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Abstract

Introduction: New therapeutic options are necessary for patients with chronic Chagas disease, a leading cause of
heart failure in Latin American countries. Stem cell therapy focused on improving cardiac function is a promising
approach for treating heart disease. Here, we evaluated the therapeutic effects of cardiac mesenchymal stem cells
(CMSCs) in a mouse model of chronic Chagas disease.

Methods: CMSCs were isolated from green fluorescent protein (GFP) transgenic C57BL/6 mouse hearts and tested
for adipogenic, osteogenic, chondrogenic, endothelial, and cardiogenic differentiation potentials evaluated by
histochemical and immunofluorescence techniques. A lymphoproliferation assay was performed to evaluate the
immunomodulatory activity of CMSCs. To investigate the therapeutic potential of CMSCs, C57BL/6 mice chronically
infected with Trypanosoma cruzi were treated with 10° CMSCs or saline (control) by echocardiography-guided
injection into the left ventricle wall. All animals were submitted to cardiac histopathological and immunofluorescence
analysis in heart sections from chagasic mice. Analysis by quantitative real-time reverse transcription polymerase
chain reaction (gRT-PCR) was performed in the heart to evaluate the expression of cytokines involved in the
inflammatory response.

Results: CMSCs demonstrated adipogenic, osteogenic, and chondrogenic differentiation potentials. Moreover,
these cells expressed endothelial cell and cardiomyocyte features upon defined stimulation culture conditions
and displayed immunosuppressive activity in vitro. After intramyocardial injection, GFP™ CMSCs were observed in
heart sections of chagasic mice one week later; however, no observed GFP* cells co-expressed troponin T or
connexin-43. Histopathological analysis revealed that CMSC-treated mice had a significantly decreased number
of inflammatory cells, but no reduction in fibrotic area, two months after treatment. Analysis by gRT-PCR
demonstrated that cell therapy significantly decreased tumor necrosis factor-alpha expression and increased
transforming growth factor-beta in heart samples.

Conclusions: We conclude that the CMSCs exert a protective effect in chronic chagasic cardiomyopathy primarily
through immunomodulation.
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Introduction

Heart disease remains a major cause of worldwide morbid-
ity and mortality. Despite advances in clinical and surgical
care of cardiac patients, current therapies are able to treat
symptoms, delay clinical deterioration, and increase sur-
vival but are not effective in repair induction in a diseased
heart. This is the case of chronic cardiac Chagas disease,
which is caused by the protozoan parasite Trypanosoma
cruzi and remains a leading cause of heart failure in Latin
America [1]. Therefore, a major effort is under way to de-
velop therapies aiming at regenerating the myocardium or
to stimulate endogenous repair programs.

Different cell types, such as bone marrow cells, mesen-
chymal stem cells (MSCs) from adipose tissue, and skeletal
myoblasts, have been tested in basic and applied clinical
studies [1-4]. Bone marrow cells have demonstrated limited
efficacy in many clinical trials, and this has raised the ques-
tion of its usefulness as well as increased the investigation
of other stem cell sources that may be potentially more ef-
fective in heart disease treatment. Moreover, different cell
types are likely to have therapeutic potential in various dis-
ease settings, depending on the particular cardio-pathogenic
mechanisms involved.

Adult cardiac stem cell populations have previously
been observed in both murine and human hearts, includ-
ing tissue-specific MSCs [5-14]. Owing to their multipo-
tentiality and direct action via secretion of a repertoire of
molecules that stimulate tissue regeneration and immuno-
modulation, MSCs have been used in different clinical tri-
als and experimental models that reproduce tissue damage
in order to verify their therapeutic potential [15-19].

In this study, we isolated a population of stem cells
from the heart tissue that displays cell phenotype and
immunosuppressive and differentiation potentials char-
acteristic of MSCs. The therapeutic potential of these
cells was evaluated in an experimental model of chronic
Chagas disease cardiomyopathy.

Materials and methods

Animals

Male C57BL/6-Tg(CAG-EGFP)10sb/] (The Jackson Laboratory,
Bar Harbor, ME, USA) mice (4 to 8 weeks old) were
used to obtain cardiac mesenchymal stem cells (CMSCs).
Wild-type female C57BL/6 (4 weeks old) were used for
T. cruzi infection and as non-infected controls. Animals
were maintained in the animal facility of the Center for
Biotechnology and Cell Therapy, Hospital Sdo Rafael
(Salvador, Bahia, Brazil), with access to food and water ad
libitum. This study was approved by the local ethics commit-
tee for animal use at the Hospital Sdo Rafael (CEUA-HSR).

Isolation and culture of stem cells
Green fluorescent protein (GFP) transgenic mice were
deeply anesthetized by using an inhaled isoflurane anesthetic
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circuit 2% (Abbott, Abbott Park, IL, USA) for 10 minutes
and euthanized by cervical dislocation. The hearts were
then removed to isolate CMSCs. Cardiac fragments (ap-
proximately 1 mm) were dissected and incubated with
0.1% collagenase type A (Sigma-Aldrich, St. Louis, MO,
USA) at 37°C for 30 minutes under constant stirring.
After chemical and mechanical dissociation, fragments
were cultured in Dulbecco’s modified Eagle’s medium
(DMEM) (Gibco, Grand Island, NY, USA) supplemented
with 10% fetal bovine serum (FBS) (Gibco) and 1% Pen
Strep (Gibco) as explants in sixwell plates and incubated
at 37°C with 5% CO,. Culture medium was changed every
3 days, and on day 8, upon reaching 90% confluence, the
explants were removed from the wells and adherent cells
were trypsinized (Trypsin-EDTA 0.05%; Gibco) and trans-
ferred to tissue culture flasks containing medium supple-
mented with 10% FBS and 1% Pen Strep. The CMSC
culture was maintained in a humidified incubator at 37°C
with 5% CO, for in vitro and in vivo studies.

Phenotypic characterization by flow cytometry

CMSCs at passage 8 were trypsinized and resuspended in
0.9% saline. The cells (5 x 10°) were incubated for 5 minutes
with CD16/CD32 (BD Biosciences, San Diego, CA, USA)
with further incubation at 4°C for 30 minutes with the fol-
lowing antibodies (diluted at 1:100): Scal-PE-Cy5.5 (Caltag
Medsystems, Buckingham, UK); CD90.2-APC, CD117-PE,
CD45-APC, CD34-Alexa Fluor 647, and CD44-PE (BD Bio-
sciences); and CD29-APC and CD105-PE (BioLegend, San
Diego, CA, USA). Isotype-identical antibodies were used as
controls. After incubation and two phosphate-buffered sa-
line (PBS) washes, the data were acquired and analyzed on
an LSRFortessa flow cytometer (BD Biosciences). At least
50,000 events were collected and analyzed.

Adipogenic, osteogenic, and chondrogenic differentiation
For adipogenic differentiation, cells were cultured in 24-
well plates with 13-mm coverslips in complete medium
(10* cells per well). After reaching 50% to 60% confluence,
the medium was removed and replaced with an adipo-
genic induction medium by using a StemPro Adipogenesis
Differentiation Kit (Gibco). To observe the fatty vacuoles
after 14 days in culture, the adipocyte differentiated cells
and their controls were fixed in 4% paraformaldehyde and
stained with Oil red solution. The images were captured
by an AX70 microscope (Olympus, Tokyo, Japan) and Ima-
gePro Plus 7.0 software (Media Cybernetics, San Diego,
CA, USA). For osteogenic differentiation, the cells were
cultured in a specific osteogenic differentiation medium
by using a StemPro Osteogenesis Differentiation Kit
(Gibco). Half of the differentiation medium was changed
every two days. Calcium-rich matrix deposition was ob-
served by staining with Alizarin red 2%. For chondrogenic
differentiation, cells were cultured for 21 days in standard
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chondrogenic differentiation medium by using a StemPro
Chondrogenesis Differentiation Kit (Gibco). Proteoglycan
synthesis evaluation was performed in preparations stained
with Alcian blue solution.

Cardiomyogenic differentiation

CMSCs were cultured in DMEM and 10% FBS in 24-well
plates with 13-mm coverslips with complete medium.
After reaching 60% confluence, cells were incubated with
10 puM 5-azacytidine (Sigma-Aldrich). A control group
was maintained in complete medium. After 24 hours of
incubation, medium was replaced and cells were cultured
in complete DMEM for an additional 4 weeks, when the
expression of molecular cardiac markers was evaluated by
immunofluorescence analysis. Cells were fixed with 4%
paraformaldehyde for 30 minutes, washed twice with PBS
for 3 minutes, and blocked with 5% bovine serum albumin
in PBS for 30 minutes. The following primary antibodies
were then applied and incubated at 4°C for 24 hours: anti-
GATA-4 and anti-connexin 43 (1:200) (Santa Cruz Bio-
technology, Inc., Santa Cruz, CA, USA). Images of differ-
entiated cells and their controls were acquired by confocal
microscopy (Olympus) and ImagePro Plus 7.0 software
(Media Cybernetics).

Endothelial cell differentiation

CMSCs were used for the endothelial cell induction proto-
col. Cells were seeded at a density of 3,000 cells per cm* on
24-well plates in EGM-2 culture medium with supplements
(Lonza, Walkersville, MD, USA) and cultured for 10 days.
The expression of CD31, an endothelial cell marker, was
then evaluated by immunofluorescence (BD Biosciences).
On the following day, sections were incubated with Alexa
fluor 594-conjugated anti-goat IgG (Molecular Probes,
Carlsbad, CA, USA). To induce the formation of capillary-
like structures, 24-well plates were covered with 250 pL
of Matrigel (BD Biosciences) diluted 1:1 in EGM-2.
CMSCs were seeded at a density of 30,000 cells per cm?
and cultured for 24 hours. The formation of capillary-
like structures was observed over time by using an
inverted microscope (Olympus). Additionally, the per-
centage of CD31 cells before and after EGM-2 induction
was evaluated by flow cytometry with APC-conjugated
anti-CD31 (BD Biosciences) diluted 1:50 and by analysis
with the LSRFortessa flow cytometer.

Lymphoproliferation assay

C57BL/6 spleen cell suspensions were prepared in RPMI
medium (Invitrogen, Gibco-BRL, Gaithersburg, MD, USA)
supplemented with 10% fetal bovine serum (Invitrogen,
Gibco-BRL), 2 mM of L-glutamine, 0.1% RPMI 1640
vitamins solution (Sigma-Aldrich), 1 mM of sodium pyru-
vate, 10 mM of Hepes, 50 uM of 2-mercaptoethanol, and
50 pg/mL of gentamycin (Sigma-Aldrich). Splenocytes
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were cultured in 96-well plates at 4 x 10° cells per well, in
a final volume of 200 pL, in triplicate, in the presence of
5 pg/mL concanavalin A (Con A) only or in the presence
of CMSCs pre-treated with 25 pg/mL mitomycin C, at dif-
ferent ratios (CMSC/splenocyte ratio of 1:1, 1:10, or
1:100). After 48 hours, plates were pulsed with 1 pCi of
methyl-3 H thymidine (PerkinElmer, Amersham, Little
Chalfont, UK) for 18 hours, and proliferation was assessed
by measurement of 3 H-thymidine uptake by using a
B-plate counter. The percentage inhibition of spleen cell
proliferation was determined in relation to controls stimu-

lated by Con A in the absence of CMSCs.

Trypanosoma cruzi infection and cell therapy

Infection of C57BL/6 mice was performed by intraperi-
toneal injection of 100 trypomastigotes of the myotropic
Colombian T. cruzi strain [20]. Groups of 10 chronic
chagasic mice (6 months post-infection) were treated
by intramyocardial injection with 10° GFP* CMSCs pre-
pared in 50 pL of sterile 0.9% saline solution and
injected into the lateral wall of the left ventricle by using
an ultrafine needle (12.7 x 0.33 mm 29 G; BD Biosciences)
guided by an echocardiography probe RMV 707B, 30 MHz
(Vevo 707; VisualSonics, Toronto, ON, Canada). All an-
imals were anesthetized by using an inhaled isoflurane
anesthetic circuit 2% (Abbott) for 10 minutes before
and after the intramyocardial injection. Control chaga-
sic mice received the same volume of saline solution
(n=10). One mouse from the cell therapy group died
during the intramyocardial injection. Therefore, the
cell therapy group was composed of nine mice for the
following analysis.

Cell visualization by in vivo imaging system

Transplanted CMSCs were visualized by the in vivo im-
aging system (IVIS) Kodak Image Station 4000MM PRO
equipped with a charge-coupled device camera (Eastman
Kodak Company’s Health Group, now known as Care-
stream Health, Toronto, ON, Canada). For fluorescence
imaging, the machine was configured for 550 nm excita-
tion, 600 nm emission, 3 minutes of exposure, 262 binning,
and fstop 2.5. The acquired images were analyzed with
Carestream MI Application 5.0.2.30 software (Carestream
Health). Whole body images were acquired from the ven-
tral surface of the mice. Images were acquired immediately
after intramyocardial transplantation, accompanied by an
additional follow-up analysis 1 week later, in infected mice
(6 months post-infection).

Morphometric analysis

Heart sections were analyzed by light microscopy, and
images were digitized by using a color digital video cam-
era (CoolSnap, Montreal, QC, Canada) adapted to a
BX41 microscope (Olympus). Morphometric analyses
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were performed 2 months after treatment by using soft-  template ¢cDNA, TagMan Master Mix, and probes (all
ware Image Pro Plus version 7.0 (Media Cybernetics). from Applied Biosystems). All reactions were run in tripli-
The number of inflammatory cells was determined by cate on an ABI7500 Sequence Detection System (Applied
counting 10 fields (400x) per heart in hematoxylin-and-  Biosystems) under standard thermal cycling conditions.
eosin-stained sections, and the percentage of fibrosis Non-template control (NTC) and non-reverse transcrip-
was determined in Masson’s trichrome-stained heart tion controls (No-RT) were included.
sections (200x) as previously described [3]. All of the
analyses were blinded. Confocal immunofluorescence analyses in heart sections
of chagasic mice
Real-time reverse transcription polymerase chain reaction =~ The hearts obtained from chagasic mice were cryopre-
Total RNA was isolated from heart samples with TRIzol  served in Tissue-Tek (Sakura, Alphen aan den Rijn, The
reagent (Invitrogen, Molecular Probes, Eugene, OR, USA),  Netherlands), and 10-pm sections were obtained in Leica
and concentration was determined by photometric meas- CM 1850 UV cryostat (Leica Microsystems, Wetzlar,
urement. A High Capacity cDNA Reverse Transcription — Germany). To evaluate the presence of GFP" cells in the
Kit (Applied Biosystems, Foster City, CA, USA) was used  heart, sections were incubated overnight with the follow-
to synthesize cDNA from 1 pg of RNA in accordance with  ing primary antibodies: anti-connexin 43 and troponin T
the recommendations of the manufacturer. Quantitative (Santa Cruz Biotechnology, Inc.). On the following day,
real-time reverse transcription polymerase chain reaction sections were incubated with Alexa fluor 594-conjugated
(qRT-PCR) assays were performed to detect the expres- anti-goat IgG or Alexa fluor 488-conjugated anti-rabbit
sion levels of tumor necrosis factor-alpha (TNF-a) (Mm IgG (Molecular Probes, Carlsbad, CA, USA). Nuclei were
00443258 ml), interferon-gamma (IFN-y) (MmO008017  stained with 4,6-diamidino-2-phenylindole (DAPI) by
78m1l), interleukin-6 (IL-6) (MmO00446190m1), cyclooxi- using VectaShield Hard Set mounting medium with DAPI
genase 2 (COX-2) (Mm01307329m1), transforming growth ~ H-1500 (Vector Laboratories, Burlingame, CA, USA). Sec-
factor-beta (TGF-p) (Mm00441724m1), and IL-10 (MmOO  tions were then analyzed by using a FluoView 1000 con-
439616m1). The qRT-PCR amplification mixtures contained  focal microscope (Olympus).
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Figure 1 Morphologic and multipotential characterization of cardiac mesenchymal stem cells (CMSCs). (A) Phase contrast microscopy of
CMSCs shows a fibroblast-like morphology in culture. (B-D) CMSCs were submitted to differentiation protocols into mesenchymal lineages. Cell
differentiation was confirmed by positive staining with Oil red for adipocytes (B), Alizarin red for osteocytes (C), and Alcian blue for chondrocytes
(D). Magnification: 20x. (E) Flow cytometry analysis of CMSCs shows the percentages of CD29, CD90, CD45, Sca-1, CD44, CD105, CD117, and
CD34 at passage 8.
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Statistical analyses

All continuous variables are presented as mean + standard
error. Lymphoproliferation assay, morphometry, and qRT-
PCR were analyzed by using one-way analysis of variance
followed by Tukey’s multiple-comparison test with Prism 3.0
(GraphPad Software, San Diego, CA, USA). All differences
were considered significant at P values of less than 0.05.
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Results

Morphological and phenotypical characteristics of cardiac
mesenchymal stem cells

Stem cells isolated from GFP transgenic mouse hearts
had fibroblast-like morphologic characteristics of MSCs
(Figure 1A). CMSCs were analyzed by flow cytometry to
evaluate the expression of cell surface markers used to
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Figure 2 Immunofluorescence, flow cytometry, and capillary-like tube formation analyses of cardiac mesenchymal stem cells (CMSCs)
induced for cardiac and endothelial cell differentiation. (A) Flow cytometry analysis of CD31 expression was evaluated in cells cultured or not
with EGM-2 medium. An increase in the percentage of CD31 expression was observed in EGM-2 cell cultures. (B) Tubular-like structures of
induced CMSCs were evaluated following culture on Matrigel for 24 hours induced by EGM-2 medium (magnification: 20x). (C) Confocal
microscopy analysis of CMSCs after 10 days of endothelial induction by EGM-2 medium reveals positive staining for CD31 (red) in green
fluorescent protein-positive (GFP™) CMSCs (green). (D, E) Four weeks after 5" azacitidine induction, GFP* CMSCs (green) began to express the
cardiac transcription factor GATA-4 (red) (D) and the gap junction protein connexin 43 (red) (E). Sections were co-stained with 4,6-diamidino-
2-phenylindole (DAPI) (blue) for nuclei visualization. Bars represent 30 um in (B) and 50 um in (D) and (E). *** p < 0.001.
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identify different cell populations (Figure 1E). A high
percentage of cells expressing GFP was observed in the
CMSC population. Additionally, a small percentage of
CMSCs showed expression of CD117, whereas the ma-
jority of the cells expressed MSC markers (Sca-1, CD44,
CD73, and CD90). In contrast, the percentage of cells
expressing the hematopoietic cell marker CD45 was low
in the passage used (passage 8), whereas the expression
of CD34 remained high even at passage 8 (26%).

Adipogenic, osteogenic, and chondrogenic differentiation
potential of cardiac mesenchymal stem cells

CMSC cultures lacking differentiation stimuli main-
tained the undifferentiated state (Figure 1A). Stimulation
of CMSCs with adipogenic differentiation medium for
15 days induced the accumulation of intracellular lipid,
as shown by Oil red solution staining (Figure 1B). After
14 days of culture in osteogenic differentiation medium,
cell clusters from CMSCs underwent osteoblast differen-
tiation, as revealed by staining with Alizarin red 2%,
showing the presence of calcium deposits in the cultures
(Figure 1C). Twenty-one days after culture of CMSCs in
chondrogenic differentiation medium, we observed the
initial formation of cell clusters stained with Alcian blue,
confirming the production of proteoglycans and chon-
drogenic differentiation (Figure 1D).

Endothelial cell and cardiomyogenic differentiation of
cardiac mesenchymal stem cells

We analyzed whether CMSCs cultured in EGM-2 devel-
oped an endothelial cell-like phenotype. Flow cytometry
analysis showed an increase in the expression of CD31, an
endothelial marker, after induction (Figure 2A). This was
confirmed by confocal microscopy analysis (Figure 2C).
CMSCs cultured for 10 days in EGM-2 were reseeded on
Matrigel for another 24 hours. After this period, we ob-
served the presence of capillary-like tube formation on
Matrigel, confirming the endothelial cell differentiation
potential (Figure 2B).

CMSCs were cultured for 24 hours in the presence of the
cardiomyogenic-inducing agent 5" azacytidine. We did not
observe any spontaneous beating of CMSCs stimulated or
not with 5" azacytidine. After 2 weeks of culture in the pres-
ence of 5 azacytidine, we observed the expression of two
cardiomyocyte differentiation markers, Gata-4 (Figure 2D)
and connexin-43 (Figure 2E), by confocal microscopy ana-
lysis. However, we did not find an increase in troponin T
gene expression by qRT-PCR analysis during the 3 weeks of
induction with 5" azacytidine (data not shown).

Immunomodulatory potential of cardiac mesenchymal
stem cells in vitro

To analyze the immunomodulatory potential of CMSCs, we
performed a lymphoproliferation assay by using splenocytes
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Figure 3 Concentration-dependent inhibitory effect of cardiac
mesenchymal stem cells (CMSCs) on concanavalin A-stimulated
splenocytes. Mouse splenocytes (SCs) were incubated for 2 days
with concanavalin A in the presence of different numbers of
mitomycin-treated CMSCs (CMSC/SC ratios of 1:1, 1:10, and 1:100).
Spleen cell proliferation was assessed on day 3 by pulsing with
®H-thymidine for 18 hours. Values represent the mean + standard
error of the mean from four independent experiments performed

in triplicate. CPM = counts per minute. **p < 0.01, *** p < 0.001.

Figure 4 Engraftment and survival of green fluorescent
protein-positive (GFP*) cardiac mesenchymal stem cells
(CMSCs) immediately and 1 week after cell transplantation in
chagasic mice. (A) The tracking of GFP™ CMSCs in chagasic mice
was performed immediately in cell transplantation by using an

in vivo image system. Arrow indicates a GFP* fluorescent dot in the
heart of a chagasic mouse after intramyocardial injection in the left
ventricle wall. (B, C) Heart sections of CMSC-treated mice 1 week
after intramyocardial injection show the engraftment and survival of
GFP* cells (green) in chagasic heart by confocal microscopy analysis.
GFP* cells in the tissue did not co-express the cardiomyocyte
markers (red) troponin T (B) or connexin 43 (C). Sections were
co-stained with 4,6-diamidino-2-phenylindole (DAPI) (blue) for nuclei
visualization. Bars represent 20 pm.
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stimulated with the mitogen Con A in the presence or ab-
sence of CMSCs. As shown in Figure 3, the addition of
CMSCs to the cultures of activated splenocytes caused a
concentration-dependent inhibition of proliferation, demon-
strating its immunosuppressive potential in vitro.

Presence of green fluorescent protein-positive cardiac
mesenchymal stem cells in the heart and expression of
cardiac markers after intramyocardial injection in chronic
chagasic mice

Transplanted GFP" CMSCs were observed after intramyo-
cardial injection guided by echocardiography. A fluores-
cent dot was visualized in the heart immediately after
injection by using an in vivo imaging system in three
of the nine analyzed mice, but no signal was detected in
control mice (Figure 4A). One week after intramyocardial
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injection, in vivo imaging analysis was repeated and no
signal was detected. However, GFP" cells could be ob-
served, 1 week after injections, in heart sections of CMSC-
transplanted chagasic mice. However, none of the GFP*
cells observed co-expressed the cardiomyocyte proteins
troponin T (Figure 4B) or connexin-43 (Figure 4C).

Intramyocardial injection of cardiac mesenchymal stem
cells modulates inflammation in chronic chagasic mice
Heart fibrosis and inflammation, typical features of chronic
chagasic cardiomyopathy, were observed in T. cruzi-
infected mice. Morphometric analysis demonstrated a
significant reduction in the number of inflammatory
cells, but not in the fibrotic area, 2 months after CMSC
intramyocardial injection, when compared with saline-
treated controls (Figure 5).
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Figure 5 Morphometric analysis of heart sections from uninfected and chagasic mice treated with cardiac mesenchymal stem cells
(CMSCs) or saline. Representative images of sections of hearts from mice euthanized 2 months after cell therapy with CMSCs and untreated
controls are shown: heart sections of animals untreated (A) and treated (B) stained with hematoxylin and eosin (H&E) and heart sections stained
with Masson'’s trichrome obtained from untreated (C) and treated (D) mice. (E) Number of inflammatory cells per mm? measured in sections
stained with H&E. (F) Percentage of fibrosis quantified in sections stained with Masson'’s trichrome. Results are expressed as mean + standard error
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Additionally, gene expression of pro-inflammatory and
anti-inflammatory factors was evaluated in heart samples.
Treatment with CMSCs produced a statistically signifi-
cant reduction in the expression of TNF-a, but TGF-p
gene expression was increased after CMSC transplant-
ation (Figure 6B and C). No significant differences were
observed in IL-6, COX-2, IFN-y, and IL-10 gene expres-
sion between CMSC- and saline-treated groups (Figure 6A,
D, E, and F).

Discussion
Owing particularly to recent data suggesting their in-
creased cardiomyogenic potential, heart-derived stem cells
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have been considered a promising source for use in cell
therapy for cardiac diseases [14]. Additionally, MSCs have
been isolated from the heart [7,14] by using previously
protocols for cardiac fibroblast isolation [21].

In the present study, we isolated stem cells from the
mouse heart and showed their mesenchymal features. The
analysis of CMSC surface markers showed a pattern simi-
lar to that of MSCs obtained from different sources [22].
A small percentage of CMSCs presented CD117 (c-kit) ex-
pression. The low expression frequency of CD117 on cul-
tured MSCs obtained from different organs has been
previously described [23,24]. Similar characteristics have
been described for fibroblasts obtained from different
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Figure 6 Gene expression of inflammatory mediators in the heart. Heart samples of uninfected or chagasic mice treated with saline or cardiac
mesenchymal stem cells (CMSCs) were removed 2 months after therapy and analyzed by quantitative real-time reverse transcription polymerase

chain reaction for the expression of interleukin-6 (IL-6) (A), tumor necrosis factor-alpha (TNF-a) (B) (*P <0.05 versus saline and ***P <0.001 versus
non-infected), transforming growth factor-beta (TGF-B) (C) (*P <0.05 versus saline and **P <0.01 versus non-infected), interferon-gamma (IFN-y)
(D) (*P <0.05 versus saline), cyclooxigenase 2 (COX-2) (E), and IL-10 (F) (**P <0.01 versus non-infected).
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sources, and therefore unequivocal distinction between
these two cell populations cannot be made [25].

CMSCs obtained in our study met additional criteria
to be defined as MSCs, including differentiation potential
into adipocytes, osteocytes, chondrocytes, and endothelial
cells. These differentiation potentials are also observed in
MSCs obtained from other sources, such as the bone mar-
row [22,26], and have been observed in additional CMSC
studies [14]. However, when stimulated after previously
described cardiomyogenic protocols, CMSCs expressed
cardiac-lineage specifiers, such as GATA-4, and connexin
43, but failed to differentiate completely into beating
cardiomyocytes in vitro. Moreover, after intramyocardial
transplantation, we did not observe in vivo differentiation
into cardiomyocytes at the evaluated time points. These
findings are in contrast to previous reports describing the
generation of differentiated cardiomyocytes in vitro by
other populations of cardiac stem cells [14,27]. However,
the efficiency of differentiation of MSCs into cardiomyo-
cytes in vitro described previously is very low and has
been constantly questioned [26,27]. Thus, the protocol of
induction by using 5" azacitidine has limitations in the in-
duction of cardiomyogenic differentiation, which was con-
firmed in the present study.

Interestingly, we demonstrated for the first time that
CMSCs have significant immunomodulatory potential both
in vitro and in vivo. When co-cultured in the presence of
splenocytes activated by Con A, CMSCs inhibited the lym-
phoproliferation in a concentration-dependent manner. Al-
though this effect was not reported for cardiac-derived
stem cells before, MSCs obtained from other sources, such
as the bone marrow, have been well characterized regard-
ing their immunomodulatory properties [28,29].

Furthermore, we demonstrated a reduction in the num-
ber inflammatory cells in the hearts of chronic chagasic
mice after intramyocardial administration of CMSCs. Ex-
perimental infection with the myotropic Colombian strain
of T. cruzi caused an intense inflammation composed
mainly of mononuclear cells (macrophages and CD4" and
CD8* T cells), which is one of the hallmarks of chronic
chagasic cardiomyopathy [4]. Inflammatory cell modula-
tion was accompanied by a reduction of TNF-« gene ex-
pression, but TGF-f, an anti-inflammatory cytokine, was
upregulated. Previous studies have shown similar results
with the use of MSCs obtained from adipose tissue and
from bone marrow mononuclear cells [3,30].

Treatment with CMSCs, however, did not reduce the
percentage of fibrosis. This may be explained by the fact
that CMSCs contribute to scar formation by the abundant
secretion of collagen type I deposited in the infarct area,
as described by Carlson and colleagues [7] (2011). More-
over, in the present study, it is not possible to determine
whether the beneficial effects exerted by CMSCs could
be translated into improved heart function, since this
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experimental model is not associated with impaired heart
function at the time points analyzed (unpublished data).

Conclusions

CMSCs demonstrated an immunomodulatory potential
in a Chagas disease model but did not reduce fibrosis or
contribute to cardiomyocyte formation. These results
suggest that MSCs may be beneficial in the context of
Chagas disease cardiomyopathy. We speculate that, in
combination with other cell types or factors, MSCs may
participate in tissue regeneration.

Abbreviations

CMSC: cardiac mesenchymal stem cell; Con A: concanavalin A; COX-2:
cyclooxigenase 2; DAPI: 4,6-diamidino-2-phenylindole; DMEM: Dulbecco’s
modified Eagle’s medium; FBS: fetal bovine serum; GFP: green fluorescent
protein; IFN-y: interferon gamma; IL: interleukin; MSC: mesenchymal stem
cell; PBS: phosphate-buffered saline; gRT-PCR: quantitative real-time reverse
transcription polymerase chain reaction; TGF-B: transforming growth
factor-beta; TNF-a: tumor necrosis factors-alpha.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions

DNS contributed to conception and design, critical revision, data collection
and analysis, and manuscript writing. BFS contributed to data collection and
analysis, critical revision, and manuscript writing. CMA, JFV, and RHC
contributed to data collection and analysis. MBPS and RRS contributed to
conception and design and to critical revision. All authors read and
approved the final manuscript.

Acknowledgments

This work was supported by CNPg, FAPESB, FINEP, and FIOCRUZ. The authors
thank Luiz Fernando Quintanilha for technical assistance in flow cytometry
analysis.

Received: 8 January 2014 Accepted: 20 June 2014
Published: 1 July 2014

References

1. Ribeiro Dos Santos R, Rassi S, Feitosa G, Grecco OT, Rassi A Jr, da Cunha AB,
de Carvalho VB, Guarita-Souza LC, de Oliveira W Jr, Tura BR, Soares MB, de
Carvalho AC C, Chagas Arm of the MiHeart Study Investigators: Cell therapy
in Chagas cardiomyopathy (Chagas arm of the multicenter randomized
trial of cell therapy in cardiopathies study): a multicenter randomized
trial. Circulation 2012, 125:2454-2461.

2. Guarita-Souza LC, Carvalho KA, Woitowicz V, Rebelatto C, Senegaglia A,
Hansen P, Miyague N, Francisco JC, Olandoski M, Faria-Neto JR, Brofman P:
Simultaneous autologous transplantation of cocultured mesenchymal
stem cells and skeletal myoblasts improves ventricular function in a
murine model of Chagas disease. Circulation 2006, 114:1120-1124.

3. Larocca TF, Souza BS, Silva CA, Kaneto CM, Alcantara AC, Azevedo CM,
Castro MF, Macambira SG, Soares MB, Ribeiro-dos-Santos R: Transplantation
of adipose tissue mesenchymal stem cells in experimental chronic
chagasic cardiopathy. Arg Bras Cardiol 2013, 100:460-468.

4. Soares MB, Pontes-De-Carvalho L, Ribeiro-Dos-Santos R: The pathogenesis
of Chagas’ disease: when autoimmune and parasite-specific immune
responses meet. An Acad Bras Cienc 2001, 73:547-559.

5. Heng BC, Haider H, Sim EK, Cao T, Ng SC: Strategies for directing the
differentiation of stem cells into the cardiomyogenic lineage in vitro.
Cardiovasc Res 2004, 62:34-42.

6. Barile L, Messina E, Giacomello A, Marban E: Endogenous cardiac stem
cells. Prog Cardiovasc Dis 2007, 50:31-48.

7. Carlson S, Trial J, Soeller C, Entman ML: Cardiac mesenchymal stem cells
contribute to scar formation after myocardial infarction. Cardiovasc Res
2011, 91:99-107.



Silva et al. Stem Cell Research & Therapy 2014, 5:81
http://stemcellres.com/content/5/4/81

8. Dawn B, Stein AB, Urbanek K, Rota M, Whang B, Rastaldo R, Torella D,

Tang XL, Rezazadeh A, Kajstura J, Leri A, Hunt G, Varma J, Prabhu SD,
Anversa P, Bolli R: Cardiac stem cells delivered intravascularly traverse
the vessel barrier, regenerate infarcted myocardium, and improve
cardiac function. Proc Natl Acad Sci U S A 2005, 102:3766-3771.

9. Martin CM, Meeson AP, Robertson SM, Hawke TJ, Richardson JA, Bates S,
Goetsch SC, Gallardo TD, Garry DJ: Persistent expression of the
ATP-binding cassette transporter, Abcg?, identifies cardiac SP cells
in the developing and adult heart. Dev Biol 2004, 265:262-275.

10.  Matsuura K, Nagai T, Nishigaki N, Oyama T, Nishi J, Wada H, Sano M, Toko H,
Akazawa H, Sato T, Nakaya H, Kasanuki H, Komuro I: Adult cardiac Sca-1-positive
cells differentiate into beating cardiomyocytes. J Biol Chem 2004,
279:11384-11391.

11. Messina E, De Angelis L, Frati G, Morrone S, Chimenti S, Fiordaliso F, Salio M,
Battaglia M, Latronico MV, Coletta M, Vivarelli E, Frati L, Cossu G, Giacomello A:
Isolation and expansion of adult cardiac stem cells from human and
murine heart. Circ Res 2004, 95:911-921.

12. Oh H, Bradfute SB, Gallardo TD, Nakamura T, Gaussin V, Mishina Y, Pocius J,
Michael LH, Behringer RR, Garry DJ, Entman ML, Schneider MD: Cardiac
progenitor cells from adult myocardium: homing, differentiation, and
fusion after infarction. Proc Natl Acad Sci U S A 2003, 100:12313-12318.

13. Steele A, Jones OY, Gok F, Marikar Y, Steele P, Chamizo W, Scott M, Boucek
RJ Jr: Stem-like cells traffic from heart ex vivo, expand in vitro, and can
be transplanted in vivo. J Heart Lung Transplant 2005, 24:1930-1939.

14. Gambini E, Pompilio G, Biondi A, Alamanni F, Capogrossi MC, Agrifoglio M,
Pesce M: C-kit + cardiac progenitors exhibit mesenchymal markers and
preferential cardiovascular commitment. Cardiovasc Res 2011, 89:362-373.

15. Boyle AJ, Schulman SP, Hare JM, Oettgen P: Is stem cell therapy ready for
patients? Stem Cell Therapy for Cardiac Repair. Ready for the Next Step.
Circulation 2006, 114:339-352.

16. Choi YH, Kurtz A, Stamm C: Mesenchymal stem cells for cardiac cell
therapy. Hum Gene Ther 2011, 22:3-17.

17. Hackett TL, Knight DA, Sin DD: Potential role of stem cells in management
of COPD. Int J Chron Obstruct Pulmon Dis 2010, 5:81-88.

18.  Salem HK, Thiemermann C: Mesenchymal stromal cells: current
understanding and clinical status. Stem Cells 2010, 28:585-596.

19, Uccelli A, Pistoia V, Moretta L: Mesenchymal stem cells: a new strategy for
immunosuppression? Trends Immunol 2007, 28:219-226.

20. Federici EE, Abelmann WH, Neva FA: Chronic and Progressive Myocarditis
and Myositis in C3h Mice Infected with Trypanosoma Cruzi. Am J Trop
Med Hyg 1964, 13:272-280.

21. leda M, Fu JD, Delgado-Olguin P, Vedantham V, Hayashi Y, Bruneau BG,
Srivastava D: Direct reprogramming of fibroblasts into functional
cardiomyocytes by defined factors. Cell 2010, 142:375-386.

22. da Silva ML, Chagastelles PC, Nardi NB: Mesenchymal stem cells reside in
virtually all post-natal organs and tissues. J Cell Sci 2006, 119:2204-2213.

23. Hong SH, Gang EJ, Jeong JA, Ahn C, Hwang SH, Yang IH, Park HK, Han H,
Kim H: In vitro differentiation of human umbilical cord blood-derived
mesenchymal stem cells into hepatocyte-like cells. Biochem Biophys Res
Commun 2005, 330:1153-1161.

24, Shin JW, Lee DW, Kim MJ, Song KS, Kim HS, Kim HO: Isolation of
endothelial progenitor cells from cord blood and induction of
differentiation by ex vivo expansion. Yonsei Med J 2005, 46:260-267.

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

26.  Zhen-Zhou C, Xiao-Dan J, Gui-Tao L, Jiang-Hua S, Ling-Hui L, Mou-Xuan D,
Ru-Xiang X: Functional and ultrastructural analysis of endothelial-like cells
derived from bone marrow stromal cells. Cytotherapy 2008, 10:611-624.

27. Beltrami AP, Barlucchi L, Torella D, Baker M, Limana F, Chimenti S, Kasahara
H, Rota M, Musso E, Urbanek K, Leri A, Kajstura J, Nadal-Ginard B, Anversa P:
Adult cardiac stem cells are multipotent and support myocardial
regeneration. Cell 2003, 114:763-776.

28. Le Blanc K, Tammik C, Rosendahl K, Zetterberg E, Ringden O: HLA
expression and immunologic properties of differentiated and
undifferentiated mesenchymal stem cells. Exp Hematol 2003, 31:890-896.

Page 10 of 10

29. LiuH, Lu K, MacAry PA, Wong KL, Heng A, Cao T, Kemeny DM: Soluble
molecules are key in maintaining the immunomodulatory activity of
murine mesenchymal stromal cells. J Cell Sci 2012, 125:200-208.

30. Soares MB, Lima RS, Rocha LL, Takyia CM, Pontes-de-Carvalho L, de Carvalho AC,
Ribeiro-dos-Santos R: Transplanted bone marrow cells repair heart tissue
and reduce myocarditis in chronic chagasic mice. Am J Pathol 2004,
164:441-447.

doi:10.1186/scrt470

Cite this article as: Silva et al.: Intramyocardial transplantation of cardiac
mesenchymal stem cells reduces myocarditis in a model of chronic
Chagas disease cardiomyopathy. Stem Cell Research & Therapy 2014 5:81.

Submit your next manuscript to BioMed Central
and take full advantage of:

¢ Convenient online submission

¢ Thorough peer review

* No space constraints or color figure charges

¢ Immediate publication on acceptance

¢ Inclusion in PubMed, CAS, Scopus and Google Scholar

* Research which is freely available for redistribution

Submit your manuscript at
www.biomedcentral.com/submit

( BiolVied Central




	Abstract
	Introduction
	Methods
	Results
	Conclusions

	Introduction
	Materials and methods
	Animals
	Isolation and culture of stem cells
	Phenotypic characterization by flow cytometry
	Adipogenic, osteogenic, and chondrogenic differentiation
	Cardiomyogenic differentiation
	Endothelial cell differentiation
	Lymphoproliferation assay
	Trypanosoma cruzi infection and cell therapy
	Cell visualization by in�vivo imaging system
	Morphometric analysis
	Real-time reverse transcription polymerase chain reaction
	Confocal immunofluorescence analyses in heart sections of chagasic mice
	Statistical analyses

	Results
	Morphological and phenotypical characteristics of cardiac mesenchymal stem cells
	Adipogenic, osteogenic, and chondrogenic differentiation potential of cardiac mesenchymal stem cells
	Endothelial cell and cardiomyogenic differentiation of cardiac mesenchymal stem cells
	Immunomodulatory potential of cardiac mesenchymal stem cells in�vitro
	Presence of green fluorescent protein-positive cardiac mesenchymal stem cells in the heart and expression of cardiac markers after intramyocardial injection in chronic chagasic mice
	Intramyocardial injection of cardiac mesenchymal stem cells modulates inflammation in chronic chagasic mice

	Discussion
	Conclusions
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgments
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


