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Abstract

The signaling mechanism that mediates inflammatory responses in remote non-ischemic
myocardium following regional ischemia/reperfusion (I/R) remains incompletely under-
stood. Myocardial Toll-like receptor 4 (TLR4) can be activated by multiple proteins released
from injured cells and plays a role in myocardial inflammation and injury expansion. We test-
ed the hypothesis that TLR4 occupies an important role in mediating the inflammatory re-
sponses and matrix protein remodeling in the remote non-ischemic myocardium following
regional I/R injury. Methods and results: TLR4-defective (C3H/HeJ) and TLR4-competent
(C3H/HeN) mice were subjected to coronary artery ligation (30 min) and reperfusion for 1,

3, 7 or 14 days. In TLR4-competent mice, levels of monocyte chemoattractant protein -1
(MCP-1), keratinocyte chemoattractant (KC), intercellular adhesion molecule 1 (ICAM-1)
and vascular cell adhesion molecule 1 (VCAM-1) were elevated in the remote non-ischemic
myocardium at day 1, 3, and 7 of reperfusion. Levels of collagen I, collagen IV, matrix metal-
loproteinase (MMP) 2 and MMP 9 were increased in the remote non-ischemic myocardium
atday 7 and 14 of reperfusion. MMP 2 and MMP 9 activities were also increased. TLR4 defi-
ciency resulted in a moderate reduction in myocardial infarct size. However, it markedly
downgraded the changes in the levels of chemokines, adhesion molecules and matrix pro-
teins in the remote non-ischemic myocardium. Further, left ventricular function at day 14
was significantly improved in TLR4-defective mice. In conclusion, TLR4 mediates the in-
flammatory responses and matrix protein remodeling in the remote non-ischemic myocardi-
um following regional myocardial I/R injury and contributes to the mechanism of adverse
cardiac remodeling.
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Introduction

Ischemic heart disease remains the major cause of morbidity and mortality. Myocardial inflam-
matory responses initiated by ischemia and reperfusion (I/R) worsen myocardial injury and
matrix protein remodeling, which cause adverse cardiac remodeling and exaggerated heart fail-
ure following I/R injury [1].

Toll-like receptor 4 (TLR4) has been found to play a role in myocardial I/R injury in both
regional and global I/R models [2-4]. Activation of this innate immunoreceptor by a variety of
endogenous agents, termed as danger-associated molecular patterns (DAMPs), leads to the ac-
tivation of pro-inflammatory signaling cascades. It is well known that pro-inflammatory sig-
naling mediated by TLR4 involves tumor necrosis factor (TNF) receptor-associated factor 6
(TRAF6), interleukin (IL)-1 receptor-associated kinases (IRAKSs), nuclear factor-kappaB (NF-
kB)-inducing kinase (NIK), and the IxB kinase (IKK) [5-7]. IKKs degrades IkB, leading to the
activation of NF-«xB, a master pro-inflammatory transcription factor. Several studies show that
TLR4-defective mice have reduced infarct size and attenuated myocardial overall inflammation
following I/R [2], [8]. Our previous work on a global myocardial I/R model linked an improved
functional recovery in TLR4-deifcient hearts to attenuated NF-«B activation and reduced cyto-
kine production [4]. Further, we and others have demonstrated that myocardial tissue TLR4,
rather than TLR4 in infiltrated leukocytes, has a critical role in mediating myocardial I/R injury
[9], [10]. While the role of TLR4 in myocardial I/R injury following a short term of reperfusion
has been extensively evaluated [2], [3], [11], few studies have determined the role of TLR4 in
myocardial I/R injury and cardiac function in a prolonged time course.

Left ventricle (LV) remodeling following myocardial infarction is the reparative process
triggered by an increase in work load to the uninjured myocardium, resulting in profound al-
terations of LV architecture with a discrete collagen scar, ventricular dilation and fibrosis in
non-infarcted myocardium [12]. During the remodeling process, activated myocardial fibro-
blasts express extracellular matrix (ECM) proteins. It is known that ECM protein expression
and matrix structure remodeling mainly occur in non-ischemic myocardium and in salvaged
myocardium in the ischemic zone [13]. The overall inflammatory responses in the heart, in-
cluding the remote non-ischemic myocardium, may play an important role in the ECM protein
remodeling, which contributes to adverse cardiac remodeling and heart failure. However, the
signaling mechanism that mediates the inflammatory responses and ECM protein remodeling
in the remote non-ischemic myocardium remains unclear. It is likely that myocardial TLR4
signaling elicits the inflammatory responses in non-ischemic myocardium that in turn cause
the dys-regulation of the remodeling process in non-ischemic myocardium.

We hypothesize that TLR4 occupies an important role in mediating the inflammatory re-
sponses and ECM protein remodeling in the remote non-ischemic myocardium and that elimi-
nation of TLR4-mediated inflammatory responses improves cardiac function following a long
term of reperfusion. The purposes of the present study were to determine: 1) the effect of TLR4
deficiency on the expression of chemokines and adhesion molecules, as well as mononuclear
cell accumulation in the myocardium, particularly in non-ischemic myocardium, in a murine
model of regional myocardial I/R injury, 2) the effect of TLR4 deficiency on the expression of
ECM proteins in non-ischemic myocardium, and 3) whether elimination of TLR4-mediated
myocardial inflammatory responses improves cardiac function following prolonged
reperfusion.
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Materials and Methods
Animals

Male TLR4-competent (C3H/HeN) mice and male TLR4-defective (C3H/HeJ) mice, 16-20
weeks old and body weight 26-32 g, were used. TLR4-defective mice have a point mutation in
the intracellular domain of TLR4, resulting in a complete loss of the signaling function of this
innate immunoreceptor. Animals were acclimated in a quarantine room for 2 weeks before
use.

The present study was carried out in strict accordance with the recommendations in the
Guide for the Care and Use of Laboratory Animals of the National Institutes of Health. The
protocol was approved by the Committee on the Ethics of Animal Experiments of the Universi-
ty of Colorado Denver [Permit Number: B-40513(09)2E]. Open-chest surgery was performed
under ketamine and xylazine anesthesia, and all efforts were made to minimize suffering.

Experimental protocol

Coronary artery ligation was performed to induce regional myocardial I/R. All surgical proce-
dures were performed following the protocol described previously [14]. Briefly, mice were
anesthetized with ketamine (60 mg/kg, ip) and xylazine (12 mg/kg, ip). Anesthetized animals
were ventilated via tracheal intubation using a Harvard rodent respirator. Their body tempera-
ture was maintained at 36.8-37.2°C using a thermoregulated surgical table. The chest was
opened by a left lateral thoracotomy, and a reversible coronary artery snare occluder was placed
around the left descending coronary artery. The distance from the ligation site to the lower
edge of the left auricle was approximately 2.0-3.0 mm. Evans blue dye staining confirmed con-
sistent size of ischemic area. Animals were subjected to 30 min of ischemia followed by reperfu-
sion by removing the knot and were observed for 1, 3, 7 or 14 days. In sham-operated mice,

the suture was passed around the left descending coronary artery, but not tied. Sham animals
were observed for 1, 3, 7 and 14 day to match the duration of I/R. Data from sham animals
were combined since sham operation did not cause any temporal changes in the parameters
examined.

Pressure-volume hemodynamic analysis

LV pressure-volume analysis was performed in mice subjected to 14 days of reperfusion. All
surgical procedures were performed following the protocol described previously [15]. Briefly,
mice were anesthetized with pentobarbital sodium (Vortech Pharmaceuticals, Dearborn, MI;
50 mg/kg, ip) and anticoagulated with heparin (Elkins-Sinn, Cherry Hill, NJ; 1,000 units/kg,
ip). Pentobarbital sodium was chosen for anesthesia since it provides good anesthesia without
affecting heart rate. Therefore, cardiac function data can be obtained from hearts in with unal-
tered heart rate.

Animals were kept on a heating blanket, and core body temperature was maintained at
37°C +0.5°C. A microcatheter (Millar Instruments, Houston, TX; 1.0 F) was inserted into LV
through the right common carotid artery. Pressure-volume loops were recorded for 20 min
using the MPVS-400 System with the aid of PVAN software (Millar Instruments, Houston,
TX). Developed pressure, end-systolic volume, end-diastolic volume, ejection fraction and car-
diac output were analyzed. For the assessment of maximal elastance, the abdomen was opened
by right sub costal incision to reach the inferior vena cava. Caval occlusion was produced over
a 3-second period using a nonmetallic occluder. At the end of the experiment, hearts were re-
moved, and myocardium specimens from ischemic and non-ischemic (LV tissue above the oc-
clusion site) zones were prepared.
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Chemokine assay. Myocardial tissue was homogenized as described previously [9]. Levels
of MCP-1 and KC were analyzed using enzyme-linked immunosorbent assay kits (R & D Sys-
tems, Minneapolis, MN) following the manufacturer’s protocol.

Fluorescence-based enzyme activity assay. Matrix metalloproteinase (MMP) 2 and MMP
9 activity was analyzed using fluorescence-based activity assay kits (Enzium, Philadelphia, PA)
following the manufacturer’s instruction.

Immunoblotting

Immunoblotting was applied to analyze adhesion molecules, MMPs and collagens in ischemic
and non-ischemic myocardium. Myocardial homogenate was mixed with sample buffer

(100 mM Tris-HCI, pH6.8, 2% SDS, 0.02% bromophenol blue and 10% glycerol). Crude pro-
tein (40 pg) was fractioned on 4-20% gradient acrylamide gels and transferred onto a nitrocel-
lulose membrane (Bio-Rad Laboratories, Hercules, CA). Membranes were incubated in
phosphate-buffered saline (PBS) containing 5% non-fat dry milk for 60 minutes to block non-
specific binding. Then, membranes were probed with primary antibodies against ICAM-1,
VCAM-1, MMP 2, MMP 9, TIMP-2, TIMP-1, collagen I or collagen IV. After washing with
TPBS (PBS containing 0.05% Tween 20), the membranes were incubated with a peroxidase-
linked secondary antibody specific to the primary antibody applied. Following further washes,
membranes were incubated with enhanced chemiluminescence reagents. The membranes were
then exposed on X-ray films. HSP 25, a constitutive small heat shock protein, was used for
loading control in immunoblotting. NIH Image J software was used to analyze the area and
density of protein bands.

Histology and immunofluorescence staining

Myocardial tissue embedded in Tissue-Tek* CRYO-OCT compound was cryosectioned.
Transverse tissue sections (5 pm in thickness) were stained with hematoxylin and eosin stain-
ing (HE) for histologically analysis of infarct size.

Immunofluorescence staining was performed to detect mononuclear cells in the myocardi-
um. Tissue sections were fixed in 4% paraformaldehyde, incubated with a rat monoclonal anti-
body against mouse CD68™ (Serotec, Raleigh, NC), a specific marker protein for monocytes
and macrophages, overnight at 4°C. After washing with PBS, sections were incubated with
Cy3-tagged donkey polyclonal antibody against rat IgG (labeling monocytes and macrophages
in red). Nuclei were stained with bis-benzimide (DAP], labeling nuclei in blue), and cells were
counterstained with Alexa 488-tagged wheat germ agglutinin (outlying cells in green). Micros-
copy was performed with a Leica DMRXA digital microscope (Leica Mikroskopie and Systeme
GmbH, Wetzlar, Germany) equipped with Slidebook software (I. I. I., Denver, CO).

Statistical analysis

Data are expressed as mean * standard error (SEM). Statistical analysis was performed using
StatView software (Abacus Concepts, Calabasas, CA). Student’s t-test was used for comparison
between two groups. ANOVA with post hoc Bonferroni/Dunn test was performed to analyze
differences with multiple group comparison. A difference was considered significant if P

value < 0.05. Nonparametric Mann-Whitney U test was performed to confirm the difference
of 2 group comparison. For multiple group comparison, nonparametric Kruskal-Wallis test
was performed to confirm the difference.
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Results
TLR4-defective mice exhibited smaller infarct sizes

HE staining was applied to heart sections after 7 days of reperfusion. TLR4-defective hearts
had smaller infarct sizes (14 + 1.1% of LV free wall, P<0.05) in comparison to TLR4-compe-
tent hearts (22 + 2.1% of LV free wall) (Fig. 1).

TLR4 deficiency attenuated the inflammatory responses in both
ischemic and non-ischemic myocardium

MCP-1 and KC levels in ischemic myocardium of TLR4-competent mice increased after 1 day
of reperfusion and reached to peak levels after 3 days of reperfusion (Fig. 2A). The levels of
MCP-1 and KC remained elevated at day 7 (Fig. 2A). ICAM-1 and VCAM-1 levels also in-
creased in ischemic myocardium at day 1 to day 7 in TLR4-competent mice (Fig. 3A).
TLR4-defective mice had lower levels of MCP-1, KC, ICAM-1 and VCAM-1 in ischemic myo-
cardium at all time points (Figs. 2A and3A).

Interestingly, the levels of MCP-1, KC, ICAM-1 and VCAM-1 also increased in the non-is-
chemic myocardium after I/R and exhibited similar temporal profiles as those in ischemic
myocardium (Figs. 2B and3B). At day 3 of reperfusion, MCP-1 levels in non-ischemic myocar-
dium of TLR4-competent hearts were 701 + 62 pg/mg (P<0.05 vs. 260 + 39 pg/mg in sham

TLR4-competent

30 -

Infarct size
(%o of LV free wall)

TLR4-competent TLR4-defective

Fig 1. TLR4-defective mice display smaller infarct size at day 7 of reperfusion. Myocardial infarct size as
a percentage of LV free wall was assessed by HE staining. Representative images show that infarct size is
smaller in TLR4-defective mice than in TLR4-competent mice. Data are expressed as mean+ SE.n=7in
each group; *P<0.05 vs. TLR4-competent.

doi:10.1371/journal.pone.0121853.g001
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Fig 2. TLR4 deficiency reduces the expression of chemokines in ischemic and non-ischemic
myocardium. Myocardial levels of MCP-1 and KC were analyzed at day 1, 3 and 7 of reperfusion. Lower
chemokine levels were found in both ischemic (A) and non-ischemic (B) myocardium in TLR4-defective mice.
Data are expressed as mean + SE, n =7 in each group, *P<0.05 vs. combined sham controls (1, 3and 7
days after operation), #P<0.05 vs. TLR4-competent mice at the same time point.

doi:10.1371/journal.pone.0121853.g002

group), and KC levels in non-ischemic zone of TLR4-competent hearts were 230 + 12 pg/mg
(P<0.05vs. 110 * 10 pg/mg in sham group). TLR4 deficiency resulted in reduced levels of
MCP-1 and KC in non-ischemic myocardium and abrogated the changes in ICAM-1 and
VCAM-1 levels in non-ischemic myocardium (Figs. 2B and 3B). Similarly, mononuclear cell
accumulation in non-ischemic myocardium was reduced in TLR4-defective mice (Fig. 4).

TLR4-defective mice displayed reduced expression of MMP 9 and
collagens in non-ischemic myocardium

We analyzed protein levels of MMP 2, MMP 9, TIMP-2 and TIMP-1, as well as MMP 9 and
MMP 2 activity in the non-ischemic myocardium.

MMP 9 protein levels were significantly increased in the non-ischemic myocardium of
TLR4-competent mice at day 7 (4 folds of sham control levels, P<0.05) and day 14 (5 folds of
sham control levels, P<0.05) while TIMP-1 levels were essentially unchanged (Fig. 5A). In
TLR4-defective mice, MMP 9 levels in non-ischemic myocardium were lower at day 7 and day
14 in comparison to those in TLR4-competent mice (Fig. 5A). MMP 2 levels were also in-
creased in TLR4-competent mice at day 7 (2.2 folds of sham control levels, P<0.05) and day 14
(2.1 folds of sham control levels, P<0.05). In addition, TIMP-2 levels in non-ischemic myocar-
dium were decreased at day 7 and day 14 in TLR4-competent mice (Fig. 5B). TLR4 deficiency
had a moderate effect on the up-regulation of MMP 2 in non-ischemic myocardium, but had
no effect on the down-regulation of TIMP-2 (Fig. 5B).
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Fig 3. TLR4 deficiency reduces ICAM-1 and VCAM-1 levels in ischemic and non-ischemic
myocardium. Representative immunoblots and densitometry data show that ICAM-1 and VCAM-1 levels are
lower in ischemic (A) and non-ischemic (B) myocardium of TLR4-defective mice at day 1, 3 and 7 of
reperfusion. Data are expressed as mean + SE, n =5 in each group, *P<0.05 vs. combined sham controls (1,
3 and 7 days after operation), #P<0.05 vs TLR4-competent mice at the same time point.

doi:10.1371/journal.pone.0121853.9g003

MMP 9 and MMP 2 activities were also elevated at day 7 and 14 of reperfusion in the remote
no-ischemic myocardium of TLR4-competent mice (Fig. 5A and 5B). Compared to
TLR4-competent mice, MMP 9 activity in TLR4-defective mice was 38% lower at day 7, and
28% lower at day 14 (Fig. 5A). Similarly, MMP 2 activity in TLR4-defective mice was 36%
lower at day 7, and 27% lower at day 14 (Fig. 5B).

Both collagen I and collagen IV were increased in non-ischemic myocardium of TLR4-com-
petent mice at day 7 and day 14 (Fig. 5C and 5D). At day 14, collagen I levels were 8 folds of
sham control levels (P<0.05), and collagen IV levels were 5 folds of sham control levels
(P<0.05). TLR4 deficiency markedly reduced collagen I and collagen IV levels in the non-is-
chemic myocardium at day 7 and day 14 (both P<0.05).

TLR4-defective mice had improved LV function

We analyzed LV performance at day14 of reperfusion using a microcatheter. The LV function-
al parameters are listed in Table 1. Compared to TLR4-competent mice, LV developed pressure
following I/R was markedly higher in TLR4-defective mice, and this LV functional parameter
in TLR4-defective I/R hearts was not significantly different from that of sham control hearts.
Ejection fraction was also markedly improved in TLR4-defective mice compared to
TLR4-competent mice after I/R. Similarly, maximal elastance was higher in TLR4-defective
mice than TLR4-competent mice. In TLR4-competent mice, significant increases in end-systol-
ic volume and end-diastolic volume were observed following I/R, which caused a shift of the
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Fig 4. TLR4 deficiency reduces mononuclear cell accumulation in non-ischemic myocardium at day 7
of reperfusion. Mononuclear cells were labeled red using a specific antibody and counted with NIS-Elements
basic research software. Representative immunofluorescence images and a bar graph show reduced
mononuclear cell accumulation in non-ischemia myocardium of TLR4-defective mice. Data are expressed as
mean * SE. n =5 in each group, *P<0.05 vs. sham controls, ¥P<0.05 vs. TLR4-competent mice.

doi:10.1371/journal.pone.0121853.g004

pressure-volume loop to the right (Fig. 6). In contrast, TLR4-defective mice had smaller end-systol-
ic volume and end-diastolic volume. Meanwhile, elevated LV end-diastolic pressure was observed
in TLR4-competent I/R hearts, but not in TLR4-defective I/R hearts (Fig. 6). Cardiac output was
also improved in TLR4-defective mice after I/R (7.26 £+ 1.11 ml/min vs. 5.30 + 0.47 ml/min in
TLR4-competent I/R; P<0.05).
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Fig 5. TLR4 deficiency reduces the expression of MMP 9, collagen | and collagen IV in non-ischemic
myocardium at day 7 and 14. A & B. Representative immunoblots, blot densitometry data and results of
enzyme activity assay show that protein levels and activities of MMP 9 (A), MMP 2 (B), are increased, but
TIMP-2 protein levels (B) are decreased in non-ischemic myocardium of TLR4-competent mice at day 7 and
14 of reperfusion. TLR4-defective mice display lower levels of MMP 9 protein and activity, and lower MMP 2
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activity in non-ischemic myocardium at day 7 and 14 of reperfusion. C & D. Representative immunoblots and
densitometry data show that TLR4-defective mice have lower levels of collagen | (C) and collagen IV (D) in
non-ischemic myocardium at day 7 and 14 of reperfusion. Data are expressed as mean + SE. n=5in each
group, *P<0.05 vs. combined sham controls (7 and 14 days after operation), #P<0.05 vs TLR4-competent
mice at the same time point.

doi:10.1371/journal.pone.0121853.g005

Discussion

In the present study, we observed that the remote non-ischemic myocardium expresses chemo-
kines and adhesion molecules from 1 to 7 days of reperfusion in a mouse model of regional
myocardial I/R. The sustained inflammatory responses are associated with myocardial ECM
protein remodeling at day 7 and day 14, and correlate with LV dysfunction at day 14. TLR4 de-
ficiency markedly reduces these inflammatory responses in remote non-ischemic myocardium
and attenuates ECM protein remodeling, resulting in a significant improvement in cardiac
function.

TLR4 plays an important role in regulation of the inflammatory
responses of non-ischemic myocardium following regional I/R

Myocardial I/R elicits the inflammatory responses that involve complement activation, cyto-
kine production and leukocyte infiltration [1]. A number of studies have found that TLR4 can
sense the presence of a variety of endogenous molecules released from injured or stressed cells.
Heat shock proteins, heparan sulfate, hyaluronan, biglycan, fibrinogen, high mobility group
box-1 (HMGB-1) and several others have been implicated as endogenous activators of TLR4
signaling [7], [16-21]. It has been reported that hearts from TLR4-defctive mice and TLR4
knockout mice display attenuated NF-xB activation and reduced production of pro-inflamma-
tory cytokine (TNF-a, IL-1f and IL-6) following myocardial ischemia with a short period of re-
perfusion [4], [16], [22]. These studies indicate that TLR4 plays an important role in mediating
the myocardial inflammatory responses in the early phase of myocardial I/R injury.
Interleukin-8 (KC in murine) and MCP-1 are the key chemokines that regulate migration
and infiltration of neutrophils and monocytes, respectively [23], [24], and ICAM-1 and
VCAM-1 are critical molecules for leukocyte adhesion [25]. Our previous study found that
myocardial TLR4 mediates the rapid up-regulation of MCP-1 and KC expression in isolated
mouse hearts following global I/R [9]. In the present study, we found that levels of MCP-1, KC,
ICAM-1 and VCAM-1 are increased at 1, 3 and 7 days after I/R not only in the ischemic area,

Table 1. LV function parameters at day 14 after ischemia.

TLR4-competent Sham

TLR4-competent I/R

TLR-defective Sham

TLR4-defective I/R

Heart rates (bpm)

Developed pressure (mmHg)
End-systolic volume (ul)
End-diastolic volume (ul)
Cardiac output (ml/min)
Ejection fraction (%)

Maximal elastance (mmHg/ pl)

621162 57045 63373 585451
85.23+4.80 64.46+2.30* 88.86+10.50 83.14£5.90%
9.03+1.22 33.09+1.59* 9.83+1.28 15.60+1.16**
22.03+1.53 42.98+2.36* 23.23+2.70 28.98+1.38*"
8.08+0.20 5.30+0.47* 8.21+1.09 7.26+1.11
59.68+3.34 26.94+2.36* 59.82+8.31 46.533.21*"
14.54+1.44 4.12+0.53* 14.57+2.07 9.4+1.28**

Mean * SE; n = 7 in each group.
*P <0.05 vs. respective sham
#P<0.05 vs. TLR4-competent IR

doi:10.1371/journal.pone.0121853.1001
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Fig 6. LV function is improved in TLR4-defective mice. LV function was analyzed by a mircrocatheter at
day 14 of reperfusion. Representative pressure-volume loops show that TLR4-defective mice have improved
LV functional performance following I/R compared to TLR4-competent mice.

doi:10.1371/journal.pone.0121853.g006

but also in the remote non-ischemic myocardial tissue. Interestingly, the levels of these inflam-
matory mediators in non-ischemic myocardium are much lower in TLR4-defective mice in
comparison to those in TLR4-competent mice. These results demonstrate that the remote non-
ischemic myocardium also has sustained inflammatory responses to an I/R insult and that
TLR4 is involved in mediating these responses.

It should be noted that MCP-1 and KC levels in non-ischemic myocardium are declining on
day 7, and the significant difference between TLR4-competent and TLR4-defective mice is lost
at this time point although the levels remain lower in TLR4-defective mice. It is likely that mul-
tiple mechanisms are involved in mediating the chemokine response and a certain mechanism,
rather than TLR4, becomes dominant on day 7. Indeed, we observed that TLR4 deficiency re-
duces, but not abolishes, the chemokine response in the non-ischemic myocardium. In con-
trast, TLR4 deficiency results in the abrogation of the adhesion molecule response in non-
ischemic myocardium at all of the time points examined. It seems that TLR4 plays a dominant
role in mediating adhesion molecule expression in the non-ischemic myocardium at 1-7 days
after I/R.

Mononuclear cell infiltration to the infarcted myocardium is required for the clearance of
died cells and for injury repair through modulation of fibroblast activity and angiogenesis. In
addition, infiltrated mononuclear cells modulate ECM remodeling [26-28]. MCP-1 is a critical
factor for recruitment of mononuclear cells to injured tissue. In the present study, expression
of MCP-1 in non-ischemic myocardium is associated with mononuclear cell accumulation in
such tissue. Reduced MCP-1 levels in TLR4-defective mice correlate with reduced mononucle-
ar cell accumulation in the non-ischemic myocardium. Mononuclear cells recruited into the in-
farct zone consist of two distinct phenotypes: Ly-6C™ and Ly-6C™. Ly-6C" cells dominate the
early phase (phase I) of myocardial injury and exhibit phagocytic, proteolytic and inflammato-
ry functions. Ly-6Clo cells dominate late phase, have attenuated inflammatory properties, ex-
press vascular-endothelial growth factor and are involved in myocardial healing [29]. It
appears that Ly-6C™ cells can differentiate into Ly-6C" cells. While reduced myocardial MCP-
1 production in TLR4-defective mice is appears to be responsible for attenuation of
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mononuclear cell accumulation in non-ischemic myocardium, it is not clear from the present
study whether lack of TLR4 signaling affects the phenotypic transition of mononuclear cells in
the injured areas.

Decreased inflammatory responses in non-ischemic myocardium are
associated with attenuated matrix protein remodeling

MMP 2 and MMP 9 are the components of ECM and have proteolytic functions. Their activi-
ties are regulated by natural specific inhibitors TIMP-2 and TIMP-1, respectively [30]. During
the early stages of myocardial I/R injury, degradation of ECM proteins by MMPs results in pro-
gressive infarct expansion, ventricular wall thinning and ventricular dilation [31]. Clinical and
animal studies showed that MMP, especially MMP 9, levels are elevated in myocardium after
myocardial infarction, and an imbalance between specific MMPs and TIMPs occurs, contribut-
ing to LV dilation [32], [33]. It has been shown that selective inhibition MMP isoforms attenu-
ates LV dilation after myocardial infarction [34]. In addition, TIMP-1 knockout mice have
greater LV dilation and decreased ejection fraction after myocardial infarction, while inhibition
of MMPs reverses ECM protein remodeling and compromised cardiac function [35].

In the present study, we found that both protein levels and activities of MMP 2 and MMP 9
are increased in the remote non-ischemic myocardium of TLR4-competent mice at day 7 and
14 after I/R. TIMP-2 levels are decreased at these two time points while TIMP-1 levels are un-
changed. In addition, we found that collagen I and collagen IV levels are markedly increased in
the remote non-ischemic myocardium of TLR4-competent mice at day 7 and day 14. Thus, I/R
injury up-regulates MMP 2, MMP 9, collagen I and collagen IV and down-regulates TIMP-2 in
non-ischemic myocardium. It appears that increased MMP 9 activity is primarily due the up-
regulation of its protein levels, and both increased MMP 2 protein levels and decreased TIMP-
2 protein levels account for the elevation of MMP 2 activity. TLR4 deficiency reduces both pro-
tein level and enzyme activity of MMP 9. While TLR4 deficiency has a moderate effect on
MMP 2 protein level, it significantly reduces MMP 2 activity. Interestingly, the overall MMP 2/
9 activity to protein ratio is slightly shifted in TLR4-defective mice compared to that of
TLR4-competent mice although the cause remains to be determined. In various forms of
human heart failure, increased MMP expression and activity, and a MMP/TIMP imbalance are
closely related to collagen deposition and fibrosis in the myocardium [36]. In the present
study, the reduced protein levels of MMP 2/9, as well as the altered ratio MMP 2/9 protein to
activity in the remote non-ischemic myocardium of the TLR4-defective mice may lead to de-
creased collagen deposition or decreased ECM protein remodeling following I/R injury.

It is noteworthy that myocardial ECM protein remodeling in the non-ischemic myocardium
of TLR4-competent mice is preceded by pro-inflammatory mediator production and mononu-
clear cell accumulation. It appears that TLR4-mediated inflammatory responses play an impor-
tant role in up-regulation of the expression of MMP 9, collagen I and collagen IV caused by I/
R. However, this innate immunoreceptor has a relatively minor role in mediating the changes
in MMP 2 and TIMP-2 protein levels although it plays a role in elevating MMP 2 activity. We
also observed that neutrophil infiltration in the ischemic myocardium is reduced at day 1 in
TLR4-defective mice (not shown). Due to a transient nature of neutrophil infiltration and the
absence of neutrophils in the remote non-ischemic myocardium (not shown), neutrophils may
not have a significant effect on cardiac ECM protein remodeling observed ay day 7 and 14
of reperfusion.

Several studies on permanent regional ischemia models found elevated levels of MMPs [37]
and collagens [13] in remote non-ischemic myocardium. However, the mechanism underlying
ECM protein remodeling in non-ischemic myocardium remains unclear. A study by Timmers
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and colleagues [38] determined the effect of TLR4 mutation on ECM remodeling using a
mouse model of permanent coronary ligation. Interestingly, ischemic myocardium, not the re-
mote non-ischemic myocardium, displays elevated levels of MMP 2 and MMP 9 at day 4 in
this model. Similarly, collagen density is increased at day 28 in the infarct and boarder zones,
not in the remote non-ischemic myocardium. TLR4 deficiency does result in a reduction in
MMP 2 and MMP 9 expression in the infarct zone in this study [38]. The marked difference be-
tween this study and our observation, as well as other reports, could be due to the differences
in animal models utilized and the time course of observation. It should be noted, however, that
long-term permanent myocardial ischemia is rare in humans. Many factors generated during
early reperfusion are missing in an animal model of permanent myocardial ischemia, and these
clinically relevant factors may elaborate the TLR4-mediated inflammatory responses and ECM
protein remodeling in the remote non-ischemic myocardium.

Importantly, we observed in this I/R model that significantly lower protein levels of MMP 9,
collagen I and collagen IV, as well as decreased MMP 9 and MMP 2 activity in the remote non-
ischemic myocardium of TLR4-defective mice correlate to improved LV functional perfor-
mance. Indeed, end-diastolic volume (a parameter of LV dilation) is reduced, and maximal ela-
stance (a parameter of LV compliance) is increased at day 14 in TLR4-defective mice in
comparison to TLR4-competent mice. Furthermore, ejection fraction and cardiac output are
higher in TLR4-defective mice. Moderately reduced myocardial I/R injury (36% reduction in
infarct size) and greatly suppressed ECM protein remodeling in the remote non-ischemic myo-
cardium should contribute to the improvement of cardiac function in TLR4-defective mice.
However, it remains unclear from the present study what inflammatory mediator causes ECM
protein remodeling in the remote non-ischemic myocardium and which altered matrix protein
is involved in the mechanism of cardiac dysfunction. These important issues need to be ad-
dressed in future studies.

Conclusions

TLR4 signaling mediates the production of chemokines and adhesion molecules in remote non-
ischemic myocardium following myocardial I/R. TLR4-mediated production of these pro-in-
flammatory mediators is followed by excessive production of MMP 9, collagen I and collagen IV,
and increased MMP 9 and MMP 2 activity in the remote non-ischemic myocardium. The lack of
TLR4 signaling reduces the expression of MMP 9, collagen I and collagen IV, and decreases
MMP 9 and MMP 2 activity in the remote non-ischemic myocardium, and improves cardiac
tunction following myocardial I/R. The results of the present study suggest that control of TLR4
activity or modulation of TLR4 signaling can suppress the inflammatory responses and ECM
protein remodeling in the remote non-ischemic myocardium after myocardial I/R injury.

Author Contributions

Conceived and designed the experiments: XM YZ. Performed the experiments: YZ LA QZ. An-
alyzed the data: YZ QZ DAF XM. Contributed reagents/materials/analysis tools: DAF XM.
Wrote the paper: YZ JCC XM. Revised the manuscript: QZ JCC TBR DAF XM. Supervised the
whole study: XM.

References

1. Frangogiannis NG, Smith CW, Entman ML (2002) The inflammatory response in myocardial infarction.
Cardiovasc Res 53: 31-47. PMID: 11744011

2. OyamaJ, Blais C Jr, Liu X, Pu M, Kobzik L, Kelly RA, et al. (2004) Reduced myocardial ischemia-reper-
fusion injury in toll-like receptor 4-deficient mice. Circulation 109: 784-789. PMID: 14970116

PLOS ONE | DOI:10.1371/journal.pone.0121853 March 30, 2015 13/15


http://www.ncbi.nlm.nih.gov/pubmed/11744011
http://www.ncbi.nlm.nih.gov/pubmed/14970116

@’PLOS | ONE

TLR4 in Myocardial Remodeling

10.

11.

12

13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

HuaF,HaT,MaJ, LiY, Kelley J, Gao X, et al. (2007) Protection against myocardial ischemia/reperfu-
sion injury in TLR4-deficient mice is mediated through a phosphoinositide 3-kinase-dependent mecha-
nism. J Immunol 178:7317-7324. PMID: 17513782

ChaJ, Wang Z, Ao L, Zou N, Dinarello CA, Banerjee A, et al. (2008) Cytokines link Toll-like receptor 4
signaling to cardiac dysfunction after global myocardial ischemia. Ann Thorac Surg 85: 1678-1685.
doi: 10.1016/j.athoracsur.2008.01.043 PMID: 18442564

Andrassy M, Volz HC, Igwe JC, Funke B, Eichberger SN, Kaya Z, et al. (2008) High-mobility group box-
1 in ischemia-reperfusion injury of the heart. Circulation 117: 3216-3226. doi: 10.1161/
CIRCULATIONAHA.108.769331 PMID: 18574060

XuH,YaoY,SuZ YangY, Kao R, Martin CM, et al. (2011) Endogenous HMGB1 contributes to ische-
mia-reperfusion-induced myocardial apoptosis by potentiating the effect of TNF-&alpha;/JNK. Am J
Physiol Heart Circ Physiol 300: H913-921. doi: 10.1152/ajpheart.00703.2010 PMID: 21186276

Ding HS, Yang J, Chen P, Yang J, Bo SQ, Ding JW, et al. (2013) The HMGB1-TLR4 axis contributes to
myocardial ischemia/reperfusion injury via regulation of cardiomyocyte apoptosis. Gene.

Shimamoto A, Chong AJ, Yada M, Shomura S, Takayama H, Fleisig AJ, et al. (2006) Inhibition of Toll-
like receptor 4 with eritoran attenuates myocardial ischemia-reperfusion injury. Circulation 114:1270—
274. PMID: 16820585

Ao L, Zou N, Cleveland JC Jr., Fullerton DA, Meng X (2009) Myocardial TLR4 is a determinant of neu-
trophil infiltration after global myocardial ischemia: mediating KC and MCP-1 expression induced by ex-
tracellular HSC70. Am J Physiol Heart Circ Physiol 297: H21-28. doi: 10.1152/ajpheart.00292.2009
PMID: 19448144

Fallach R, Shainberg A, Avlas O, Fainblut M, Chepurko Y, Porat E, et al. (2010) Cardiomyocyte Toll-
like receptor 4 is involved in heart dysfunction following septic shock or myocardial ischemia. J Mol Cell
Cardiol 48: 1236—1244. doi: 10.1016/j.yjmcc.2010.02.020 PMID: 20211628

Kaczorowski DJ, Nakao A, Mollen KP, Vallabhaneni R, Sugimoto R, Kohmoto J, et al. (2007) Toll-like
receptor 4 mediates the early inflammatory response after cold ischemia/reperfusion. Transplantation
84:1279-1287. PMID: 18049113

Cohn JN, Ferrari R, Sharpe N (2000) Cardiac remodeling—concepts and clinical implications: a con-
sensus paper from an international forum on cardiac remodeling. Behalf of an International Forum on
Cardiac Remodeling. J Am Coll Cardiol 35: 569-582. PMID: 10716457

Tsuda T, Gao E, Evangelisti L, Markova D, Ma X, Chu ML, et al. (2003) Post-ischemic myocardial fibro-
sis occurs independent of hemodynamic changes. Cardiovasc Res 59: 926-933. PMID: 14553832

Tarnavski O, McMullen JR, Schinke M, Nie Q, Kong S, Izumo S, et al. (2004) Mouse cardiac surgery:
comprehensive techniques for the generation of mouse models of human diseases and their applica-
tion for genomic studies. Physiol Genomics 16: 349-360. PMID: 14679301

Su X, Sykes JB, Ao L, Raeburn CD, Fullerton DA, Meng X, et al. (2010) Extracellular heat shock cog-
nate protein 70 induces cardiac functional tolerance to endotoxin: differential effect on TNF-alpha and
ICAM-1 levels in heart tissue. Cytokine 51: 60-66. doi: 10.1016/j.cyt0.2010.04.014 PMID: 20478717

Zou N, Ao L, Cleveland JC Jr., Yang X, Su X, Cai GY, et al. (2008) Critical role of extracellular heat
shock cognate protein 70 in the myocardial inflammatory response and cardiac dysfunction after global
ischemia-reperfusion. Am J Physiol Heart Circ Physiol 294: H2805-2813. doi: 10.1152/ajpheart.
00299.2008 PMID: 18441202

LiY, SiR, Feng Y, Chen HH, Zou L, Wang E, et al. (2011) Myocardial ischemia activates an injurious in-
nate immune signaling via cardiac heat shock protein 60 and Toll-like receptor 4. J Biol Chem 286:
31308-31319. doi: 10.1074/jbc.M111.246124 PMID: 21775438

Smiley ST, King JA, Hancock WW (2001) Fibrinogen stimulates macrophage chemokine secretion
through toll-like receptor 4. J Immunol 167: 2887-2894. PMID: 11509636

Taylor KR, Trowbridge JM, Rudisill JA, Termeer CC, Simon JC, Gallo RL, et al. (2004) Hyaluronan frag-
ments stimulate endothelial recognition of injury through TLR4. J Biol Chem 279: 17079-17084. PMID:
14764599

Termeer C, Benedix F, Sleeman J, Fieber C, Voith U, Ahrens T, et al. (2002) Oligosaccharides of Hya-
luronan activate dendritic cells via toll-like receptor 4. J Exp Med 195:99-111. PMID: 11781369

Schaefer L, Babelova A, Kiss E, Hausser HJ, Baliova M, Krzyzankova M, et al. (2005) The matrix com-
ponent biglycan is proinflammatory and signals through Toll-like receptors 4 and 2 in macrophages. J
Clin Invest 115: 2223-2233. PMID: 16025156

Wang RP, Yao Q, Xiao YB, Zhu SB, Yang L, Feng JM, et al. (2012) Toll-like receptor 4/nuclear factor-
kappa B pathway is involved in myocardial injury in a rat chronic stress model. Stress 14: 567-575.

PLOS ONE | DOI:10.1371/journal.pone.0121853 March 30, 2015 14/15


http://www.ncbi.nlm.nih.gov/pubmed/17513782
http://dx.doi.org/10.1016/j.athoracsur.2008.01.043
http://www.ncbi.nlm.nih.gov/pubmed/18442564
http://dx.doi.org/10.1161/CIRCULATIONAHA.108.769331
http://dx.doi.org/10.1161/CIRCULATIONAHA.108.769331
http://www.ncbi.nlm.nih.gov/pubmed/18574060
http://dx.doi.org/10.1152/ajpheart.00703.2010
http://www.ncbi.nlm.nih.gov/pubmed/21186276
http://www.ncbi.nlm.nih.gov/pubmed/16820585
http://dx.doi.org/10.1152/ajpheart.00292.2009
http://www.ncbi.nlm.nih.gov/pubmed/19448144
http://dx.doi.org/10.1016/j.yjmcc.2010.02.020
http://www.ncbi.nlm.nih.gov/pubmed/20211628
http://www.ncbi.nlm.nih.gov/pubmed/18049113
http://www.ncbi.nlm.nih.gov/pubmed/10716457
http://www.ncbi.nlm.nih.gov/pubmed/14553832
http://www.ncbi.nlm.nih.gov/pubmed/14679301
http://dx.doi.org/10.1016/j.cyto.2010.04.014
http://www.ncbi.nlm.nih.gov/pubmed/20478717
http://dx.doi.org/10.1152/ajpheart.00299.2008
http://dx.doi.org/10.1152/ajpheart.00299.2008
http://www.ncbi.nlm.nih.gov/pubmed/18441202
http://dx.doi.org/10.1074/jbc.M111.246124
http://www.ncbi.nlm.nih.gov/pubmed/21775438
http://www.ncbi.nlm.nih.gov/pubmed/11509636
http://www.ncbi.nlm.nih.gov/pubmed/14764599
http://www.ncbi.nlm.nih.gov/pubmed/11781369
http://www.ncbi.nlm.nih.gov/pubmed/16025156

@’PLOS | ONE

TLR4 in Myocardial Remodeling

23.

24,

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

Fuentes ME, Durham SK, Swerdel MR, Lewin AC, Barton DS, Meqill JR, et al. (1995) Controlled recruit-
ment of monocytes and macrophages to specific organs through transgenic expression of monocyte
chemoattractant protein-1. J Immunol 155: 5769-5776. PMID: 7499865

Hammond ME, Lapointe GR, Feucht PH, Hilt S, Gallegos CA, Gordon CA, et al. (1995) IL- 8 induces
neutrophil chemotaxis predominantly via type | IL-8 receptors. J Immunol 155: 1428-1433. PMID:
7636208

Norman MU, James WG, Hickey MJ (2008) Differential roles of ICAM-1 and VCAM-1 in leukocyte-en-
dothelial cell interactions in skin and brain of MRL/faslpr mice. J Leukoc Biol 84:68-76. doi: 10.1189/
jIb.1107796 PMID: 18426970

Desmouliere A, Geinoz A, Gabbiani F, Gabbiani G (1993) Transforming growth factor-beta 1 induces
alpha-smooth muscle actin expression in granulation tissue myofibroblasts and in quiescent and grow-
ing cultured fibroblasts. J Cell Biol 122: 103—111. PMID: 8314838

Welgus HG, Campbell EJ, Bar-Shavit Z, Senior RM, Teitelbaum SL (1985) Human alveolar macro-
phages produce a fibroblast-like collagenase and collagenase inhibitor. J Clin Invest 76: 219-224.
PMID: 2991337

Welgus HG, Campbell EJ, Cury JD, Eisen AZ, Senior RM, Wilhelm SM, et al. (1990) Neutral metallopro-
teinases produced by human mononuclear phagocytes. Enzyme profile, regulation, and expression
during cellular development. J Clin Invest 86: 1496—1502. PMID: 2173721

Nahrendorf M, Swirski FK, Aikawa E, Stangenberg L, Wurdinger T, Figueiredo JL, et al. (2007) The
healing myocardium sequentially mobilizes two monocyte subsets with divergent and complementary
functions. J Exp Med 204: 3037-3047. PMID: 18025128

Laquerriere P, Grandjean-Laquerriere A, Addadi-Rebbah S, Jallot E, Laurent-Maquin D, Frayssinet P,
etal. (2004) MMP-2, MMP-9 and their inhibitors TIMP-2 and TIMP-1 production by human monocytes
in vitro in the presence of different forms of hydroxyapatite particles. Biomaterials 25: 2515-2524.
PMID: 14751736

Tessone A, Feinberg MS, Barbash IM, Reich R, Holbova R, Richmann M, et al. (2005) Effect of matrix
metalloproteinase inhibition by doxycycline on myocardial healing and remodeling after myocardial in-
farction. Cardiovasc Drugs Ther 19: 383-390. PMID: 16435072

Webb CS, Bonnema DD, Ahmed SH, Leonardi AH, McClure CD, Clark LL, et al. (2006) Specific tempo-
ral profile of matrix metalloproteinase release occurs in patients after myocardial infarction: relation to
left ventricular remodeling. Circulation 114: 1020-1027. PMID: 16923753

Wilson EM, Moainie SL, Baskin JM, Lowry AS, Deschamps AM, Mukherjee R,et al. (2003) Region- and
type-specific induction of matrix metalloproteinases in post-myocardial infarction remodeling. Circula-
tion 107: 2857—2863. PMID: 12771000

Apple KA, Yarbrough WM, Mukherjee R, Deschamps AM, Escobar PG, Mingoia JT, et al. (2006) Selec-
tive targeting of matrix metalloproteinase inhibition in post-infarction myocardial remodeling. J Cardio-
vasc Pharmacol 47:228-235. PMID: 16495760

Ikonomidis JS, Hendrick JW, Parkhurst AM, Herron AR, Escobar PG, Dowdy KB, et al. (2005) Acceler-
ated LV remodeling after myocardial infarction in TIMP-1-deficient mice: effects of exogenous MMP in-
hibition. American Journal of Physiology-Heart and Circulatory Physiology 288: H149-H158. PMID:
15598866

Polyakova V, Loeffler I, Hein S, Miyagawa S, Piotrowska |, Dammer S, et al. (2011) Fibrosis in endstage
human heart failure: severe changes in collagen metabolism and MMP/TIMP profiles. Int J Cardiol
151:18-383. doi: 10.1016/j.ijcard.2010.04.053 PMID: 20546954

Lee WW, Marinelli B, van der Laan AM, Sena BF, Gorbatov R, Leuschner F, et al. (2012) PET/MRI of in-
flammation in myocardial infarction. J Am Coll Cardiol 59: 153-163. doi: 10.1016/j.jacc.2011.08.066
PMID: 22222080

Timmers L, Sluijter JP, van Keulen JK, Hoefer IE, Nederhoff MG, Goumans MJ, et al. (2008) Toll-like re-
ceptor 4 mediates maladaptive left ventricular remodeling and impairs cardiac function after myocardial
infarction. Circ Res 102: 257-264. PMID: 18007026

PLOS ONE | DOI:10.1371/journal.pone.0121853 March 30, 2015 15/15


http://www.ncbi.nlm.nih.gov/pubmed/7499865
http://www.ncbi.nlm.nih.gov/pubmed/7636208
http://dx.doi.org/10.1189/jlb.1107796
http://dx.doi.org/10.1189/jlb.1107796
http://www.ncbi.nlm.nih.gov/pubmed/18426970
http://www.ncbi.nlm.nih.gov/pubmed/8314838
http://www.ncbi.nlm.nih.gov/pubmed/2991337
http://www.ncbi.nlm.nih.gov/pubmed/2173721
http://www.ncbi.nlm.nih.gov/pubmed/18025128
http://www.ncbi.nlm.nih.gov/pubmed/14751736
http://www.ncbi.nlm.nih.gov/pubmed/16435072
http://www.ncbi.nlm.nih.gov/pubmed/16923753
http://www.ncbi.nlm.nih.gov/pubmed/12771000
http://www.ncbi.nlm.nih.gov/pubmed/16495760
http://www.ncbi.nlm.nih.gov/pubmed/15598866
http://dx.doi.org/10.1016/j.ijcard.2010.04.053
http://www.ncbi.nlm.nih.gov/pubmed/20546954
http://dx.doi.org/10.1016/j.jacc.2011.08.066
http://www.ncbi.nlm.nih.gov/pubmed/22222080
http://www.ncbi.nlm.nih.gov/pubmed/18007026


<<
  /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


