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Abstract

Although cell therapy of the failing heart by intramyocardial injections of myoblasts to results
in regenerative benefit, it has also been associated with undesired and prospectively fatal
arrhythmias. We hypothesized that intramyocardial injections of myoblasts could enhance
inflammatory reactivity and facilitate electrical cardiac abnormalities that can be reduced by
epicardial myoblast sheet delivery. In a rat model of ischemic heart failure, myoblast therapy
either by intramyocardial injections or epicardial cell sheets was given 2 weeks after occlu-
sion of the coronary artery. Ventricular premature contractions (VPCs) were assessed,
using an implanted three-lead electrocardiograph at 1, 7, and 14 days after therapy, and 16-
point epicardial electropotential mapping (EEPM) was used to evaluate ventricular arrhyth-
mogenicity under isoproterenol stress. Cardiac functioning was assessed by echocardiog-
raphy. Both transplantation groups showed therapeutic benefit over sham therapy.
However, VPCs were more frequent in the Injection group on day 1 and day 14 after therapy
than in animals receiving epicardial or sham therapy (p < 0.05 and p < 0.01, respectively).
EEPM under isoproterenol stress showed macroreentry at the infarct border area, leading
to ventricular tachycardias in the Injection group, but not in the myoblast sheet- or sham-
treated groups (p = 0.045). Both transplantation types modified the myocardial cytokine ex-
pression profile. In animals receiving epicardial myoblast therapy, selective reductions in
the expressions of interferon gamma, interleukin (IL)-183 and IL12 were observed, accompa-
nied by reduced infiltration of inflammatory CD11b- and CD68-positive leukocytes, com-
pared with animals receiving myoblasts as intramyocardial injections. Intramyocardial
myoblast delivery was associated with enhanced inflammatory and immunomodulatory re-
activity and increased frequency of VPCs. In comparison to intramyocardial injection, the
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epicardial route may serve as the preferred method of skeletal myoblast transplantation to
treat heart failure.

Introduction

Cell therapy of ischemic heart failure with skeletal myoblasts initiated the first hype in cardiac
cell transplantation more than a decade ago [1-4]. Transplanted myoblasts populated the heart
and reversed ventricular remodeling through secretion of paracrine mediators [5]. In addition,
isolation and expansion of autologous myoblasts did not involve complicated laboratory proce-
dures, genetic manipulation, or allogeneic material, allowing swift application in the clinical
arena. Since then, several studies—including large-scale randomized clinical trials—have impli-
cated a limited therapeutic efficacy and possibly fatal arrhythmogenicity for myoblast cell ther-
apy [6-11]. These undesired effects were explained, at least in part, by inconsistencies in cell
transplantation protocols (number of myoblasts transplanted, methods of myoblast delivery
into the heart) or target heart pathology that could fundamentally affect the behavior of the
transplanted myoblasts.

The route of delivery plays an important role in the arrhythmogenicity of cell transplanta-
tion in chronic heart failure [12]. Cell delivery by intramyocardial injections causes formation
of heterogenic cell clusters that consist of the transplanted cells and infiltrated host cells, lead-
ing to formation of potential areas of electrical reentry that may cause ventricular tachyar-
rhythmias [13]. On the other hand, epicardial transplantation of scaffold-free cell sheets on the
surface of the heart promotes survival of the transplanted cells and enhances the therapeutic ef-
fects of myoblast delivery [4]. A recent report by Narita et al. demonstrated a low level of
arrhythmogenicity for cell-sheet transplantation [14]. We hypothesized that selective modifica-
tion of myocardial inflammatory reactivity by direct cell injections into myocardial tissue may
be associated with ventricular arrhythmias. Moreover, we investigated whether such inflamma-
tory reactivity and associated arrhythmias could be avoided by epicardial myoblast sheet trans-
plantation without compromising therapeutic efficacy.

Materials and Methods

All animals were maintained and study procedures performed in accordance with the "Princi-
ples of Laboratory Animal Care" formatted by the National Society for Medical Research. All
animal experiments were approved by the Local Ethics Committee of Osaka University Hospi-
tal. All procedures and measurements were performed blinded to the treatment methods
when applicable.

Primary skeletal myoblasts and myoblast sheets

Primary skeletal myoblasts were isolated from the tibial anterior muscles of 3-week-old male
Lewis rats (n = 10, weight 100-150 g), as described previously [2]. Briefly, the muscles were ex-
cised and washed with phosphate-buffered saline (PBS). After meticulous removal of nonmus-
cle tissues, the muscles were weighed, minced, and enzymatically digested with collagenase
(Gibco BRL, Rockville, MD, USA), 5 mg/mL at 37°C for 40 min. The cells were collected and
resuspended in Dulbecco’s modified Eagle’s medium (DMEM) (Gibco BRL) with 20% fetal bo-
vine serum (FBS) and 1% penicillin-streptomycin (Gibco BRL). The cells were plated in
100-mm collagen-coated culture dishes (Iwaki Co. Ltd., Tokyo, Japan) and cultured at 37°C in
a humidified atmosphere containing 5% CO,. Poly-N-isopropylacrylamide (PIPAAm)
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Fig 1. Study protocol timeline. Myoblast cell therapy as intramyocardial injections or epicardial sheets was administered 2 weeks after induction of heart
failure and ischemia by ligation of the left anterior coronary artery (Myocardial infarction). Electrocardiography (Holter) was monitored constantly, using
implanted Holter monitors, and specific recordings were made on days 1, 7, and 14 after cell therapy administration. Echocardiography (Echo), as measured
first before and then 2 weeks after myoblast transplantation, was used to evaluate therapy efficacy. Epicardial electropotential mapping (EEPM) was
performed 14 days after therapy administration.

doi:10.1371/journal.pone.0123963.g001

thermoresponsive polymer-coated culture dishes were used to construct the myoblast sheets
[15]. The surfaces of these dishes are hydrophobic at an incubator temperature of 37°C, but be-
come hydrophilic at temperatures less than 20°C. A total of 9 x 10° cells in suspension were
plated on the PIPAAm cell-culture dish and incubated for 1-2 days, as outlined above. There-
after, the cell sheets spontaneously detached from these dishes at 20°C in 1 h. For the injections,
a myoblast single-cell suspension of 9 x 10° cells was used.

Model of ischemic cardiomyopathy and skeletal myoblast
transplantation

Female Lewis rats 8 weeks of age (175-225g) underwent permanent ligation of the left anterior
descending (LAD) artery at the level of the left atrial appendage through the 4™ intercostal
space (n = 70) [16]. Two weeks after the LAD ligation, a rethoracotomy through the 5™ inter-
costal space was performed for myoblast transplantation. The rats were randomized into three
groups: 1) direct intramyocardial injection of 9 x 10° cells in 100 ul PBS, using a 31-gauge nee-
dle (Injection group, n = 17), 2) epicardial application of a myoblast sheet, consisting of 9 x 10°
cells, on the infarct area (Sheet group, n = 18), or 3) sham operation (Control group, n = 19).
The sham-operated rats underwent induction of infarction by LAD ligation and a rethoracot-
omy after 2 weeks without cell transplantation.

Echocardiography

Fig 1 illustrates the experimental protocol. Echocardiography (ECG) was performed before the
LAD ligation as well as before and 2 weeks after myoblast transplantation. The rats were anes-
thetized by 2% isoflurane inhalation for transthoracic ECG, and the end-diastolic and end-sys-
tolic diameters (LVEDD and LVESD, respectively) of the left ventricles (LVs) were measured
at the level of the papillary muscles, using the M-mode. The two-dimensional mode was used
to assess the LV ejection fraction (LVEF).

Telemetric electrocardiography

Each animal was implanted with a three-lead electrocardiographic device (Unique Medical Co.
Ltd, Tokyo, Japan) into its back before myoblast transplantation at 2 weeks after LAD ligation.
The electrodes were placed at shoulder level and at the midline of the nape. A 6-h electrocar-
diographic assessment was performed on all animals on days 1, 7, and 14 after treatment to re-
cord the ECG and signal intensification, which were analyzed by Unique Medical Acquisition
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Software (Unique Medical Co. Ltd.). The number of ventricular premature contractions
(VPCs) was calculated as the percentage of all ventricular beats. Multiform consecutive VPCs
and ventricular tachycardias (VTs) were quantified as the number of events during a

24-h period.

Epicardial electropotential mapping under isoproterenol stress

After the 14-day follow-up (Fig 1), 16-point epicardial electropotential mapping (EEPM) was
performed with an epicardial multielectrode probe (Unique Medical Co. Ltd.). This probe con-
sists of 16 needle electrodes, molded in a 5 x 5-mm silicone plate in a quadrangular fashion.
Each electrode’s electric potential was recorded at 2.0-ms intervals. These recordings were per-
formed at four points in the infarct border area before and after administration of the proar-
rhythmic drug, isoproterenol (0.1 pmol/L, Sigma-Aldrich, Tokyo, Japan) by transapical

bolus injection.

Histological studies

After the 14-day follow-up, following ECG and electrocardiography assessments, the rats were
euthanized under anesthesia by potassium chloride injection through the apex of the heart.
The hearts were harvested and the LV sliced into four pieces along the short axis. The speci-
mens were fixed with 4% formaldehyde and embedded in paraffin. Sections (10 pum thick) were
examined by immunofluorescence for leukocyte/monocyte infiltration by cluster of differentia-
tion (CD)11b (Abcam plc, Cambridge, UK) expression with 4',6-diamidino-2-phenylindole
(DAPI, Sigma-Aldrich) counterstaining. Monocyte/macrophage infiltration was further con-
firmed with immunohistochemical staining of CD68. Antigen retrieval was done at 95°C for

1 h in 10 mM citrate buffer and endogenous peroxidase was blocked by 0.5% H,O,-treatment
for 30 min. The sections were then blocked in 10% normal goat serum (Vector Laboratories,
Peterborough, UK), followed by incubation with primary antibody against CD68 (Abcam,
1:100 dilution) and biotinylated secondary antimouse antibody (Vector Laboratories). The sec-
tions were then further treated, using the Vectastain Elite ABC kit followed by the 3-amino-
9-ethylcarbazole (AEC) Peroxidase Substrate Kit (Vector Laboratories). Prior to mounting, the
sections were counterstained with eosin. Six images per myocardial section were used (20x
magnification) to calculate the mean values of the positively stained area. The images were ana-
lyzed, using Image]J software (imagej.nih.gov/ij/).

Evaluation of myocardial gene expression by real-time PCR

Immediately after harvesting, the midventricle infarct border area was cut and immersed in
RNAlater RNA-Stabilization Reagent (Qiagen, Hilden, Germany) to stabilize the RNA (n = 18,
six animals from each group). The total RNA was then isolated (RNeasy Mini Kit, Qiagen) and
purified (RNase-Free DNase Kit, Qiagen). Reverse transcription was executed with 1 ug of total
RNA (Omniscript Reverse Transcriptase, Qiagen). The sets of primers and a TagMan probe,
which was labeled with a reporter dye, fluorescein amidite (FAM) at the 5'-end and a quencher
dye, carboxytetramethylrhodamine (TAMRA) at the 3’-end, were designed with Primer Ex-
press software (Life Technologies, ThermoFisher, Waltham, MA, USA). The real-time poly-
merase chain reaction (rtPCR) was carried out, using the ABI PRISM 7700 Sequence Detection
System with TagMan Universal PCR Master Mix (Applied Biosystems). Absolute quantifica-
tion was used to determine the number of fragments (copy number), using external standards.
A PCR product containing the target sequence was used as the standard and was evaluated at
seven different copy numbers. Relative quantification was calculated by the ratio between the
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amount of target and glyceraldehyde 3-phosphate dehydrogenase (GAPDH) within the same
sample. The sequences for the primers and probes used in this study are listed in S1 Table.

Statistical analysis

All values are expressed as mean + standard error of the mean (SEM). The differences between
groups were compared, using one-way analysis of variance (ANOVA) and Newman-Keul’s
posttest with multiple comparisons. Contingency tables were analyzed with Fisher’s test (mor-
tality and VT’s). Pairwise comparisons were performed using student’s t-test. Statistical analy-
ses were performed with Graph Pad Prism 4.0 (GraphPad Software Inc., San Diego, CA, USA).
A value of p < 0.05 was considered significant.

Results

Mortality following the LAD ligation was 14% (10/70). All mortality occurred during or soon
after the surgical procedure, due to surgical stress. Prior to randomization, six rats were exclud-
ed from the study, due to the lack of infarction in the pretreatment ECG. Mortality following
the surgery for transplantation therapy was 14% (3/21) in the Sheet group, 19% (4/21) in the
Injection group, and 14% (3/22) in the sham rethoracotomy group, with no statistical differ-
ences between the groups.

Therapeutic efficacy of myoblast transplantation

To evaluate the regenerative therapeutic efficacy of the treatment modalities, LVEF, LVEDD,
and LVESD were assessed before and 2 weeks after the treatment, using transthoracic ECG
(Fig 2). LVEF was significantly increased in the Sheet (40 £ 5-50 + 7%) and the Injection

(41 £ 6-44 + 7%) groups at follow-up, but was decreased in the Sham group (43 + 5-36 + 7%)
(Fig 2A). A similar result was found for fractional shortening (FS) (Fig 2B). LVEDD increased
in the Control group (6.1 £ 0.9-6.9 + 0.7 mm), while this increase was not observed in the
Sheet (6.5 £ 0.4-6.8 £ 0.7 mm) or Injection (6.5 £ 0.4-6.8 + 0.7) groups (Fig 2C). Fig 2D shows
representative hematoxylin-eosin-stained images of the myocardium at the 14-day follow-up
from each group to demonstrate the effect of myoblast transplantation on remodeling of the
LV.

Reduced spontaneous arrhythmias following epicardial myoblast sheet
transplantation

A 6-h continuous ECG monitoring was performed, using telemetry on days 1, 7, and 14 after
the myoblast transplantations. The Injection group showed more VPCs than the Control
group on days 1 and 14, while the Injection group showed more VPCs than the Sheet group on
days 7 and 14 (Fig 3). There was no significant difference between the Sheet group and the
Control group: (Sheet: 15.6 + 11.2 onday 1, 3.1 + 2.2 on day 7, and 1.0 + 1.0 on day 14; Injec-
tion: 41.3 £ 16.4 on day 1, 35.2 + 13.3 on day 7, and 71.5 + 29.8 on day 14; Control: 1.7 £ 1.2 on
day 1,18.0 + 13.5 on day 7, and 1.4 + 1.0 on day 14. No VT's were detected in any of the rats
during the Holter recordings.

Intramyocardial myoblast injection-induced formation of electrical
reentry
EEPM showed no significant differences in QRS wavelength, activation/repolarization inter-

vals, or refractory times among the groups. However, two rats of the Injection group showed
an area of macroreentry at the infarct border where the myoblasts were injected (Fig 4). In
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Fig 2. Panel A: Epicardial transplantation of myoblast sheets (Sheet group, n = 18) significantly improved the left ventricular ejection fraction (EF).
In sham-treated animals (Control group, n = 19), EF decreased markedly during the 2-week follow-up. This decrease in EF was attenuated by myoblast
intramyocardial injection therapy (Injection group, n = 17). Panel B: Significant improvement in fractional shortening (FS) was observed in the Sheet group.
FS significantly deteriorated in the Control group, while in the Injection group this decrease was attenuated. Panel C: As a measure of left ventricular
remodeling, the left ventricular end-diastolic diameter (LVEDD) decreased in the Sheet group and increased in the Control group. In the Injection group, the
LVEDD remained similar to the baseline value. Panel D: Representative hematoxylin-eosin-stained paraffin-embedded sections of the heart on the
midventricular short axis from each group. The myocardium in the Sheet group demonstrated less remodeling of the left ventricle than the Control group. A
similar, but less pronounced, effect on remodeling was evident in the Injection group. * p < 0.05, ** p < 0.01 Sheet group vs. Control group; 1 p <0.05, t1

p < 0.01 Sheet group vs. Injection group.

doi:10.1371/journal.pone.0123963.g002

both of these rats, isoproterenol administration caused a VT that developed from the site of the
reentry. In two other rats of the Injection group, isoproterenol administration induced VT
without clear detection of an area of reentry. The Sheet or Control groups did not show any
macroreentry areas or induce VTs by isoproterenol administration (p = 0.045).

Leukocyte infiltration and inflammatory gene expression in the
myocardium

Immunofluorescent staining for CD11b (p < 0.001) and immuhistochemistry for CD68
(p < 0.05, Fig 5) detected less macrophage accumulation in the infarct border areas of the
Sheet and Control groups than in that of the Injection group at the 14-day follow-up.
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Fig 3. Ventricular premature contractions (VPCs) after epicardial myoblast sheet transplantation
(Sheet group, n = 18) or intramyocardial myoblast injections (Injection group, n = 17). The Control
group (n = 19) received, instead of myoblast therapy, a sham operation 2 weeks after myocardial infarction.
Electrocardiography was monitored continuously. The number of VPCs was significantly higher in the
Injection group on days 1 (p < 0.05) and 14 (p < 0.01) after myoblast transplantation than in the Control group
(*) and significantly higher on days 7 (p < 0.05) and 14 (p < 0.01) than in the Sheet group (1). There was no
ventricular tachycardia recorded in any of the animals.

doi:10.1371/journal.pone.0123963.g003

Inflammatory gene expression in the myocardium was evaluated, using rtPCR. Fig 6 dem-
onstrates the expression patterns of interferon (IFN)y, IL1B, IL12, IL15, IL2R, inducible protein
10/chemokine (C-X-C motif) ligand 10 (IP10/CXCL10), monocyte chemoattractant protein 1/
chemokine (C-C motif) ligand 2 (MCP1/CCL2), macrophage inflammatory protein 1o/chemo-
kine (C-C motif) ligand 3 (MIP10/CCL3), MIP1B/CCL4, and MIP1y/CCL9, which differed sta-
tistically between animals in the Injection group and those in the Control group. The
expressions of IL6 and IL10 in the myocardium remained low in all groups, and there were no
differences between the groups. The expression of connexin 43 (CNX43) was not significantly
different statistically among the groups. Interestingly, the selective expressions of I[FNy, IL1,
and IL12 genes were significantly greater in the Injection group than in the Sheet group. The
expression levels of IL1f and IL12 in the Injection group did not differ from the relatively low
expression levels observed in the Control group.

Discussion

Using a rat model of ischemic heart failure, we show here that epicardial transplantation of
myoblast sheets prevents the undesired development of spontaneous ventricular
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Fig 4. Electropotential mapping was performed epicardially with a 16-needle probe at 2.0-ms
intervals. In the premedication maps, one cardiac R-R-cycle is shown (images from 18 ms to 218 ms) ata
normal rat heart rate (300 beats per minute, bpm). An area of reentry can be seen as red coloration in the
middle of the border area measured. Sixty seconds after a bolus injection of isoproterenol, the reentry area
was observed, while 120 s after the isoproterenol bolus, a full ventricular tachycardia has developed, with a
heart rate of approximately 6000 bpm.

doi:10.1371/journal.pone.0123963.g004

tachyarrhythmias associated with cell delivery by intramyocardial injections. Reentry tachycar-
dias provoked by an adrenergic isoproterenol challenge were observed only in the group treat-
ed with skeletal myoblast injections. Moreover, myoblast injections—but not epicardial
deposition—increased the myocardial inflammatory infiltrate (as evidenced by the number of
CD11b- and CD68-positive cells) and increased the gene expression of IL1B, IL12, and IFNy
proinflammatory cytokines. Therapy of ischemic heart failure by epicardial myoblast sheets
improved cardiac functioning, with superior efficacy over myoblast therapy by intramyocardial
injections.

Intramyocardial myoblast delivery generates cell clusters of transplanted cells, results in ac-
cumulation of host-derived inflammatory cells, and induces ventricular tachyarrhythmias
[8,17]. The role played by the inflammatory process in these myocardial electrical abnormali-
ties has remained unclear. Myocardial infarction is closely linked to inflammation and in-
creased production of inflammatory cytokines [18]. Intramyocardial injections may induce
host myocardial injury and/or death of injected cells, processes that signal for initiation and ac-
celeration of the inflammatory process in the longer run. Our results demonstrate that in-
creased or sustained inflammatory leukocyte infiltration and selective expression of the
proinflammatory cytokines IL1f, IL12, and IFNY are linked to myoblast intramyocardial deliv-
ery and are associated with the VPCs induced by this type of therapy administration. Of note,
isoproterenol-stimulated electrical macroreentry, as visualized here using EEPM in two myo-
blast-injected rats, suggests that the inflammatory infiltrate or sustained production of IL13/
IL12/IENY positively influences the process of macroreentry. By contrast, epicardial myoblast-
sheet implantation did not induce accumulation of macrophages and, importantly, neither pro-
duced an electrical macroreentry area nor enhanced the ventricular tachyarrhythmic potential.

To achieve clinical relevance with timing of cell transplantation, myoblast therapies were
administered 14 days after the induction of myocardial infarction. In this model, therapeutic
benefit was more evident following epicardial myoblast sheet implantation than direct myo-
blast injection. Since the expression profiles of several cytokines were similar between the Injec-
tion and Sheet groups, the difference in therapeutic effect likely resulted from differential
survival of myoblasts and the magnitude of acute inflammation postimplantation. Since epicar-
dial cell transplantation increases cell survival in comparison to cell injections [19], its greater
therapeutic effects can be mediated by increased amounts of myoblast-derived cardioprotective
paracrine factors. Although direct myocardial cell injection up-regulates cardioprotective fac-
tors in the myocardium, it also induces up-regulation of the proinflammatory cytokines, in-
cluding IL1B, that adverse affect the contractile function of cardiomyocytes [20] or serve to
exacerbate myocardial fibrosis [21]. Moreover, myoblast-sheet transplantation results in higher
myocardial graft retention and more even graft distribution at the site of transplantation, as op-
posed to injection-associated formation of cell clusters and cell localizations in the lungs [14].

As outlined above, the cytokines observed here as being selectively induced by intramyocar-
dial myoblast injections were IL1p, IL12, and IFNYy. Taken together with increased CD11b-/
CD68-positive leukocyte infiltration, a hypothesis of macrophage subtype modulation by these
therapy types can be postulated. Increased production of IL12 from dendritic cells and mono-
cytes in response to intracardiac myoblast delivery by injections could stimulate helper 1 T
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Fig 5. Panels A-C: Representative imnmunofluorescence images of CD11b-expression, with DAPI counterstaining of the nuclei of the myocardium
2 weeks after myoblast cell therapy (4 weeks after myocardial infarction). Infiltration of CD11b-positive cells by epicardial transplantation (panel A) was
similar to that of the Control group (panel C). Panel D: Clusters of CD11b-positive inflammatory cells can be seen in the myocardium of the Injection group at
a higher magnification. Panel E shows densitometry quantitation of CD11b-expression in the various groups (n = 6). In the group receiving intramyocardial
injections, an increased leukocyte infiltrate was evident in comparison to the Control or Sheet groups (*** p < 0.001 vs. Injection group). Panels F-l show
CD68-staining similar to that of CD11b. Quantitation of the CD68-positive area showed increased CD68-positive cell infiltration in the Injection group in
comparison to the Sheet and Control groups (panel J, * p < 0.05 for both comparisons).

doi:10.1371/journal.pone.0123963.9005
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Fig 6. Myocardial gene expressions of inflammatory genes in the sham-treated (Control group, n = 6)
and in the groups receiving myoblast cell therapy as intramyocardial injections (Injection group,

n = 6) or epicardial cell sheets (Sheet group, n = 6). Data are expressed as mean + SEM. * p <0.05, **

p < 0.01 compared with the Control group. 1 p < 0.05 compared with the Injection group.

doi:10.1371/journal.pone.0123963.9g006

(Ty1) and natural killer (NK) cells to produce IFNy, which in turn could shift macrophage po-
larity towards an IL1-producing proinflammatory M1 subtype [22]. Predominance of this sub-
type, implicated in the acute phase of injury after myocardial infarction [23,24] could then
limit the therapeutic potential of myoblasts. In turn, attenuating the host myocardial IL12 re-
sponse by epicardial myoblast delivery could drive the myocardial cytokine profile into one
serving a more regenerative and restorative function [24]. This would be suggested by the dual
nature of MCP1 in the heart [25,26].
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IL1 has been directly implicated in heart failure pathogenesis [27,28], negative modulation
of cardiomyocyte contractility, and electrical conduction [29,30]. This cytokine is produced in
response to tissue damage, primarily by tissue-infiltrating monocytes [30]. Importantly, sup-
pression of myocardial IL1 signaling can improve the survival of grafted myoblasts, suggesting
an essential role for suppression of the IL1 pathway in myoblast therapy [31]. Therefore, selec-
tive modulation of this cytokine, as seen here by choice of transplantation technique, may help
to attenuate its adverse effects on myocardial functioning in cell transplantation. The role of
IL1 in adverse remodeling and in both direct and indirect (e.g. pathological cardiac morpholo-
gy, stimulation of immunological and inflammatory signaling) modification of cardiac
electrophysiological conduction circuitry deserves further investigation.

The selective induction of IL12 by intramyocardial injections of myoblasts, as evidenced
here, should be evaluated further. IL12 is produced mainly by cells of the immune system, such
as monocytes and dendritic cells [32], and it regulates the functioning of NK cells and T-cells
[32]. Increased IL12 after intramyocardial myoblast delivery, but not after epicardial cell depo-
sition, may reflect a selective innate host response against the injected cells. In fact, the block-
ade of IL12 attenuates chronic rejection in cardiac transplantation [33], suggesting that the
IL12 host response may accentuate myocyte death by immunological mechanisms in intra-
myocardial delivery. Although previous studies have reported little of the immune response-re-
lated inflammation we showed in the model used here, our study may have been limited by the
hostimmune response, due to gender-mismatched transplantation [34,35]. However, the lack
of an IL12 response against epicardially transplanted cells, as we observed here, may enhance
survival of the transplanted cells and favorably modulate the myocardial inflammatory signal-
ing networks and immunological injury [36].

We were unable to repeat the finding of Coppen et al. [37] that secreted IL1 from the sur-
viving skeletal myoblasts globally down-regulates myocardial CNX43 expression and conse-
quently induces ventricular tachyarrhythmia following transplantation of skeletal myoblasts in
a chronic heart failure model. In concert with that study, however, we found up-regulation of
IL1p—but not CNX43 as stated above—after myoblast injection, but not after cell-sheet im-
plantation. This may have been due to differences in experimental models, such as magnitude
of the myocardial infarction, timing of the treatment, or rat strain. As a limitation of our study,
we did not measure direct cell-cell coupling between native cardiomyocytes and transplanted
myoblasts.

This study is further limited by the fact that we compared two administration routes and
did not include various other means of cell delivery, such as intracoronary infusion. It needs to
be pointed out that—in concert with our results on the therapeutic inferiority of intramyocar-
dial delivery—Li et al. (2011) demonstrated that intracoronary cell delivery also resulted in
greater therapeutic effect and more uniform cell distribution than intramyocardial injections
[38]. Further studies are warranted to directly compare the effects of cell-sheet and intracoron-
ary infusion techniques. Moreover, a combination approach with cell sheets first transplanted
epicardially during bypass surgery, followed by cells delivered periodically using a transcatheter
infusion approach, possibly even in a repeated manner over time, could be envisioned as pro-
viding synergistic and longer-lasting effects. Another limitation of our study is the lack of fibro-
sis quantitation. Memon et al. previously showed that the epicardial delivery route results in
reduced fibrosis in contrast to intramyocardial injections [2]. The reduced inflammatory re-
sponse associated with the epicardial delivery route may contribute to the antifibrotic
effect reported.

In summary, our results demonstrate that injection of myoblasts into the LV after resolution
of the acute first phase of inflammation induced by myocardial ischemia incites an inflamma-
tory reaction characterized by CD11b-/CD68-positive leukocyte infiltration that is not
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observed in epicardial delivery of myoblasts. Epicardial transplantation also significantly re-
duced both VPCs and the expressions of IL1, IL12, and IFNY in the myocardium. As a prelim-
inary finding warranting further investigation, this result suggests a role for these cytokines
and putative modulation of leukocyte trafficking in the induction of arrhythmogenicity during
cell transplantation. We demonstrate here that epicardially transplanted myoblast sheets lack
the arrhythmogenic and inflammatory activity that is induced when myoblasts are delivered
intramyocardially. Our results thus indicate that epicardial delivery of myoblasts has a positive
safety profile and that this method thus has ideal properties as a cellular therapy modality for
patients with ischemic heart failure.

Supporting Information

S1 Table. Forward and reverse primers and probes used in this study to detect expression
of the genes listed in the myocardial samples by real-time PCR, as detailed in the Materials
and Methods section.

(DOC)

Acknowledgments

We would like to thank Mrs. Yokoyama and Mrs. Miyamoto for their excellent technical sup-
port, and Mrs. Anneli von Behr for CD68 immunohistochemical stainings.

Author Contributions

Conceived and designed the experiments: SM SF AS EM EK AH YS. Performed the experi-
ments: TP YI AS. Analyzed the data: TP YI AS EM EK. Contributed reagents/materials/analy-
sis tools: SM SE YS EM EK. Wrote the paper: TP SM SF AS EM EK AH YS.

References

1. Menasche P. Cardiac cell therapy: Lessons from clinical trials. J Mol Cell Cardiol. 2011; 50: 258—265.
doi: 10.1016/j.yjmcc.2010.06.010 PMID: 20600097

2. Memon A, Sawa Y, Fukushima N, Matsumiya G, Miyagawa S, Taketani S, et al. Repair of impaired
myocardium by means of implantation of engineered autologous myoblast sheets. J Thorac Cardiovasc
Surg. 2005; 130: 1333—-1341. PMID: 16256786

3. HataH, Matsumiya G, Miyagawa S, Kondoh H, Kawaguchi N, Matsuura N, et al. Grafted skeletal myo-
blast sheets attenuate myocardial remodeling in pacing-induced canine heart failure model. J Thorac
Cardiovasc Surg. 2006; 132: 918-924. PMID: 17000305

4. KondohH, Sawa Y, Miyagawa S, Sakakida-Kitagawa S, Memon |IA, Kawaguchi N, et al. Longer preser-
vation of cardiac performance by sheet-shaped myoblast implantation in dilated cardiomyopathic ham-
sters. Cardiovasc Res. 2005; 69: 466—475.

5. Menasche P. Skeletal myoblasts for cardiac repair: Act 11? J Am Coll Cardiol. 2006; 52: 1881-1883.
6. Hagege AA, Marolleau JP, Vilquin JT, Alheritiere A, Peyrard S, Duboc D, et al. Skeletal myoblast trans-

plantation in ischemic heart failure: long-term follow-up of the first phase | cohort of patients. Circulation.
2005; 114: 108-113. PMID: 16103635

7. Henkel DM, Witt BJ, Gersh BJ, Jacobsen SJ, Weston SA, Meverden RA, et al. Ventricular arrhythmias
after acute myocardial infarction: A 20-year community study. Am Heart J. 2005; 151: 806-812.

8. Menasche P. Stem cell therapy for heart failure: are arrhythmias a real safety concern? Circulation.
2005; 119: 2735-2740.

9. Siminiak T, Kalawski R, Fiszer D, Jerzykowska O, Rzezniczak J, Rozwadowska N, et al. Autologous
skeletal myoblast transplantation for the treatment of postinfarction myocardial injury: phase I clinical
study with 12 months of follow-up. Am Heart J. 2004; 148: 531-537. PMID: 15389244

10. Smits PC, van Geuns RJ, Poldermans D, Bountioukos M, Onderwater EE, Lee CH, et al. Catheter-
based intramyocardial injection of autologous skeletal myoblasts as a primary treatment of ischemic

PLOS ONE | DOI:10.1371/journal.pone.0123963  April 10,2015 13/15


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0123963.s001
http://dx.doi.org/10.1016/j.yjmcc.2010.06.010
http://www.ncbi.nlm.nih.gov/pubmed/20600097
http://www.ncbi.nlm.nih.gov/pubmed/16256786
http://www.ncbi.nlm.nih.gov/pubmed/17000305
http://www.ncbi.nlm.nih.gov/pubmed/16103635
http://www.ncbi.nlm.nih.gov/pubmed/15389244

@’PLOS | ONE

Effect of Cell Delivery Route on Cardiac Inflammation and Arrhythmias

11.

12

13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

23.

24.

25.

26.

27.

28.

29.

30.
31.

heart failure: clinical experience with six-month follow-up. J Am Coll Cardiol. 2003; 42: 2063—-2069.
PMID: 14680727

Menasche P, Hagege AA, Scorsin M, Pouzet B, Desnos M, Duboc, et al. Myoblast transplantation for
heart failure. Lancet. 2001; 357: 279—-280. PMID: 11214133

Fukushima S, Coppen SR, Lee J, Yamahara K, Felkin LE, Terracciano CM, et al. Choice of cell-delivery
route for skeletal myoblast transplantation for treating post-infarction chronic heart failure in rat. PLoS
One. 2008; 3: €3071. doi: 10.1371/journal.pone.0003071 PMID: 18728781

Reinecke H, Poppa V, Murry CE. Skeletal muscle stem cells do not transdifferentiate into cardiomyo-
cytes after cardiac grafting. J Mol Cell Cardiol. 2002; 34: 241-249. PMID: 11851363

Narita T, Shintani Y, Ikebe C, Kaneko M, Harada N, Tshuma N, et al. The use of cell-sheet technique
eliminates arrhythmogenicity of skeletal myoblast-based therapy to the heart with enhanced therapeu-
tic effects. Int J Cardiol. 2013; 168: 261-269. doi: 10.1016/j.ijcard.2012.09.081 PMID: 23046598

Shimizu T, Yamato M, Kikuchi A, Okano T. Cell sheet engineering for myocardial tissue reconstruction.
Biomaterials. 2003; 24: 2309-2316. PMID: 12699668

Kitabayashi K, Siltanen A, Pétila T, Mahar MA, Tikkanen |, Koponen J, et al. Bcl-2 expression enhances
myoblast sheet transplantation therapy for acute myocardial infarction. Cell Transplant. 2005; 19: 573—
588.

Fernandes S, Amirault JC, Lande G, Nguyen JM, Forest V, Bignolais O, et al. Autologous myoblast
transplantation after myocardial infarction increases the inducibility of ventricular arrhythmias. Cardio-
vasc Res. 2006; 69: 348-358. PMID: 16376327

Deten A, Volz HC, Briest W, Zimmer HG. Cardiac cytokine expression is upregulated in the acute
phase after myocardial infarction. Experimental studies in rats. Cardiovasc Res. 2002; 55: 329-340.
PMID: 12123772

Miyagawa S, Roth M, Saito A, Sawa Y, Kostin S. Tissue-engineered cardiac constructs for cardiac re-
pair. Ann Thorac Surg. 2011; 91: 320-329. doi: 10.1016/j.athoracsur.2010.09.080 PMID: 21172551

Combes A, Frye CS, Lemster BH, Brooks SS, Watkins SC, Feldman AM, et al. (2002) Chronic expo-
sure to interleukin 1beta induces a delayed and reversible alteration in excitation-contraction coupling
of cultured cardiomyocytes. Pflugers Arch. 2002; 445: 246-256. PMID: 12457245

Zitta K, Brandt B, Wuensch A, Meybohm P, Bein B, Steinfath M, et al. Interleukin-1beta regulates cell
proliferation and activity of extracellular matrix remodelling enzymes in cultured primary pig heart cells.
Biochem Biophys Res Commun. 2010; 399: 542-547. doi: 10.1016/j.bbrc.2010.07.106 PMID:
20678474

Murray PJ, Wynn TA. Protective and pathogenic functions of macrophage subsets. Nat Rev Immunol.
2011; 11: 723-737. doi: 10.1038/nri3073 PMID: 21997792

Lambert JM, Lopez EF, Lindsey ML. Macrophage roles following myocardial infarction. Int J Cardiol.
2008; 130: 147—-158. doi: 10.1016/j.ijicard.2008.04.059 PMID: 18656272

Nahrendorf M, Pittet MJ, Swirski FK. Monocytes: protagonists of infarct inflammation and repair after
myocardial infarction. Circulation. 2010; 121: 2437-2445. doi: 10.1161/CIRCULATIONAHA.109.
916346 PMID: 20530020

Morimoto H, Takahashi M, Izawa A, Ise H, Hongo M, Kolattukudy PE, et al. Cardiac overexpression of
monocyte chemoattractant protein-1 in transgenic mice prevents cardiac dysfunction and remodeling
after myocardial infarction. Circ Res. 2006; 99: 891-899. PMID: 16990567

Morimoto H, Hirose M, Takahashi M, Kawaguchi M, Ise H, Kolattukudy PE, et al. MCP-1 induces cardi-
oprotection against ischaemia/reperfusion injury: role of reactive oxygen species. Cardiovasc Res.
2008; 78: 554-562. doi: 10.1093/cvr/cvn035 PMID: 18267955

Bujak M, Dobaczewski M, Chatila K, Mendoza LH, Li N, Reddy A, et al. Interleukin-1 receptor type | sig-
naling critically regulates infarct healing and cardiac remodeling. The American Journal of Pathology.
2008; 173: 57-67. doi: 10.2353/ajpath.2008.070974 PMID: 18535174

Abbate A. The heart on fire: inflammasome and cardiomyopathy. Exp Physiol. 2013; 98: 385. doi: 10.
1113/expphysiol.2012.069021 PMID: 23349530

McTiernan CF, Lemster BH, Frye C, Brooks S, Combes A, Feldman AM. Interleukin-1 beta inhibits
phospholamban gene expression in cultured cardiomyocytes. Circ Res. 1997; 81: 493-503. PMID:
9314830

Long CS. The role of interleukin-1 in the failing heart. Heart Fail Rev. 2001; 6: 81-94. PMID: 11309527

Suzuki K, Murtuza B, Beauchamp JR, Brand NJ, Barton PJ, Varela-Carver A, et al. Role of interleukin-
1beta in acute inflammation and graft death after cell transplantation to the heart. Circulation. 2004;
110: 11219-224. PMID: 15364866

PLOS ONE | DOI:10.1371/journal.pone.0123963  April 10,2015 14/15


http://www.ncbi.nlm.nih.gov/pubmed/14680727
http://www.ncbi.nlm.nih.gov/pubmed/11214133
http://dx.doi.org/10.1371/journal.pone.0003071
http://www.ncbi.nlm.nih.gov/pubmed/18728781
http://www.ncbi.nlm.nih.gov/pubmed/11851363
http://dx.doi.org/10.1016/j.ijcard.2012.09.081
http://www.ncbi.nlm.nih.gov/pubmed/23046598
http://www.ncbi.nlm.nih.gov/pubmed/12699668
http://www.ncbi.nlm.nih.gov/pubmed/16376327
http://www.ncbi.nlm.nih.gov/pubmed/12123772
http://dx.doi.org/10.1016/j.athoracsur.2010.09.080
http://www.ncbi.nlm.nih.gov/pubmed/21172551
http://www.ncbi.nlm.nih.gov/pubmed/12457245
http://dx.doi.org/10.1016/j.bbrc.2010.07.106
http://www.ncbi.nlm.nih.gov/pubmed/20678474
http://dx.doi.org/10.1038/nri3073
http://www.ncbi.nlm.nih.gov/pubmed/21997792
http://dx.doi.org/10.1016/j.ijcard.2008.04.059
http://www.ncbi.nlm.nih.gov/pubmed/18656272
http://dx.doi.org/10.1161/CIRCULATIONAHA.109.916346
http://dx.doi.org/10.1161/CIRCULATIONAHA.109.916346
http://www.ncbi.nlm.nih.gov/pubmed/20530020
http://www.ncbi.nlm.nih.gov/pubmed/16990567
http://dx.doi.org/10.1093/cvr/cvn035
http://www.ncbi.nlm.nih.gov/pubmed/18267955
http://dx.doi.org/10.2353/ajpath.2008.070974
http://www.ncbi.nlm.nih.gov/pubmed/18535174
http://dx.doi.org/10.1113/expphysiol.2012.069021
http://dx.doi.org/10.1113/expphysiol.2012.069021
http://www.ncbi.nlm.nih.gov/pubmed/23349530
http://www.ncbi.nlm.nih.gov/pubmed/9314830
http://www.ncbi.nlm.nih.gov/pubmed/11309527
http://www.ncbi.nlm.nih.gov/pubmed/15364866

@’PLOS | ONE

Effect of Cell Delivery Route on Cardiac Inflammation and Arrhythmias

32.

33.

34.

35.

36.

37.

38.

Trinchieri G. Interleukin-12 and the regulation of innate resistance and adaptive immunity. Nat Rev
Immunol. 2003; 3: 133—146. PMID: 12563297

Wang S, Xu X, Xie A, LiJ, Ye P, Liu Z, et al. Anti-interleukin-12/23p40 antibody attenuates chronic re-
jection of cardiac allografts partly via inhibition y&T cells. Clin Exp Immunol. 2012; 169: 320-329. doi:
10.1111/j.1365-2249.2012.04612.x PMID: 22861372

Suzuki K, Murtuza B, Beauchamp JR, Smolenski RT, Varela-Carver A, Fukushima S, et al. Dynamics
and mediators of acute graft attrition after myoblast transplantation to the heart. FASEB J. 2004; 18:
1153-1155. PMID: 15155562

Siltanen A, Kitabayashi K, Patila T, Ono M, Tikkanen |, Sawa Y, et al. Bcl-2 improves myoblast sheet
therapy in rat chronic heart failure. Tissue Eng Part A. 2011; 17: 115-125. doi: 10.1089/ten. TEA.2010.
0205 PMID: 20677907

Okura Y, Takeda K, Honda S, Hanawa H, Watanabe H, Kodama M, et al. Recombinant murine interleu-
kin-12 facilitates induction of cardiac myosin-specific type 1 helper T cells in rats. Circ Res. 1998; 82:
1035-1042. PMID: 9622156

Coppen SR, Fukushima S, Shintani Y, Takahashi K, Varela-Carver A, Salem H, et al. A factor underly-

ing late-phase arrhythmogenicity after cell therapy to the heart: global downregulation of connexin43 in
the host myocardium after skeletal myoblast transplantation. Circulation. 2008; 118: S138—144. doi: 10.
1161/CIRCULATIONAHA.107.779629 PMID: 18824745

LiQ, Guo Y, Ou Q, Chen N, Wu WJ, Yuan F, et al. Intracoronary Administration of Cardiac Stem Cells
in Mice: a New, Improved Technique for Cell Therapy in Murine Models. Basic Res Cardiol. 2011; 106:
849-864. doi: 10.1007/s00395-011-0180-1 PMID: 21516491

PLOS ONE | DOI:10.1371/journal.pone.0123963  April 10,2015 15/15


http://www.ncbi.nlm.nih.gov/pubmed/12563297
http://dx.doi.org/10.1111/j.1365-2249.2012.04612.x
http://www.ncbi.nlm.nih.gov/pubmed/22861372
http://www.ncbi.nlm.nih.gov/pubmed/15155562
http://dx.doi.org/10.1089/ten.TEA.2010.0205
http://dx.doi.org/10.1089/ten.TEA.2010.0205
http://www.ncbi.nlm.nih.gov/pubmed/20677907
http://www.ncbi.nlm.nih.gov/pubmed/9622156
http://dx.doi.org/10.1161/CIRCULATIONAHA.107.779629
http://dx.doi.org/10.1161/CIRCULATIONAHA.107.779629
http://www.ncbi.nlm.nih.gov/pubmed/18824745
http://dx.doi.org/10.1007/s00395-011-0180-1
http://www.ncbi.nlm.nih.gov/pubmed/21516491


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. 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 best suited for high-quality prepress printing.  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 /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


