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Abstract Wound microenvironment presents widespread
oxidant stress, inflammation, and onslaught of apoptosis.
Carbon monoxide (CO) exerts pleiotropic cellular effects by
modulating intracellular signaling pathways which translate
into cellular protection against oxidative stress, inflammation,
and apoptosis. CO-releasing molecules (CO-RMs) deliver CO
in a controlled manner without altering carboxyhemoglobin
levels. This study observed a potential therapeutic value of
CO in the wound healing by using tricarbonyldichlororuthe-
nium (II) dimer (CO-releasing molecule (CO-RM)-2), as one
of the novel CO-releasing agent. The effect of CO-RM-2
treatment was studied on wound contraction, glucosamine,
hydroxyproline levels, and mRNA of cytokines/adhesion
molecule in rats using a full-thickness cutaneous wound
model and angiogenesis in chick chorioallantoic membrane
(CAM) model. CO-RM-2 treatment increased cellular prolif-
eration and collagen synthesis as evidenced by the increase in
wound contraction and hydroxyproline and glucosamine
contents. The mRNA expression of cytokines endorsed fast
healing, as was indicated by the inhibition of pro-inflammatory
adhesion molecules such as ICAM-1 and cytokine TNF-oc and
upregulation of anti-inflammatory cytokine IL-10. An ELISA
assay of IL-10 and TNF-« cytokines revealed pro-healing
modulation in excision wound by CO-RM-2 treatment. CO-
RM significantly promoted the angiogenesis as compared to
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the iCO-RM group in vitro in CAM model demonstrating pro-
angiogenic effects of CO-RM-2 in wound healing process.
These results indicate that CO-RM-2 may have a potential
application in the management of recalcitrant/obstinate
wounds wherein, active wound healing is desired. This study
also opens up a new area of research for the synthesis of novel
CO-releasing molecules to be used for such purposes.
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Introduction

Wound healing is a natural restorative response to tissue injury
and involves sequential influx of inflammatory cells, prolif-
eration of stromal elements, ingrowth of blood vessels, and
production of an extracellular matrix essential for efficient
healing. Maximum tissue strength is achieved through the
regulated remodeling and maturation of the extracellular
matrix. Wound healing begins with a repair cascade, which
culminates in the formation of new granulation tissue.
Cutaneous wounds in addition to causing pain and discomfort
and predisposing the patient to superficial and chronic
infection, involve significant costs associated with the long-
term treatment (Dal-Secco et al. 2003; Campos et al. 2008).

Carbon monoxide (CO), a low molecular weight gas and an
infamous toxic air pollutant, is normally produced in the
biological systems from degradation of heme catalyzed by
heme oxygenase (HO-1 or HO-2) enzymes (Rodgers et al.
1994). HO-1 is a low molecular weight stress protein induced
to invoke cellular protection in injury, inflammation, oxida-
tive stress, etc. This protective response provided by HO-1 is
ascribed to its end products namely, biliverdin and carbon
monoxide (Stefan et al. 2007). The role of HO-1 in wound
healing has also been shown previously (Wagener et al. 2003;
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Grochot-Przeczek et al. 2009; Ahanger et al. 2010). CO
exerts pleiotropic cellular effects by modulating intracellular
signaling pathways. CO elicits a cytoprotective, immuno-
modulator, and anti-inflammatory response by modulating
cytokines and activating mitogen-activated protein kinases
(Abraham and Kappas 2008). CO, when administered at
250 ppm, has shown inhibition of cytokine production, both
in vivo and in vitro, in response to lipopolysaccharide insult
(Otterbein et al. 2000; Moore et al. 2005). The administration
of CO through inhalation tried during the systemic inflam-
matory response syndrome, demonstrated a protective effect
but altered carboxyhemoglobin levels (Ott et al. 2005).
Recently, transition metal carbonyls, CO-releasing molecules
(CO-RMs), have been synthesized as novel group of
substances with a unique ability to release CO in a controlled
manner which is capable of modulating physiological
functions, without disturbing the carboxyhemoglobin levels.
These molecules have shown potential pharmacological use
in conditions wherein controlled CO release is desired
(Motterlini et al. 2003). In this perspective, CO delivered by
tricarbonyldichlororuthenium (II) dimer (CO-RM-2) attenuat-
ed leukocytes infiltration in the kidney of burned mice (Sun et
al. 2008). CO-RM-liberated CO has demonstrated inhibitory
effects on myocardial ischemia—reperfusion damage (Clark et
al. 2003; Guo et al. 2004); inflammatory response in LPS-
stimulated macrophages (Sawle et al. 2005) and expression of
CDl11b in platelet-activating factor activated polymorphonu-
clear cells (Urquhart et al. 2007). In rat aortic and cardiac
tissues, liberation of CO by CO-RM has shown vasorelaxant
effects (Foresti et al. 2004; Motterlini et al. 2005).

The role of CO-RM-released CO in cutaneous excision
wound healing has not been investigated so far. Therefore,
in the present study, the use of CO-RM-2, one of the novel
CO-releasing agents was proposed to assess the effects and
potential mechanisms of CO in the modulation of wound
healing in rats.

Methods
Animals

Healthy adult male Wistar rats (200-250 g) were procured
from the Laboratory Animal Resource Section, Indian
Veterinary Research Institute, [zatnagar (Uttar Pradesh), India.
The animals were housed in polypropylene cages with free
access to standard feed and water in divisional animal house
for a week, as an acclimatization period. The experimental
protocols involved in this study were approved by the
Institutional Animal Ethics Committee and conforms to the
guidelines for the Care and Use of Laboratory Animals
published by the US National Institute of Health (NIH
publication no. 85-23, revised 1996).
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Drug and solutions

CO-RM-2, purchased from Sigma Chemicals, was dissolved in
dimethy! sulfoxide (DMSO) and diluted with pre-autoclaved
normal saline.

Wound model

The animals were anesthetized by an intraperitoneal (i.p.)
injection of pentobarbitone sodium (50 mg/kg). A 2x2 cm?
(400 mm?) open excision-type wound was created to the
depth of loose subcutaneous tissue. Animals, after recovery
from anesthesia, were housed individually in properly
disinfected cages and were divided in the following two
groups:

Group I (Negative control): Inactive CO-RM-2 (iCO-RM-2)
was prepared by dissolving CO-RM-2 in 0.75% v/v
DMSO in normal saline. The solution was left for
18 h at 37°C in a 5% CO, humidified atmosphere
to liberate CO. The iCO-RM-2 solution was finally
bubbled with nitrogen to remove the residual CO
present in the solution. iCO-RM-2 was adminis-
tered i.p. at the rate of 5 mg/kg body weight to the
rats once daily for 9 days.

Group II (Treatment): CO-RM-2 was prepared in 0.75%
DMSO in normal saline and administered at a
dose of 5 mg/kg i.p. once daily for 9 days. The
dose selected for CO-RM-2 was decided on the
basis of several reports citing a dose equivalent to
5 mg/kg body weight administered through i.p.
route.

Wound contraction measurements

The surface area of the wound was measured by tracing its
contour using a transparent paper on days 0, 2, 4, 7, and 10
post-wounding. The area (in square millimeters) within the
boundaries of each tracing was determined planimetrically.
The percent wound contraction was derived by using the
mathematical expression as follows:

Percent wound contruction

_ 0 — day wound area — unhealed wound area < 100
N 0 — day wound area

Biochemical parameters of wound healing

The rats were euthanized with an overdose of diethyl ether,
and a granulation tissue from the healed wound, including
1-2 mm of normal skin surrounding it with full thickness,
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was excised on day 10 after the creation of the wound. The
granulation tissue was used to analyze biochemical param-
eters of healing, viz., hydroxyproline (Woessner 1961) and
glucosamine (Rondle and Morgan 1955).

mRNA expression studies

The granulation tissue excised on day 10 after the
creation of the wound was used to study the expression
pattern of mRNA of various cytokines and adhesion
molecule. The total RNA was extracted using the
QIAGEN RNeasy Mini-extraction kit (QIAGEN Ltd.,
Valencia, CA, USA) as per the manufacturer’s instruc-
tions. cDNA synthesis was carried out by using MMLV
reverse transcriptase. The gene expression was deter-
mined using the real-time PCR technique. The published
primer sequences specific for rat IL-10, TNF-«, intracel-
lular cell adhesion molecule-1 (ICAM-1), and [(3-actin
were employed (Table 1).

Real-time PCR reactions were conducted on a Stratagene
Q-Cycler and analyzed using the Mx3000P software with
SYBR Green as the reference dye. To ascertain the
specificity of the amplified product, dissociation curves
were generated at temperatures of 55 through 95°C. The
results were expressed in terms of threshold cycle values
(Ct). To study the relative change in gene expression, the
2724 Cr method was used (Livak and Schmitten 2001). This
method enabled us to calculate the fold change in gene
expression as “Fold change” =224 €T where AA Cy=(Cr of
target gene— Cr of 3-actin) treatment—(Cr of target gene—Cr
of [3-actin) control. [3-Actin was used as a housekeeping
gene required for the relative quantification of the mRNA of
other genes.

ELISA assay for TNF-« and IL-10

The granulation tissue (50 mg) already stored at —80°C was
pulverized in ice-cold lysis buffer containing 100 mM Tris—
HCl, and 0.05 mM EDTA (500 pl of lysis buffer/50 mg tissue)
with the help of chilled pestle and mortar and a pinch of glass
wool. After the tissues were thoroughly pulverized into a

homogenous mixture, they were transferred to 1.5-ml micro-
centrifuge tubes and centrifuged for about 10 min at
10,000 rpm, and a supernatant protein lysate was collected
for the further protocols envisaged in the experiment. The
enzyme-linked immunosorbent assay (ELISA) protocol was
followed as per the manufacturer’s instructions (eBioscience
Inc. catalog nos. 88-7340-22-TNF-o and 88-7104-22-1L-10).
The total protein content of the lysate was estimated as per the
method of Lowry et al. (1951).

In vitro chick chorioallantoic membrane model
to assess angiogenic activity

The chorioallantoic membrane (CAM) model was used
to assess angiogenic activity of the treatments as
described by Lobb et al. (1985). Nine-day-old embryo-
nated chick eggs were screened by candling for the
presence of live fully grown embryos. A small window of
10-mm? area was created in the shell, and the site was
cleaned of shreds of shell membrane so that the
chorioallantoic membrane is visible under the camera
mounted on a microscope. A sterile methyl cellulose disk
10 mm in diameter loaded with CO-RM-2 and iCO-RM-2
(10—15 pg) was placed at the junction of large blood
vessels. The window was sealed with a transparent tape,
and the eggs were again incubated at 37°C in a well-
humidified chamber for 72 h. Finally, the window was
opened, and new blood vessel formation was observed
and compared with the eggs containing inactive CO-RM
impregnated disks. The blood vessel density was
assessed by analyzing photographic images of CAM for
morphometric analysis in terms of the number of red pixels
per unit area of the photograph using the National Institute of
Health Image J software (v1.38) and AngioQuant software
(Niemisto et al. 2005).

Histological studies
Skin (granulation tissue) already preserved in 10% formalin

was subjected to sectioning and 6-pum thickness sections
were stained with hematoxylin and eosin. The stained slides

Table 1 Description of primers

Primer sequences

Annealing temperature

used Sample no. Gene
1. [3-actin
2. ICAM-1
3. TNF-o
4. IL-10

F 5'-AGTGTGACGTTGACATCCGT-3' 52°C
R 5’-GACTCATCGTACTCCTGCTT-3'

F 5’-AGGTATCCATCCATCCCACA-3’ 50°C
R 5'-GCCACAGTTCTCAAAGCACA-3’

F 5'-ATGAGCACAGAAAGCATGATCC-3’ 50°C
R 5'-GAAGATGATCTGAGTGTG-3’

F 5'-CCTGCTCTTACTGGCTGGAC-3’ 52°C

R 5'-TGTCCAGCTGGTCCTTCTTT-3'
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were visualized for histological changes under a light
microscope.

Statistical analysis

Results are expressed as mean+SEM, with n equal to the
number of replicates. The statistical significance between
the experimental and control values was analyzed by
applying an unpaired ¢ test using the GraphPad Prism
v4.03 software program (San Diego, CA, USA), and the
differences between the experimental and control groups
were considered statistically significant at P<0.05.

Results
CO-RM-2-enhanced wound contraction

The CO-RM-2-treated wounds contracted significantly faster
than iCO-RM-treated group in this study. As is evident from
Fig. 1, the mean percent wound contraction of the CO-RM-
2-treated group (15.87+0.82, n=6) differed significantly
from the iCO-RM group (5.45+1.21) on day 2, and this
significant difference continued till the last observation (tenth
day after wound formation), 85.73.40+1.49 (CO-RM-2)
versus 75.73+£1.88 (iICO-RM, n=6; P<0.01).

CO-RM-2 increased/upregulated pro-healing biochemical
parameters

The CO-RM-2 treatment significantly increased the hydroxy-
proline content (15.80+0.34 mg/g tissue, n=5), as compared
to the iCO-RM group (9.75+0.56 mg/g tissue, n=>5) which
too was significantly higher than the iCO-RM group (Fig. 2).
The glucosamine content showed a similar trend as that of
hydroxyproline, i.e., CO-RM-2 group revealed a significantly
higher content of glucosamine (6.96+0.56 mg/g tissue, n=5)
than the control group (4.78+0.45 mg/g tissue; Fig. 3).
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Fig. 1 Effect of CO-RM-2 (5 mg/kg, i.p. once daily for 9 days) on the
percent wound contraction recorded on different days after wound
creation. Values are depicted as mean+SEM, n=6. **P<0.01, as
compared with control
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Pro-healing modulation of CO-RM-2 on pro-inflammatory
adhesion molecule (ICAM-1)

As shown in Fig. 4, the mRNA level of ICAM-1 in the CO-
RM-2-treated group (0.390+0.007; n=3) was significantly
lower than the iCO-RM group.

Pro-healing modulation of CO-RM-2 on pro-inflammatory
TNF-« cytokine

The effect of CO-RM-2 on the mRNA expression of the
pro-inflammatory cytokine TNF-«x is presented in Fig. Sa.
The CO-RM-2 treatment significantly reduced the expres-
sion of the mRNA level of TNF-« than the iCO-RM group.
The ELISA assay revealed a significant reduction in the
inflammatory cytokine TNF-«, in the granulation tissue of
the CO-RM-treated group (54.65+4.79 pg/mg protein), as
compared to the iCO-RM group (145.14+£2.25 pg/mg of
protein; Fig. 5b).

Pro-healing modulation of CO-RM-2 on anti-inflammatory
IL-10 cytokine

The expression of mRNA of IL-10 in the CO-RM-2-treated
group was significantly higher (6.48+0.024) than the iCO-
RM group (Fig. 6a). The ELISA assay of IL-10, an anti-
inflammatory cytokine, revealed significantly higher levels
(1,599.34£95.41 pg/mg protein) in the CO-RM-treated
group, as compared to the iCO-RM group (872.04+
35.86 pg/mg of protein; Fig. 6b).

Effect of CO-RM on the angiogenesis assayed by in vitro
chick chorioallantoic membrane model

The pro-angiogenic effects of the treatments demonstrated
by the CAM model are presented in Fig. 7a, b. The CO-RM
significantly promoted the angiogenesis as compared to the
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Fig. 2 Hydroxyproline content (mg/g of tissue weight) of the granulation
tissue excised on day 10 after the creation of wound. Values are depicted as
mean+SEM, n=5. **P<0.01 as compared with control
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Fig. 3 Glucosamine content (mg/g of tissue weight) of the granulation
tissue excised on day 10 after the creation of wound. Values are depicted as
mean+SEM, n=5. ¥**¥P<0.01, as compared with control

iCO-RM group. The maximum pro-angiogenic effects as
demonstrated by the maximum number of red pixels
(3,431.6+165.2) as against 1,563.5+£76.7 per unit area in
the iCO-RM group are shown in Fig. 7. Figure 7b
represents the photographs of chick chorioallantoic mem-
brane taken pre- and post-drug impregnation.

Histological findings

The histological sections of the healed skin showed that tissue
regeneration is much greater in the CO-RM-2-treated group.
Evidently, the granulation tissue of the CO-RM-2 group
(Fig. 8b) was compact and mature with less edema,
inflammatory cell infiltration, and necrosis. The CO-RM-2
treatment also revealed enhanced epithelialization, fibropla-
sia, and neovascularization (Fig. 8b). Wound sections of the
iCO-RM (Fig. 8a) group revealed loose granulation tissues
with necrotic patches and sparse blood capillary formation.
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Fig. 4 Effect of CO-RM-2 (5 mg/kg, i.p. once daily for 9 days) on
ICAM-1 mRNA expression in the granulation tissue excised on day 10
after the wound creation. Values are depicted as mean+SEM, n=3. **P<
0.01, as compared with the control

Discussion

Wound healing involves a complex and well-orchestrated
interaction of cells, extracellular matrix, and cytokines. The
sensitive balance between the stimulating and inhibitory
mediators of the wound repair process is crucial to achieve
an early and fast healing following injury. The fibroblasts
are responsible for the synthesis, deposition, and remodel-
ing of the extracellular matrix. After migrating into the
wounds, the fibroblasts initiate the synthesis of the
extracellular matrix. Collagen is a major protein of the
extracellular matrix and contributes to the wound strength
(Singer and Clark 1999). The production of CO as a result
of the increased activity of HO could be a novel defense
mechanism of the cells beset with inflammation and other
related stress factors present in the microenvironment of a
wound, which may stimulate the process of wound healing
(Abraham and Kappas 2008). The increased rate of wound
contraction in the CO-RM-2-treated group might be
attributed to the anti-apoptotic, anti-inflammatory, and
cytoprotective action of CO which results in conditions
conducive for proliferation, transformation of fibroblasts
into myofibroblasts, and reepithelialization (Brouard et al.
2000; Zhang et al. 2003). CO potentially attenuates reactive
oxygen species and reactive nitrogen species which are
invariably present in the microenvironment of wounds;
therefore, the presence of CO at such places may synergize
the healing process (Cepinkas et al. 2008). The early
reepithelialization and faster wound closure in the CO-RM-
2-treated group might be ascribed to increased keratinocyte
proliferation and their migration to the wound surface
(Moulin et al. 2000). The observed enhanced levels of
hydroxyproline, as an index of collagen deposition and
glucosamine, a major building block of proteoglycans, in
CO-RM-2-treated rats might be attributed to the protective
and proliferative effects of CO on fibroblasts.

Various studies have demonstrated the role of exogenous
CO in modulation of inflammation (Goebel et al. 2008).
Recently, the transition metal carbonyl has been identified
as a CO-RM with potential to facilitate the pharmaceutical
use of CO by delivering it to the tissue and organs
(Motterlini et al. 2003) without altering carboxyhemoglobin
levels (Motterlini et al. 2003). The vasoactive, antihyper-
tensive, cardioprotective, and anti-rejection effects of CO-
RM have been attributed to CO released by CO-RM (Guo
et al. 2004; Motterlini et al. 2005). CO-RM-released CO
has been shown to produce anti-inflammatory effects both
in vitro and in vivo, and anti-inflammatory action is
beneficial for the resolution of acute inflammation (Otter-
bein et al. 2003). To determine the effect of CO-RM-2 on
the inflammatory process, we analyzed the expression of
mRNA of pro-inflammatory adhesion molecules, ICAM-1
and TNF-« cytokine and anti-inflammatory cytokine, IL-10.
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Fig. 5 Effect of CO-RM-2
(5 mg/kg, i.p. once daily for

9 days) on TNF-oc mRNA ex-
pression (a) and TNF-« cytokine
(b) in the granulation tissue ex-
cised on day 10 after the wound
creation. Values are depicted as
mean+SEM, n=3. **P<(.01 as
compared with the control
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Fast and early healing process involves a balanced expression
of pro-inflammatory and anti-inflammatory cytokines. In this
study, the CO-RM-2-treated group showed markedly low
levels of pro-inflammatory ICAM-1 adhesion molecule and
TNF-« cytokine and high levels of anti-inflammatory IL-10
cytokine mRNA as compared to the iCO-RM group.

The adhesion molecule ICAM-1 mediates leukocyte
adhesion and correlates with the infiltration of leukocytes
into inflammatory lesions (Defazio et al. 2000; Rahman et
al. 2002). ICAM-1 and other adhesion molecule expres-
sions are the initial markers of inflammatory reactions and
are involved in the acute inflammatory reactions following
injury (Mileski et al. 2003). The present results showed that
the expression levels of ICAM-1 in the granulation tissue of
the iCO-RM group were higher and markedly inhibited by
CO-RM treatment. Though we do not have data to support
that CO-RM-2 inhibits the expression of ICAM-1 mRNA
in excision wounds in rats, in related studies: (a) CO-RM-2
in thermally injured mice significantly reduced the expres-
sion of the ICAM-1 protein in renal tissues suggesting that
the CO-RM-2 attenuates the leukocyte infiltration in skin
wound (Sun et al. 2008) and (b) CO-RM-2 treatment
prevented ICAM-1 expression in hepatic ischemia reperfu-
sion injury in rats (Wei et al. 2010).

CO has been proved to be an important mediator that
exerts a potent anti-inflammatory effect at low concen-
trations. In the murine model, CO preconditioning had

Fig. 6 Effect of CO-RM-2
(5 mg/kg, i.p. once daily for

9 days) on IL-10 mRNA expres-
sion (a) and on IL-10 cytokine
(b) in the granulation tissue ex-
cised on day 10 after the wound
creation. Values are depicted as
mean+SEM, n=3. **P<0.01 as
compared with the control
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resulted in the reduced production of serum TNF-«, IL-1f3,
and IL-6 (Morse et al. 2003). Additionally, CO confers
tissue protection by modulating intracellular signaling
pathways to account for its anti-inflammatory, anti-
apoptotic and antioxidant effects (Kim et al. 2006; Ryter
et al. 2006). The entire quantum of cellular mRNA may not
get translated into the target protein owing to the short half-
life of the mRNA within the cell, particularly under the
hostile conditions of a wound. To ascertain the actual
quantity of the protein translated from the expressed
mRNA, an ELISA assay was conducted for two important
cytokines which regulate the level of inflammation within
the cells. The anti-inflammatory cytokine IL-10 was
markedly increased, and in contrast, pro-inflammatory
cytokine TNF-« was significantly decreased suggesting a
pro-healing trend in response to CO-RM-2. The loss of
TNF-¢ in TNF-o¢ null mice promotes granulation tissue
formation and retards reepithelialization in healing of
mouse cutaneous wound (Shinozaki et al. 2009). TNF-«
regulates matrix metallopeptidase-2 (MMP-2) activation in
human skin and inflammation and is found during matrix
remodeling in many clinical situations including wound
healing and cancer metastasis. High levels of TNF-x are
found in chronic wounds and explains the destructive role
of excessive inflammation in tissue. Since high levels of
TNF-« are found in chronic wounds, TNF-« activation of
pro-MMP suggests a mechanism for the destructive role of
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Fig. 7 Density of blood vessels per unit area assessed by in vitro chick CAM model (a) and photograph of chick chorioallantoic membrane
before and after the impregnation with drugs (b). Values are depicted as mean+SEM, n=6. **P<0.01 as compared with control

excessive inflammation in tissues (Han et al. 2001). In this
study, the CO-RM-2 treatment which caused a significant
reduction of TNF-x mRNA expression may explain the
reduced TNF-« protein expression favoring early wound
closure and tissue regeneration. In addition to pro-
inflammatory cytokines, anti-inflammatory cytokine IL-10
is thought to play a major role in the limitation and
termination of inflammatory responses. In addition, it
regulates growth and/or differentiation of various immune
cells including keratinocytes and endothelial cells (Moore
et al. 2001). IL-10 is an immunomodulatory cytokine with
potent anti-inflammatory effects suppressing the most
facets of innate and T cell-mediated inflammation. In a
variety of cell types, including macrophages, neutrophils,
etc., IL-10 blocks the pro-inflammatory functions and
mediates downregulation of pro-inflammatory mediators
(Moore et al. 2001). IL-10 decreases inflammatory response
to injury and helps in the restoration of normal dermal

architecture (Peranteau et al. 2008). In the present study,
CO-RM-2 treatment resulted in higher levels of IL-10
mRNA expression which may be associated with the
reduced levels of pro-inflammatory cytokines and growth
factor ICAM-1 favoring a shift to regenerative adult wound
healing.

Neovascularization in the wounds is central to healing
and involves the growth of new capillary blood vessels.
This process is clinically manifested as “granulation tissue”
(Rees et al. 1999; Li et al. 2001). Immediately following
injury, angiogenesis is initiated by multiple molecular
signals, including hemostatic factors, inflammation, cyto-
kines, growth factors, and cell matrix interactions. Growth
factors are critical mediators of wound neovascularization,
expressed during healing in a temporal and orchestral
manner. The growth factors refer to a broad family of
proteins that promote cell proliferation and migration. At
least 20 growth factors that stimulate angiogenesis have

Fig. 8 Hematoxylin and eosin-stained tissues of iCO-RM-treated group
(a) revealed loose granulation tissue with necrotic patches and sparse
blood capillary formation and CO-RM-2-treated group under x100

CO-RM:2 {(100X)

magnification (b) which was compact and mature with less edema,
inflammatory cell infiltration, necrosis, and enhanced epithelialization,
fibroplasia, and neovascularization, respectively
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been identified and sequenced, and their genes have been
cloned. Among these are platelet-derived growth factor
(PDGF), vascular endothelial growth factor (VEGF),
fibroblast growth factors (FGFs), and transforming growth
factors (TGFs; Li et al. 2003). One day after wounding,
PDGF is detected on vascular endothelial cells of injured
skin, where its presence is minimal in normal intact skin
(Hanahan and Folkman 1996). CO decreases platelet-
derived growth factor-stimulated vascular smooth muscle
cell migration via the inhibition of Nox1 enzymatic activity,
which reveals a novel mechanism by which CO may
mediate its beneficial effects in arterial inflammation and
injury (Rodriguez et al. 2010). Between 3 and 7 days after
wounding, VEGF expression peaks coincide with the
clinical appearance of granulation tissue (Asahara et al.
1999). At day 5, FGF is expressed at its peak level, which
by day 7 returns to the baseline level (Carmeliet and Luttun
2001). CO treatment to myofibroblasts increased FGF15
expression which enhanced colonic epithelial cell restitu-
tion (Uchiyama et al. 2010). The most salient feature of
CO-mediated cytoprotection is the suppression of inflam-
mation and cell death. CO results in the regulated
expression of TGF-f3, a potent anti-inflammatory cytokine.
CO-induced hypoxia-inducible factor lx and TGF-f3
expression are necessary to prevent anoxia/reoxygenation-
induced apoptosis in macrophage (Chin et al. 2007). Cross
talk too takes place between various signal transduction
pathways used by growth factors (Amano et al. 2002).

The CAM assay is the most widely used assay for
screening angiogenesis in vivo. It allows for studying the
mechanism of action of several angiogenic factors and
inhibitors. It allows a quantitative analysis of new blood
vessel formation, and it is amiable to both intravascular and
topical administration. The valuable features of the CAM
assay are the relative ease of carrying out the assay, the
ready availability of the experimental materials which are
inexpensive and suitable for large screening, and also the
reliability of the procedure (Auerbach et al. 2003; Staton et
al. 2004; Favia et al. 2008).

Angiogenesis during wound repair serves the dual
function of providing the nutrients required by the healing
tissue and contributes to the structural repair through the
formation of granulation tissue (Martin et al. 2003). VEGF
improves angiogenesis during wound healing by stimulat-
ing the migration of endothelial cells through the extracel-
lular matrix (Ferrara 1999). The application of by-products
of HO-1, i.e., CO and/or bilirubin, has also been demon-
strated to upregulate VEGF in endothelial cells (Jozkowicz
et al. 2003). In the present study, the CO-RM treatment
group revealed significantly increased angiogenesis as is
evident from the CAM model findings. Additionally, a
histological evaluation of granulation tissue from the
treated group of rats also indicated enhanced blood vessel
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density as compared to the iCO-RM group of rats.
Moreover, a pro-angiogenic effect of HO-1/CO has already
been shown in different models of angiogenesis (Dulak et
al. 2008; Loboda et al. 2008).

Conclusions

In conclusion, the treatment with CO-RM-2 showed a
potent pro-healing activity which may be attributed to the
cytoprotective, immunomodulatory, and anti-inflammatory
effects of CO, invoked by modulating cytokines thereby,
favoring an early and fast healing process.

This conclusion is based on several evidences. (a) CO
enhances the wound contraction markedly better than the
iCO-RM group in the excision wound, (b) CO augments
the hydroxyproline and glucosamine contents of granula-
tion tissue and (c) the mRNA expression of pro-
inflammatory adhesion molecule (ICAM-1) and cytokine
TNF-« and anti-inflammatory cytokine (IL-10) is modulat-
ed to favor early healing, (d) CO-RM-2 significantly
promoted the angiogenesis as compared to the iCO-RM
group in vitro chick CAM model demonstrated pro-
angiogenic effects of CO-RM-2 in the wound healing
process.

CO as a promoter of wound healing provides two
advantages. Firstly, it offers the precise correlation between
CO-RM-2 treatment and wound healing parameters. Sec-
ondly, the discovery of CO-RM-2 as promoter of wound
healing permits the use of other CO-releasing molecules in
the management of wound healing. This has obvious
clinical applications in the management of immunocom-
promised/obstinate wounds.

Acknowledgments The authors are thankful to Dr. M.C. Sharma,
Director, Dr. D. Das, Joint Director (Academic), and Dr. G.C. Ram,
Scientific Coordinator of the Institute for providing necessary facilities
to conduct the study.

Conflict of interest statement The authors declare that there are no
conflicts of interest.

References

Abraham NG, Kappas A (2008) Pharmacological and clinical aspects
of heme oxygenase. Pharmacol Rev 60:79-127

Ahanger AA, Prawez S, Leo MDM, Kathirvel K, Kumar D, Tandan
SK, Malik JK (2010) Pro-healing potential of hemin: an inducer
of heme oxygenase-1. Eur J Pharmacol 645:165-170

Amano H, Hayashi I, Yoshida S, Yoshimura H, Majima M (2002)
Cyclooxygenase-2 and adenylate cyclase/protein kinase. A
signaling pathway enhances angiogenesis through induction of
vascular endothelial growth factor in rat sponge implants. Human
Cell 15:13-24



Naunyn-Schmiedeberg's Arch Pharmacol (2011) 384:93—-102

101

Asahara T, Masuda H, Takahashi T, Kalka C, Pastore C, Silver M,
Kearne M, Magner M, Isner JM (1999) Bone marrow origin of
endothelial progenitor cells responsible for postnatal vasculo-
genesis in physiological and pathological neovascularization.
Circ Res 85:221-228

Auerbach R, Lewis R, Shinners B, Kubai L, Akhtar N (2003)
Angiogenesis assays: a critical overview. Clin Chem 49:32-40

Brouard S, Otterbein LE, Anrather J, Tobiasch E, Bach FH, Choi AM,
Soares MP (2000) Carbon monoxide generated by heme
oxygenase-1 suppresses endothelial cell apoptosis. J Exp Med
192:1015-1026

Campos AC, Groth AK, Branco AB (2008) Assessment and
nutritional aspects of wound healing. Curr Opin Clin Nutr
Metabol Care 11:281-288

Carmeliet P, Luttun A (2001) The emerging role of the bone marrow-
derived stem cells in (therapeutic) angiogenesis. Thromb Haemost
86:289-297

Cepinkas G, Katada K, Bihari A, Potter FR (2008) Carbon monoxide
liberated from carbon monoxide-releasing molecule CO-RM-2
attenuates inflammation in the liver of septic mice. Am J Physiol-
Gastr L 294:G184-G191

Chin BY, Jiang G, Wegiel B, Wang HJ, Macdonald T, Zhang XC,
Gallo D, Cszimadia E, Bach FH, Lee PJ, Otterbein LE (2007)
Hypoxia-inducible factor lalpha stabilization by carbon monox-
ide results in cytoprotective preconditioning. Proc Natl Acad Sci
USA 104(12):5109-5114

Clark JE, Naughton P, Shurey S, Green CJ, Johnson TR, Mann BE,
Foresti R, Motterlini R (2003) Cardioprotective actions by a
water-soluble carbon monoxide-releasing molecule. Circ Res 93:
e2—e8

Dal-Secco D, Paron JA, de Oliveira SHP, Silva SH, de Queiroz CF
(2003) Neutrophil migration in inflammation: nitric oxide
inhibits rolling, adhesion and induces apoptosis. Nitric Oxide
9:153-164

Defazio G, Nico B, Trojano M, Ribatti D, Giorelli M, Ricchiuti F,
Martino D, Roncali L, Livrea P (2000) Inhibition of protein
kinase C counteractsTNF-«-induced ICAM-lexpression and
fluid phase endocytosis on brain microvascular endothelial cells.
Brain Res 863:245-248

Dulak J, Deshane J, Jozkowicz A, Agarwal A (2008) Heme
oxygenase-1 and carbon monoxide in vascular pathobiology:
focus on angiogenesis. Circulation 117:231-241

Favia G, Mariggio MA, Maiorano E, Cassano A, Capodiferro S,
Ribatti D (2008) Accelerated wound healing of oral soft tissues
and angiogenic effect induced by a pool of aminoacids combined
to sodium hyaluronate (AMINOGAM). J Biol Reg Homeos Ag
22:109-116

Ferrara N (1999) Molecular and biological properties of vascular
endothelial growth factor. J Mol Med 77:527-543

Foresti R, Hammad J, Clark JE, Johnson TR, Mann BE, Friebe A,
Green CJ, Motterlini R (2004) Vasoactive properties of CO-RM-
3, a novel water-soluble carbon monoxide-releasing molecule. Br
J Pharmacol 142:453-460

Goebel U, Siepe M, Mecklenburg A, Stein P, Roesslein M, Schwer CI,
Schmidt R, Doenst T, Geiger KK, Pahl HL, Schlensak C, Loop T
(2008) Carbon monoxide inhalation reduces pulmonary inflam-
matory response during cardiopulmonary bypass in pigs. Anes-
thesiology 108:1025-1036

Grochot-Przeczek A, Lach R, Mis J, Skrzypek K, Gozdecka M,
Sroczynska P, Dubiel M, Rutkowski A, Kozakowska M,
Zagorska A, Walczynski J, Was H, Kotlinowski J, Drukala J,
Kurowski K, Kieda C, Herault Y, Dulak J, Jozkowicz A (2009)
Heme oxygenase-1 accelerates cutaneous wound healing in mice.
PLoS One 4:¢5803

Guo Y, Stein AB, Wu WJ, Tan W, Zhu X, Li QH et al (2004)
Administration of CO-releasing molecule at the time of reperfu-

sion reduces infarct size in vivo. Am J Physiol-Heart C 286:
H1649-H1653

Han YP, Tuan TL, Wu H, Hughes M, Garner WL (2001) TNF-alpha
stimulates activation of pro-MMP2 in human skin through NF-
(kappa)B mediated induction of MT1-MMP. J Cell Sci 114(Pt
1):131-139

Hanahan D, Folkman J (1996) Patterns and emerging mechanisms of
the angiogenic switch during tumorigenesis. Cell 9:353-364

Jozkowicz A, Huk I, Nigisch A, Weigel G, Dietrich W, Motterlini R,
Dulak J (2003) Heme oxygenase and angiogenic activity of
endothelial cells: stimulation by CO and inhibition by tin
protoporphyrin IX. Antioxid Redox Signal 5:155-162

Kim HP, Ryter SW, Choi AM (2006) CO as cellular signaling
molecule. Ann Rev Pharmacol Toxicol 46:411-449

Li WW, Li VW, Tsakayannis D (2001) Angiogenesis therapies.
Concepts, clinical trials, and considerations for new drug
development. In: Fan T-PD, Kohn EC (eds) The new angiother-
apy. Humana, Totowa, NJ, pp 547-571

Li WW, Tsakayannis MD, Li MVD (2003) Angiogenesis: a control
point for normal and delayed wound healing. Contemp Surg 1:5—
11

Livak KJ, Schmitten TD (2001) Analysis of relative gene expression
data using real-time quantitative PCR and the 2(-Delta Delta
(CT)). Methods 25:402-408

Lobb RR, Alderman EM, Fett JW (1985) Induction of angiogenesis
by bovine brain derived class I heparin binding growth factor.
Biochemistry 24:4970-4973

Loboda A, Jazwa A, Grochot-Przeczek A, Rutkowski AJ, Cisowski J,
Agarwal A, Jozkowicz A, Dulak J (2008) Heme oxygenase-1 and
the vascular bed: from molecular mechanisms to therapeutic
opportunities. Antioxid Redox Signal 10:1767-1812

Lowry OH, Rosebrough NJ, Farr AL, Randall RJ (1951) Protein
measurement with the folin phenol reagent. J Biol Chem
193:265-275

Martin A, Komada MR, Sane DC (2003) Abnormal angiogenesis in
diabetes mellitus. Med Res Rev 23:117-145

Mileski WJ, Burkhart D, Hunt JL, Kagan RJ, Saffle JR, Herndon DN
et al (2003) Clinical effects of inhibiting leukocyte adhesion with
monoclonal antibody to intercellular adhesion molecule-1 (enli-
momab) in the treatment of partial- thickness burn injury. J
Trauma 54:950-958

Moore KW, De Waal MR, Coffman R, O’garra A (2001) Interleukin-
10 and the interleukin-10 receptor. Annu Rev Immunol 19:683—
765

Moore BA, Overhaus M, Whitcomb J, Ifedigbo E, Choi AM,
Otterbein LE et al (2005) Brief inhalation of carbon monoxide
protects rodent and swine from postoperative ileus. Crit Care
Med 33:1317-1326

Morse D, Pischke SE, Zhou Z, Dvis RJ, Flavell RA, Loop T,
Otterbein SL, Otterbein LE, Choi AM (2003) Suppression of
inflammatory cytokine production by carbon monoxide involves
INK pathway and AP-1. J Biol Chem 278:36993-36998

Motterlini R, Mann BE, Johnson TR, Clark JE, Foresti R, Green CJ
(2003) Bioactivity and pharmacological actions of carbon
monoxide-releasing molecules. Curr Pharma Des 9:2525-2539

Motterlini R, Sawle P, Hammad J, Bains S, Alberto R, Foresti R,
Green CJ (2005) CO-RM-A1l: a new pharmacologically active
carbon monoxide-releasing molecule. FASEB J 19:284-286

Moulin V, Auger FA, Garel D, German L (2000) Role of wound
healing myofiroblasts on re-epithelialisation of human skin.
Burns 26:3-12

Niemisto A, Dunmire V, Yli-Harja O, Zhang W, Shmulevich I (2005)
Robust quantification of in-vitro angiogenesis through image
analysis. IEEE Trans Med Imaging 24:549-553

Ott MC, Scott JR, Bihari A, Badhwar A, Otterbein LE, Gray DK,
Harris KA, Potter RF (2005) Inhalation of carbon monoxide

@ Springer



102

Naunyn-Schmiedeberg's Arch Pharmacol (2011) 384:93—-102

prevents liver injury and inflammation following hind limb
ischemia/reperfusion. FASEB J 19:106-108

Otterbein LE, Bach FH, Alam J, Soares M, Tao Lu H, Wysk M, Davis
RJ, Flavell RA, Choi AM (2000) Carbon monoxide has anti-
inflammatory effects involving the mitogen-activated protein
kinase pathway. Nat Med 6:422-428

Otterbein LE, Soares M, Yamashita K, Bach FH (2003) Heme
oxygenase-1: unleashing the protective properties of heme.
Trends Immunol 24:449-455

Peranteau WH, Zhang L, Muvarak N, Badillo AT, Radu A, Zoltick
FW, Liechty KW (2008) IL-10 overexpression decreases inflam-
matory mediators and promotes regenerative healing in an adult
model of scar formation. J Invest Dermatol 128:1852—1860

Rahman A, True AL, Anwar KN, Ye DR, Voyno-Yasenetskaya AT,
Malik BA (2002) Gaq and Gbg regulate PAR-1 signaling of
thrombin-induced NF-x B activation and ICAM-1 transcription
in endothelial cells. Circ Res 91:398-405

Rees M, Hague S, Oechler MK, Bicknell R (1999) Regulation of
endometrial angiogenesis. Climacteric 2:52-58

Rodgers PA, Vreman HJ, Dennery PA, Stevenson DK (1994) Source
of carbon monoxide (CO) in biological system and applications
of CO detection technologies. Semin Perinatol 18:2—-10

Rodriguez Al, Gangopadhyay A, Kelley EE, Pagano PJ, Zuckerbraun
BS, Bauer PM (2010) HO-1 and CO decrease platelet-derived
growth factor-induced vascular smooth muscle cell migration via
inhibition of Nox1. Arterioscler Thromb Vasc Biol 30:98-104

Rondle CJ, Morgan WI (1955) The determination of glucosamine and
galactosamine. Biochem J 61:586-589

Ryter S, Alam J, Choi AM (2006) Heme oxygenase-1/carbon
monoxide: from basic science to therapeutic application. Physiol
Rev 86:583-650

Sawle P, Foresti R, Mann BE, Johnson TR, Green CJ, Motterlini R
(2005) Carbon monoxide-releasing molecules (CO-RMs attenu-
ate) the inflammatory response elicited by lipopolysaccharide in
RAW264.7 murine macrophages. Brit J Pharmacol 145:800-810

Shinozaki M, Okada Y, Kitano A, Ikeda K, Saika S, Shinozaki M
(2009) Impaired cutaneous wound healing with excess granula-

@ Springer

tion tissue formation in TNF--null mice. Arch Dermatol Res
301:531-537

Singer AJ, Clark RA (1999) Cutaneous wound healing. N Eng J Med
341:738-746

Staton CA, Stribbling SM, Tazzyman S, Hughes R, Brown NJ, Lewis
CE (2004) Current methods for assaying angiogenesis in vitro
and in vivo. Int J Exp Pathol 85:233-248

Stefan W, Ryter S, Morse D, Augustine MK (2007) Carbon monoxide
and bilirubin: potential therapies for pulmonary/vascular injury
and disease. Am J Resp Cell Mol 36:75-182

Sun B, Sun Z, Jin Q, Chen X (2008) CO-releasing molecules (CO-
RM-2)-liberated CO attenuates leukocytes infiltration in the renal
tissue of thermally injured mice. Int J Biol Sci 4:176-183

Uchiyama K, Naito Y, Takagi T, Mizushima K, Hayashi N, Harusato
A, Hirata I, Omatsu T, Handa O, Ishikawa T, Yagi N, Kokura S,
Yoshikawa T (2010) Carbon monoxide enhance colonic epithe-
lial restitution via FGF15 derived from colonic myofibroblasts.
Biochem Biophys Res Commun 391(1):1122-1126

Urquhart P, Rosignoli G, Cooper D, Motterlini R, Perretti M (2007)
Carbon monoxide-releasing molecules modulate leukocyte-
endothelial interactions under flow. J Pharmacol Exp Ther
321:656-662

Wagener FA, van Beurden HE, von den Hoff JW, Adema GJ, Figdor
CG (2003) The heme-heme oxygenase system: a molecular
switch in wound healing. Blood 102:521-528

Wei Y, Chen P, de Bruyn M, Zhang W, Bremer E, Helfrich W (2010)
Carbon monoxide-releasing molecule-2 (CORM-2) attenuates
acute hepatic ischemia reperfusion injury in rats. BMC Gastro-
enterology 10:42. doi:10.1186/1471-230X-10-42

Woessner JF Jr (1961) The determination of hydroxyproline in tissue
and protein sample containing small proportions of this imino
acid. Arch Biochem Biophys 93:440—447

Zhang X, Shan P, Alam J, Davis RJ, Flavell RA, Lee PJ (2003)
Carbon monoxide modulates Fas/Fas ligand, caspases and Bcl-2
family proteins via the p38x mitogen-activated protein kinase
pathway during ischemia—reperfusion lung injury. J Biol Chem
278:22061-22070


http://dx.doi.org/10.1186/1471-230X-10-42

	Wound healing activity of carbon monoxide liberated from CO-releasing molecule (CO-RM)
	Abstract
	Introduction
	Methods
	Animals
	Drug and solutions
	Wound model
	Wound contraction measurements
	Biochemical parameters of wound healing
	mRNA expression studies
	ELISA assay for TNF-α and IL-10
	In vitro chick chorioallantoic membrane model to assess angiogenic activity
	Histological studies
	Statistical analysis

	Results
	CO-RM-2-enhanced wound contraction
	CO-RM-2 increased/upregulated pro-healing biochemical parameters
	Pro-healing modulation of CO-RM-2 on pro-inflammatory adhesion molecule (ICAM-1)
	Pro-healing modulation of CO-RM-2 on pro-inflammatory TNF-α cytokine
	Pro-healing modulation of CO-RM-2 on anti-inflammatory IL-10 cytokine
	Effect of CO-RM on the angiogenesis assayed by in vitro chick chorioallantoic membrane model
	Histological findings

	Discussion
	Conclusions
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /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 /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


