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Abstract

Background: Increased expression of nitric oxide synthase (NOS) and an increase in plasma nitrite plus nitrate
(NOx) have been reported in patients with pulmonary fibrosis, suggesting that nitric oxide (NO) plays an important
role in its development. However, the roles of the entire NO and NOS system in the pathogenesis of pulmonary
fibrosis still remain to be fully elucidated. The aim of the present study is to clarify the roles of NO and the NOS
system in pulmonary fibrosis by using the mice lacking all three NOS isoforms.

Methods: Wild-type, single NOS knockout and triple NOS knockout (n/i/eNOS−/−) mice were administered
bleomycin (BLM) intraperitoneally at a dose of 8.0 mg/kg/day for 10 consecutive days. Two weeks after the end of
the procedure, the fibrotic and inflammatory changes of the lung were evaluated. In addition, we evaluated the
effects of long-term treatment with isosorbide dinitrate, a NO donor, on the n/i/eNOS−/− mice with BLM-induced
pulmonary fibrosis.

Results: The histopathological findings, collagen content and the total cell number in bronchoalveolar lavage fluid
were the most severe/highest in the n/i/eNOS−/− mice. Long-term treatment with the supplemental NO donor in
n/i/eNOS−/− mice significantly prevented the progression of the histopathological findings and the increase of the
collagen content in the lungs.

Conclusions: These results provide the first direct evidence that a lack of all three NOS isoforms led to a
deterioration of pulmonary fibrosis in a BLM-treated murine model. We speculate that the entire endogenous NO
and NOS system plays an important protective role in the pathogenesis of pulmonary fibrosis.
Introduction
Pulmonary fibrosis is an interstitial lung disease charac-
terized by chronic inflammation and progressive fibrosis
of the pulmonary interstitium (alveolar walls and septa,
perivascular, perilymphatic and peribronchiolar connect-
ive tissues) [1]. It is believed that lung inflammation ini-
tiates lung fibrosis, however, the etiological mechanism
of this disease has not yet been fully elucidated [2].
Nitric oxide (NO) is gaseous free radical, and is formed

from its precursor, L-arginine, by a family of NO synthases
(NOSs) with stoichiometric production of L-citrulline [3].
NO plays an important role in maintaining respiratory
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homeostasis [4,5]. There are three distinct isoforms of
NOS, two of which are constitutive NOSs known as neur-
onal NOS (nNOS) and endothelial NOS (eNOS), and
other is inducible NOS (iNOS). The expression of consti-
tutive NOSs (nNOS and eNOS) has been observed in vari-
ous types of pulmonary cells. For example, nNOS is
expressed in neuronal cells (ganglions, trachea and bron-
chi), and eNOS is expressed in vascular endothelial cells
and type ІІ alveolar epithelial cells in humans [4,5]. On
the other hand, the expression of iNOS has not been re-
ported in quiescent cells in healthy subjects, but there
have been reported that it is expressed in the airway and
the lung parenchyma following stimulation by microbial
endotoxins and certain proinflammatory cytokines [4,5].
Free radicals, including NO, play an important role in

the development of pulmonary fibrosis [6]. In fact, in-
creases in the expression of these NOSs in the lungs,
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and the plasma NOx (nitrite plus nitrate) level, a marker of
NO production, have been reported in patients with pul-
monary fibrosis [7-9]. The roles of the NOS system in the
lungs have been evaluated using several types of animal
models, and eNOS has been reported to exert a protective
role in pulmonary fibrosis [10,11]. Conflicting results have
been reported with regard to iNOS, with some studies
showing pathogenic [12-14] and protective [15,16] roles
for the enzyme in pulmonary fibrosis. However, because of
the different roles of each NOS and the compensatory in-
teractions among these different NOSs [3,17], the assess-
ment of the roles of NO and the NOSs themselves is
difficult, and the roles of the entire NO and NOS system in
pulmonary fibrosis remain to be fully elucidated.
Tsutsui et al. have developed a mouse model in which

all three NOSs were completely deleted [3,17], and these
triple NOS knockout (n/i/eNOS−/−) mice demonstrated
less than 3% of the normal level of NOx [17]. The authors
also reported that n/i/eNOS−/− mice are indistinguishable
from wild-type (WT) mice in terms of phenotype and de-
velop normally with a standard increase in body weight.
However, they also documented that n/i/eNOS−/− mice
are significantly hypertensive compared with WT mice
and display characteristics consistent with those of
nephrogenic diabetes insipidus [17].
In this study, we investigated the essential roles of NO

and the NOS system in a bleomycin (BLM)-induced pul-
monary fibrosis model using the n/i/eNOS−/− mice.

Materials and methods
Animals
This study was reviewed and approved by the Ethics
Committee of Animal Care and Experimentation, University
of Occupational and Environmental Health, Japan, and
was carried out according to the Institutional Guidelines
for Animal Experimentation and the Law (No. 105) and
Notification (No. 6) of the Japanese Government. The
investigation conforms to the Guide for the Care and
Use of Laboratory Animals published by the US National
Institutes of Health (NIH Publication No. 85–23, revised
1996). Experiments were performed in seven or eight-
week-old male WT (C57/B6) (Kyudo, Co., Ltd., Tosu,
Japan), nNOS−/−, iNOS−/−, eNOS−/− and n/i/eNOS−/−

mice weighing 20–25 g [17]. The mice were maintained
on a regular diet (CE-2, CLEA Japan, Inc., Tokyo, Japan).

Animal treatment
Mice were divided into two experimental groups: a
BLM-treated group and a control group. BLM (Nippon
Kayaku, Tokyo, Japan) was dissolved in 200 μl of normal
saline (NS) and administered intraperitoneally at a dose
of 8.0 mg/kg/day for 10 consecutive days. For controls,
age-matched mice received an identical volume of NS.
In the experiment in which the effect of a NO donor on
BLM-induced pulmonary fibrosis was examined, the fol-
lowing three groups were studied: WT mice receiving
regular drinking water, n/i/eNOS−/− mice receiving
drinking water and n/i/eNOS−/− mice receiving isosor-
bide dinitrate (ISDN, 0.6 mg/dl, Eisai Co., Ltd., Tokyo,
Japan) in drinking water from three days before starting
BLM administration until sacrifice [18].

Histopathological evaluation
Two weeks after the last administration of BLM, the body
weights of the mice were recorded, and the mice were
sacrificed by exsanguination by cutting the axillary artery
under deep anesthesia (sodium pentobarbital, 50 mg/kg,
i.p.). The left lungs were removed via a midline incision,
fixed in 15% formalin neutral buffer solution (Wako,
Osaka, Japan) and embedded in paraffin. Then 3-μm sec-
tions of embedded tissues were stained with hematoxylin-
eosin (HE) and Masson trichrome. The fibrotic area was
calculated by microscopy in Masson trichrome-stained
sections using an image analysis (BIOREVO BZ-9000 and
BZ-H2C; Keyence, Japan), as described previously [19]
(see Additional file 1).

Immunohistochemistry
The immunological detection of macrophages and fibroblasts
in the lungs was performed using a rat anti-mouse MAC-2
monoclonal antibody (1:500; Cedarlane Laboratories Ltd,
Burlington, ON, Canada) for detecting macrophages,
and a monoclonal mouse anti-human smooth muscle
actin (α-SMA) antibody (1:150; Dako Cytomation Co,
Tokyo) for the detection of fibroblasts [20]. In addition,
the immunological detection of connective tissue growth
factor (CTGF) and collagen I was performed using
rabbit anti-mouse CTGF polyclonal antibodies or colla-
gen I polyclonal antibodies (Abcam, Inc., Cambridge,
Mass., USA), according to the manufacturer’s protocol
(see Additional file 1).

Collagen assay
We measured the collagen content in the right lungs of
the mice at two weeks after the last administration of
BLM using the Sircol Collagen Assay kit (Biocolor Ltd,
UK), as reported previously [21] (see Additional file 1).

Bronchoalveolar lavage
The bronchoalveolar lavage (BAL) was obtained by can-
nulating the trachea with a 20-gauge catheter. After
counting the cell numbers in the BAL fluid (BALF), the
cells were cytospun and stained with Diff-Quick for cell
classification (see Additional file 1). The cell-free super-
natants were stored at −80°C until further analysis. The
total protein concentration was also measured using a
BIO-RAD Protein Assay Kit ІІ (500-0002JA, Hercules,
CA), according to the manufacturer’s protocol.
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Quantitative determination of IL-6, IL-1β, TNF-α, IFN-γ,
CCL-2 and active TGF-β1
The concentrations of murine interleukin (IL)-6, IL-1β,
tumor necrosis factor (TNF)-α, interferon (IFN)-γ, CC
chemokine ligand 2 (CCL-2) and active tissue growth
factor-β1 (TGF-β1) in the BALF were determined using
ELISA kits (R&D Systems, Minneapolis, MN) according
to the manufacturer’s protocol.

Real-time polymerase chain reaction
Total RNA was extracted from homogenized right lung
tissue using the Isogen reagent (Nippon Gene, Tokyo,
Japan), and was reverse-transcribed. Quantification of
the expression level of each mRNA (IL-6, IL-1β, TNF-α,
IFN-γ, CCL-2, TGF-β1, CTGF, collagen I and GAPDH
mRNA) was performed by real-time quantitative poly-
merase chain reaction on an ABI prism 7000 sequence
detection system (Applied Biosystems, Foster City, CA)
(see Additional file 1).

NOx measurement
Blood samples were obtained from the right axillary artery
at the time of sacrifice, and were immediately centrifuged
at 3500 rpm at 4°C for 10 min, and the supernatants were
stored at −80°C until they were analyzed. The plasma
NOx concentrations were assessed by the Griess method
using the ENO-20 NOx analysis system (Eicom, Kyoto,
Japan), as reported previously [17,18].

Statistical analysis
The statistical analyses were performed using the SPSS
software package (version 19), and a value of P < 0.05
was considered to be statistically significant. In addition,
the Mann–Whitney U (non-parametric) test was used
for all statistical analyses.

Results
Body weight changes
The average baseline body weights of the mice with various
genotypes did not differ significantly (WT, 23.3 ± 0.6 g;
nNOS−/−, 23.8 ± 0.9 g; iNOS−/−, 23.2 ± 0.5 g; eNOS−/−,
23.9 ± 1.7 g and n/i/eNOS−/−, 22.8 ± 0.6 g). The ratios of
body weights at the different times/initial body weight in
all of the genotype groups are shown in Figure 1. The WT,
single NOS−/− mice, and n/i/eNOS−/− mice exhibited a loss
of body weight at the last administration of BLM (day 10).
The WT and single NOS−/− mice regained their body
weight by two weeks after the last administration of BLM
(day 24), whereas significant body weight loss was still ob-
served in the n/i/eNOS−/− mice.

BLM-induced pulmonary fibrosis
A histological evaluation revealed no changes in any of
the genotype groups in the NS-treated mice (Figure 2A).
In contrast, fibrotic changes were obvious in all of the
mice at two weeks after the last administration of BLM.
The extent of fibrotic changes was the greatest in the
n/i/eNOS−/− mice (Figure 2B). On the other hand, there
were minimal changes in the WT and single NOS−/−

mice, whereas the eNOS−/− mice exhibited more pul-
monary cellular infiltration and collagen deposition than
the WT mice according to the histological findings
(Figure 2B). A quantitative image analysis indicated that
a significant increase in the pathological fibrotic tissue
area was seen only in the n/i/eNOS−/− mice, and no sig-
nificant differences were observed among the WT and
single NOS−/− mice (Figure 2C). Furthermore, the colla-
gen assay demonstrated that the amount of collagen was
the greatest in the n/i/eNOS−/− mice, while there were
no significant differences among the WT and single
NOS−/− mice (Figure 2D).

Total cell counts and differential cell analysis of the BALF
The total cell counts and differential cell counts in the
BALF were analyzed at two weeks after the last adminis-
tration of BLM. The mean total cell counts obtained
from n/i/eNOS−/− mice were significantly higher than
those of all of the other genotypes (Figure 3A), and the
cell counts of lymphocytes obtained from n/i/eNOS−/−

mice were also significantly higher than those of WT
and single NOS−/− mice (Figure 3C). On the other hand,
there were no significant differences between the cell
counts of macrophages in any of the genotype groups
(Figure 3B). The total protein concentration in the n/i/
eNOS−/− mice was also significantly higher than that of
the WT and single NOS−/− mice (Figure 3D).
In addition, there were no significant changes in the

total cell counts and macrophage counts between WT
and single NOS−/− mice (Figure 3A and B), but the cell
counts of lymphocytes in the iNOS−/− mice was signifi-
cantly lower than that of the WT mice (Figure 3C). The
total protein concentration in the nNOS−/− and iNOS−/−

mice was also significantly lower than that of the WT
mice (Figure 3D).

Quantitative analysis of the protein levels and the mRNA
expression of pro-inflammatory cytokines
The protein levels of IL-6 and TNF-α were significantly
higher in the n/i/eNOS−/− mice than in the WT mice at
two weeks after the last administration of BLM (Figure 4A
and C). The expression of IL-6, IL-1β and TNF-α mRNA
in the n/i/eNOS−/− mice was also significantly higher than
that in the WT mice (Figure 5A-C) at two weeks after the
last administration of BLM. On the other hand, the ex-
pression of IFN-γ mRNA in the n/i/eNOS−/− mice was
significantly lower than that of the WT mice, although the
protein level of IFN-γ demonstrated no significant change
(Figures 4D and 5D). There were no obvious differences



Figure 1 Temporal changes in the body weight in a pulmonary fibrosis model at two weeks after BLM-treatment (n = 5-7). The changes
in the ratios of the body weights at specific times/initial body weight from the start of BLM administration to the time of sacrifice (day 4, 10, 17
and 24) are shown. *P < 0.05 vs. BLM-treated WT mice.
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in the protein (Figure 4A-D) or mRNA (Figure 5A-D)
levels between the WTand single NOS−/− mice.

Quantitative analysis of the protein level and the mRNA
expression of CCL-2
The protein level of CCL-2 (Figure 4E) and the expres-
sion of CCL-2 mRNA (Figure 5E) were significantly
higher in the n/i/eNOS−/− mice compared to the WT
mice at two weeks after the last administration of BLM.
The protein level of the iNOS−/− mice was significantly
lower than that of the WT mice. (Figure 4E), but there
weren’t significant differences in the mRNA levels be-
tween the WT and single NOS−/− mice (Figure 5E).

Quantitative analysis of the active form of TGF-β1 protein
and the expression of TGF-β1 mRNA
The protein level of the active form of TGF-β1 of the
BALF (Figure 4F) and the expression of TGF-β1 mRNA
of the lung (Figure 5F) were significantly higher in the
n/i/eNOS−/− mice than in the WT mice at two weeks
after the last administration of BLM. Comparing the
WT and single NOS−/− mice, the protein and mRNA
levels were significantly lower in the iNOS−/− mice than
in the WT mice (Figures 4F and 5F).

Immunochemical expression and the mRNA expression of
growth factor
Figure 6A shows representative immunohistochemical
findings for growth factor. The expression of CTGF and
collagen I was higher in the n/i/eNOS−/− mice than in the
WT or single NOS−/− mice. And the expression of CTGF
and collagen I mRNA in the n/i/eNOS−/− mice were sig-
nificantly higher than those in the WT mice (Figure 6B
and C) at two weeks after the last administration of BLM.
Comparing the WTand single NOS−/− mice, mRNA levels
of collagen I in the iNOS−/− mice were significantly lower
than in the WT mice (Figure 6B and C).

Effects of long-term supplementation of a NO donor
The serum NOx levels were markedly reduced in both
NS- and BLM-treated n/i/eNOS−/− mice compared with
those in the NS-treated WT mice (Figure 7C). Long-term
oral administration of ISDN significantly restored the
NOx levels in both NS- and BLM-treated n/i/eNOS−/−

mice up to the levels observed in NS-treated WT mice
(Figure 7C). Additionally, the long-term treatment with
ISDN significantly prevented the progression of the histo-
logical findings and the increase in collagen content in the
n/i/eNOS−/− mice (Figure 7A, B, and D).

Discussion
In the present study, we evaluated the roles of NO and
the NOS system in pulmonary fibrosis by using mice
lacking all three NO synthases, n/i/eNOS−/− mice, and
showed that the lack of all NOS led to a deterioration of
the fibrotic changes in the lungs of mice with BLM-
induced pulmonary fibrosis. In addition, these findings
were prevented by long-term treatment with a NO
donor, ISDN. This is the first report to show that NO is
an important factor in the progression of pulmonary fi-
brosis, and that NO has protective effects against BLM-
induced pulmonary fibrosis.
With regard to the roles of NO in the progression of

fibrosis, there have been several reports showing the
protective roles of NO in cardiac [22] and renal [23] fi-
brosis using non-selective NOS inhibitors in mouse



Figure 2 The n/i/eNOS−/− mice showed a deterioration of lung fibrosis in a pulmonary fibrosis model at two weeks after BLM-treatment.
(A) Hematoxylin-eosin staining in normal saline (NS)-treated mice. Scale bar = 100 μm. (B) Hematoxylin-eosin staining, Masson-trichrome staining,
α-SMA staining, MAC-2 staining in BLM-treated mice. Scale bar = 100 μm. (C) The fibrotic tissue area (blue-stained). (D) The collagen content in lung
tissue. White and black bars indicate NS- (n= 3) and BLM- (n = 5) treated mice, respectively. *P < 0.05 vs. BLM-treated WT mice.
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Figure 3 The n/i/eNOS−/− mice showed an increase in the number of inflammatory cell in the bronchoalveolar lavage fluid in a
pulmonary fibrosis model at two weeks after BLM-treatment. (A) The total cell counts. (B) The macrophage cell counts. (C) The lymphocyte
cell counts. (D) The total protein concentrations. White and black bars indicate normal saline- (n = 3) and BLM-(n = 5) treated mice, respectively.
*P < 0.05 vs. BLM-treated WT mice.
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models. So far, a non-selective NOS inhibitor has been
reported to worsen the mortality in a BLM-induced
murine pulmonary fibrosis model [10] and accelerated
pulmonary granuloma formation in a purified protein
derivative murine model [24], another model of pulmon-
ary fibrosis. However, because of the non-specificity of
these inhibitors [25,26], it is difficult to evaluate the es-
sential roles of NO. Therefore, little has been known
about the functions and roles of NO itself in pulmonary
fibrosis. Concerning the role of each NOS isoform in
pulmonary fibrosis, the protective effects of pulmonary
fibrosis in eNOS transgenic mice [10] and the deterior-
ation of fibrosis in eNOS−/− mice [11] have also been re-
ported. The inhibition of iNOS has been reported to
suppress pulmonary fibrosis in murine model using
iNOS−/− mice [12] and mice treated with a selective
iNOS inhibitor [12-14], but there have been several con-
flicting reports that iNOS−/− led to a deterioration of the
progression of pulmonary fibrosis [15,16]. It has been re-
ported that the expression of nNOS was unchanged in a
BLM-inhalation rat model [27], and the role of nNOS in
pulmonary fibrosis has not been fully understood.
Therefore, the role of NO in pulmonary fibrosis has

been controversial, mainly because each isoform has dif-
ferent functions and compensatory interactions with the
other isoforms [3,17]. The n/i/eNOS−/− mice provide
one way to resolve the former problems of the animal
models using single NOS−/− mice or various NOS inhibi-
tors, and we believe this murine model is an important
tool for understanding the essential roles of NO [18,28].
NO and the NOS system have been suggested to have

both beneficial and deleterious effects on the respiratory
system [4]. These results are confusing with respect to
understanding the essential role of NO. In the present
study, the BLM-treated WT mice demonstrated in-
creased NOx concentrations as well as a deterioration of
fibrotic changes compared with that observed in the NS-
treated WT mice, as well as increased plasma NOx
levels have been reported in patients with pulmonary fi-
brosis [9]. While the BLM-treated n/i/eNOS−/− mice,



Figure 4 The n/i/eNOS−/− mice were associated with an increase in the protein levels of proinflammatory cytokines, CC chemokine
ligand 2 (CCL-2), and the tissue growth factor-β1 (TGF-β1) in a pulmonary fibrosis model at two weeks after BLM-treatment in BALF
(n = 5). (A) IL-6 protein. (B) IL-1β protein. (C) TNF-α protein. (D) IFN-γ protein. (E) CCL-2 protein. (F) Active form of TGF-β1. *P < 0.05 vs.
BLM-treated WT mice.
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despite the lack of NOx, exhibited a significant deterior-
ation of fibrotic changes compared to the BLM-treated
WT mice. In addition, the poor factors observed in the
BLM-treated n/i/eNOS−/− mice were prevented via
ISDN treatment by increasing the NOx levels up to that
observed in the NS-treated WT mice. Therefore, we be-
lieve that strongly reduced concentrations of NO may be
associated with the progression of BLM-induced pul-
monary fibrosis and that an appropriate NO concentra-
tion is required for respiratory homeostasis.
In addition, a significant body weight loss has been re-
ported in parallel with a deterioration of pulmonary fi-
brosis in a BLM-treated mouse model [29]. In the
present study, the BLM-treated n/i/eNOS−/− mice also
exhibited a significant protracted course of body weight
loss compared with the WT and single NOS−/− mice.
TGF-β1 is an important pathogenic factor involved in

a variety of fibroproliferative disorders, including pul-
monary fibrosis [1,13], and there have been several
in vitro reports that showed an increased expression of



Figure 5 The mRNA expression of pro-inflammatory cytokines, CC chemokine ligand 2 (CCL-2), and the tissue growth factor-β1
(TGF-β1) in the lung in a pulmonary fibrosis model at two weeks after BLM-treatment (n = 5). (A) IL-6 mRNA expression. (B) IL-1β mRNA
expression. (C) TNF-α mRNA expression. (D) IFN-γ mRNA expression. (E) CCL-2 mRNA expression. (F) TGF-β1 mRNA expression. *P < 0.05 vs.
BLM-treated WT mice.
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NO and a subsequent decrease of TGF-β1 due to the in-
crease of NO production [13,30]. Shibata et al. reported
an elevation of cardiac TGF-β1 expression in n/i/eNOS−/−

mice [31], and we similarly observed upregulation of
the protein levels and mRNA of pulmonary TGF-β1 in
BLM-treated n/i/eNOS−/− mice in this study. It is well
known that TGF-β1 promotes the production of CTGF
[32] and collagen I [33], which leads to the progression
of pulmonary fibrosis. The subsequent increased pro-
duction of CTGF and collagen I was noted in the BLM-
treated n/i/eNOS−/− mice in this study. From these re-
sults, with respect to the mechanisms underlying the
antifibrotic activity induced by the absence of NO, the
TGF-β1/CTGF pathway is one possible pathway in-
volved in this process. CTGF is considered to play a
critical role in the onset of fibrosis as a downstream me-
diator of TGF-β1 [34], and the downregulation of the
expression of CTGF mRNA by NO donors in rat
mesangial cells has been previously reported [34]. NO
has also been reported to suppress the expression of
CTGF by inhibiting Smad-dependent TGF-β signaling
[35]. Taken together, the deterioration of pulmonary fi-
brosis in the BLM-treated n/i/eNOS−/− mice observed
in this study may be explained by the above mechanism,



Figure 6 The n/i/eNOS−/− mice exhibited an increased production of CTGF and collagen I. (A) Immunostaining for CTGF and collagen I in
the lungs of the WT and n/i/eNOS−/− mice. Scale bar = 100 μm. (B) CTGF mRNA expression (n = 5). (C) Collagen I mRNA expression (n = 5).
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although further studies are needed to clarify the mech-
anisms underlying the antifibrotic activity of NO in the
setting of fibrotic lung diseases.
It is well known that increased expression levels of the

proinflammatory cytokines IL-6, IL-1β and TNF-α and
decreased expression levels of the anti-fibrotic cytokine
IFN-γ are involved in the pathogenesis and progression
of pulmonary fibrosis [36,37]. Our present results are
consistent with the findings of former reports, although
there were no significant differences in the protein levels
of IL-1β or IFN-γ. Considering the relationships between
NO and the above proinflammatory cytokines, NO
has been reported to be a potent inhibitor of the proin-
flammatory cytokine production induced by alveolar
macrophages [38,39]. Therefore, the increased levels of
pulmonary inflammatory cytokines (IL-6, IL-1β and
TNF-α) observed in the BLM-treated n/i/eNOS−/− mice
in the present study may also be explained by an in-
crease in proinflammatory cytokine production stimu-
lated by alveolar macrophages. Therefore, we speculate
that alveolar macrophages are potent targets in the de-
terioration of pulmonary fibrotic changes associated with
the absence of NO.
CCL-2 was upregulated in BLM-treated n/i/eNOS−/−

mice compared to BLM-treated WT mice, and therefore,
the CCL-2/NO pathway was considered as an alternative
pathway leading to BLM-induced pulmonary fibrosis in
this study. CCL-2, also known as monocyte chemotactic
protein-1 (MCP-1), belongs to the C-C chemokine
superfamily of small proteins, and is considered to be a
potent chemoattractant for monocytes/macrophages.
Several reports have demonstrated that CCL-2 plays an
important role in the development of pulmonary inflam-
mation and fibrosis in both animal models [40] and hu-
man studies [41]. Previous in vitro and in vivo studies
have shown that endothelial NO synthesis was inhibited
by a non-selective NOS inhibitor and this inhibition of
endothelial NO synthesis led to an increase in CCL-2
expression [42,43]. The production of TGF-β1 induced
by CCL-2 has also been reported in vitro [44], and the
promotion of TGF-β1 production may be explained by
the increased CCL-2 production in BLM-treated n/i/
eNOS−/− mice in this study.
In this study, the eNOS−/− mice treated with BLM

histopathologically exhibited more cellular infiltration
and collagen deposition than the WT mice, although the
findings of the quantitative evaluation of the fibrotic
areas and collagen deposition and the analyses of the
BALF did not differ significantly from those observed in
the WT mice. The protective effects of eNOS against
pulmonary fibrosis have been demonstrated in various
studies [10,11], and we believe that eNOS may also



Figure 7 The anti-fibrotic effects of long-term treatment with a NO donor in a pulmonary fibrosis model at two weeks after BLM-
treatment (n = 4-5). (A) Hematoxylin-eosin staining, Masson-trichrome staining. Scale bar = 100 μm. (B) The fibrotic tissue area (blue-stained).
(C) The serum NOx levels. White and black bars indicate normal saline (NS)- and BLM- treated mice, respectively. (D) The collagen content in
lung tissue. *P < 0.05 vs. the BLM-treated WT mice. #P < 0.05 vs. the BLM-treated n/i/e NOS−/− mice that received ISDN. †P < 0.05 vs. the
NS-treated mice.
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protect against the development of pulmonary fibrosis.
However, it was not possible to elucidate the role of each
NOS isoform in fibrotic changes compared to the WT
mice based on the results of this study. These results
were similar to the previous reports in models of carotid
artery ligation or a high-cholesterol diet [18,28]. Com-
pensatory mechanisms involving other NOSs in terms
of producing NO may explain these findings. Indeed,
Morishita et al. have revealed that the other NOSs are
highly expressed in the single NOS−/− and double NOS−/−

mice, and that NOx production is fairly well preserved
in mice of those genotypes [17]. These findings may
support the importance of using a murine model lack-
ing all three types of NOS when investigating the true
functions of NO.
In conclusion, we provide the first evidence that a lack

of all three NO synthases leads to the deterioration of fi-
brotic changes in BLM-induced pulmonary fibrosis in
mice. It is speculated that NO plays an important pro-
tective role in the pathogenesis of pulmonary fibrosis.
Additional file

Additional file 1: Detailed description of Materials and methods
section. Figure S1. Immunostaining for nNOS, iNOS, eNOS in the lung
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Abbreviations
NO: Nitric oxide; NOS: Nitric oxide synthase; BLM: Bleomycin; ISDN: Isosorbide
dinitrate; HE: Hematoxylin-eosin; BAL: Bronchoalveolar lavage; BALF: Bronchoalveolar
lavage fluid; TGF-β1: Tissue growth factor-β1; CCL-2: CC chemokine ligand 2;
IL: Interleukin; TNF-α: Tumor necrosis factor-α; IFN-γ: Interferon-γ;
CTGF: Connective tissue growth factor.

Competing interests
All the authors report no potential conflicts of interest.

Authors’ contributions
SN (designed experiments, performed data analysis, wrote the first draft),
KY (designed experiments, performed data analysis, provided intellectual
contributions), WKY (designed experiments, provided intellectual
contributions), KO (provided intellectual contributions), KA (provided
intellectual contributions), KY (designed experiments, provided intellectual
contributions), TK (provided intellectual contributions), HI (provided
intellectual contributions), YT (provided intellectual contributions),

http://www.biomedcentral.com/content/supplementary/12931_2014_92_MOESM1_ESM.docx


Noguchi et al. Respiratory Research 2014, 15:92 Page 11 of 12
http://respiratory-research.com/content/15/1/92
HS (provided intellectual contributions), NY (provided intellectual
contributions), MT (provided intellectual contributions), HM (conceived &
designed experiments, provided intellectual contributions). All authors read
and approved the final manuscript.

Acknowledgments
This study was partly supported by a grant to the Diffuse Lung Diseases
Research Group from the Ministry of Health, Labour and Welfare, Japan.

Financial/non-financial disclosures
This study was partially supported by a Ministry of Education, Science, Sports
and Culture Grant-in-Aid for Scientific Research (C), 24591183, 2012.

Author details
1Department of Respiratory Medicine, University of Occupational and
Environmental Health, Japan, 1-1 Iseigaoka, Yahatanishiku, 807-8555
Kitakyusyu, Fukuoka, Japan. 2Shared-Use Research Center, University of
Occupational and Environmental Health, Japan, Kitakyusyu, Fukuoka, Japan.
3Department of Pharmacology, School of Medicine, University of
Occupational and Environmental Health, Japan, Kitakyusyu, Fukuoka, Japan.
4Department of Cardiovascular Medicine, Tohoku University Graduate School
of Medicine, Sendai, Japan. 5Department of Pharmacology, Graduate School
of Medicine, University of the Ryukyus, Ryukyus, Okinawa, Japan.

Received: 4 March 2014 Accepted: 29 July 2014
Published: 5 August 2014

References
1. Green FH: Overview of pulmonary fibrosis. Chest 2002, 122:334S–339S.
2. Janssen W, Pullamsetti SS, Cooke J, Weissmann N, Guenther A, Schermuly

RT: The role of dimethylarginine dimethylaminohydrolase (DDAH) in
pulmonary fibrosis. J Pathol 2013, 229:242–249.

3. Tsutsui M, Shimokawa H, Morishita T, Nakashima Y, Yanagihara N:
Development of genetically engineered mice lacking all three nitric
oxide synthases. J Pharmacol Sci 2006, 102:147–154.

4. Sugiura H, Ichinose M: Nitrative stress in inflammatory lung diseases.
Nitric Oxide 2011, 25:138–144.

5. Ricciardolo FL, Sterk PJ, Gaston B, Folkerts G: Nitric oxide in health and
disease of the respiratory system. Physiol Rev 2004, 84:731–765.

6. Kinnula VL, Fattman CL, Tan RJ, Oury TD: Oxidative stress in pulmonary
fibrosis: a possible role for redox modulatory therapy. Am J Respir Crit
Care Med 2005, 172:417–422.

7. Saleh D, Barnes PJ, Giaid A: Increased production of the potent oxidant
peroxynitrite in the lungs of patients with idiopathic pulmonary fibrosis.
Am J Respir Crit Care Med 1997, 155:1763–1769.

8. Lakari E, Soini Y, Säily M, Koistinen P, Pääkkö P, Kinnula VL: Inducible nitric
oxide synthase, but not xanthine oxidase, is highly expressed in
interstitial pneumonias and granulomatous diseases of human lung. Am
J Clin Pathol 2002, 117:132–142.

9. Almudéver P, Milara J, De Diego A, Serrano-Mollar A, Xaubet A, Perez-Vizcaino F,
Cogolludo A, Cortijo J: Role of tetrahydrobiopterin in pulmonary vascular
remodelling associated with pulmonary fibrosis. Thorax 2013, 68:938–948.

10. Yoshimura S, Nishimura Y, Nishiuma T, Yamashita T, Kobayashi K, Yokoyama
M: Overexpression of nitric oxide synthase by the endothelium
attenuates bleomycin-induced lung fibrosis and impairs MMP-9/TIMP-1
balance. Respirology 2006, 11:546–556.

11. Chung MP, Monick MM, Hamzeh NY, Butler NS, Powers LS, Hunninghake GW:
Role of repeated lung injury and genetic background in bleomycin-induced
fibrosis. Am J Respir Cell Mol Biol 2003, 29:375–380.

12. Genovese T, Cuzzocrea S, Di Paola R, Failla M, Mazzon E, Sortino MA, Frasca
G, Gili E, Crimi N, Caputi AP, Vancheri C: Inhibition or knock out of
inducible nitric oxide synthase result in resistance to bleomycin-induced
lung injury. Respir Res 2005, 6:58.

13. Hsu YC, Wang LF, Chien YW: Nitric oxide in the pathogenesis of diffuse
pulmonary fibrosis. Free Radic Biol Med 2007, 42:599–607.

14. Yildirim Z, Turkoz Y, Kotuk M, Armutcu F, Gurel A, Iraz M, Ozen S, Aydogdu I,
Akyol O: Effects of aminoguanidine and antioxidant erdosteine on
bleomycin-induced lung fibrosis in rats. Nitric Oxide 2004, 11:156–165.

15. Davis DW, Weidner DA, Holian A, McConkey DJ: Nitric oxide-dependent
activation of p53 suppresses bleomycin-induced apoptosis in the lung.
J Exp Med 2000, 192:857–869.
16. D’Alessio FR, Tsushima K, Aggarwal NR, Mock JR, Eto Y, Garibaldi BT, Files
DC, Avalos CR, Rodriguez JV, Waickman AT, Reddy SP, Pearse DB, Sidhaye
VK, Hassoun PM, Crow MT, King LS: Resolution of experimental lung injury
by monocyte-derived inducible nitric oxide synthase. J Immunol 2012,
189:2234–2245.

17. Morishita T, Tsutsui M, Shimokawa H, Sabanai K, Tasaki H, Suda O, Nakata S,
Tanimoto A, Wang KY, Ueta Y, Sasaguri Y, Nakashima Y, Yanagihara N:
Nephrogenic diabetes insipidus in mice lacking all nitric oxide synthase
isoforms. Proc Natl Acad Sci U S A 2005, 102:10616–10621.

18. Furuno Y, Morishita T, Toyohira Y, Yamada S, Ueno S, Morisada N, Sugita K,
Noguchi K, Sakanashi M, Miyata H, Tanimoto A, Sasaguri Y, Shimokawa H,
Otsuji Y, Yanagihara N, Tamura M, Tsutsui M: Crucial vasculoprotective role
of the whole nitric oxide synthase system in vascular lesion formation in
mice: Involvement of bone marrow-derived cells. Nitric Oxide 2011,
25:350–359.

19. Mizuta M, Hirano S, Hiwatashi N, Tateya I, Kanemaru SI, Nakamura T, Ito J:
Effect of astaxanthin on vocal fold wound healing. Laryngoscope 2014,
124:E1-E7.

20. Tasaki T, Yamada S, Guo X, Tanimoto A, Wang KY, Nabeshima A, Kitada S,
Noguchi H, Kimura S, Shimajiri S, Kohno K, Ichijo H, Sasaguri Y: Apoptosis
signal-regulating kinase 1 deficiency attenuates vascular injury-induced
neointimal hyperplasia by suppressing apoptosis in smooth muscle cells.
Am J Pathol 2013, 182:597–609.

21. Tokuda A, Itakura M, Onai N, Kimura H, Kuriyama T, Matsushima K: Pivotal
role of CCR1-positive leukocytes in bleomycin-induced lung fibrosis in
mice. J Immunol 2000, 164:2745–2751.

22. Yamashita T, Yamamoto E, Kataoka K, Nakamura T, Matsuba S, Tokutomi Y,
Dong YF, Ichijo H, Ogawa H, Kim-Mitsuyama S: Apoptosis signal-regulating
kinase-1 is involved in vascular endothelial and cardiac remodeling
caused by nitric oxide deficiency. Hypertension 2007, 50:519–524.

23. Mihout F, Shweke N, Bigé N, Jouanneau C, Dussaule JC, Ronco P,
Chatziantoniou C, Boffa JJ: Asymmetric dimethylarginine (ADMA) induces
chronic kidney disease through a mechanism involving collagen and
TGF-β1 synthesis. J Pathol 2011, 223:37–45.

24. Hogaboam CM, Gallinat CS, Bone-Larson C, Chensue SW, Lukacs NW, Strieter
RM, Kunkel SL: Collagen deposition in a non-fibrotic lung granuloma
model after nitric oxide inhibition. Am J Pathol 1998, 153:1861–1872.

25. Hesslinger C, Strub A, Boer R, Ulrich WR, Lehner MD, Braun C: Inhibition of
inducible nitric oxide synthase in respiratory diseases. Biochem Soc Trans
2009, 37:886–891.

26. Kilbourn RG, Szabó C, Traber DL: Beneficial versus detrimental effects of
nitric oxide synthase inhibitors in circulatory shock: lessons learned from
experimental and clinical studies. Shock 1997, 7:235–246.

27. Jang AS, Lee JU, Choi IS, Park KO, Lee JH, Park SW, Park CS: Expression of
nitric oxide synthase, aquaporin 1 and aquaporin 5 in rat after
bleomycin inhalation. Intensive Care Med 2004, 30:489–495.

28. Yatera Y, Shibata K, Furuno Y, Sabanai K, Morisada N, Nakata S, Morishita T,
Toyohira Y, Wang KY, Tanimoto A, Sasaguri Y, Tasaki H, Nakashima Y,
Shimokawa H, Yanagihara N, Otsuji Y, Tsutsui M: Severe dyslipidaemia,
atherosclerosis, and sudden cardiac death in mice lacking all NO
synthases fed a high-fat diet. Cardiovasc Res 2010, 87:675–682.

29. Zhu Y, Liu Y, Zhou W, Xiang R, Jiang L, Huang K, Xiao Y, Guo Z, Gao J: A
prostacyclin analogue, iloprost, protects from bleomycin-induced pul-
monary fibrosis in mice. Respir Res 2010, 11:34.

30. Bellocq A, Azoulay E, Marullo S, Flahault A, Fouqueray B, Philippe C,
Cadranel J, Baud L: Reactive oxygen and nitrogen intermediates increase
transforming growth factor-beta1 release from human epithelial alveolar
cells through two different mechanisms. Am J Respir Cell Mol Biol 1999,
21:128–136.

31. Shibata K, Yatera Y, Furuno Y, Sabanai K, Morisada N, Nakata S, Morishita T,
Yamazaki F, Tanimoto A, Sasaguri Y, Tasaki H, Nakashima Y, Shimokawa H,
Yanagihara N, Otsuji Y, Tsutsui M: Spontaneous development of left
ventricular hypertrophy and diastolic dysfunction in mice lacking all
nitric oxide synthases. Circ J 2010, 74:2681–2692.

32. Vyas-Read S, Shaul PW, Yuhanna IS, Willis BC: Nitric oxide attenuates
epithelial-mesenchymal transition in alveolar epithelial cells. Am J Physiol
Lung Cell Mol Physiol 2007, 293:L212–L221.

33. Kinoshita K, Aono Y, Azuma M, Kishi J, Takezaki A, Kishi M, Makino H,
Okazaki H, Uehara H, Izumi K, Sone S, Nishioka Y: Antifibrotic Effects of
Focal Adhesion Kinase Inhibitor in Bleomycin-Induced Pulmonary
Fibrosis in Mice. Am J Respir Cell Mol Biol 2013, 49:536–543.



Noguchi et al. Respiratory Research 2014, 15:92 Page 12 of 12
http://respiratory-research.com/content/15/1/92
34. Keil A, Blom IE, Goldschmeding R, Rupprecht HD: Nitric oxide down-regulates
connective tissue growth factor in rat mesangial cells. Kidney Int 2002,
62:401–411.

35. Parada C, Li J, Iwata J, Suzuki A, Chai Y: CTGF mediates Smad-dependent
transforming growth factor β signaling to regulate mesenchymal cell
proliferation during palate development. Mol Cell Biol 2013, 33:3482–3493.

36. Oku H, Shimizu T, Kawabata T, Nagira M, Hikita I, Ueyama A, Matsushima S,
Torii M, Arimura A: Antifibrotic action of pirfenidone and prednisolone:
different effects on pulmonary cytokines and growth factors in
bleomycin-induced murine pulmonary fibrosis. Eur J Pharmacol 2008,
590:400–408.

37. Ziesche R, Hofbauer E, Wittmann K, Petkov V, Block LH: A preliminary study of
long-term treatment with interferon gamma-1b and low-dose prednisolone
in patients with idiopathic pulmonary fibrosis. N Engl J Med 1999,
341:1264–1269.

38. Persoons JH, Schornagel K, Tilders FF, De Vente J, Berkenbosch F, Kraal G:
Alveolar macrophages autoregulate IL-1 and IL-6 production by
endogenous nitric oxide. Am J Respir Cell Mol Biol 1996, 14:272–278.

39. Thomassen MJ, Buhrow LT, Connors MJ, Kaneko FT, Erzurum SC, Kavuru MS:
Nitric oxide inhibits inflammatory cytokine production by human
alveolar macrophages. Am J Respir Cell Mol Biol 1997, 17:279–283.

40. Inoshima I, Kuwano K, Hamada N, Hagimoto N, Yoshimi M, Maeyama T,
Takeshita A, Kitamoto S, Egashira K, Hara N: Anti-monocyte
chemoattractant protein-1 gene therapy attenuates pulmonary fibrosis
in mice. Am J Physiol Lung Cell Mol Physiol 2004, 286:L1038–L1044.

41. Baran CP, Opalek JM, McMaken S, Newland CA, O’Brien JM, Hunter MG,
Bringardner BD, Monick MM, Brigstock DR, Stromberg PC, Hunninghake GW,
Marsh CB: Important roles for macrophage colony-stimulating factor, CC
chemokine ligand 2, and mononuclear phagocytes in the pathogenesis
of pulmonary fibrosis. Am J Respir Crit Care Med 2007, 176:78–89.

42. Sakamoto T, Ishibashi T, Sakamoto N, Sugimoto K, Egashira K, Ohkawara H,
Nagata K, Yokoyama K, Kamioka M, Ichiki T, Sugimoto N, Kurabayashi M,
Suzuki K, Takuwa Y, Maruyama Y: Endogenous NO blockade enhances
tissue factor expression via increased Ca2+ influx through MCP-1 in
endothelial cells by monocyte adhesion. Arterioscler Thromb Vasc Biol
2005, 25:2005–2011.

43. Zhao Q, Egashira K, Inoue S, Usui M, Kitamoto S, Ni W, Ishibashi M, Hiasa Ki K,
Ichiki T, Shibuya M, Takeshita A: Vascular endothelial growth factor is
necessary in the development of arteriosclerosis by recruiting/activating
monocytes in a rat model of long-term inhibition of nitric oxide synthesis.
Circulation 2002, 105:1110–1115.

44. Gharaee-Kermani M, Denholm EM, Phan SH: Costimulation of fibroblast
collagen and transforming growth factor beta1 gene expression by
monocyte chemoattractant protein-1 via specific receptors. J Biol Chem
1996, 271:17779–17784.

doi:10.1186/s12931-014-0092-3
Cite this article as: Noguchi et al.: Nitric oxide exerts protective effects
against bleomycin-induced pulmonary fibrosis in mice. Respiratory Research
2014 15:92.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Introduction
	Materials and methods
	Animals
	Animal treatment
	Histopathological evaluation
	Immunohistochemistry
	Collagen assay
	Bronchoalveolar lavage
	Quantitative determination of IL-6, IL-1β, TNF-α, IFN-γ, CCL-2 and active TGF-β1
	Real-time polymerase chain reaction
	NOx measurement
	Statistical analysis

	Results
	Body weight changes
	BLM-induced pulmonary fibrosis
	Total cell counts and differential cell analysis of the BALF
	Quantitative analysis of the protein levels and the mRNA expression of pro-inflammatory cytokines
	Quantitative analysis of the protein level and the mRNA expression of CCL-2
	Quantitative analysis of the active form of TGF-β1 protein and the expression of TGF-β1 mRNA
	Immunochemical expression and the mRNA expression of growth factor
	Effects of long-term supplementation of a NO donor

	Discussion
	Additional file
	Abbreviations
	Competing interests
	Authors’ contributions
	Financial/non-financial disclosures
	Author details
	References


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

  /CreateJDFFile false
  /Description <<

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

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


