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Abstract

The hormone relaxin (RLX) is produced by the heart and has benéeficial actions on the cardiovascular system. We previously
demonstrated that RLX stimulates mouse neonatal cardiomyocyte growth, suggesting its involvement in endogenous
mechanisms of myocardial histogenesis and regeneration. In the present study, we extended the experimentation by
evaluating the effects of RLX on primary cultures of neonatal cardiac stromal cells. RLX inhibited TGF-f1-induced fibroblast-
myofibroblast transition, as judged by its ability to down-regulate a-smooth muscle actin and type | collagen expression. We
also found that the hormone up-regulated metalloprotease (MMP)-2 and MMP-9 expression and downregulated the tissue
inhibitor of metalloproteinases (TIMP)-2 in TGF-B1-stimulated cells. Interestingly, the effects of RLX on cardiac fibroblasts
involved the activation of Notch-1 pathway. Indeed, Notch-1 expression was significantly decreased in TGF-B1-
stimulatedfibroblasts as compared to the unstimulated controls; this reduction was prevented by the addition of RLX to
TGF-B1-stimulated cells. Moreover, pharmacological inhibition of endogenous Notch-1 signaling by N-3,5-difluorophenyl
acetyl-L-alanyl-2-phenylglycine-1,1-dimethylethyl ester (DAPT), a y-secretase specific inhibitor, as well as the silencing of
Notch-1 ligand, Jagged-1, potentiated TGF-1-induced myofibroblast differentiation and abrogated the inhibitory effects of
RLX. Interestingly, RLX and Notch-1 exerted their inhibitory effects by interfering with TGF-f1 signaling, since the addition of
RLX to TGF-B1-stimulated cells caused a significant decrease in Smad3 phosphorylation, a typical downstream event of TGF-
B1 receptor activation, while the treatment with a prevented this effect. These data suggest that Notch signaling can down-
regulate TGF-B1/Smad3-induced fibroblast-myofibroblast transition and that RLX could exert its well known anti-fibrotic
action through the up-regulation of this pathway. In conclusion, the results of the present study beside supporting the role
of RLX in the field of cardiac fibrosis, provide novel experimental evidence on the molecular mechanisms underlying its
effects.
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Introduction effects of RLX on collagen deposition are mainly mediated by its
ability to inhibit TGF-B1-induced fibroblast-myofibroblast transi-
tion [16-19] and stimulate the expression and release of ECM-
degrading enzymes by a large number of cells. The fact that RLX
has no effects on basal collagen expression [19] have sparkled
interest in the therapeutic potential of this hormone as an anti-
fibrotic agent, so that clinical trials have been carried out to test its
effectiveness in the treatment of diseases characterized by a
prominent component of fibrosis [20-23].

Notch-1 is part of a highly conserved signaling pathway between
adjacent cells, which involves the expression of receptors (Notch-
1/4) and cognate transmembrane ligands (Jagged-1/2) that
mediate key cell fate decisions during development and in
differentiated tissues. Upon ligand binding, the Notch intracellular
domain (NICD) is released by proteolytic cleavage operated by 7y-
secretase complex, migrates into the nucleus and interacts with
transcriptional repressors [24]. Of interest, Notch signaling has

Relaxin (RLX) is a polypeptide hormone with well-recognized
antifibrotic properties [1,2]. Although first described as a
reproductive hormone causing an increase in uterine cervix
collagen solubility and softening of the pubic symphysis during
pregnancy [3], evidence is accumulating that it is also able to
regulate extracellular matrix (ECM) remodeling in organs and
tissues other than the reproductive system, such as the heart, liver,
kidney, and lung [1,2,4-7]. Indeed, RLX knock-out (KO) mice
have been shown to develop age-associated pulmonary, renal and
left ventricular fibrosis, which can be reversed by the administra-
tion of exogenous RLX [8-11]. Moreover, the treatment with
RLX or RXFP1 (RLX receptor) agonists induces a collagen-
degrading phenotype in a variety of experimental settings,
including bleomycin-induced lung and peri-bronchiolar fibrosis
[12,13] and prevents fibrosis associated with skeletal muscle injury
[14,15]. Several w vitro and in vive studies have reported that the
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been recently shown to be involved in tissue fibrosis: depending on
cells and stimuli, it can positively or negatively influence the
switching of fibroblasts into myofibroblasts [25—28]. In particular,
over-expression of Notch-1 has been shown to facilitate lung
fibroblast transition into myofibroblasts [27]. On the other hand, it
has been reported that Notch-1 can inhibit the conversion of
hepatic stellate cells and 10T1/2 fibroblasts into myofibroblasts
[26], that Jagged-1 over-expressing fibroblasts are refractory to the
profibrotic effects of TGF-B1- [29], and that inhibition of Notch
signaling by a highly active y-secretase inhibitor N-[N-(3,5-
difluorophenacetyl)-l-alanyl]-S-phenylglycine t-butyl ester (DAPT)
promotes cardiac fibroblast-myofibroblast transition [25]. Along
this line of evidence, it has been recently demonstrated that TGF-
B1 limits Notch-1 activation in mouse fibroblasts by inducing the
expression of ADAM12 [30,31], a member of metalloprotease-
disintegrin family, which is capable of cleaving Notch ectodomain
after ligand-receptor interaction [32,33]. This finding suggests a
functional antagonism between TGF-B1 and Notch-1 signaling.

On the basis of these observations, the aim of this study was to
investigate the role of Notch-1 signaling in primary cultures of
mouse cardiac stromal cells and NIH/3T3 fibroblasts and to
evaluate whether RLX could exert its anti-fibrotic effects through
the down-regulation of fibroblast-myofibroblast transition operat-
ed by Notch-1 signaling.

Materials and Methods

Ethics Statements

Animal handling and use complied with the FEuropean
Community guidelines for animal care (DL 116/92, application
of the European Communities Council Directive of 24 November
1986; 86/609/EEC) and were approved by the Committee for
Animal Care and Experimental Use of the University of Florence.
The ethical policy of the University of Florence conforms to the
Guide for the care and use of laboratory animals of the U.S.
National Institutes of Health (NIH Publication No. 85-23, revised
1996; University of Florence assurance No. A5278-01). The
protocols were communicated to local authorities and to Italian
Ministry of the Health; according to the Italian law (Art.7/D.lgs
116/92) such procedure doesn’t require Ministry authorization.
The animals had free access to food and water and were housed
on a 12 h light/dark cycle at 22°C room temperature. The
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experiments were designed to minimize pain and the number of
animals used. Sacrifice was carried out by decapitation.

Cell Culture and Treatments

Murine fibroblastic NIH/3T3 cells, obtained from American
Type Culture Collection (ATCC, Manassas, VA, USA), were
cultured in Dulbecco’s modified Eagle’s medium (DMEM)
supplemented with 10% fetal bovine serum (FBS), penicillin
(100 U/ml) and streptomycin (100 U/ml) (Sigma, Milan, Italy) at
37°C in a humidified atmosphere of 5% COs.

Primary cultures of mouse cardiac stromal cells were prepared
from hearts of l-day old newborn CD]1 albino mice (Harlan,
Correzzana, Italy) according to Formigli et al. [34], with modifi-
cations. Briefly, hearts were quickly excised, the atria were cut-off
and the ventricles minced and digested at 37°C for 45 min in
calcium-free HEPES-buffered Hanks’ solution, pH 7.4, containing
100 g/ml type II collagenase (Invitrogen, Carlshad, CA, USA).
The tissue lysate was filtered through a 70 pum cell strainer
(Millipore, Billerica, MA, USA) and pre-plated for 1 h. Cardio-
myocyte-rich cell suspension was discarded while the cells
adherent to the culture plate, mainly composed by stromal cells,
were cultured in DMEM supplemented with 20% FBS, penicillin
(100 U/ml) and streptomycin (100 U/ml) (Sigma) at 37°C in a
humidified atmosphere of 5% CO,. When the cultures reached
about 80% confluence, the adherent cells were detached with
0.05% trypsin-0.03% EDTA (Invitrogen) for 5 min at 37°C,
washed with PBS, re-suspended in DMEM and plated on tissue
culture dishes (P1) to be used for the experiments. Aliquots of cells
at P1 culture passage were seeded on glass coverslips and assayed
for vimentin immunophenotype by confocal microscopy to
confirm their stromal nature and to test the degree of purity of
the cell cultures, which usually was 92-98%.

Both NIH/3T3 fibroblasts and primary cardiac stromal cells
(P1) were induced to transform into myofibroblasts in DMEM
containing 2% FBS for different times (24 h, 48 h, 72 h, 5 days) in
the absence (control) or presence of 2 ng/ml human TGF-B1
(PeproTech, Inc., Rocky Hill, NJ, USA). In some experiments
human recombinant H2 RLX (kindly provided by Prof. Mario
Bigazzi, Foundation for the Study of Relaxin in Cardiovascular
and Other Diseases, Prosperius Institute, Florence, Italy) was
added to the culture medium at a 100 ng/ml final concentration.
This RLX concentration was similar to that used previously to

neonatal
cardiac
fibroblasts

NIH/3T3

Figure 1. Characterization and expression of RLX receptor on primary neonatal cardiac fibroblasts. A) Representative contrast phase
microscopy images of first passage neonatal murine neonatal cardiac fibroblasts. B) Representative superimposed differential interference contrast
(DIC) and confocal immunofluorescence images of neonatal cardiac fibroblasts immunostained with antibodies against vimentin (green). Nuclei are
counterstained in red with propidium iodide. C) Expression of Relaxin family peptide receptor 1 (RXFP1) in neonatal cardiac fibroblasts and NIH/3T3 at
mMRNA level determined by RT-PCR, and protein level evaluated by Western blotting analysis. The images are representative of at least three
independent experiments with similar results.

doi:10.1371/journal.pone.0063896.g001
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Figure 2. Relaxin attenuates TGF-f1 induced cytoskeletal assembly in NIH/3T3 and primary neonatal cardiac fibroblasts.
Representative confocal immunofluorescence images of (A-D) NIH/3T3 cells stained with TRITC-phalloidin to reveal F-actin and of (E-H) primary
cardiac fibroblasts stained with TRITC-phalloidin (red) and anti-vinculin antibody (green) to detect focal adhesions, cultured for 48 h in the indicated
experimental conditions. |, J) Densitometric analyses of the intensity of F-actin and vinculin fluorescence signals performed on digitized images of
neonatal cardiac fibroblasts. The images are representative of at least three independent experiments with similar results. Significance of differences:

*p<<0.05 vs control, °p<<0.05 vs TGF-f.
doi:10.1371/journal.pone.0063896.9002

induce growth and differentiation of mouse neonatal cardiomy-
ocytes [35]. Some experiments were performed treating the cells
with the 7y-secretase inhibitor, N-3,5-difluorophenyl acetyl-L-
alanyl-2-phenylglycine-1,1-dimethylethyl ester (DAPT; 5 uM,
stock 5 mM in dymethil sulfoxide, DMSO, 0.1%, Sigma), which
blocks the generation of NICD and hence Notch-1 signaling.

Total RNA Extraction and Reverse Transcription (RT)-PCR

Expression levels of mRNA for RLX family peptide receptor 1
(RXTP1) and Notch-1 were assayed by RT-PCR. Total RNA was
isolated by extraction with TRIzol Reagent (Invitrogen), according
to the manufacturer instructions. One pg of total RNA was reverse
transcribed and amplified with SuperScript One-Step RT-PCR
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System (Invitrogen). After cDNA synthesis for 30 min at 55°C, the
samples were pre-denatured for 2 min at 94°C and then subjected
to 40 cycles of PCR performed at 94°C for 15 s, alternating with
55°C for RXFPI1, 56°C for Notch-1, and 57°C for GAPDH for
30 s and 72°C for 1 min; the final extension step was performed at
72°C for 5 min. The following mouse gene-specific primers were
used: RXFP1 (NM_ 212452.1), forward 5'-ACG AGC TGT CCC
ATC AGT TT-3'and reverse 5'-ATG TGC TGA CAG AGG
GGT TT-3'; Notch-1 (NM_008714.3), forward 5'-GTC CCA
CCC ATG ACC ACT AC-3' and reverse 5'-CCT GAA GCA
CTG GAA AGG AC-3" and GAPDH (NM_ 008084.2), forward
5'-CGTCCCGTAGACAAAATGGT-3" and reverse 5'-TCAAT-
GAAGGGGTCGTTGAT -3'. GAPDH mRNA was used as
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Figure 3. Relaxin reduces a-sma and type | collagen expression in TGF-f1 treated NIH/3T3 and primary neonatal cardiac
fibroblasts. A,B, E,F) Representative confocal immunofluorescence images of NIH/3T3 cells (A,B) and primary cardiac fibroblasts (E, F) cultured in the
indicated experimental conditions and immunostained with antibodies against a—sma (A,E; green) or type | collagen (B, F, red). Nuclei are labeled
(A,E) with propidium iodide (red) or with (B,F) Syto16 (green). The histograms show the corresponding densitometric analyses of the intensity of o-
sma and type | collagen fluorescence signals. C,D) Western blotting analyses of the expression of a—sma and type | collagen proteins in neonatal
cardiac fibroblasts. The densitometric analysis of the bands normalized to GAPDH is reported in the histograms. Data are representative of at least
three independent experiments with similar results. Significance of differences: *p<<0.05 vs control, °p<<0.05 vs TGF-B1.
doi:10.1371/journal.pone.0063896.g003
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Figure 4. Relaxin prevents TGF-f1 induced down regulation of MMP-2 and MMP-9 expression and up-regulation of TIMP-2 in NIH/
3T3 and primary neonatal cardiac fibroblasts. A-C, F-H). Representative confocal immunofluorescence images of NIH/3T3 cells (A-C) and
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primary neonatal cardiac fibroblasts (F-H) cultured in the indicated experimental conditions and immunostained with antibodies against MMP-2 (A,F;
cyan), MMP-9 (B,G; green) or TIMP-2 (C,H, green). In B and G the nuclei are labeled in red with propidium iodide. The histograms show the
corresponding densitometric analyses of the intensity of MMP-2, MMP-9 and TIMP-2 fluorescence signals. D-E) Western blotting analyses of the
expression of (D) MMP-2, and (E) MMP-9 proteins in neonatal cardiac fibroblasts. In the histograms the densitometric analyses of the bands
normalized to GAPDH are reported. Data are representative of at least three independent experiments with similar results. Significance of differences:

*p<<0.05 vs control, °p<<0.05 vs TGF-B1.
doi:10.1371/journal.pone.0063896.9004

internal standard. Blank controls, consisting in no template (water),
were performed in each run. PCR products were electrophoresed
on a 2% agarose gel and the ethidium bromide-stained bands were
quantified by densitometric analysis using Scion Image Beta 4.0.2
image analysis program (Scion Corp., Frederick, MD, USA).
GAPDH normalization was performed for each result.

Western Blotting

Cells were resuspended in appropriate volume of ice-cold cell
extraction buffer (10 mM Tris/HCIL, pH 7.4, 100 mM NaCl,
I mM EDTA, I mM EGTA, 1 mM NaF, 20 mM Na,P,O5,
2 mM NazVOy, 1% Triton X-100, 10% glycerol, 0.1% SDS,
0.5% deoxycholate; Invitrogen) supplemented with 50 pl/ml
protease inhibitor cocktail and 1 mM phenylmethanesulfonyl
fluoride, PMSF (Sigma). Upon centrifugation at 13,000 g for
10 min at 4°C, the supernatants were collected and the total
protein content was quantified using Qubit Protein assay Kit
(Molecular Probes, Eugene, OR) following the manufacturer
instructions. Forty g of total proteins were electrophoresed on
NuPAGE® 4-12% Bis-Tris Gel (Invitrogen; 200 V, 40 min) and
blotted onto polyvinylidene difluoride (PVDF) membranes (In-
vitrogen; 30 V, 1 h). The membranes were blocked with blocking
solution included in the Western Breeze® Chromogenic Western
Blot Immunodetection Kit (Invitrogen) for 30 min at room
temperature on rotary shaker and incubated overnight at 4°C
with rabbit polyclonal anti relaxin receptor (RXFP; 1:3000,
Immunodiagnostik, Bensheim, Germany), mouse monoclonal anti
-o. smooth muscle actin (sma, 1:1000, Abcam, Cambridge, UK),
rabbit polyclonal anti- type I collagen (1:50; Santa Cruz
Biotechnology, Santa Cruz, CA, USA), rabbit polyclonal anti-
metalloprotease (MMP)-2 (1:2000, Abcam), rabbit polyclonal anti-
MMP-9 (1:1000, Abcam), rabbit monoclonal anti-Notch-1
(1:2000; Abcam), goat polyclonal anti-Jagged-1 (1:1000; Santa
Cruz Biotechnology), rabbit monoclonal anti-Smad3 (1:1000; Cell
Signaling Technology, Danvers, MA, USA) and rabbit polyclonal
anti-glyceraldehyde  3-phosphate  dehydrogenase (GAPDH,
1:1000, Cell Signaling Technology) antibodies, assuming GAPDH
as control invariant protein. Immunodetection was performed as
described in the Western Breeze®Chromogenic Immunodetection
protocol (Invitrogen). Densitometric analysis of the bands was
performed using Image] software (http://rsbweb.nih.gov/1j) and
the values normalized to GAPDH.

Confocal Immunofluorescence

Cells grown on glass coverslips were fixed with 0.5% buffered
paraformaldehyde (PFA) for 10 min at room temperature. After
permeabilization with cold acetone for 3 min, the fixed cells were
blocked with 0.5% bovine serum albumin (BSA; Sigma) and 3%
glycerol in PBS for 20 min and then incubated overnight at 4°C
with the following primary antibodies: mouse monoclonal anti-
vimentin (1:100, Santa Cruz); mouse monoclonal anti-vinculin
(1:100; Sigma); mouse monoclonal anti-o-sma (1:100, Abcam),
rabbit polyclonal anti- type I collagen (1:50, Santa Cruz); rabbit
polyclonal anti-MMP-2 (1:200; Abcam), rabbit polyclonal anti-
MMP-9 (1:100, Abcam), rabbit monoclonal anti-Notch-1 (1:200,
Abcam), mouse monoclonal anti-tissue inhibitor of metalloprotei-
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nase-2 (TTMP-2, 1:20, Abcam), and rabbit polyclonal anti-Hes-1,
a typical Notch-1 transcriptional target gene (1:200, Millipore)
antibodies. Immunoreactions were revealed by specific anti-rabbit
or anti-mouse Alexa Fluor 488-conjugated IgG (1:200; Molecular
Probes) for 1 h at RT. In some experiments, counterstaining was
performed with either TRITC-labeled phalloidin (1:100; Sigma) to
reveal stress fibers, propidium iodide (1:30 for 30 s at RT;
Molecular Probes) or Sytol6 (1:1000 for 3 min at RT; Molecular
Probes) to reveal nuclei. Negative controls were carried out by
replacing the primary antibodies with non-immune mouse or
rabbit serum, as appropriate. Negative control experiments were
performed by omitting the primary antibodies. After washing, the
immunolabeled cells were mounted in antifade medium (Biomeda
Gel Mount, Electron Microscopy Sciences, Foster City, CA, USA)
and observed under a confocal Leica TCS SP5 microscope (Leica
Microsystems, Mannheim, Germany) equipped with a HeNe/Ar
laser source for fluorescence measurements. Observations were
performed using a Leica Plan Apo 63X/1.43NA oil immersion
objective. Series of optical sections (1024 x1024 pixels each; pixel
size 204.3 nm) 0.4 pum in thickness were taken through the depth
of the cells at intervals of 0.4 pm. Images were then projected onto
a single ‘extended focus’ image. When needed, a single optical
fluorescent section and DIC: images were merged to view the exact
distribution of the immunostaining. Densitometric analyses of the
intensity of F-actin, vinculin, o-sma, MMP-2, MMP-9, TIMP-2,
Notch-ICD, and nuclear Hes-1 fluorescent signals were performed
on digitized images using Image] software (http://rsbweb.nih.
gov/ij) in 20 regions of interest (ROT) of 100 um? for each confocal
stacks (at least 10).

Silencing of jagged-1 by siRNA. To inhibit the expression
of Jagged-1, short interference RNA duplexes (siRNA) (Santa
Cruz) were used essentially as describred previously [36]. A non-
specific scrambled (SCR) siRNA (Santa Cruz) was used as control.
Primary neonatal cardiac fibroblasts (P1) were transfected using
siRNA trasfection medium (Santa Cruz) with the mixed combi-
nation of Jagged-1 siRNA duplexes or with SCR-siRNA (20 nM)
in serum and antibiotic free medium. After 5 h, transfected cells
were cultured in fresh medium containing FBS for additional 24 h
(T0), and then shifted in DMEM with 2% FBS and penicillin/
streptomycin, stimulated or not with TGF-Bl (2 ng/ml) in the
presence or absence of RLX, for 24 h. Specific knock-down of
Jagged-1 was evaluated by confocal immunofluorescence (not
shown) and Western blotting. The efficiency of transfection was
estimated to be approximately 70%.

Immunoprecipitation

The cells were lysed as reported previously [37]. One mg of
whole cell extract was pre-cleared by Protein A/G Plus-Agarose
(Santa Cruz Biotechnology) for 1 h at 4°C. After centrifugation,
the supernatants were collected in tubes and incubated overnight
at 4°C with monoclonal rabbit anti-Smad3 antibody diluted 1:100
(Cell Signaling Technology), gently inverting the tubes. Then the
samples were re-incubated with Protein A/G Plus-Agarose for 2 h
at 4°C and precipitated by centrifugation. Complexes were
subjected to electrophoresis and blotted with mouse monoclonal
anti-phospho-tyrosine antibody (1:1000; Santa Cruz Biotechnol-
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Figure 5. Relaxin prevents the TGF-$1-induced down-regulation of Notch-1 pathway in primary neonatal cardiac fibroblasts. A) RT-
PCR of Notch-1 expression. B,C) Western blotting analysis of activated intracellular form of Notch-1 (Notch-ICD, B) ) and of Notch-1 ligand, Jagged-
1(C). The densitometric analyses of the bands normalized to GAPDH are reported in the histograms. D) Confocal immunofluorescence analysis of
Notch-1 (green) and Hes-1 (cyan) expression. For the analysis of Notch-1, the cells were stained with a specific antibody recognizing both the
membrane Notch-1 receptor and its activated intracellular form, Notch-ICD. Densitometric analyses of Notch-ICD and Hes-1 fluorescent signals are
reported in the corresponding histogram. Significance of differences: *p<<0.05 vs control, °p<<0.05 vs TGF-B1.
doi:10.1371/journal.pone.0063896.g005

ogy) and then re-probed with rabbit monoclonal anti-Smad3 Statistical Analysis

antibody (1:1000; Cell Signaling Technology). Data were reported as mean £ SEM. Unless otherwise stated,

statistical significance was determined by one-way ANOVA and
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Figure 6. RLX and Notch-1 negatively regulates TGF-f1-induced fibroblast-myofibroblast transition in cardiac fibroblasts. Neonatal
cardiac fibroblasts were cultured for 48 h and treated as indicated. A) Western blotting analysis of NICD expression in the absence (control) or
presence of DAPT (5 uM) a pharmacological y-secretase inhibitor, used to block the generation of NICD. B) Western Blotting analysis of a—sma and
MMP-2 expression in the cells treated with DAPT. C) Representative confocal immunofluorescence images cardiac fibroblasts treated with DAPT, fixed
and stained with antibodies against a—sma (green). Nuclei are marked in red with propidium iodide. D) Western blotting analysis of Jagged-1
expression in control cells, cells transfected with non specific scrambled-siRNA (SCR-siRNA) or silenced for the expression of Notch-1 ligand, Jagged-1,
by specific Jagged-1 siRNA (Jagged-1 siRNA). E) Western Blotting analysis of a-sma in Jagged-1 silenced cells. F) Representative confocal
immunofluorescence images cardiac fibroblasts silenced for Jagged-1 expression, fixed and stained with antibodies against a—sma (green). Nuclei are
marked in red with propidium iodide. The densitometric analyses of the bands normalized to GAPDH are reported in histograms in A-E; the
densitometric analyses a—sma fluorescent signal are shown in the histograms in and C, F. Significance of differences: *p<<0.05 vs control, %p<0.05 vs

SCR-siRNA, °p<<0.05 vs TGF-B1, #p<0.05 vs TGF-B1+ RLX.
doi:10.1371/journal.pone.0063896.g006

Newman-Keuls multiple comparison test or Student’s ¢ test. A p
value=0.05 was considered significant. Calculations were per-
formed using GraphPad Prism software (GraphPad, San Diego,
CA, USA).

Results

Relaxin Inhibits TGF-B-stimulated Cardiac Fibroblast-
myofibroblast Transition

Neonatal cardiac stromal cells at P1 culture passage were first
characterized morphologically and immunophenotypically: they
showed the typical features of fibroblasts with elongated polygonal
or spindle shape, large ovoid nuclei (Fig. 1A) and strong vimentin
immunoreactivity (Fig. 1B). Then, the expression of RXFP by
NIH/3T3 fibroblasts and neonatal cardiac stromal cells was
ascertained by RT-PCR and Western blotting (Fig. 1C). On these
cells, we evaluated the effects of RLX on fibroblast-myofibroblast
transition. To this aim, NIH/3T3 fibroblasts and neonatal cardiac
stromal cells were grown in low serum medium with a added with
TGF-Bl (2 ng/ml), a well-known pro-fibrotic factor, in the
absence or presence of RLX (100 ng/ml) for 48 h. Confocal
immunofluorescence analysis showed that TGF-Bl induced a
prominent cytoskeletal rearrangement, consisting in the formation
of robust stress fibres and focal adhesion sites (Fig. 2). As judged by
confocal immunofluorescence and Western blotting analyses, this
effect was associated with an increase in both o-sma, a marker of

myofibroblasts, and type I collagen expression (Fig. 3). In
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particular, o-sma was mainly localized along the stress fibres
(Fig. 3A,E), whereas type 1 collagen was mainly distributed
throughout the cytoplasm in both NIH/3T3 and cardiac
fibroblasts (Fig. 3 B,F). We also found that the levels of MMP-2
and MMP-9 decreased in TGF-B1-stimulated cells (Fig. 4A,B, D—
G); these enzymes showed distinct cellular distributions, being
MMP-2 mainly located inside the cytoplasm (Fig. 4 AF) and
MMP-9 concentrated along cytoskeletal filaments (Fig. 4 B,G).
Moreover, the expression of TIMP-2 was significantly increased in
the stimulated NIH/3T3 cells (Fig. 4 C) and cardiac fibroblasts
(Fig. 4H), in agreement with data showing that high TIMP-2 levels
have a potent inhibitory action on MMP activation [38].

RLX alone did not affect the morphological pattern of the
unstimulated NIH/3T3 fibroblasts and cardiac stromal cells,
whose cytoskeletal apparatus, as well as the expression of o-sma,
type I collagen, MMP-2, MMP-9 and TIMP-2, appeared
unmodified by RLX addition as compared with the unstimulated
control cells (Figs. 2—4). On the other hand, RLX was able to
strongly reduce the phenotypical changes induced by TGF-BI,
based on the findings that it was able to: ¢) inhibit stress fiber
assembly and re-distribution of vinculin to focal adhesion sites
(Fig. 2); 1) prevent the up-regulation of a-sma (Fig. 3A,C, E) and
type I collagen (Fig. 3 B,D,F); i) reduce the down regulation of
MMP-2 and MMP-9 (Fig. 4 A,B, D-G) and, w) reduce the
expression of TIMP-2 (Fig. 4C,H), in TGF-B1-stimulated cells.
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Figure 7. RLX and Notch-1 negatively regulates TGF-f1 signaling in primary neonatal cardiac fibroblasts. (A) Western blotting analysis
of Smad3 expression and (B) phosphorylation (performed on the immunoprecipitated Smad3 proteins) in cardiac fibroblasts cultured for 48 h in the
indicated experimental conditions. Data are representative of at least three independent experiments. Histograms show the densitometric analyses of
the bands normalized to (A) GAPDH and (B) total Smad3. Significance of differences: *p<<0.05 vs TGF-31.

doi:10.1371/journal.pone.0063896.9007
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Notch-1 Pathway is Involved in RLX-mediated Inhibition
of Cardiac Fibroblast-myofibroblast Transition

To investigate the molecular mechanisms underlying the
inhibitory effect of RLX on TGF-B1-induced fibroblast-myofibro-
blast transition, we next investigated the involvement of Notch-1
signaling, which has been implicated in the process of tissue
fibrosis [26-28]. By RT-PCR, Notch-1 mRNA expression was
detected in NIH/3T3 cells (data not shown) and neonatal cardiac
stromal cells after 24 h and 48 h of culture (Fig. 5A); this
expression was dramatically reduced by the administration of
TGF-B1 as compared with the unstimulated control cells (Fig. 5A).
As demonstrated by Western blotting, TGF-B1 also caused a
significant decrease of the levels of NICD, the intracellular form of
activated Notch-1 as well as of Notch-1 ligand, Jagged-1 (Fig. 5B,
C). By confocal immunofluorescence, using a specific antiserum
recognizing both Notch-1 receptor and NICD, we confirmed the
reduced expression of both Notch-1 receptor at the plasma
membrane and NICD within the cytoplasm and nucleus in the
TGF-B1-stimulated cells as compared with the unstimulated
controls (Fig. 5D). Moreover, in keeping with the reduced
expression and activation of Notch-1, the expression of Hes-1, a
canonical Notch-1 transcriptional target gene, was also signifi-
cantly down-regulated by TGF-Bl1 (Fig. 5D), confirming the
notion of a functional antagonisms between TGF-B1 and Notch-1
in cardiac fibroblasts. The administration of RLX to unstimulated
fibroblasts did not affect the basal expression of Notch-1 and
Jagged-1, and induced a slight increase in the levels of Hes-1 (Fig. 5
A-D). Interestingly, the hormone prevented the reduction of
Notch-1, Jagged-1 and Hes-1 induced by TGF-B1 (Fig. 5 A-D).
Furthermore, the pharmacological inhibition of endogenous
Notch-1 signaling by DAPT (5 uM) which blocks the generation
of NICD (Fig. 6A), as well as the silencing of Notch-1 ligand,
Jagged-1 (Fig. 6D), were both capable of potentiating TGF-p1-
induced generation of myofibroblasts, as judged by increased o—
sma (Fig. 6 B,C,E,F) and reduced MMP-2 (Fig. 6B) in the treated
cardiac fibroblasts. As expected, the treatment with DAPT and
Jagged-1-siRNA also abrogated the inhibitory effects of RLX on
TGF-B1-induced fibroblast-myofibroblast transition
(Fig. 6 B,C,E,F).

Finally, we demonstrated that RLX and Notch-1 exerted their
antifibrotic effects interfering with the TGF-B1-mediated intracel-
lular signaling. In fact, the addition of RLX to TGF-B1-treated
cardiac fibroblasts caused a marked decrease in phosphorylated
Smad3 (pSmad3), the TGF-B1 downstream signaling molecule,
without modifying its expression (Fig. 7). Conversely, the addition
of DAPT to TGF-Bl-stimulated cells increased the levels of
pSmad3 and prevented the inhibitory effects of RLX (Fig. 7).

Taken together, these findings suggest that Notch-1 signaling
can negatively regulate TGF-B1/Smad3-mediated fibroblast-
myofibroblast transition and that RLX could exert its anti-fibrotic
action through the up-regulation of this pathway.

Discussion

The balance between collagen synthesis and degradation after
tissue injury, as occurs upon myocardial infarction, is regulated by
myofibroblasts. These cells mainly originate from cardiac fibro-
blasts [39,40], andrespond to mechanical stretch, ischemia,
autocrine and paracrine factors - such as angiotensin II, TGF-B1
and pro-inflammatory cytokines - by increasing synthesis and
deposition of ECM proteins which replace the necrotic myocar-
dium with a scar. The most typical feature of these cells is de novo
formation and deployment of stress fibers, the expression of
smooth muscle genes, such as o-sma and collagen synthesis and
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deposition. Although myofibroblasts are required to stabilize the
infarcted area and promote scar tissue contraction, their persis-
tence can contribute to abnormal myocardial stiffness and
impairment of ventricular function. Along this line, identification
of the factors and mechanisms capable of preventing myofibroblast
generation and defining their molecular targets appears a key step
for the design of therapeutic strategies aimed at inhibiting
excessive left ventricular stiffness after myocardial infarction. In
the present study, we have demonstrated that RLX can inhibit
cardiac fibroblast-myofibroblast transition i vitro by interfering
with TGF-B1 signaling. This new achievement confirms and
extends the knowledge on the anti-fibrotic action of this hormone
and on its beneficial actions in the cardiovascular system under
pathological conditions [1,2,4-6]. In particular, our results have
shown that RLX, administered to TGF-B1-stimulated NIH/3T3
fibroblasts and cardiac stromal cells, down-regulates multiple
processes involved in adverse cardiac remodeling, causing
inhibition of stress fibers and formation of focal adhesion sites
which play a key role in enhancing the promoter activity of
collagen genes [41], reduction of o-sma and type I collagen
expression, and up-regulation of MMP-2 and MMP-9. In turn,
MMPs can degrade collagen and other ECM proteins and
contribute to tissue remodeling. It is well accepted that ECM
homeostasis is also dependent on a fine coordination between
these proteolytic enzymes and their specific tissue inhibitors
(TIMPs) [42,43]. In a such a view our data showing the ability of
RLX to up-regulate MMPs and concomitantly reduce the
expression of TIMP-2 in TGF-Bl1-stimulated cardiac fibroblasts
further suggest the central role played by this hormone in
promoting ECM turnover and clearance [1,2].

These effects were likely mediated through the interaction of
RLX with its specific receptor RXFP1, which is fairly expressed by
both NIH/3T3 fibroblasts and cardiac stromal cells and is known
to play a major role in the modulation of RLX-induced tissue
remodeling [16,44,45].

TGF-B1 signals through trans-membrane receptors, which
activate Smad2/3 phosphorylation: in turn, pSmad2/3 complex
translocates into the nucleus where they induce the expression of
pro-fibrotic target genes [46,47]. Several distinct mechanisms have
been postulated or demonstrated to be involved in RLX-mediated
inhibition of TGF-B1/Smad axis including the PI3K-Akt and
NOS-NO-cGMP cascades [18,44,48]. The results of the present
study expand the list of the possible mechanisms underlying the
anti-fibrotic action of RLX, demonstrating for the first time that
this hormone also acts through Notch-1 up-regulation and
activation to inhibit myofibroblast generation and up-regulate
MMP expression and activity in NIH/3T3 fibroblasts and cardiac
stromal cells. Indeed, we observed that RLX prevented the
reduction of Notch-1 expression induced by TGF-B1, and that the
pharmacological inhibition of endogenous Notch-1 signaling by
DAPT blocked the effects of RLX on inhibition of the fibroblast-
myofibroblast transition, the reduction of MMP levels and the
down-regulation of pSmad3 in response to TGF-B1 stimulation.
The importance of Notch-1 in cardiac myofibroblast generation is
consistent with previous  vitro observations showing that down-
regulation of this pathway in neonatal rat cardiac fibroblasts is
necessary for their differentiation into o-sma-positive myofibro-
blasts [25] and with a recent study on an i vivo model of mouse
cardiac hypertrophy underscoring its potential significance in
cardiac fibrotic response. In particular, it has been demonstrated
that Notch-1 controls the balance between fibrotic and regener-
ative repair in the adult heart, inhibiting myofibroblast generation
and promoting mobilization and expansion of cardiac precursors

[49].
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Previous reports indicate that Notch-1 can interfere with TGF-
B1 signaling through a direct interaction of NICD and Smad3
[50-52]. This cross-talk may lead to transcriptional cooperation or
antagonism, mostly depending on the cell context [46,53]. Along
this line, our observation that Notch-1 is required for RLX-
mediated inhibition of the phenotypic switch of cardiac fibroblasts
to myofibroblasts offers novel clues to the complex molecular
circuitry, which mediates the effects of RLX on ECM turnover. It
is conceivable that Notch-1 may cross-talk with other major
pathways to inhibit TGF-Bl-mediated cardiac fibrosis. Consis-
tently, the recent findings that iNOS, a major signaling molecules
of RLX action [54], induces Notch-1 expression and facilitates its
signaling [55], imply a mechanistic relationship between these two
proteins. Further studies assessing how iNOS and Notch-1
pathways are interlinked and cooperate to mediate the effects of
RLX on cardiac fibroblasts will be required to further clarify the
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promising prospects for the causative treatment of patients
suffering for myocardial fibrosis using RLX or RXFPlagonists.

Author Contributions

Conceived and designed the experiments: CS LF. Performed the
experiments: CS FC AP AT SN. Analyzed the data: CS FC AP SN DN
LF. Contributed reagents/materials/analysis tools: SZO DB LF. Wrote the
paper: LF. Critically and carefully read the manuscript: DB SZO.

AHF): a randomised, placebo-controlled trial. Lancet doi:10.1016/50140-6736
(12)61855-8.

23. Teerlink JR, Metra M, Felker GM, Ponikowski P, Voors AA, et al. (2009)
Relaxin for the treatment of patients with acute heart failure (Pre-RELAX-
AHF): a multicentre, randomised, placebo-controlled, parallel-group, dose-
finding phase IIb study. Lancet 373: 1429-1439.

24. Chillakuri CR, Sheppard D, Lea SM, Handford PA (2012) Notch receptor-
ligand binding and activation: insights from molecular studies. Semin Cell Dev
Biol 23: 421-428.

25. Fan YH, Dong H, Pan Q, Cao YJ, Li H, et al. (2011) Notch signaling may
negatively regulate neonatal rat cardiac fibroblast-myofibroblast transformation.
Physiol Res 60: 739-748.

26. Kennard S, Liu H, Lilly B (2008) Transforming growth factor-beta (TGF- 1)
down-regulates Notch-3 in fibroblasts to promote smooth muscle gene
expression. J Biol Chem 283: 1324-1333.

27. Liu T, Hu B, Choi YY, Chung M, Ullenbruch M, et al. (2009) Notch] signaling
in FIZZ1 induction of myofibroblast differentiation. Am J Pathol 174: 1745—
1755.

28. Mann J, Oakley F, Akiboye F, Elsharkawy A, Thorne AW, et al. (2007)
Regulation of myofibroblast transdifferentiation by DNA methylation and
MeCP2: implications for wound healing and fibrogenesis. Cell Death Differ 14:
275-285.

29. Su Y, Biichler P, Gazdhar A, Giese N, Reber HA, et al. (2006) Pancreatic
regeneration in chronic pancreatitis requires activation of the Notch signaling
pathway. J Gastrointest Surg 10: 1230-1241.

30. Barter MJ, Pybus L, Litherland GJ, Rowan AD, Clark IM, et al. (2010) HDAC-
mediated control of ERK- and PI3K-dependent TGF-B-induced extracellular
matrix-regulating genes. Matrix Biol 29: 602-612.

31. Solomon E, Li H, Duhachek Muggy S, Syta E, Zolkiewska A (2010) The role of
SnoN in transforming growth factor betal-induced expression of metallopro-
tease-disintegrin ADAMI12. J Biol Chem 285: 21969-21977.

32. Dreymueller D, Pruessmeyer J, Groth E, Ludwig A (2012) The role of ADAM-
mediated shedding in vascular biology. Eur J Cell Biol 91: 472-485.

33. Groot AJ, Vooijs MA (2012) The role of Adams in Notch signaling. Adv Exp
Med Biol 727: 15-36.

34. Formigli L, Francini F, Nistri S, Margheri M, Luciani G, et al. (2009) Skeletal
myoblasts overexpressing relaxin improve differentiation and communication of
primary murine cardiomyocyte cell cultures. J Mol Cell Cardiol 47: 335-345.

35. Nistri S, Pini A, Sassoli C, Squecco R, Francini F, et al. (2012) Relaxin promotes
growth and maturation of mouse neonatal cardiomyocytes in vitro. Clues for
cardiac regeneration. J Cell Mol Med 16: 507-519.

36. Sassoli C, Pini A, Mazzanti B, Quercioli I, Nistri S, et al. (2011) Mesenchymal
stromal cells affect cardiomyocyte growth through juxtacrine Notch-1/Jagged-1
signaling and paracrine mechanisms: clues for cardiac regeneration. J Mol Cell
Cardiol. 51: 399-408.

37. Sassoli C, Pini A, Chellini F, Mazzanti B, Nistri S, et al. (2012) Bone marrow
mesenchymal stromal cells stimulate skeletal myoblast proliferation through the
paracrine release of VEGF. PLoS One 7(7): 37512 doi: 10.1371/journal.-
pone.0037512.

38. Lu KV, Jong KA, Rajasckaran AK, Cloughesy TF, Mischel PS (2004)
Upregulation of tissue inhibitor of metalloproteinases (TIMP)-2 promotes
matrix metalloproteinase (MMP)-2 activation and cell invasion in a human
glioblastoma cell line. Lab Invest 84: 8-20.

39. Fan D, Takawale A, Lee J, Kassiri Z (2012) Cardiac fibroblasts, fibrosis and
extracellular matrix remodeling in heart disease. Fibrogenesis Tissue Repair. 5:
15. doi: 10.1186/1755-1536-5-15.

40. Kolonin MG, Evans KW, Mani SA, Gomer RH (2012) Alternative origins of
stroma in normal organs and disease. Stem Cell Res 8: 312-323.

May 2013 | Volume 8 | Issue 5 | e63896



41.

42,

43.

44,

46.

47.

48.

Asano Y, Thn H, Yamane K, Jinnin M, Mimura Y, et al. (2005). Increased
expression of integrin alpha(v)beta3 contributes to the establishment of autocrine
TGF-beta signaling in scleroderma fibroblasts. J Immunol 175: 7708-7718.
Visse R, Nagase H (2003) Matrix metalloproteinases and tissue inhibitors of
metalloproteinases: structure, function, and biochemistry. Circ Res 92: 827-839.
Barnes BR, Szelenyi ER, Warren GL, Urso ML (2009) Alterations in mRNA
and protein levels of metalloproteinases-2, -9, and -14 and tissue inhibitor of
metalloproteinase-2 responses to traumatic skeletal muscle injury. Am J Physiol
Cell Physiol 297: C1501-1508.

Ahmad N, Wang W, Nair R, Kapila S (2012) Relaxin induces matrix-
metalloproteinases-9 and -13 via RXFPI: induction of MMP-9 involves the
PI3K, ERK, Akt and PKC-{ pathways. Mol Cell Endocrinol 363: 46-61.
Samuel CS, Lin F, Hossain MA, Zhao C, Ferraro T, et al. (2007) Improved
chemical synthesis and demonstration of the relaxin receptor binding affinity
and biological activity of mouse relaxin. Biochemistry 46: 5374-5381.

Feng XH, Derynck R (2005) Specificity and versatility in TGF-beta signaling
through Smads. Annu Rev Cell Dev Biol 21: 659-693.

Samarakoon R, Overstreet JM, Higgins PJ (2013) TGF-p signaling in tissue
fibrosis: Redox controls, target genes and therapeutic opportunities. Cell Signal
25: 264-268.

Chow BS, Chew EG, Zhao C, Bathgate RA, Hewitson TD, et al. (2012) Relaxin
signals through a RXFP1-pERK-nNOS-NO-cGMP-dependent pathway to up-

PLOS ONE | www.plosone.org

12

49.

50.

51.

52.

53.

54.

Relaxin Inhibits Myofibroblast Differentiation

regulate matrix metalloproteinases: the additional involvement of iNOS. PLoS
One. 7(8): e42714 doi: 10.1371/journal.pone.0042714.

Nemir M, Metrich M, Plaisance I, Lepore M, Cruchet S, et al. (2012) The Notch
pathway controls fibrotic and regenerative repair in the adult heart. Eur Heart J
doi: 10.1093/eurheartj/ehs269.

Blokzijl A, Dahlqvist C, Reissmann E, Falk A, Moliner A, et al. (2003) Cross-talk
between the Notch and TGF-beta signaling pathways mediated by interaction of
the Notch intracellular domain with Smad3. J Cell Biol 163: 723-728.
Dahlqvist C, Blokzijl A, Chapman G, Falk A, Dannacus K, et al. (2003)
Functional Notch signaling is required for BMP4-induced inhibition of myogenic
differentiation. Development. 130: 6089-6099.

Zavadil J, Cermak L, Soto-Nieves N, Béttinger EP (2004) Integration of TGF-
beta/Smad and Jaggedl/Notch signalling in epithelial-to-mesenchymal transi-
tion. EMBO J 23: 1155-1165.

Hurlbut GD, Kankel MW, Lake R]J, Artavanis-Tsakonas S (2007) Crossing
paths with Notch in the hyper-network. Curr Opin Cell Biol 19: 166-175.
Baccari MC, Bani D (2008) Relaxin and nitric oxide signalling. Curr Protein
Pept Sci 9: 638-645.

. Ishimura N, Bronk SF, Gores GJ (2005) Inducible nitric oxide synthase up-

regulates Notch-1 in mouse cholangiocytes: implications for carcinogenesis.
Gastroenterology 128: 1354-1368.

May 2013 | Volume 8 | Issue 5 | e63896



