to regulate every aspect of mammalian
physiology. GPCRs are regulated by GPCR kinases (GRKSs) that trigger termination of
signaling, a process known as desensitization. Phosphorylation of agonist-occupied
receptors by GRKSs induces recruitment and binding of p-arrestins that displace bound G
proteins, therefore uncoupling receptors from their downstream signaling effectors. This
process continues through p-arrestin-dependent internalization of receptors, that lead either
to their degradation and down-regulation or recycling (resensitization) to the membrane.
Moreover, B-arrestin recruitment to GRK-phosphorylated receptors has been shown to lead
to novel intracellular signaling, a process called G protein-independent signaling?. In the
heart, an important GRK-mediated p-arrestin-dependent signal has been shown to be ERK
MAP kinase activation?. Given the central role in cardiac pathophysiology, GPCRs are
critical therapeutic targets in cardiac diseases. This is especially true in heart failure (HF)
where [-adrenergic receptor (BAR) antagonists and angiotensin Il receptor blockers are
standard of care for human HF patients.

BAR and angiotensin Il receptor blockade are warranted as a consequence of the
sympathetic nervous system (SNS) and renin-angiotensin system (RAS) hyperactivity that
induces their overstimlation. This phenomenon represents the molecular basis for BAR
down-regulation in the failing human myocardium. Since GPCRs are dynamically regulated
in disease processes a better understanding of down-stream signaling is imperative. In
particular, GPCR dimerization3 and interaction between different GPCR signaling
pathways*° have become the cornerstone of current cardiovascular research in order to
better clarify molecular alterations underlying cardiovascular diseases and to identify novel
potential therapeutic targets. In cardiac physiology and pathophysiology, the B1AR is the
predominant BAR that regulates inotropic and chronotropic responses of SNS
catecholamines through Gs-dependent activation of adenylyl cyclase (AC)®’. Chronic p1AR
hyperstimulation results in their down-regulation and consequently there is a marked
reduction of the inotropic reserve of the failing heart®:9. The sphingosine-1-phosphate
receptor 1 (S1PR1), which mediates the effect of the lysophospholipid sphingosine-1-
phosphate (S1P, a natural agonist) is also expressed on cardiomyocytesl? and its signaling
opposes BLAR-mediated AC activation through its coupling to the AC-inhibitory G protein,
Gill, Thus, in the heart, SIPR1 is able to antagonize the effects mediated by isoproterenol
(1SO) and other AR agonists!1:12, Furthermore, SIPR1 and f1AR undergo GRK-mediated
regulation through phosphorylation1314.15, Although GRK2, the primary GRK isoform
expressed in myocytes, can regulate both receptors, the BLAR is also regulated by
phosphorylation by protein kinase A (PKA)1314 while the SIPR1 can be regulated by
protein kinase C (PKC)5. Importantly, in respect to novel non-canonical signaling both
receptors have been implicated in ERK activation that can lead to protective signaling?.

Recently, a functional interaction between BAR and S1PR1 signaling has been reported in
vivo. In fact, ISO administration in mice induces cardiac hypertrophy via engagement of the
S1PR1 signaling pathway2. However, there is no proof of direct cross-talk at the receptor
level between B1ARs and S1PR1s. In the present study, we provide biochemical and
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functional evidence of a direct connection between these two highly expressed GPCRs in the
heart, demonstrating their reciprocal regulation via an important regulator, GRK2, which has
potential significance for cardiac pathophysiology.

Methods

Cell Culture

Human embryonic kidney (HEK) 293 cells overepressing the mouse wild type B1AR
carrying a Flag epitope (WTB1AR-Flag) or 2 mutants lacking, respectively: the putative
PKA phosphorylation sites (PKAB1AR-Flag) and the putative GRK phosphorylation sites
(GRKB1AR-Flag) obtained as previously described'# and cardiomyoblasts H9c2 obtained
from American Type Culture Collection (ATCC), were cultured and transfected as briefly
described in online methods.

Confocal microscopy

S1PR1-GFP and B1AR-Flag internalization was visualized by confocal laser scanning
microscopy (CLSM). Following (-)-isoproterenol bitartrate (1ISO, 1 uM; Sigma-Aldrich) or
sphingosine-1 phosphate (S1P, 250 nM; Sigma-Aldrich) stimulation cells were fixed and
visualized as previously described (16). After fixation cells were incubated with an anti-Flag
Cy3 conjugated mouse IgG (Sigma-Aldrich) using a diluition 1:100 in PBS containing 0.5%
BSA for 1h at room temperature. CLSM was performed at 488 nm (GFP) or 568 nm (Cy3).
The fluorescent data sets were analyzed by LSM 510 software. The cells treated with 1ISO
were pre-treated with selective B2AR-antagonist I1C1-118,551-HCI (ICI, 10 pM; Sigma-
Aldrich). Each experiment was separately repeated at least three times.

Immunoblotting

Immunoblotting on cells and left ventricular (LV) samples were performed as previously
described16 and briefly reported in the online supplemental methods.

Treatment protocol for mice

As previously described?17:18 C57BL/6 mice (n=5) were subcutaneously injected, twice a
day, with ISO, dissolved in 0.002% ascorbic acid, at the total rate of 3 mg/kg/d over a period
of 7 days. Control mice (SHAM, n=5) were injected with vehicle (0.002% ascorbic acid). At
sacrifice, after heart weight (HW) and body weight (BW) ratio calculation, the hearts were
removed and cardiac chambers dissected.

Measurement of hypertrophic growth in H9c2 cardiomyoblasts

Hypertrophy was assessed by measurement of relative cell surface area of H9c2 cells as
previously described19:20.21 (please see online supplemental methods).

TUNEL staining

Terminal deoxynucleotidyl transferase-mediated dUTP nick-end labeling (TUNEL) was
performed on HIC2 cells (please see online supplemental methods).

Rat Ml model

Myocardial infarction (MI) in rats was performed as previously described?2 and briefly
reported in the online supplemental methods.
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Myocardial in vivo gene delivery

Myocardial gene transfer in rats was achieved by direct intra-myocardial injection 8 weeks
post-MI as previously described?® and briefly reported in the online supplemental methods.

Echocardiography

Echocardiography was performed as previously described?224 and briefly reported in the
online supplemental methods.

Catheter-based in vivo hemodynamic measurements
Cardiac function was measured 12 weeks following gene therapy as previously described?3.

Myocardial perfusion studies

Myocardial perfusion was determined using 15 pm fluorescent microspheres (Triton Inc.).
Cardiac and blood samples were processed for microspheres determination. Myocardial
blood flow was measured basal and after maximal vasodilation with dipyridamole (6 mg
kgl min'1li.v.).

Measurement of infarct size

Infarct size was examined in all experimental rats at the end of the study period, as
previously described?3 and briefly reported in the online supplemental methods.

Histology
Left ventricular paraffin embedded specimens were immunohistochemically stained for
S1PR1 (anti-S1PR1 mouse monoclonal, 1:100; abm) and GFP (anti-GFP mouse
monoclonal, 1:200; Upstate) or stained for capillary density determination as previously
described’6 and briefly reported in online methods.

RT-PCR

Total RNA was isolated from cardiac samples using TRIzol reagent (invitrogen) according
to the manufacturer’s instructions and was reversed transcribed to generate cDNA. To
evaluate the expression of recombinant human S1IPR1-GFP and GFP was performed a PCR
using specific primers (hS1PR1-For 5-CAGCAAATCGGACAATTCCT-3, hS1PR1-Rev
5-GAACTTCAGGGTCAGCTTGC-3’ GFP-For 5-GACGTAAACGGCCACAAGTT-¥
GFP-Rev 5-AAGTCGTGCTGCTTCATGTG-3') with respectively amplified products of
250 bp and 180 bp.

B-Adrenergic Receptor Radioligand Binding

Receptor binding with 20 pg of protein from plasma membrane was performed using
[1251]cyanopindolol (350 pM) as previously described?4. Receptor density (fmol) was
normalized to milligrams of membrane protein.

Statistical analysis

Normally distributed, continuous variables with sample size greater than 10 are expressed as
mean + SEM and compared by one-way or repeated measures ANOVA test followed by
Bonferroni post hoc correction, as appropriate. When sample size was less than 10, exact
tests (Mann-Whitney or Kruskal-Wallis as required), followed by Bonferroni post hoc
correction, were performed and data represented with median and dot plots. Normality was
tested using Shapiro-Wilk test (<50 values) or Kolmorov-Smirnov test (=50 values), as
appropriate. All analyzed data showed no significant departure from normal distribution.
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Statistical Analysis was performed using SPSS software (SPSS Inc., Chicago, Illinois).
Level of statistical significance was set top < 0.05.

In vitro reciprocal downregulation of B1AR and S1PR1

In order to establish a functional correlation between B1AR and S1PR1 signaling, HEK293
cells stably expressing the mouse wild-type B1AR (WTB1AR) or 2 mutants lacking,
respectively: the putative PKA phosphorylation sites (PKABLAR) or the putative GRK
phosphorylation sites (GRK"B1AR) were transfected with SIPR1 cDNA. By confocal
microscopy experiments we evaluated B1AR and S1PR1 internalization following I1SO and
S1P stimulation. As shown in Figure 1A, 1SO and S1P stimulations resulted in a marked loss
of both WTB1AR and S1PR1 from the cell surface and surprisingly, in a co-localization of
the two receptors in the cytosol peaking after 30 min of treatment. The absence of PKA
phosphorylation sites (PKABLAR) did not affect the reciprocal internalization and cytosolic
co-localization following ISO or S1P stimulation (Figure 1B). In contrast, as shown in
Figure 1C, in GRKB1AR cells, 1ISO stimulation only induced B1AR but not S1IPR1
internalization. On the other hand, S1P stimulation induced S1PR1 downregulation with no
effect on P1AR localization. Interestingly, ISO or S1P induced a similar significant increase
in pERK levels in all cell subtypes (Figure 1A—-B-C). To better determine whether f1AR
and S1PR1 form stable complexes, B1AR and S1PR1 were expressed at same level in
HEK?293 cells and then a co-immunoprecipitation (Co-1P) assay was performed. Notably, as
shown in Supplemental Figure 1, IP of S1IPR1 resulted in a Co-IP of B1AR in the absence
(NS) or in presence of ISO or S1P, confirming our hypothesis of a direct receptor-receptor
interaction.

To further investigate how GRK-dependent phosphorylation was involved in the cross-talk
between B1AR and S1PR1, we also used a mutated form of S1IPR1 (S1PR1-A32) lacking
GRK2 phosphorylation sites'®. As shown in supplementary Figure 2A, SIPR1-A32 lost the
ability to be co-internalized with B1AR following agonists stimulation. Furthermore,
ERK1/2 phosphorylation resulted increased following I1SO stimulation but at a lower extent
following S1P stimulation (Supplemental Figure 2A).

B1AR- and S1PR1-dependent GRK2 upregulation

Since it is known that both f1AR and S1PR1 are substrates of GRK2
phosphorylation314.15 and our data suggest a crucial role of this kinase in the co-
dependence of internalization of these two receptors, we further explored the potential role
of GRK2. A 2-fold increase in GRK2 levels in WTB1AR cells stimulated for 12 hrs either
with ISO or S1P, was observed (Figure 2A). In PKAB1AR cells, ISO or S1P stimulation
resulted in blunted, yet significant, GRK2 upregulation (Figure 2B). Importantly,
GRK™B1AR cells showed enhanced GRK2 expression only following S1P administration
(Fig. 2C).

In vitro protective role of SIPR1 on deleterious B1AR overstimulation

It is known that both BLAR and S1P are able to induce cardiomyocyte hypertrophy24:25,
Therefore, we tested the effects of chronic ISO and S1P administration in vitro in H9c2 cells
stimulated for 48 hrs in absence or presence of the B1AR antagonist metoprolol or the
S1PR1 selective antagonist W146. Treatment with both agonists resulted in a consistent
increase of cell surface area indicating a hypertrophic response that was blocked with the
respective antagonist (metoprolol or W146) (Figure 3A). Notably, only 1SO induced an
increase in cardiomyocytes apoptosis (Figure 3B). This apoptotic response in ISO stimulated
cells was prevented by metoprolol pre-treatment (Figure 3B). Interestingly, S1P induced a
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robust hypertrophic response and blunted apoptotic reaction in metoprolol pre-treated cells
(Figure 3A-B). Reciprocally, ISO stimulation in the presence of SIPR1 antagonist did not
induce an hypertrophic response but increased apotosis (Figure 3A-B).

In vivo reciprocal B1AR and S1PR1 downregulation

As widely demonstrated?17:18  chronic in vivo 1ISO administration induces cardiac
hypertrophy, pathology and strong cardiac B1AR plasma membrane downregulation. Thus,
to determine whether our in vitro findings could be translated in vivo, we analysed S1PR1
density in crude myocardial membrane preparations from mice after 7 days of 1SO
administration. As expected, after chronic 1SO stimulation mice exhibited a significant
increase in Heart to Body Weight (HW/BW) ratio (Figure 4A), LV-septum thickness (Figure
4B) and a robust cardiac GRK2 upregulation compared to untreated mice (Figure 4C).
Notably, 7 days of ISO administration resulted in a SIPR1 downregulation at the plasma
membrane level (Figure 4D).

In addition, in order to evaluate whether S1IPR1-selective agonist was able to induce a
similar P1AR downregulation in vivo, we treated mice for 7 days (via daily intraperitoneal
injections) with the S1IPR1 agonist, SEW2871 (Supplemental Figure 3). Interestingly, SEW-
treatment resulted in a consistent increase in HW/BW ratio (Supplemental Figure 3A) and in
a strong increase in GRK2 protein levels (Supplemental Figure 3B) compared to untreated
mice. Consistently, with our in vitro observations, this SIPR1 selective agonist resulted in a
robust decrease in B1AR cardiac plasma membrane levels compared to untreated group
(Supplemental Figure 3C).

Cardiac S1PR1 membrane downregulation during heart failure

Since our data show that S1IPR1 internalization occurs in vitro as well as in vivo following
chronic 1SO stimulation, we studied potential SIPR1 dysregulation in a clinically relevant
experimental model of HF, a pathological condition characterized by a sustained elevation
of circulating catecholamines. Accordingly, plasma membranes were extracted from LV
lysates of 8 week post-myocardial infarction (post-Ml) rats. Importantly, we found a
significant down-regulation of SIPR1 in HF rats compared to control (Figure 5A).
Accordingly, in order to assess whether S1IPR1 down-regulation during HF was induced by
an increase in S1P levels we performed an ELISA assay for S1P on blood serum and an
immunoblots on LV lysates to assess the expression of Sphingosine kinase 1 (SphK1) in our
HF and SHAM groups (Supplemental Figure 4A-B). Notably, both S1P circulating levels
and SphK1 expression were robustly reduced in HF group compared to SHAM, proving that
S1PR1 behaves similarly to p1AR in a significant pathophysiological setting such as HF22.
In contrast, SIPR1 gene therapy was able to restore SphK1 expression at the levels observed
in sham and to increase S1P circulating levels compared to HF control group.

In vivo S1PR1 gene therapy

Since we have demonstrated that S1PR1 signaling is beneficial in cardiomyocytes in vitro,
and that this receptor is down-regulated in our animal model of post-MI HF, we next
explored the effects of long-term S1PR1 receptor overexpression during HF. Adult male
Sprague-Dawley rats underwent MI (n=30) or SHAM operation (n=10). 8 weeks post-
surgery HF rats were randomly assigned to one of the following group: 1) HF Saline (HF,
n=10); 2) HF Adeno-associated type 6-GreenFluorescent Protein (HF-rAAV6-GFP, n=10);
3) HF rAAV6-S1PR1-GFP (HF-rAVV6-S1PR1, n=10). A baseline echocardiogram was
performed in all groups one day before treatment onset, to confirm the presence of similar
levels of LV dysfunction before gene delivery. All groups were then studied over the course
of 12 additional weeks (20 weeks after MI) (Figure 5B), and all assays in the HF groups
were compared with a control SHAM-operated group that received neither MI nor gene
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transfer. At 12 weeks after gene delivery, both transgenes (S1PR1 and GFP) were robustly
expressed in the LV, as assessed by immunohistochemistry (Figure 5C). Consistently, RT-
PCR analysis (Figure 5D) and immunoblots (Figure 5E) confirmed the expression of the
human S1PR1 in the heart of rAAV6-S1PR1 group and of GFP in both hearts of rAAV6-
S1PR1 and —GFP groups. As shown in Figure 5F, 20 weeks following MI, cardiac rAAV6-
S1PR1 gene therapy resulted in restoration of plasma membrane S1PR1 at the level
observed in SHAM animals.

Effects of SIPR1 overexpression on in vivo cardiac function at 12 weeks after gene

delivery

Eight weeks after experimental MI, LV ejection fraction (EF) was dramatically decreased
and end-diastolic diameter was increased as expected (Figure 6A-B). Treatment with GFP
or saline had no impact on cardiac performance with a further deterioration of cardiac
function 12 weeks later. On the other hand, S1IPR1 overexpression ameliorated LV
contractility. In fact, EF was significantly increased in S1IPR1 infected rats compared to HF
controls (Figure 6B). Adverse LV remodeling as measured by ventricular dilatation also
progressed further in saline and GFP groups, and this was prevented by S1PR1 gene
delivery. As expected no differences in infarct size were observed among all HF groups
since gene therapy was performed 8 weeks post-MI when the infarct scar was completely
established (data not shown). Of note, SIPR1 gene delivery affected the immune response as
observed by Hematoxylin/Eosin staining of cardiac sections. In fact, SIPR1 overexpression
resulted in a reduced infiltration of immune cells compared to HF control group
(Supplemental Figure 5A). Interestingly, SIPR1 overexpression in the LV induced a
consistent decrease in heart rate. LV invasive hemodynamic analysis in rats performed at the
end of the study period (12 weeks after gene delivery) showed significant decreases in +dP/
dt and —dP/dt in all HF groups compared to SHAM, proving HF-related reduction in LV
contractility and relaxation (Table 1 and Figure 6C). LV systolic pressure was significantly
reduced, whereas LV end-diastolic pressure was significantly increased in all HF groups
compared to SHAM (Table 1). Cardiac S1IPR1 overexpression significantly improved LV
contractility and relaxation 12 weeks after treatment (Table 1 and Figure 6C). Furthermore,
S1PR1 gene delivery increased LV systolic pressure and decreased end-diastolic pressure
compared to HF control groups (Table 1). Notably, total plasma membrane BAR density was
completely restored in rAAV6-S1PR1 hearts compared with HF controls (Figure 6D).
Accordingly, S1IPR1 infected rats showed significantly improved LV +dP/dt and LV —dP/dt
after maximal BAR stimulation by ISO (Table 1 and Figure 6C).

Effect of S1IPR1 on cardiac remodeling and angiogenesis

The beneficial effect of SIPR1 overexpression on cardiac function was accompanied by a
hypertrophic response of the failing heart. This observation was evident at
echocardiographic evaluation where we found increased anterior wall diastolic thickness
(AWd) and posterior wall diastolic thickness (PWd) in S1PR1 rats compared to HF controls
(Table 1). Consistently, HW/BW ratio was significantly higher in hearts treated with S1IPR1
compared to GFP and saline treated groups (Table 1). Importantly, the SIPR1-dependent
increase of LV mass was accompanied by significant decrease of LV systolic and diastolic
internal diameter compared to rAAV6-GFP HF hearts, thus indicating that SIPR1 gene
therapy induced a compensatory hypertrophic response able to contrast LV dilatation. In
accordance with previous observations reported by us and others?>:26, this adaptive LV
remodeling was associated with a significant growth of cardiac capillary network. In fact,
S1PR1 gene delivery resulted in a significant increase in capillary density compared to HF
groups and a complete recovery of myocardial blood flow that was indistinguishable from
SHAM (Figure 7A-B). At the molecular level, we investigated the effects on Akt activation
since this kinase is one of the major pro-angiogenetic molecules involved in S1IPR1
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signaling?”:28. Notably, S1IPR1 down-regulation was associated with a robust reduction in
Akt activation compared to SHAM (Supplemental Figure 6A). Of note, SIPR1 gene therapy
was able to enhance Akt activation (Supplemental Figure 6A).

Discussion

Heart failure is a major and growing public health problem affecting 1-6% of the US
population?®. It is a disease characterized by LV dysfunction associated with a complex of
symptoms that relate to inadequate perfusion of tissues and pulmonary congestion. One of
the consequences is the activation of the SNS, which plays a crucial role in adapting
circulatory homeostasis to changes in environment. Further, circulating levels of
catecholamines are increased in HF in proportion to the severity of the disease30. However,
sympathetic hyperactivity can also initiate or accelerate cardiac dysfunction and provoke
major cardiovascular events, thus justifying why HF patients with higher plasma levels of
norepinephrine have the most unfavorable prognosis®L. These observations have led to the
hypotheses that sympathetic activation may play an important role in HF progression®32:33
and that pharmacological interference with this system can produce hemodynamic and
clinical benefits34,

Currently, some of the most effective treatments for HF target p1AR and p2AR and
angiotensin 11 type IA receptor, which are both GPCRs?. Several experimental evidences
have demonstrated that GPCRs can actually interact and can be reciprocally regulated. For
instance, it has been shown that the B1AR is able to transactivate EGFR, conferring a -
arrestin dependent cardioprotective effect?. These data have led to hypothesize the
development of new therapies for HF that would be able not only to antagonize harmful
cardiac signaling, but also potentiate the beneficial pathways3®. In that regard, a deeper
understanding of the signaling mechanisms underlying the development and progression of
heart failure is absolutely needed.

Our data show, for the first time, a direct interaction between B1AR and S1PR1,
representing dynamic regulation present between two important and predominant GPCRs in
the heart that appears to have significant physiological effects. Using HEK293 cells
overexpressing the WTB1AR, and transiently transfected with SIPR1, we demonstrated in
vitro that either 1SO or S1P stimulation induce a dual-internalization with a cytosolic co-
localization of both B1AR and S1PR1. As a functional consequence, ERK activation occurs.
Importantly, we also demonstrated that both f1AR and S1PR1 are able to form a stable
complex and that the reciprocal downregulation of the two receptors occurs only in presence
of agonist-dependent GRK2 activation. In fact, we examined the molecular mechanisms of
such interaction, and interestingly found that the absence of GRK-phosphorylation sites but
not the absence of PKA-phosphorylation sites on the BLAR abolished the cross talk between
the two receptors. Similarly, the lack of GRK2-phosphorylation sites on S1PR1 inhibited the
reciprocal down-regulation between B1AR and S1PR1 following agonists stimulation.
Therefore, GRK2 seems to be a nodal regulator of the cellular response to both
cathecolamines and S1P and it is able to modulate the phosphorylation and the reciprocal
internalization of both B1AR and S1PR1.

It is known that B1AR is a very important regulator of cardiac function both in physiological
and pathophysiological settings3¢:37 and its action can become deleterious over time. An
important role has also been recently shown for the S1IPR1. In fact, this receptor can mediate
an hypertrophic response in neonatal rat cardiomyocytes8 and it is cardioprotective for
adult cardiomyocytes under hypoxial® and in the intact heart exposed to myocardial
infarction3940:41.42_Our data confirm S1PR1 ability to mediate hypertrophy in cultured cells
as well as the BLAR. However, while B1AR is also able to induce significant apoptosis, this
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is not the case of SIPR1. More interestingly, the apoptotic response to 1SO stimulation
increases if the S1IPR1 receptor is blocked. Our data demonstrate that SIPR1 signaling
results to be cardioprotective, in particular during a sustained catecholamine stimulation
which reproduces pathological condition such as HF. In fact, our demonstration that SIPR1
is downregulated in the pathological cardiac hypertrophy induced by ISO injection in mice,
which is known to predispose to cardiac dysfunction, confirms that SIPR1 inactivation
could have a role in the progression toward HF. More interestingly, we show that in a rat
model of post-ischemic HF, SIPR1 plasma membrane levels are significantly
downregulated. Further, our results showed that the observed S1IPR1 down-regulation was
not correlated to an S1P increase. In fact, this molecule was even strongly reduced in blood
serum of post-MI HF mice compared to SHAM, strengthening our hypothesis of an active
role of catecholamine overstimulation in vivo on reciprocal down-regulation between B1AR
and S1PR1.

Of note, rAVV6 gene therapy, as previously described*3, allowed us to obtain the long-term
and stable myocardial gene expression of rAAV6-S1PR1 cardiac gene transfer. For the first
time, we directly investigated the therapeutic effects of 12 weeks expression of S1IPR1 in the
failing heart. We were able to demonstrate that rAAV6-S1PR1 gene-delivery restored
S1PR1 plasma membrane levels and its signaling, observed by a consistent increase in
SphK1 expression in the heart and S1P active secretion in blood serum, and exerts an
important functional and structural cardiac recovery, improving cardiac function and
blocking the negative remodelling in our post-MI rat HF model. Three months after gene
delivery we found significantly increased LV EF, dP/dt and systolic blood pressure whereas
LV-end diastolic diameter and pressure were decreased in comparison to the control HF
animals.

The beneficial effects of SIPR1 gene therapy were also evident on post-MI AR
dysfunction. In fact, maximal inotropic responses during BAR stimulation were almost
completely restored after SLIPR1 gene delivery. It is reasonable to hypothesize that the
favorable action of SIPR1 overexpression in the post-MI heart is probably due to either a
direct cardioprotective effect and to an increase of the angiogenic response that promotes an
adaptive, angiogenesis-dependent LV hypertrophy instead of transitioning to a maladaptive
state. Consistent with this, SIPR1 gene delivery induced the activation of Akt signaling,
preventing capillary rarefaction and completely restoring myocardial blood flow in our
experimental groups. Taken together, our data show that SIPR1 downregulation, probably
induced by an excessive catecholamine stimulation during HF, can be responsible for the
progression toward a further decrease of cardiac performance. Importantly, in the present
study we focused on S1PR1 that represents the S1PR subtype with highest expression in the
heart and further studies will be needed to uncover potential relevant roles of S1IPR2 and
S1PR3 in HF. In conclusion, the ability of SIPR1 gene delivery to prevent LV failure in a
setting of established myocardial damage, confers to this molecule the potential to be a
candidate for HF treatement.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.

Acknowledgments

Funding Sour ces: This work was supported in part by the Italian ministry of University and Scientific Research,
P.R.I.N. (Progetto di Ricerca di Interesse Nazionale) 2007 to Drs. Dario Leosco, Giuseppe Rengo and Carmela
Zincarelli and by postdoctoral fellowship to Drs. Giuseppe Rengo from the American Heart Association (Great
Rivers Affiliate). Dr. Koch was supported by NIH grants RO1 HL085503, R37 HL061690, P01 HL075443 (Project

Circulation. Author manuscript; available in PMC 2014 October 08.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Cannavo et al.

2),

Page 10

P01 HL108806 (Project 3) and P01 HL091799. Dr. Rabinowitz was supported by NIH RO1 HL091096 and P01

HL091799 (Core D).

References
1.

10

11.

12.

13.

14.

15.

16.

Shukla AK, Xiao K, Lefkowitz RJ. Emerging paradigms of B-arrestin-dependent seven
transmembrane receptor signaling. Trends Biochem Sci. 2011; 36:457-69. [PubMed: 21764321]

. Noma T, Lemaire A, Naga Prasad SV, Barki-Harrington L, Tilley DG, Chen J, Le Corvoisier P,

Violin JD, Wei H, Lefkowitz RJ, Rockman HA. B-Arrestin-mediated $1-adrenergic receptor
transactivation of the EGFR confers cardioprotection. J Clin Invest. 2007; 117:2445-58. [PubMed:
17786238]

. Rios CD, Jordan BA, Gomes I, Devi LA. G-protein-coupled receptor dimerization: modulation of

receptor function. Pharmacol Ther. 2001; 92:71-87. [PubMed: 11916530]

. Barki-Harrington L, Luttrell LM, Rockman HA. Dual inhibition of beta-adrenergic and angiotensin

Il receptors by a single antagonist: a functional role for receptor-receptor interaction in vivo.
Circulation. 2003; 108:1611-8. [PubMed: 12963634]

. Somvanshi RK, War SA, Chaudhari N, Qiu X, Kumar U. Receptor specific crosstalk and

modulation of signaling upon heterodimerization between [31-adrenergic receptor and somatostatin
receptor-5. Cell Signal. 2011; 23:794-811. [PubMed: 21238583]

. Rengo G, Lymperopoulos A, Zincarelli C, Femminella GD, Liccardo D, Pagano G, de Lucia C,

Cannavo A, Gargiulo P, Ferrara N, Perrone-Filardi P, Koch WJ, Leosco D. B-adrenergic receptor
blockade restores the GRK2-mediated adrenal a2-adrenergic receptor-catecholamine production
axis in heart failure. British J Pharmacol. 2012; 166:2430-40.

. Tada M, Kirchberger MA, Katz AM. Regulation of calcium transport by cyclic AMP. A proposed

mechanism for the beta-adrenergic control of myocardial contractility. Acta Cardiol. 1975; 30:231-
7. [PubMed: 180733]

. Bristow MR, Ginsburg R, Minobe W, Cubicciotti RS, Sageman WS, Lurie K, Billingham ME,

Harrison DC, Stinson EB. Decreased catecholamine sensitivity and beta-adrenergic-receptor density
in failing human hearts. N Engl J Med. 1982; 307:205-11. [PubMed: 6283349]

. Rengo G, Perrone Filardi P, Femminella GD, Liccardo D, Zincarelli C, de Lucia C, Pagano G,

Marsico F, Lymperopoulos A, Leosco D. Targeting 3-adrenergic receptor system via G-protein

coupled receptor kinase 2 (GRK2): a new paradigm for therapy and prognostic evaluation in heart

failure. FROM BENCH TO BEDSIDE. Circulation Heart Fail. 2012; 5:385-91.

. Zhang J, Honbo N, Goetzl EJ, Chatterjee K, Karliner JS, Gray MO. Signals from type 1
sphingosine 1-phosphate receptors enhance adult mouse cardiac myocyte survival during hypoxia.
Am J Physiol Heart Circ Physiol. 2007; 293:H3150-8. [PubMed: 17766476]

Means CK, Miyamoto S, Chun J, Brown JH. S1PR1 receptor localization confers selectivity for
Gi-mediated cAMP and contractile responses. J Biol Chem. 2008; 283:11954-63. [PubMed:
18296752]

Errami M, Galindo CL, Tassa AT, Dimaio JM, Hill JA, Garner HR. Doxycycline attenuates
isoproterenol- and transverse aortic banding-induced cardiac hypertrophy in mice. J Pharmacol
Exp Ther. 2008; 324:1196-203. [PubMed: 18089841]

Freedman NJ, Liggett SB, Drachman DE, Pei G, Caron MG, Lefkowitz RJ. Phosphorylation and
desensitization of the human beta 1-adrenergic receptor. Involvement of G protein-coupled
receptor kinases and cAMP-dependent protein kinase. J Biol Chem. 1995; 270:17953-61.
[PubMed: 7629102]

Rapacciuolo A, Suvarna S, Barki-Harrington L, Luttrell LM, Cong M, Lefkowitz RJ, Rockman
HA. Protein kinase A and G protein-coupled receptor kinase phosphorylation mediates beta-1
adrenergic receptor endocytosis through different pathways. J Biol Chem. 2003; 278:35403-11.
[PubMed: 12821660]

Watterson KR, Johnston E, Chalmers C, Pronin A, Cook SJ, Benovic JL, Palmer TM. Dual
Regulation of EDG1/S1PR1 Receptor Phosphorylation and Internalization by Protein Kinase C
and G-protein-coupled Receptor Kinase 2. J Biol Chem. 2002; 277:5767—77. [PubMed: 11741892]

Esposito G, Perrino C, Cannavo A, Schiattarella GG, Borgia F, Sannino A, Pironti G, Gargiulo G,
Di Serafino L, Franzone A, Scudiero L, Grieco P, Indolfi C, Chiariello M. EGFR trans-activation

Circulation. Author manuscript; available in PMC 2014 October 08.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Cannavo et al.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

217.

28.

29.

30.

31.

32.

33.

Page 11

by urotensin 1l receptor is mediated by B-arrestin recruitment and confers cardioprotection in
pressure overload-induced cardiac hypertrophy. Basic Res Cardiol. 2011; 106:577-89. [PubMed:
21369867]

Yamaguchi I, Torda T, Hirata F, Kopin 1J. Adrenoceptor desensitization after immobilization stress
or repeated injection of isoproterenol. Am J Physiol. 1981; 240:H691-6. [PubMed: 6112882]
Krenek P, Kmecova J, Kucerova D, Bajuszova Z, Musil P, Gazova A, Ochodnicky P, Klimas J,
Kyselovic J. Isoproterenol-induced heart failure in the rat is associated with nitric oxide-dependent
functional alterations of cardiac function. Eur J Heart Fail. 2009; 11:140-6. [PubMed: 19168511]

Hwang GS, Oh KS, Koo HN, Seo HW, You KH, Lee BH. Effects of KR-31378, a novel ATP-
sensitive potassium channel activator, on hypertrophy of H9C2 cells and on cardiac dysfunction in
rats with congestive heart failure. Eur J Pharmacol. 2006; 540:131-8. [PubMed: 16729997]
Alvarez BV, Johnson DE, Sowah D, Soliman D, Light PE, Xia Y, Karmazyn M, Casey JR.
Carbonic anhydrase inhibition prevents and reverts cardiomyocyte hypertrophy. J Physiol. 2007;
579:127-45. [PubMed: 17124262]

Jeong K, Kwon H, Min C, Pak Y. Modulation of the caveolin-3 localization to caveolae and
STATS3 to mitochondria by catecholamine-induced cardiac hypertrophy in H9c2 cardiomyoblasts.
Exp Mol Med. 2009; 41:226-235. [PubMed: 19299911]

Rengo G, Lymperopoulos A, Zincarelli C, Donniacuo M, Soltys S, Rabinowitz JE, Koch WJ.
Myocardial adeno-associated virus serotype 6-betaARKct gene therapy improves cardiac function
and normalizes the neurohormonal axis in chronic heart failure. Circulation. 2009; 119:89-98.
[PubMed: 19103992]

Rengo G, Lymperopoulos A, Leosco D, Koch WJ. GRK2 as a novel gene therapy target in heart
failure. J Mol Cell Cardiol. 2011; 50:785-92. [PubMed: 20800067]

Lymperopoulos A, Rengo G, Gao E, Ebert SN, Dorn GW 2nd, Koch WJ. Reduction of
sympathetic activity via adrenal-targeted GRK2 gene deletion attenuates heart failure progression
and improves cardiac function after myocardial infarction. J Biol Chem. 2010; 285:16378-86.
[PubMed: 20351116]

Leosco D, Rengo G, laccarino G, Golino L, Marchese M, Fortunato F, Zincarelli C, Sanzari E,
Ciccarelli M, Galasso G, Altobelli GG, Conti V, Matrone G, Cimini V, Ferrara N, Filippelli A,
Koch WJ, Rengo F. Exercise promotes angiogenesis and improves beta adrenergic receptor
signalling in the post-ischaemic failing rat heart. Cardiovasc Res. 2008; 78:385-394. [PubMed:
18093988]

Shiojima I, Sato K, Izumiya Y, Schiekofer S, Ito M, Liao R, Colucci WS, Walsh K. Disruption of
coordinated cardiac hypertrophy and angiogenesis contributes to the transition to heart failure. J
Clin Invest. 2005; 115:2108-18. [PubMed: 16075055]

Waeber C, Blondeau N, Salomone S. Vascular sphingosine-1-phosphate S1P1 and S1P3 receptors.
Drug News Perspect. 2004; 17:365-82. [PubMed: 15334188]

Wang S, Zhang Z, Lin X, Xu DS, Feng Y, Ding K. A polysaccharide, MDG-1, induces S1P1 and
bFGF expression and augments survival and angiogenesis in the ischemic heart. Glycobiology.
2010; 20:473-84. [PubMed: 20008963]

S.A. Hunt ACC/AHA 2005 guideline update for the diagnosis and management of chronic heart
failure in the adult: a report of the American College of Cardiology/American Heart Association
Task Force on Practice Guidelines (Writing Committee to Update the 2001 Guidelines for the
Evaluation and Management of Heart Failure). J Am Coll Cardiol. 2005; 46:e1-e82. [PubMed:
16168273]

Thomas JA, Marks BH. Plasma norepinephrine in congestive heart failure. Am J Cardiol. 1978;
41:233-243. [PubMed: 203177]

Cohn JN, Levine TB, Olivari MT, Garberg V, Lura D, Francis GS, Simon AB, Rector T. Plasma
norepinephrine as a guide to prognosis in patients with chronic congestive heart failure. N Engl J
Med. 1984; 311:819-823. [PubMed: 6382011]

Bristow MR, Anderson FL, Port JD, Skerl L, Hershberger RE, Larrabee P, O’Connell JB, Renlund
DG, Volkman K, Murray J. Differences in b-adrenergic neuroeffector mechanism in ischaemic vs.
idiopathic cardiomyopathy. Circulation. 1991; 84:1024-1039. [PubMed: 1653120]

Packer M. Pathophysiology of chronic heart failure. Lancet. 1992; 340:88-92. [PubMed: 1352022]

Circulation. Author manuscript; available in PMC 2014 October 08.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Cannavo et al.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

Page 12

Packer M. The neurohormonal hypothesis: a theory to explain the mechanism of disease
progression in heart failure. J Am Coll Cardiol. 1992; 20:248-254. [PubMed: 1351488]

Noor N, Patel CB, Rockman HA. B-arrestin: a signaling molecule and potential therapeutic target
for heart failure. J Mol Cell Cardiol. 2011; 55:534-541. [PubMed: 21074538]

Rapacciuolo A, Rockman HA. Role of B-Adrenoceptor Desensitization in Heart Failure.
Cardiovascular Drug Reviews. 2000; 17:384-394.

Esposito G, Rapacciuolo A, Naga Prasad SV, Rockman HA. Cardiac hypertrophy: role of G
protein-coupled receptors. J Card Fail. 2002; 8:S409-14. [PubMed: 12555153]

Robert P, Tsui P, Laville MP, Livi GP, Sarau HM, Bril A, Berrebi-Bertrand 1. EDGL1 receptor
stimulation leads to cardiac hypertrophy in rat neonatal myocytes. J Mol Cell Cardiol. 2001,
33:1589-606. [PubMed: 11549339]

Yeh CC, Li H, Malhotra D, Huang MC, Zhu BQ, Goetzl EJ, Vessey DA, Karliner JS, Mann MJ.
Sphingolipid signaling and treatment during remodeling of the uninfarcted ventricular wall after
myocardial infarction. Am J Physiol Heart Circ Physiol. 2009; 296:H1193-1199. [PubMed:
19234089]

Vessey DA, Li L, Kelley M, Karliner JS. Combined sphingosine, S1P and ischemic
postconditioning rescue the heart after protracted ischemia. Biochem Biophys Res Commun. 2008;
375:425-429. [PubMed: 18706887]

Lecour S, Smith RM, Woodward B, Opie LH, Rochette L, Sack MN. Identification of a novel role
for sphingolipid signaling in TNF alpha and ischemic preconditioning mediated cardioprotection. J
Mol Cell Cardiol. 2002; 34:509-518. [PubMed: 12056855]

Jin ZQ, Zhou HZ, Zhu P, Honbo N, Mochly-Rosen D, Messing RO, Goetzl EJ, Karliner JS, Gray
MO. Cardioprotection mediated by sphingosine-1-phosphate and ganglioside GM-1 in wild-type
and PKC epsilon knockout mouse hearts. Am J Physiol Heart Circ Physiol. 2002; 282:H1970—
H1977. [PubMed: 12003800]

Zincarelli C, Soltys S, Rengo G, Koch WJ, Rabinowitz JE. Comparative cardiac gene delivery of
adeno-associated virus serotypes 1-9 reveals that AAV6 mediates the most efficient transduction
in mouse heart. Clin Transl Sci. 2010; 3:81-9. [PubMed: 20590676]

Circulation. Author manuscript; available in PMC 2014 October 08.



1dussnuein Joyny vd-HIN 1duosnueln Joyny vd-HIN

1duosnuey JoyIny vd-HIN

Cannavo et al.

Page 13

Clinical Perspective

In chronic heart failure (HF), sympathetic nervous system overdrive induces the up-
regulation of G protein-coupled receptor kinase 2 (GRK2) with a consequent -
adrenergic receptor (BAR) down-regulation/desensitization. Importantly in failing
myocardium BAR dysregulation is clinically seen by loss of inotropic reserve. Currently,
B-blockers represent a solid “pillar” in HF therapy which at molecular level efficiently,
counteract both BAR down-regulation and GRK2 up-regulation. Noteworthy, GRK2
inhibition represent a new promising strategy to rescue the failing heart and we have
recently recently demonstrated that in some animal models could be used as substitution
or in conjunction with B-blockers. GRK2 inhibition may be effective in HF interfering
with other intracellular processes. The present study provides the first evidence of a
direct and GRK2-dependent interaction between f1AR and S1PR1. We show that the
reciprocal down-regulation between these two predominant GPCRs in the heart, appears
to have significant physiological effects on cardiac hypertrophy, apoptosis and
remodeling. Clinically, HF-related SIPR1 down-regulation worsens left ventricular
dysfunction in a setting of established myocardial damage. Noteworthy, we show that the
increase of S1PR1 density, through gene therapy, in failing cardiomyocytes may
represent a novel therapeutic strategy for HF. This study clearly opens a new chapter in
the understanding of the molecular mechanisms involved in HF, demonstrating that
beside the well documented therapeutic effects of BAR signalling “resensitization” in HF
via GRK2 inhibition or beta-blockade, a new field of research could be the reconstitution
of S1PR1 cardioprotective signaling as a new therapeutic target along with other
unexplored signaling pathways.
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Figure 1.

GI%Ks-phosphorylation sites removal inhibits the cross-talk between f1AR and S1PR1.
HEK?293 cells stably expressing WTB1AR-Flag (A), PKAB1AR-Flag (B), GRKB1AR-Flag
(C) and transfected with SIPR1-GFP, were pre-treated with f2AR antagonist 1C1-118,551-
HCI (IClI, 10 pM), then were stimulated with (=)-isoproterenol bitartrate (1SO) (1 pM) or
sphingosine 1-phosphate (S1P) (250 nM) for 30 min and compared with unstimulated (NS).
Representative panels of SIPR1-GFP and B1AR-Flag immunofluorescence images, showing
cumulative data of multiple independent experiments in WTB1AR-Flag+S1PR1-GFP (A),
the PKAB1AR-Flag+S1PR1-GFP (B) or the GRKB1AR-Flag+S1PR1-GFP (C). Arrows
indicate receptor internalization; Representative immunoblots showing ERK1/2 activation
following 5 min of stimulation with ISO (1 pM) or S1P (250 nM) in WTB1AR-Flag (A),
PKAB1AR-Flag (B), GRKB1AR-Flag (C). GAPDH was used as loading control.
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Figure2.

Reduced effect on GRK2 upregulation following GRKs-phosphorylation sites removal in
B1AR. Representative immunoblots (upper panels) and dot plots (lower panels) showing
GRK2 levels following 12 hours of stimulation with 1ISO (1 uM) or S1P (250 nM) in
WTBLAR-Flag (A), PKA-B1AR-Flag (B), GRK-B1AR-Flag (C). GAPDH was used as
loading control (GRK2 levels Fold over NS mean); Statistical significance between groups
was determined by exact tests (Mann-Whitney and Kruskal-Wallis) followed by Bonferroni
post-hoc correction. Barred diamond represents the median. N= 9 for each group. *p<0.05
vs. NS; 1p<0.05 vs. ICI/ISO.
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Figure 3.

Physiological role for B1AR and S1PR1 interaction. Representative images (upper panels)
and dot plots (lower panels) showing (A) hypertrophic (relative cell surface area) and (B)
apoptotic (Tunel positive nuclei) response in H9c2 cells transfected with cDNA encoding
for SIPR1-GFP and the mouse WTB1AR-Flag. Cells were pre-treated with ICI (10 pM) and
stimulated with 1SO (10 pM) or S1P (250 nM); cells pre-treated with fLAR antagonist
Metoprolol tartrate (MET, 1uM) or S1IPR1 selective antagonist W146 (10 M) were then
treated with 1SO (10 uM) or S1P (250 nM) for 48 h. Each experiment was independently
repeated 3 (panel A) and 4 (panel B) times. Statistical significance between groups was
determined by one-way ANOVA followed by Bonferroni post-hoc correction. Barred
diamond represents the mean. *p<0.05 vs NS; t p<0.05 vs. all.
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Figure4.

In vivo chronic ISO treatment (7 days) resulted in a GRK2 upregulation and an S1PR1
plasma membrane downregulation. A. Representative images (upper panel) of sirius red
staining of mouse cardiac sections from SHAM and 1SO7d groups (25X) and dot plots
(lower panel) showing the heart weight/body weight (HW/BW) ratio in SHAM and ISO 7d:
B. Representative serial M-mode echocardiographic tracings (upper panel) before 1SO and
following 1ISO7d and dot plots (lower panel) showing Septum thickness; C. Representative
immunoblots (upper panels) and dot plots (lower panel) of GRK2 levels in ISO7d groups
compared to SHAM (GRK2 levels Fold over SHAM mean). D. Representative immunoblots
(upper panels) and dot plots (lower panel) of SIPR1 membrane levels in crude LV
membrane preparations from SHAM and 1ISO7d mice. ACTIN was used as loading control.
GAPDH and Na+/K+ATPase were used as membrane purification control (S1IPR1 levels
Fold over SHAM mean). Statistical significance between groups was determined by Mann-
Whitney exact test. N=5 for each group. Barred diamond represents the median. *p<0.05 vs
SHAM.
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Figureb.

The overexpression of S1IPR1 restores the receptor plasma membrane levels impaired during
heart failure. A. Representative immunoblots (upper panel) and dot plots (lower panel)
showing S1PR1 membrane density in crude LV membrane preparations from SHAM and
HF rats. ACTIN was used as loading control (S1PR1 levels Fold over SHAM mean).
Statistical significance between groups was determined by Mann-Whitney exact test. N=5
for each group. Barred diamond represents the median. *p<0.05 vs SHAM; B. Overall
design of 20-week study of S1IPR1 gene delivery in HF rats; C. Representative images of
S1PR1 and GFP immunohistochemistry stainings on cardiac sections from HF, HF+rAVV6-
S1PR1 and HF+rAAV6-GFP rats, performed at the end of the study period; D.
Representative images (upper panel) of RT-PCR on cardiac total RNA lysates from HF, HF
+rAAV6-S1PR1 and HF+rAAV6-GFP rats, showing the overexpression of transgenic
human S1PR1 (hS1PR1) and GFP; E. Representative immunoblots (lower panel) showing
the transgenic expression of human S1PR1 (hS1PR1) and GFP in HF, HF+rAAV6-S1PR1
and HF+rAAV6-GFP rats; F. Representative immunoblots (upper panels) and dot plots
(lower panel) of SIPR1 membrane density in crude LV membrane preparations from
SHAM, HF and HF+rAAV6-S1PR1 rats. ACTIN was used as loading control (S1PR1 Fold
over SHAM mean). Statistical significance between groups was determined by exact tests
(Mann-Whitney and Kruskal-Wallis) followed by Bonferroni post-hoc correction. N=5 for
each group, except N=7 for HF+rAAV6-S1PR1 group. Barred diamond represents the
median. *p<0.05 vs SHAM ; 1p<0.05 vs HF.

Circulation. Author manuscript; available in PMC 2014 October 08.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Page 19

A a B
] i;’ore O Before
== = After
. .
12 " “t 70
B 604
10
— 50
T8 R
E w 407
g° 304
>
= 204
2 104
0 0
SHAM HF HF+ SHAM HF HF+
rAAV6-S1PR1 rAAVE-S1PR1

Cc D
18,500 O Basal
16,000 =
150 70+
14,000 o
E 12,000 + 60 ®
E 10,000 j 4 t
E 50
S 80007 + = o
$ 6,000 E‘g - .
4,000 2 g 5
; 8 230~ &
0+ z=
SHAM HF HF+ EEP 8
¥ &
G TAAVE S1PR1 < _?_
1,000 104 °
2,000
o T T
-3,000 SHAM HF HF+
3 rAAVE-S1PR1
£ -4,000 o
£ 50004 t
5 6,000 4
% 7,000 -
-8,000 t
9,000 -

Figure®6.

rAAV6-S1PR1 gene therapy at 12 weeks after MI ameliorates cardiac function. Bar graphs
showing cardiac parameters measurement at 12 weeks after M1 and/or after 12 weeks of
treatment. A. Data are presented as mean £ SEM; Statistical significance between groups
was determined LV internal diameter at diastole (LVIDd) measured by echocardiography 12
weeks after MI and after 12 weeks of treatment; B. Ejection Fraction (EF) as measured by
echocardiography 12 weeks after MI (A) and 12 weeks after in vivo gene delivery; C.
Average LV +dP/dt and LV —dP/dt values evaluated under basal conditions and after
maximal isoproterenol stimulation; D. B1AR density in cardiac homogenates purified from
hearts of all experimental groups performed at the end of the study period. Statistical
significance between groups was determined by repeated measure ANOVA with Bonferroni
post-hoc correction (panels A, B and C) and, by one-way ANOVA with Bonferroni post-hoc
correction (panel D; barred diamond represents the mean). N= 10 for each group. *p<0.05
vs SHAM; tp<0.05 vs HF.

Circulation. Author manuscript; available in PMC 2014 October 08.



1dussnuein Joyny vd-HIN 1duosnueln Joyny vd-HIN

1duosnuey JoyIny vd-HIN

Cannavo et al.

Page 20

A B
O Basal O HF
B Max Dilation @ HF+rAAV6-S1PR1
1,600 7 1,200 = t
1400 T
S 1,000
g 1,200 % ‘
2 800 |
T 1,000 £
§ s00- . 2 600 i
T =
600 a
= & 400 -
g 400
200 200
OT—sHam T HF T HFerAAV6S1PR1

: INFARCTEDI BORDER 1 REMOTE

Figure?7.

Beneficial effects of SIPR1 gene delivery on cardiac angiogenesis. A. Total myocardial
blood flow measured at basal condition and after maximal coronary dilatation; B. Bar graph
showing capillary density on mmz2 ratio evaluated by Lectin Bandeiraea simplicifolia | (BS-
I) staining of capillaries in cardiac section obtained from HF control groups and HF plus
rAAV6-S1PR1. Statistical significance between groups was determined by repeated
measure ANOVA followed by Bonferroni post-hoc correction. N= 10 for each group.
*p<0.05 vs SHAM; fp<0.05 vs HF.
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Table 1

Echocardiographic, hemodynamic and physical parameters at 12 weeks after rAAV6-Mediated Cardiac Gene
Delivery

Echocar diography SHAM HF HF+AVV6-S1PR1

FS% 37.420.7 13.6+0.8 19.7+1.1°T

EF% 65.4+0.9 26.9+1.6" 38.3+1.8"T

Awd 1.68+0.05 1.38+0.06" 1.69+0.047

Aws 2.6620.09 1.79+0.09" 2.3420.13

LVIDd 8.5£0.2 10.92¢0.18°  10+0.18" T

LVIDs 5.42+0.14 946202 8.08+0.19" T

Pwd 173£0.04 3 03+0.06" 2.43+0.09"

PWs 2.84+0.1 2.52+0.15 2.95+0.1

LV catheterization, basal SHAM HF HF+AVV6-S1PR1

HR, bpm 33054116  322+9.6 200+8.1% T

LV dP/dt, mm Hg/s 6494.8+244  4461+179.8" 5260+245.7 T

LV -dP/dt, mm Hg/s 6968+327.8  3626+106.1"  4251.4+128.8° T

LVEDP, mm Hg 2.240.3 135411 77+0.0*1

LVESP, mm Hg 1322436 104.1+4.9" 107.8+3.3"

I soproterenol (333 nglkg BW)

HR, bpm 400+20.7 381+12.7 341.1+43% T

LV dP/dt, mm Hg/s 15316+416.8  74765+140°  10036.14272.4° T

LV -dP/dt, mm Hg/s 8629.84365  51440+166.3° 7297.1+244.1%T

LVEDP, mm Hg 1.420.8 11.440.9" 6.6:0.7°1

LVESP, mm Hg 126.7+2 99.7+2.7° 110.8+3.2" T

BW, Kg 0.46+0.01 0.48+0.01 0.47+0.01

HW/BW, g/Kg 1124002 3034008 3.55+0.13" T

Data are presented as mean + SEM. Effect of SLPR1 gene therapy on LV function evaluated at 12 weeks after gene delivery is shown. In vivo
Ejection fraction (EF), Anterior wall diastolic thickness (Awd), Anterior wall systolic thickness (Aws), LVIDd, LV internal diameter at systole
(LVIDs), PWd, Posterior wall systolic thickness (PWs), Heart rate (HR), LV dP/dt, LV —dP/dt, LV end-diastolic pressure (LVEDP), LV end-
systolic pressure (LVESP), were assessed in: SHAM (n=10), HF+saline (n=10), HF+rAAV6-S1PR1 (n=10) and HF+rAAV6-GFP (n=10) rats.
Ratio of heart weight to body weight and fractional shortening (FS%) was also measured in all groups ANOVA analysis and Bonferroni test were

used between all groups.
p<0.05 vs SHAM;

Tp<0.05 vs HF control groups.
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