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Italy; 8Fondazione Livio Patrizi, Roma, Italy; 9Osservatorio della Società Italiana di Cardiochirurgia, Italy; 10Cardiovascular Division, The James Black Centre King’s College, University of
London, London, UK; 11Dipartimento di Scienze Biomolecolari e Biotecnologie, The PaceLab, Università di Milano, Milano, Italy; and 12Laboratorio di Patologia Vascolare, Istituto
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Aims Bone marrow mesenchymal stromal cell (BMStC) transplantation into the infarcted heart improves left ventricular
function and cardiac remodelling. However, it has been suggested that tissue-specific cells may be better for
cardiac repair than cells from other sources. The objective of the present work has been the comparison of
in vitro and in vivo properties of adult human cardiac stromal cells (CStC) to those of syngeneic BMStC.

Methods
and results

Although CStC and BMStC exhibited a similar immunophenotype, their gene, microRNA, and protein expression
profiles were remarkably different. Biologically, CStC, compared with BMStC, were less competent in acquiring
the adipogenic and osteogenic phenotype but more efficiently expressed cardiovascular markers. When injected
into the heart, in rat a model of chronic myocardial infarction, CStC persisted longer within the tissue, migrated
into the scar, and differentiated into adult cardiomyocytes better than BMStC.

Conclusion Our findings demonstrate that although CStC and BMStC share a common stromal phenotype, CStC present
cardiovascular-associated features and may represent an important cell source for more efficient cardiac repair.
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Keywords Cardiac and bone marrow stromal cells † Cardiovascular differentiation † Cardiac regeneration † Myocardial

infarction

1. Introduction
Stromal cells can be isolated from a variety of adult tissues and
organs,1 the most extensively characterized being those of bone
marrow origin [bone marrow mesenchymal stromal cells (BMStC)].

Although BMStC are currently being evaluated for their capacity to
regenerate both skeletal tissues and unrelated tissues, such as the
heart,2 up to now, poor attention has been given to the therapeutic
potential of cardiac-specific stromal cells.

In this study, we investigated both in vitro and in vivo whether cardiac
stromal cells (CStC) isolated from specimens of adult human auricles

(CStC) were more oriented towards the cardiovascular phenotype
compared with BMStC. Both cell types were obtained from the
same patient in order to avoid possible confounding differences
related to patient-specific variables including age, genetic background,
and drugs taken at the time of sample collection. In spite of a remark-
able similarity in growth, morphology, and immunophenotype, CStC
and BMStC differed significantly in gene, microRNA (miR), and
protein expression and exhibited tissue-specific responses to differen-
tiating stimuli. Notably, CStC revealed higher efficiency in the acqui-
sition of a cardiovascular phenotype both in vitro and following
intramyocardial injection in a rat model of chronic myocardial
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infarction (MI). Furthermore, CStC persisted longer within the tissue,
migrated into the scar, and differentiated into cardiomyocytes more
efficiently than their bone marrow counterpart.

2. Methods

2.1 CStC and BMStC isolation and culture
Right auricle and sternal marrow were obtained from donor patients (see
Supplementary material online, Table S1) undergoing cardiac surgery after
Local Ethics Committee approval and signed informed consent in accord-
ance with the declaration of Helsinki. BMStC were isolated from 5 mL of
heparinized bone marrow aspirated from the sternum.3 CStC were
obtained from the same patient as described previously.4 Briefly, the pro-
tocol4 was adapted, increasing the pre-plating time from 2 h to overnight,
to harmonize methods of harvesting for both cell population and to
improve efficiency of CStC recovery. A detailed description is available
in the Supplementary material online.

2.2 miR profiling
Comparative miR expression profiling was carried out by using TaqMan
Low Density microRNA Assay (Applied Biosystem). All procedures
were performed according to the manufacturer’s instructions. Data
were analysed using SDS 2.3 Applied Biosystem software and samples
were normalized to the average median Ct value (DDCt ¼ CtmiR –
Ctmedian). The average BMStC’s Ct median value was used as a
control. Only miR with Ct , 35 (for BMStC or CStC), average DCt
statistically different (P , 0.05), and DDCt . |3| (i.e. expression fold
variation . 8 compared with BMStC) were arbitrarily considered
biologically relevant.

2.3 Real-time reverse transcription–
polymerase chain reaction analysis
Total RNA was extracted from cells using TRIzol reagent and reversely
transcribed using Superscript III reverse transcriptase (Invitrogen, Italy).
cDNA was amplified by SYBR-GREEN (BIO-RAD, Italy) quantitative
reverse transcription–polymerase chain reaction (qRT–PCR) in a
BIO-RAD iQ5 Cycler. The sequences of primers are reported in Sup-
plementary material online, Table S11. Relative expression was estimated
using the DeltaCt (DCt) method. DCt for treatment and control groups
was subjected to Student’s t-test.5 DCt ¼ 25 was arbitrarily assigned to
non-expressed genes. Fold changes in gene expression are reported in
the Supplementary material online.

2.4 Flow cytometry
Cells were detached with 0.02% EDTA solution (Sigma-Aldrich), stained
with FITC/PE-conjugated antibodies for 10 min and analysed using a
FACSCalibur (Becton–Dickinson, Italy) equipped with Cell-Quest
Software.

2.5 Capillary-like structure-forming assay on
basement membrane extract
The tube-forming ability of the cells was tested by culture on Cultrex BME
(Tema Ricerca, Italy).6 Cells were seeded at a concentration of 2.5 × 104/
well in EGM-2 or in complete medium; branching point number was eval-
uated after 3 and 7 h.

2.6 Collagen invasion assay
The assay was performed in 48-well chemotaxis chambers (Neuroprobe,
USA) as described in Rossini et al.4 by using 8 mm pore polycarbonate
filters coated with 20 mg/mL rat-tail collagen (Roche, Italy). As chemoat-
tractant, the complete medium was placed in the lower chamber. After
2 h incubation, cells migrated to the lower surface of the filter were

stained with the Diff Quick kit (Neuroprobe) and counted at 10 times
in six random fields.

2.7 Western blot
CStC and BMStC were lysed with Laemmli buffer containing protease and
phosphatase inhibitors (Sigma-Aldrich). Proteins were resolved by SDS–
PAGE, transferred onto nitrocellulose membrane (BIO-RAD), and incu-
bated overnight at 48C with 1 mg/mL rabbit anti-human whole molecule
MMP-1 (Abcam, UK) or mouse anti-vimentin (Clone VIM 3B4, Dako,
USA) and, subsequently, with anti-rabbit horseradish peroxidase-
conjugated secondary antibody.

2.8 Animals and surgical procedures
The investigation was approved by the Veterinary Animal Care and Use
Committee of the University of Parma and conformed to the National
Ethical Guidelines (Italian Ministry of Health; D.L. 116, 27 January 1992)
and the Guide for the Care and Use of Laboratory Animals (NIH publi-
cation no. 85-23, revised in 1996).

MI was induced by ligation of the left coronary artery in 3-month-old
male Wistar rats kept under anaesthesia. Three weeks after MI, 5 × 105

marrow or cardiac cells were co-injected with 200 ng/mL of hepatocyte
growth factor (HGF) and insulin-like growth factor-1 (IGF-1, PeproTech,
USA), in three regions bordering the scar. All animals were immunosup-
pressed by cyclosporine-A (Neoral) treatment (5 mg/kg/day). After 3
additional weeks, haemodynamic measurements were performed by a
micro-tip pressure transducer (SPC-320, Millar Instruments, USA, soft-
ware package CHART B4.2). Thereafter, the rats were euthanized and
the hearts perfusion-fixed for anatomy and immunofluorescence studies
(see Supplementary material online, Methods).

2.9 Human cell tracking and
immunofluorescence
2.9.1 Green fluorescent protein labelling
Cardiac and marrow cells were transduced in vitro by incubation with a
lentiviral vector encoding green fluorescent protein (GFP).

2.9.2 Quantum Dot labelling
In some experiments, cells were labelled with Quantum Dots (QDots,
Invitrogen).7

2.9.3 Genetic labelling
Human cells injected in the infarcted rat heart were also identified by flu-
orescence in situ hybridization (FISH) to detect human Y chromosome
using specific CEP Y alpha-satellite III DNA probes (Vysis, Abbott Molecu-
lar, USA).

Images were acquired using a Leica DMI6000B microscope provided by
Z-stack automation and deconvolution system. For some experiments,
confocal microscope Zeiss AXIOVERT 200 M was used.

2.10 DNA content measurement
The cardiomyocyte nuclear DNA content was determined using a modi-
fication of previously described protocol.8

2.11 Immunofluorescence
Formalin-fixed hearts were embedded in paraffin and sectioned (5 mm
thickness). Markers of interest were detected by incubation with specific
unconjugated primary antibodies and fluorochrome-conjugated secondary
antibody. Nuclei were counterstained by DAPI.

2.12 Enzyme-linked immunosorbent assays
IL-6 release was quantified in cell supernatants obtained from 24 h
serum-free-cultured CStC and BMStC according to the manufacturer’s
instructions (R&D Systems, USA).
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2.13 New vessel formation
The number of arterioles and capillaries was measured as described
previously.9

2.14 Additional methods
An expanded Methods section is available as Supplementary material
online.

3. Results

3.1 CStC and BMStC morphology,
immunophenotype, and molecular marker
expression
CStC and BMStC were obtained from male patients (n ¼ 15; see Sup-
plementary material online, Table S1). For the experiments described
in this manuscript, only cells adherent to the plastic of culture dishes
after 18 h plating were used. CStC and BMStC presented similar mor-
phology (Figure 1) but different growth kinetic (see Supplementary
material online, Figure S1). Both cell population expressed mesenchy-
mal markers, i.e. CD105, CD73, CD29, CD44, and CD13, and were
negative for CD34, CD45, CD14, and HLA-DR (Figure 1; see Sup-
plementary material online, Table S2). CD90 expression was highly
heterogeneous in CStC, as reported for putative mesenchymal cells
obtained from sources other than bone marrow;10 however, the
expression of this marker was higher in BMStC than in CStC. Like
BMStC, also CStC were positive for CD146, a known marker for peri-
cytes.11 Pericytes have been recently proposed to act as a reservoir of
stromal cells in multiple adult human organs.11 Notably, both BMStC
and CStC exhibited: (i) low or negative expression for c-Kit, which is a
marker of a resident stem cell population of the heart,12 as well as for
the endothelial markers CD31, VEGFR-2, and CD144 (see Sup-
plementary material online, Table S2) and (ii) positivity for vimentin
and for the human fibroblast surface protein (see Supplementary
material online, Figure S1), both markers associated with human fibro-
blasts.4,13 Finally, both CStC and BMStC exhibited clonogenic proper-
ties, although at low efficiency (CStC ¼ 0.6+ 0.2%; BMStC ¼ 1.0+
0.2%). Importantly, CStC obtained by short time (2 h) adherence to
plastic4 were immunophenotypically indistinguishable from those
obtained by 18 h adherence (see Supplementary material online,
Table S3).

The comparison analysis of BMStC and CStC was refined by
expression analysis of stemness-related and cardiac-specific genes
performed by qRT–PCR (see Supplementary material online, Figure
S1). We observed that a higher level of c-Kit, GATA4, GATA6,
KLF5, and myosin light chain-2a (MYLC-2a) mRNA was detectable
in CStC than in BMStC (see Supplementary material online, Figure
S1 and Table S4). The relative higher expression of c-Kit mRNA in
CStC, in contrast to the very low expression of the protein (see Sup-
plementary material online, Table S2), may be explained, considering
the presence of post-transcriptional control levels. Remarkably, an
independent series of experiments revealed that higher c-Kit protein
expression could be achieved in CStC cultured in low serum (M.
Vecellio, personal data not shown). Further experiments are necess-
ary to elucidate this important aspect. CStC/BMStC also expressed
comparable levels of Nanog, Oct-4, Sox-2, KLF4, and MDR-1
mRNAs; however, the presence of these transcripts is not directly

related to the cell degree of stemness.14 Finally, Nkx2.5, a-myosin
heavy chain (a-MHC), a-sarcomeric actin (a-Sarc), and cardiac
troponin-I (Tn-I) were either absent or present at very low level in
both cell populations (see Supplementary material online, Table S4).

BMStC are known for their limited immunoreactivity.15 CStC
immunogenic properties, tested by performing one-way mixed lym-
phocyte reaction and FACS analyses, resulted as low as BMStC’s
(see Supplementary material online, Figure S2).

3.2 CStC and BMStC miR profiling
miR are short, non-coding single-stranded RNA molecules involved in
gene regulation. Their role is emerging as a key determinant in cell
differentiation and fate.16 Expression profiling experiments (see Sup-
plementary material online, Table S5) enabled us to identify a specific
CStC miR signature, consisting of miR-126, -139, -146a, -184, -204,
and -326 and miR-10a, -10b, -34b, -196a, -196b, and -615, respect-
ively, up- and down-regulated compared with BMStC (Figure 1; see
Supplementary material online, Figure S3). Interestingly, miR-126 is
known for its pro-angiogenic action17 and both miR-126 and -146a
are highly expressed in proliferating cardiovascular precursors.18

This miR signature did not appear significantly modulated by in vitro
differentiation stimuli (see Supplementary material online, Figure S4).

3.3 CStC and BMStC differentiation
properties in vitro
Experiments were performed to assess the ability of CStC and BMStC
primary cultures to in vitro differentiate along different pathways.
When cultured in osteogenic medium, only BMStC acquired a star-
like osteoblast shape, expressed higher level of Osteopontin
mRNA, and became positive for alkaline phosphatase (see Sup-
plementary material online, Figure S5 and Table S6). After 3 weeks
in adipogenic medium, both BMStC and CStC stained positive for
Oil-Red O (see Supplementary material online, Figure S5); however,
the average lipid content was lower in CStC than in BMStC, as well
as the expression of the adipogenic markers PPAR-g2 and Adipsin
mRNA (see Supplementary material online, Figure S5 and Table S6).

After 3 weeks culture in the endothelium-specific medium EGM-2,
CStC significantly up-regulated the expression of CD31, CD144, and
VEGFR-2 (Figure 2), whereas BMStC remained negative. Additionally,
in EGM-2, only CStC ability to develop capillary-like structures on
Cultrex BME increased over eight-fold (Figure 2; see Supplementary
material online, Figure S6), whereas BMStC response was unchanged.

CStC’s and BMStC’s cardiogenic differentiation potential was first
examined by culturing cells in dexamethasone-based (DEX) medium
for 3 weeks.12 Under these conditions, BMStC up-regulated adipo-
genic genes (PPAR-g2 and Adipsin), the osteogenic gene Osteopon-
tin, and only GATA4 among the cardiovascular markers. The effect
of DEX medium on CStC was different: these cells exhibited an
increase in a-Sarc and a-SMA mRNA expression, whereas GATA4,
PPAR-g2, Adipsin, and Osteopontin were unchanged (see Sup-
plementary material online, Figure S7 and Table S6). It is noteworthy
that in DEX medium, the expression of MYLC-2a, a-MHC, and Tn-I
was not modulated in either cell type (see Supplementary material
online, Table S7).

In an attempt to improve CStC cardiogenic potential, we tested a
low serum medium supplemented with all-trans retinoic acid and phe-
nylbutyrate (ATRA/PB medium19). Under these conditions, CStC sig-
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nificantly up-regulated the expression of a-Sarc, a-MHC, Tn-I, and
MYLC-2a, as well as a-SMA. In contrast, BMStC modestly
up-regulated only GATA4 and MYLC-2a (Figure 2; see Supplementary
material online, Table S7). Importantly, CStC did not up-regulate
cardiac genes when cultured in low serum without ATRA and PB
(data not shown).

Only CStC, but not BMStC grown in ATRA/PB, expressed the
protein a-Sarc (Figure 2); however, the number of a-Sarc-positive
cells was very low (≈0.05–0.1%) and no organized sarcomeric struc-
tures could be identified (Figure 2), suggesting that only a partial
degree of differentiation could be achieved under these experimental
conditions. Additionally, both untreated and ATRA/PB-treated cells
lacked the expression of excitable properties (see Supplementary
material online, Results and Table S8).

3.4 Effects of intramyocardial CStC and
BMStC injection
The previous results indicate that CStC and BMStC exhibit properties
related, at least in part, to the tissue of origin. In light of these obser-
vations, CStC and BMStC therapeutic potential was challenged in vivo
in a rat model of chronic MI. Cells tagged with GFP and QDots (see
Supplementary material online, Figure S8) were injected into the
border zone of the infarcted left ventricular (LV) wall 3 weeks after
coronary ligation. After 3 additional weeks, haemodynamic studies
were performed and the heart excised for tissue section analysis. In
agreement with previous works,20 at the 3-week time point, the per-
sistence within the cardiac tissue of both BMStC and CStC was signifi-
cantly reduced. The persistence of both cell types in the infarcted

Figure 1 In vitro molecular characterization of CStC and BMStC. (A) CStC and BMStC were plastic adherent and fibroblast-like shaped. (B) Repre-
sentative FACS analysis of CStC surface markers. (C) Comparison of miR expression profiles between CStC and BMStC. Hierarchical analysis divided
the six cell population analysed (from the auricle and the bone marrow of three different patients) in two groups related to the tissue of origin. (D)
Heat map representing average DCt of 12 miR differentially expressed between CStC and BMStC (n ¼ 3).
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areas was improved by the addition of 200 ng/mL HGF and IGF-1
growth factors (GF) to the cell preparations immediately before injec-
tion in the infarcted ventricular wall.21 The positive effect of GF on the
early engraftment of the injected cells was also documented. In this
condition, a 7- and 6.4-fold increase in QDot signals was detected
24 h after injection of CStC and BMStC, respectively. However,
QDot signal associated with CStC was significantly higher than that
obtained from BMStC (Figure 3). Notably, in standard culture con-
ditions, both cell types expressed similar transcript levels of GF recep-
tors, namely c-Met and IGF-1R21 (see Supplementary material online,
Figure S9). Therefore, it is conceivable that both cell populations could
be activated by GF pre-treatment. All subsequent experiments were
performed in the presence of GF. Three weeks after cell injection,
QDots associated with BMStC were organized in localized clusters
predominantly distributed in the border zone, whereas CStC
appeared uniformly distributed in infarcted and peri-infarcted
regions (Figure 3). This finding is in agreement with the secretome
analysis, revealing that CStC, compared with BMStC, exhibited

higher metalloproteinase activity (Figure 3) and higher expression of
other proteins involved in cell migration and extracellular matrix turn-
over (see Supplementary material online, Table S9 and Results).
Accordingly, in vitro CStC presented a higher invasive capacity than
BMStC (Figure 3).

Haemodynamic studies demonstrated that CStC, but not BMStC,
improved cardiac performance compared with PBS and GF alone
(Figure 4); specifically, the increase in LV end-diastolic pressure
(LVEDP) and the decrease in +dP/dt and 2dP/dt that follow MI
were partially prevented by CStC, but not by BMStC, injection.
Both cell types appeared to increase LV systolic pressure (LVSP)
when compared with PBS and GF, but these positive trends did not
achieve statistical significance. Interestingly, LV chamber volume
exhibited a two-fold increase after MI; GF, BMStC, and CStC were
all efficient in reducing dilation compared with saline injection;
however, the beneficial effect of CStC on LV remodelling was signifi-
cantly higher than that of BMStC and GF (Figure 4). Further, the
infarcted wall was thicker in CStC- than in BMStC-, GF-, and

Figure 2 In vitro endothelial and cardiomyogenic differentiation. (A) After 3 weeks in EGM-2, only CStC acquired positivity for CD31, CD144, and
VEGFR-2 (n ¼ 6; *P , 0.05). (B) Bar graph depicting average results for the tube formation assay on Cultrex (n ¼ 4; §§,**P , 0.01). (C) Cardiomyo-
genic differentiation was evaluated in a medium containing ATRA and PB, where CStC up-regulated the expression of a-Sarc and a-SMA transcripts as
well as of a-MHC, Tn-I, and MYLC-2a. GATA4 and osteopontin expression was unvaried (n ¼ 12). BMStC exhibited a modest enhancement in
GATA4 and MYLC-2a expression, whereas a-Sarc, Tn-I, and a-MHC transcripts remained absent or low (n ¼ 12; §§§P , 0.001; **P , 0.01;
§,*P , 0.05). (D) (i) In ATRA/PB medium, cells acquired an elongated shape and (ii) �0.1% of CStC, but not BMStC, expressed the protein
a-Sarc (FITC, green). Blue fluorescence identifies nuclei.
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PBS-treated hearts (Figure 4). The results obtained transplanting
BMStC in the border zone of rat chronic MI are in keeping with
prior reports describing only a modest increase in cardiac function
and remodelling following injection of marrow-derived cells.3,22

Importantly, before injection, CStC were evaluated for genomic
stability at the chromosomal level and no specific alterations were
found (see Supplementary material online, Figure S10 and Table
S10), suggesting that these cells may represent a potential therapeutic
tool with an elevated level of biological stability and safety.

3.5 CStC and BMStC in vivo
cardiomyogenic differentiation
To assess CStC and BMStC in vivo differentiation into cardiomyocytes,
we identified cells positive for GFP (GFPPOS), human chromosome Y
(HCPOS), and a-Sarc (a-SarcPOS; Figure 5). Remarkably, about 25% of
HCPOS/GFPPOS CStC were also a-SarcPOS, whereas only 6% of
BMStC acquired a-Sarc positivity (Figure 5). In agreement with the
results obtained tracking cells with QDot labelling, in the scarred
infarct, the number of HCPOS/GFPPOS/a-SarcPOS cells derived from

CStC was higher than the number of HCPOS/GFPPOS/a-SarcPOS

cells derived from BMStC (Figure 5). Of note, most BMStC did not
exhibit defined sarcomere striations (see Supplementary material
online, Figure S11). In contrast, CStC-derived cardiomyocytes
present in the border area showed clear sarcomere striations
(Figure 5; see Supplementary material online, Figure S11) and
reached volumes up to 20 000 mm3 (Figure 5). Noteworthy, about
15% of HCPOS/GFPPOS/a-SarcPOS CStC-derived cardiomyocytes had
a volume higher than 10 000 mm3, whereas 100% of HCPOS/
GFPPOS/a-SarcPOS BMStC-derived cardiomyocytes had a volume
lower than 10 000 mm3 (Figure 5). Taken together, these results
suggest that CStC were more efficient than BMStC in their ability
to generate cardiomyocytes with an adult-like phenotype.

3.6 Cell fusion
To assess fusion at the nuclear level, DNA content was measured in
human-derived GFPPOS/a-SarcPOS cardiomyocytes. Nuclei of resident
cardiomyocytes, negative and positive for the phosphorylated form of
histone H3 (H3-S10P), which is specifically associated with

Figure 3 QDot labelled cell engraftment. (A) Bar graph indicates the LV fractional area occupied by QDots both in the absence (2GF) and in the
presence (+GF) of supplementary growth factors (n ¼ 3; *P , 0.05 for CStC vs. BMStC; §P , 0.05 vs. +GF). (B and C) LV unstained cross-sections
of paraffin-embedded hearts injected with CStC and BMStC, respectively, and analysed under UV-light to quantify the area occupied by QDots. The
areas included in the rectangles are shown at higher magnification. Only CStC-QDots distributed uniformly within the scar and the area proximal to
the border zone (B), whereas BMStC-QDots remained organized in clusters and were typically reduced within the scar (C). (D) Western blot con-
firming that MMP-1 expression was enhanced in CStC compared with BMStC (upper) from three different patients (PZ). (E) Also CStC invasive ability
was higher than BMStC’s. The data are expressed as the fold increase in the number of migrated CStC relative to the number of migrated BMStC
(migration index, n ¼ 4; **P , 0.01; *P , 0.05).
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chromosome condensation and dynamics during mitosis,23 were used
as controls for 2n or 4n DNA content, respectively. Double DNA
content, correspondent to 4n chromosomes, was present only in
mitotic H3-S10P-positive cells. In addition, the volume of normal
adult rat cardiomyocyte24 ranges from 30 000 to 80 000 mm3; there-
fore, fusion between human stromal cells and resident cardiomyo-
cytes appears unlikely, as the stromal cell-derived cardiomyocytes
shown here never reached volumes higher than 20 000 mm3. Fusion
between cytoplasm and polynucleation was also excluded as all

HCPOS cardiomyocytes analysed in the present investigation were
mononucleated (Figure 5).

3.7 CStC and BMStC contribution to new
vessel formation
Both CStC and BMStC treatment resulted in a higher number of
arterioles within the infarcted region (Figure 6) compared with
PBS and GF injection; further, the effect of CStC on the total

Figure 4 Effect of cell transplantation on LV function and remodelling. (A) Haemodynamic evaluation of LV function was performed 3 weeks after
injection of CStC or BMStC supplemented with GF. Control groups were treated with PBS alone and with PBS + GF (GF). SO, sham-operated rats
(n ¼ 6); PBS, infarcted hearts treated with saline (n ¼ 6); GF, infarcted hearts treated with PBS supplemented with GF (n ¼ 6); CStC, infarcted hearts
treated with CStC supplemented with GF (n ¼ 7); BMStC, infarcted hearts treated with BMStC supplemented with GF (n ¼ 6). CStC injection
improved +dP/dt and reduced LVEDP vs. GF alone; in contrast, BMStC had no significant effect on these haemodynamic parameters. Neither
CStC nor BMStC had a significant effect on LVSP compared with GF alone. (B) GF, BMStC, and CStC were all efficient in reducing ventricular dilation
compared with saline injection, although the effect of CStC was more pronounced than that of BMStC and GF. Importantly, the infarcted wall was
thicker in CStC- than in BMStC- and GF-treated hearts. #P , 0.05 vs. GF; †,*P , 0.05.
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Figure 5 Human CStC and BMStC differentiation in vivo. (A) The upper central panel shows GFPPOS (green)/a-SarcPOS (red) cardiomyocytes with
defined sarcomere striations derived from CStC and located in the infarct (MI) border zone. The white arrow points to a GFPPOS/a-SarcNEG cell. The
lower central panel corresponds to the serial section confirming, by FISH for human chromosome Y (HC, red), the human origin of a-SarcPOS

(FITC)-labelled cells. The areas in the rectangles (I, II, and III) are shown at higher magnification. (B) The percentage of GFPPOS/a-SarcPOS cardiomyo-
cytes over the total counted GFPPOS cells. *P , 0.05 vs. BMStC. (C) The density of HCPOS/GFPPOS/a-SarcPOS cardiomyocytes. *P , 0.05 vs. BMStC.
(D) CStC- and BMStC-derived cardiomyocytes size distribution. Notably, a significant fraction of CStC-derived cardiomyocytes reached volumes
.15 000 mm3. (E) DNA content distribution of CStC-, BMStC-derived, and rat resident cardiomyocytes.

Cardiac stromal cells exhibit specific properties 657
 at K

ing's C
ollege London on June 27, 2011

cardiovascres.oxfordjournals.org
D

ow
nloaded from

 

http://cardiovascres.oxfordjournals.org/


number of arterioles was more marked than BMStC’s. This is
in agreement with the higher production of pro-angiogenic
factors like IL-6 and LIF25,26 observed in CStC compared with
BMStC (see Supplementary material online, Figure S6, Table S9,
and Results).

In order to differentiate the paracrine action from the direct
stromal cell contribution to blood vessel development, GFPPOS/
a-SMAPOS arteriole and GFPPOS/vWFPOS capillary profiles were quan-
tified both in the infarcted region and in the border area (Figure 6). In
these regions, although higher for BMStC than CStC, the differen-
tiation process was very low for both cell types, representing only
1.7 and 2.2% of total arterioles and capillaries, respectively. In the
spared region, the contribution of both types of stromal cells to arter-
iole and capillary development was minimal and similar between the
two cell types (Figure 6).

4. Discussion
In the present study, we characterized the unselected population of
CStC in comparison with BMStC derived from the same patient
and we examine whether CStC were more oriented than bone
marrow cells to reconstitute their tissue of origin.

CStC and BMStC are remarkably similar to the expression of
mesenchymal-associated antigens (i.e. CD105 and CD44) and
revealed positivity for both pericytes (i.e. CD146) and fibroblast
markers (i.e. vimentin and human fibroblast surface antigen). This
finding does not surprise considering that human bone marrow
mesenchymal cells have recently been reported to show a broad
structural and functional overlap with dermal fibroblasts.27 Impor-
tantly, skin fibroblasts also differentiate into osteocytes and adipo-
cytes28 and show immunoregulatory properties.27 On the other
hand, marrow mesenchymal cells in vivo exhibit fibrogenic potential.29

Therefore, based on phenotypical criteria, it is difficult to clearly dis-
criminate between fibroblasts and mesenchymal cells30 of cardiac and
bone marrow origin. For these reasons, we defined these cells as
‘stromal cells’.

Despite the important similarities described above, significant
differences between CStC and BMStC emerged at the biological
and molecular level: CStC were, in fact, less competent than
BMStC in producing adipocytes and osteocytes but more efficient
in the expression of cardiovascular lineage markers. In addition,
CStC and BMStC significantly diverged at the transcriptional level.
CStC expressed early (GATA4) and late (MYLC-2a) cardiac mRNA
and were identified by a specific miR signature unmodified by differ-
entiation stimuli, suggesting that the expression of these miR is only
minimally affected by the extracellular environment. A growing
body of evidence indicates that many miR play important roles
during development,16 highlighting their causal role in establishing
cell fate. Consequently, not only miR represent biomarkers useful
to discriminate between stromal cells of cardiac or bone marrow
origin, but they may also be involved in establishing their tissue-
specific plasticity and therapeutic properties.

Notably, some of the miR up-regulated in CStC (miR-126 and
-146a) are highly expressed in proliferating cardiomyocyte precursors
isolated from the foetal human heart (CMPC18), suggesting potential
analogies between CMPC and CStC. miR-126 is also known for its
role in angiogenesis and angiogenic response.17 Its higher expression
in CStC compared with BMStC may therefore account for their
increased in vitro ability to acquire the expression of endothelial

Figure 6 CStC and BMStC promote arteriole development in vivo.
(A) Arteriole density within the infarcted myocardium (*P , 0.01 vs.
BMStC; #P , 0.01 vs. PBS and GF). (B) Enzyme-linked immunosor-
bent assay indicating that IL-6 secretion was increased in CStC
supernatants compared with BMStC; n ¼ 4; *P , 0.05. (C) (i) The
percentage of GFPPOS/a-SMAPOS arterioles derived from the differ-
entiation of GFPPOS CStC and GFPPOS BMStC (n ¼ 6; *P , 0.01 vs.
BMStC). (ii) The percentage of GFPPOS/vWFPOS capillaries derived
from the differentiation of GFPPOS CStC and GFPPOS BMStC
(n ¼ 6; *P , 0.01 vs. BMStC). The percentage of GFPPOS arterioles
and capillaries is referred to the total number of counted arterioles
and capillaries, respectively.
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markers, although this effect in vivo may be mitigated by locally pro-
vided environmental signals.

The results we obtained transplanting CStC/BMStC in the border
zone of rat chronic MI are in line with prior works, describing that
the injection of skin fibroblasts,31 bone marrow cells,2 and ventricular
cells32 ameliorates the performance of infarcted hearts. Accordingly,
in the present work, we demonstrated that CStC not only improve
cardiac function, but participates to tissue regeneration more effi-
ciently than their bone marrow counterpart. Importantly, CStC per-
sisted longer within the cardiac tissue and migrated within the scar,
promoted angiogenesis, and differentiated into adult-like cardiomyo-
cytes more efficiently than BMStC. In this regard, the in vitro ability
of CStC to invade collagen layers and secrete enzymes able to modu-
late extracellular matrix turnover (i.e. MMP-1) may provide the mol-
ecular basis for the higher efficiency of CStC to invade the post-MI
tissue stabilizing or improving cardiac function and/or lessen cardiac
dysfunction.

In vivo, the evidence in favour of CStC/BMStC differentiation into
endothelial/smooth muscle cell lineages was minimal, suggesting that
paracrine mechanisms had a higher importance than direct differen-
tiation in the formation of new vessels. This possibility was supported
by the secretome analysis, since both IL-6 and LIF were increased in
CStC-conditioned media. Others found that both IL-6 and LIF are
induced during the infarct healing phase and known to modulate
angiogenesis protecting cardiomyocytes from apoptosis.33 The obser-
vation that CStC production of IL-6 and LIF was higher than that of
BMStC is in agreement with their superior ability to promote angio-
genesis within the infarcted region.

Interestingly, only in CStC-derived cardiomyocytes, a clear evi-
dence of sarcomere formation and volumetric dimensions compatible
with those of adult cardiomyocytes could be observed. In this view, it
is noteworthy that CStC acquired adult dimensions and sarcomere-
specific striations only in the border zone, suggesting that a cell-to-cell
contact with viable myocardium may be required for efficient differen-
tiation into mature cardiomyocytes.

The observation that the cardiomyogenic response induced in vitro
from CStC/BMStC is a very rare event is in agreement with recent
reports34 and at least in part attributable to the fact that our
limited knowledge about the mechanisms by which cardiomyogenic
differentiation occurs makes it difficult to define standardized in vitro
efficient differentiation protocols. These findings are only apparently
in contrast with the relative high efficiency of CStC in generating car-
diomyocytes in vivo, as the environment of the healing infarct is likely
more prone to sustain tissue-specific differentiation than unspecific
epigenetic agents.35

In conclusion, cardiac-derived cells appear as a population of poten-
tially relevant clinical interest, being able to acquire the cardiomyocyte
phenotype and to promote angiogenesis via paracrine mechanisms
more efficiently than their bone marrow counterpart, thus indicating
the importance of tissue specificity when planning cell therapy strategies.

Supplementary material
Supplementary material is available at Cardiovascular Research online.

Acknowledgements
The authors wish to thank Matteo Vecellio for technical support,
Xiaoke Yin for helping with the secretome analysis, and Gabriele
Toietta for the GFP-encoding Lentivirus vector.

Conflict of interest: none declared.

Funding
The present study was supported by: Italian Ministry of University (FIRB-
MIUR RBFR087JMZ_001 to A.R.; FIRB-MIUR RBLA035A4X-1 to C.G. and
M.C.C.; PRIN ETWBTW 2008 to G.P.; PRIN AL2YNC 2007 to F.Q.);
(FP7-BIOSCENT, NMP-214539 2007 to F.Q.); Italian Ministry of Health
(RC 2008-BIO29 to A.R.; THEAPPL 2008).

References
1. da Silva Meirelles L, Chagastelles PC, Nardi NB. Mesenchymal stem cells reside in vir-

tually all post-natal organs and tissues. J Cell Sci 2006;119(Pt 11):2204–2213.
2. Quevedo HC, Hatzistergos KE, Oskouei BN, Feigenbaum GS, Rodriguez JE, Valdes D

et al. Allogeneic mesenchymal stem cells restore cardiac function in chronic ischemic
cardiomyopathy via trilineage differentiating capacity. Proc Natl Acad Sci USA 2009;106:
14022–14027.

3. Hou M, Yang KM, Zhang H, Zhu WQ, Duan FJ, Wang H et al. Transplantation of
mesenchymal stem cells from human bone marrow improves damaged heart function
in rats. Int J Cardiol 2007;115:220–228.

4. Rossini A, Zacheo A, Mocini D, Totta P, Facchiano A, Castoldi R et al.
HMGB1-stimulated human primary cardiac fibroblasts exert a paracrine action on
human and murine cardiac stem cells. J Mol Cell Cardiol 2008;44:683–693.

5. Vandesompele J, De Preter K, Pattyn F, Poppe B, Van Roy N, De Paepe A et al. Accu-
rate normalization of real-time quantitative RT-PCR data by geometric averaging of
multiple internal control genes. Genome Biol 2002;3:RESEARCH0034.

6. Zaccagnini G, Gaetano C, Della Pietra L, Nanni S, Grasselli A, Mangoni A et al. Tel-
omerase mediates vascular endothelial growth factor-dependent responsiveness in a
rat model of hind limb ischemia. J Biol Chem 2005;280:14790–14798.

7. Rosen AB, Kelly DJ, Schuldt AJ, Lu J, Potapova IA, Doronin SV et al. Finding fluor-
escent needles in the cardiac haystack: tracking human mesenchymal stem cells
labeled with quantum dots for quantitative in vivo three-dimensional fluorescence
analysis. Stem Cells 2007;25:2128–2138.

8. Lanza R, Moore MA, Wakayama T, Perry AC, Shieh JH, Hendrikx J et al. Regeneration
of the infarcted heart with stem cells derived by nuclear transplantation. Circ Res 2004;
94:820–827.

9. Spillmann F, Graiani G, Van Linthout S, Meloni M, Campesi I, Lagrasta C et al. Regional
and global protective effects of tissue kallikrein gene delivery to the peri-infarct myo-
cardium. Regen Med 2006;1:235–254.

10. Montesinos JJ, Flores-Figueroa E, Castillo-Medina S, Flores-Guzman P, Hernandez-
Estevez E, Fajardo-Orduna G et al. Human mesenchymal stromal cells from adult and neo-
natal sources: comparative analysis of their morphology, immunophenotype, differen-
tiation patterns and neural protein expression. Cytotherapy 2009;11:163–176.

11. Crisan M, Yap S, Casteilla L, Chen CW, Corselli M, Park TS et al. A perivascular
origin for mesenchymal stem cells in multiple human organs. Cell Stem Cell 2008;3:
301–313.

12. Beltrami AP, Barlucchi L, Torella D, Baker M, Limana F, Chimenti S et al. Adult cardiac
stem cells are multipotent and support myocardial regeneration. Cell 2003;114:
763–776.

13. Wang J, Chen H, Seth A, McCulloch CA. Mechanical force regulation of myofibroblast
differentiation in cardiac fibroblasts. Am J Physiol Heart Circ Physiol 2003;285:
H1871–H1881.

14. Kaltz N, Funari A, Hippauf S, Delorme B, Noel D, Riminucci M et al. In vivo osteopro-
genitor potency of human stromal cells from different tissues does not correlate with
expression of POU5F1 or its pseudogenes. Stem Cells 2008;26:2419–2424.

15. Uccelli A, Pistoia V, Moretta L. Mesenchymal stem cells: a new strategy for immuno-
suppression? Trends Immunol 2007;28:219–226.

16. Blakaj A, Lin H. Piecing together the mosaic of early mammalian development through
microRNAs. J Biol Chem 2008;283:9505–9508.

17. Fish JE, Santoro MM, Morton SU, Yu S, Yeh RF, Wythe JD et al. miR-126 regulates
angiogenic signaling and vascular integrity. Dev Cell 2008;15:272–284.

18. Sluijter JP, van Mil A, van Vliet P, Metz CH, Liu J, Doevendans PA et al. MicroRNA-1
and -499 regulate differentiation and proliferation in human-derived cardiomyocyte
progenitor cells. Arterioscler Thromb Vasc Biol 2010;30:859–868.

19. Ventura C, Cantoni S, Bianchi F, Lionetti V, Cavallini C, Scarlata I et al. Hyaluronan
mixed esters of butyric and retinoic Acid drive cardiac and endothelial fate in term
placenta human mesenchymal stem cells and enhance cardiac repair in infarcted rat
hearts. J Biol Chem 2007;282:14243–14252.

20. Muller-Ehmsen J, Krausgrill B, Burst V, Schenk K, Neisen UC, Fries JW et al. Effective
engraftment but poor mid-term persistence of mononuclear and mesenchymal bone
marrow cells in acute and chronic rat myocardial infarction. J Mol Cell Cardiol 2006;41:
876–884.

21. Urbanek K, Rota M, Cascapera S, Bearzi C, Nascimbene A, De Angelis A et al. Cardiac
stem cells possess growth factor-receptor systems that after activation regenerate the
infarcted myocardium, improving ventricular function and long-term survival. Circ Res
2005;97:663–673.

Cardiac stromal cells exhibit specific properties 659
 at K

ing's C
ollege London on June 27, 2011

cardiovascres.oxfordjournals.org
D

ow
nloaded from

 

http://cardiovascres.oxfordjournals.org/cgi/content/full/cvq290/DC1
http://cardiovascres.oxfordjournals.org/


22. van der Bogt KE, Schrepfer S, Yu J, Sheikh AY, Hoyt G, Govaert JA et al. Comparison
of transplantation of adipose tissue- and bone marrow-derived mesenchymal stem
cells in the infarcted heart. Transplantation 2009;87:642–652.

23. McManus KJ, Hendzel MJ. The relationship between histone H3 phosphorylation
and acetylation throughout the mammalian cell cycle. Biochem Cell Biol 2006;84:
640–657.

24. Rota M, Padin-Iruegas ME, Misao Y, De Angelis A, Maestroni S, Ferreira-Martins J et al.
Local activation or implantation of cardiac progenitor cells rescues scarred infarcted
myocardium improving cardiac function. Circ Res 2008;103:107–116.

25. Banerjee K, Biswas PS, Kim B, Lee S, Rouse BT. CXCR2-/- mice show enhanced sus-
ceptibility to herpetic stromal keratitis: a role for IL-6-induced neovascularization.
J Immunol 2004;172:1237–1245.

26. McClintock JY, Wagner EM. Role of IL-6 in systemic angiogenesis of the lung. J Appl
Physiol 2005;99:861–866.

27. Haniffa MA, Wang XN, Holtick U, Rae M, Isaacs JD, Dickinson AM et al. Adult human
fibroblasts are potent immunoregulatory cells and functionally equivalent to
mesenchymal stem cells. J Immunol 2007;179:1595–1604.

28. Lysy PA, Smets F, Sibille C, Najimi M, Sokal EM. Human skin fibroblasts: from meso-
dermal to hepatocyte-like differentiation. Hepatology 2007;46:1574–1585.

29. Baertschiger RM, Serre-Beinier V, Morel P, Bosco D, Peyrou M, Clement S et al.
Fibrogenic potential of human multipotent mesenchymal stromal cells in injured
liver. PLoS One 2009;4:e6657.

30. Haniffa MA, Collin MP, Buckley CD, Dazzi F. Mesenchymal stem cells: the fibroblasts’
new clothes? Haematologica 2009;94:258–263.

31. Hutcheson KA, Atkins BZ, Hueman MT, Hopkins MB, Glower DD, Taylor DA.
Comparison of benefits on myocardial performance of cellular cardiomyoplasty
with skeletal myoblasts and fibroblasts. Cell Transplant 2000;9:359–368.

32. Fujii T, Yau TM, Weisel RD, Ohno N, Mickle DA, Shiono N et al. Cell transplantation
to prevent heart failure: a comparison of cell types. Ann Thorac Surg 2003;76:
2062–2070; discussion 2070.

33. Fuchs M, Hilfiker A, Kaminski K, Hilfiker-Kleiner D, Guener Z, Klein G et al. Role of
interleukin-6 for LV remodeling and survival after experimental myocardial infarction.
FASEB J 2003;17:2118–2120.

34. Martin-Rendon E, Sweeney D, Lu F, Girdlestone J, Navarrete C, Watt SM.
5-Azacytidine-treated human mesenchymal stem/progenitor cells derived from umbi-
lical cord, cord blood and bone marrow do not generate cardiomyocytes in vitro at
high frequencies. Vox Sang 2008;95:137–148.

35. Bianco P, Robey PG, Simmons PJ. Mesenchymal stem cells: revisiting history, concepts,
and assays. Cell Stem Cell 2008;2:313–319.

A. Rossini et al.660
 at K

ing's C
ollege London on June 27, 2011

cardiovascres.oxfordjournals.org
D

ow
nloaded from

 

http://cardiovascres.oxfordjournals.org/

