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Nogo-B regulates migration and contraction of
airway smooth muscle cells by decreasing ARPC
2/3 and increasing MYL-9 expression
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Abstract

role of Nogo-B in airway smooth muscle abnormalities.

responsible for the function of Nogo-B.

knockdown.

of airway smooth muscle cells.

Background: Abnormal proliferation, apoptosis, migration and contraction of airway smooth muscle (ASM) cells in
airway remodeling in asthma are basically excessive repair responses to a network of inflammatory mediators such
as PDGF, but the mechanisms of such responses remain unclear. Nogo-B, a member of the reticulum family

4(RTN4), is known to play a key role in arteriogenesis and tissue repair. Further studies are needed to elucidate the

Methods: A mouse model of chronic asthma was established by repeated OVA inhalation and subjected to Nogo-B
expression analysis using immunohistochemistry and Western Blotting. Then, primary human bronchial smooth
muscle cells (HBSMCs) were cultured in vitro and a siRNA interference was performed to knockdown the expression
of Nogo-B in the cells. The effects of Nogo-B inhibition on PDGF-induced HBSMCs proliferation, migration and
contraction were evaluated. Finally, a proteomic analysis was conducted to unveil the underlying mechanisms

Results: Total Nogo-B expression was approximately 3.08-fold lower in chronic asthmatic mice compared to naive
mice, which was obvious in the smooth muscle layer of the airways. Interference of Nogo-B expression by siRNA
resulted nearly 96% reduction in mRNA in cultured HBSMCs. In addition, knockdown of Nogo-B using specific
SiRNA significantly decreased PDGF-induced migration of HBSMCs by 2.3-fold, and increased the cellular
contraction by 16% compared to negative controls, but had limited effects on PDGF-induced proliferation.
Furthermore, using proteomic analysis, we demonstrate that the expression of actin related protein 2/3 complex
subunit 5 (ARPC 2/3) decreased and, myosin regulatory light chain 9 isoform a (MYL-9) increased after Nogo-B

Conclusions: These data define a novel role for Nogo-B in airway remodeling in chronic asthma. Endogenous
Nogo-B, which may exert its effects through ARPC 2/3 and MYL-9, is necessary for the migration and contraction

Background

Airway remodeling in chronic asthma is characterized
by epithelial detachment, subepithelial fibrosis, mucus
hyperplasia, angiogenesis, airway edema, changes in the
cartilage, and most obviously, an increase in airway
smooth muscle mass. It is believed that abnormalities in
proliferation, apoptosis, migration, secretion, and con-
traction of smooth muscle cells (SMCs) all play roles in
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airway smooth muscle remodeling, and contribute to
airway hyperresponsiveness [1,2].

The cause for such abnormalities is complex and
depends on a network of inflammatory mediators and
cytokines. The levels of some mediators, such as PDGF
and TGEF-f, are greatly elevated in the lung of asthmatic
patient and are thought to play important roles in airway
smooth muscle remodeling [3,4]. In vitro studies have
shown that PDGF is a potent SMC mitogen that can pro-
mote proliferation and migration while switching cells to
an “immature” phenotype and, therefore, decreasing the
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contractility of the cells. However, the precise mechan-
isms underlying these processes remain unclear [5,6].

Reticulons (RTNs) are a family of proteins that include
four family members, RTN 1, 2, 3, and 4. In mammals,
the RTNs are mainly localized to the endoplasmic reticu-
lum (ER) and are involved in tubulogenesis of the ER and
membrane curvature [7,8]. Different isoforms of the RTN
family have distinct functions. Recently, the RTN 4 iso-
forms, also called Nogo, have been demonstrated to be
vital mediators of a variety of cellular responses and tis-
sue repair. The RTN 4 family is expressed in three splice
variants including Nogo-A, -B, and -C. Nogo-A is pri-
marily expressed in the central nervous system and is
identified as a potent inhibitor of axonal growth and
repair [9]. Nogo-C exists mainly in skeletal muscle,
whereas Nogo-B is widely expressed in peripheral tissues
including those of lung and vascular systems [10]. Mice
deficient in Nogo-B exhibited an exaggerated neointimal
proliferation that could be rescued by adenoviral-
mediated gene transfer of Nogo-B [11]. In addition,
Nogo-B is necessary for modulating macrophage infiltra-
tion and expressing inflammatory mediators macrophage
infiltrating and inflammatory mediators’ expression for
tissue repair after ischemic injury. All of these factors
observations indicate that Nogo-B plays a pivotal role in
vascular remodeling and tissue repair [12]. Airway
smooth muscle remodeling in asthma is basically a SMC
repair response to inflammatory mediates and cytokines,
the role of Nogo-B in the process of airway smooth mus-
cle remodeling has not yet been reported.

We evaluated the role of Nogo-B in ASM in a mouse
model of chronic asthma and then determined the
effects of Nogo-B on PDGF-induced proliferation,
migration and contraction of HBSMCs in vitro using a
siRNA strategy. Proteomic analysis was then performed
to unveil the underlying mechanisms. Our results
demonstrate a novel mechanism through which Nogo-B
regulates airway smooth muscle cells.

Materials and methods

Animal models

Four to six-week-old male BALB/c mice (Shanghai
Laboratory Animal Company, Shanghai, China) were
used in our experiments. The mice were sensitized intra-
peritoneally with Ovalbumin (OVA, Sigma Aldrich) in
alum (Days 0, 7, and 14). Control mice received the same
volume of PBS in alum, as previously described [13].
Chronic allergic airway remodeling was induced when
mice were subsequently exposed to aerosolized OVA
challenges three times a week from Days 21 to 72. Mice
were sacrificed at the indicated times and the lungs were
harvested, either into 4% formalin for histological evalua-
tion or snap-frozen into liquid nitrogen for protein
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preparations. Animals were treated humanely according
to Institutional Animal Care procedures.

Cell culture

Primary human bronchial smooth muscle cells (HBSMCs)
and smooth muscle growth medium (SmGM) were pur-
chased from ScienCell (U.S.A). HBSMCs were cultured in
SmGM containing 5% FBS. The cells were incubated at
37°C in a 5% CO,-humidified atmosphere. Cells from pas-
sages 4 to 10 were used for the experiment. PDGF-BB was
purchased from R&D (U.S.A) and dissolved in PBS to
yield a stock solution of 1 pug/ml.

Histological examination

Mouse lung tissues were collected and embedded in
paraffin for histological analysis. Lung sections were
stained with hemotoxylin and eosin (H-E) for examina-
tion of airway remodeling. For the immunohistochemis-
try, 5 um thick sections were cut, and the Envision
method was performed according to the instructions
(DakoCytomation, Denmark). Anti-SM-22 antibody,
anti-Nogo-B antibody were applied. 3, 3’-Diaminobenzi-
dine was used as a chromogen with a subsequent hema-
toxylin counter-stain.

RNA interference

For Nogo-B knockdown, Nogo-B siRNA1 (NOGOQi-1 for-
ward: AGA AAU UAU UAA UUA CAA A, reverse: UUU
GUA AUU AAU AAU UUC U) and Nogo-B siRNA2
(NOGOi-2 forward: GAU CGU UGU UAG AUC UUU
A, reverse: UAA AGA UCU AAC AAC GAU C) were
employed. The control siRNA in experiments refers to a
negative control siRNA (NEGi forward: UUC UCC GAA
CGU GUC ACG U, reverse: ACG UGA CAC GUU CGG
AGA A). All of the above siRNAs were designed and
synthesized by Qiagen (Germany). For 6-well plate trans-
fection, human bronchial smooth muscle cells were
transfected with 300 ng siRNA using 12 pl Hiperfect
(Qiagen) according to the manufacturers’ instructions.
Efficacy of siRNA interference of Nogo-B was assayed at
24 to -60 h post-transfection by Western blotting.

Western blotting analysis

The protein concentration was determined using the
Bio-Rad protein assay system. HBSMCs were dissolved
and boiled in Laemmli buffer for 5 min. Twenty micro-
grams of proteins were subjected to electrophoresis in
12% SDS-PAGE, transferred to nitrocellulose membrane,
blocked in PBS containing 5% skimmed milk for 2 h at
room temperature and then reacted with the primary
antibody of Nogo-B, ARPC 2/3 (Abcam, Britain) or
MYL-9 (Santa Cruz, U.S.A). The quantity of expressed
protein was normalized to GAPDH.
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Real-time PCR

Real-time PCR analysis was performed using the Light-
Cycler® 2.0 Real-Time PCR system (Roche, Switzerland)
and the SYBR PrimeScriptTM RT Reagent Kit (TaKaRa,
Japan) following the manufactures’ instructions. The pri-
mers and reaction conditions were shown as below:
Nogo-B, forward (5-GCA GGG GCT CCG GCT CAG
TG-3’) and reverse (5-GTT CAC ATG ACC AAG AGC
CAG-3’);B-actin, forward (5-GGA CTT CGA GCA
AGA GAT GG-3’) and reverse (5-AGC ACT GTG
TTG GCG TAC AG-3’), 40 cycles. The Nogo-B mRNA
expression was normalized by the housekeeping gene
B-actin.

Proliferation assay

Cell proliferation assays were performed using Cell
CountingKit-8 (Dojindo, Japan). Cells were plated in
96-well plates at 3.5x10° cells per well and cultured in
growth medium with 2% FBS. At the indicated time
points (24 h, and 48 h,), the cell numbers in triplicate
wells were measured as the absorbance at 450 nm from
WST-8(2-(2-methoxy-4-nitrophenyl)-3-(4-nitrophenyl)-
5-(2,4-disulfophenyl)-2H-tetrazolium, monosodium salt)

Boyden chamber migration

Cell migration assays were performed using Millicell cell
culture inserts (Millipore, U.S.A) [14]. HBSMCs, which
had been treated with siRNA for 48 h, were serum-
starved overnight. PDGF-BB (20 ng/ml) and 10% FBS
were prepared in SmGM and added to the bottom cham-
bers. HBSMCs (5x10% in serum free SmGM were added
to the upper chambers. After 5 h of incubation at 37°C,
cells on both sides of the membrane were fixed and
stained with 0.1% crystal violet. Cells on the upper side of
the membrane were removed with a cotton swab. The
average number of cells per field was determined by
counting the number of cells in four high-power (x200)
fields from the lower side of the membrane.

Gel contraction assay

The contractility of the cultured HBSMCs was examined
using a gel contraction assay [15]. For each 6-well plate,
collagen solution was prepared by mixing 450 pl of ice-
cold type I collagen (5 mg/ml, Shengyou biotechnology,
China) with 53 pl 10x PBS, pH was adjusted to 7.4 with
0.1 M NaOH. HBSMCs pretreated with siRNA for 48 h
were seeded at a density of 3x10° cells/ml; 1.5 ml of gel
suspension was poured into a 6-well culture pate. The
gels were cultured in 2 ml of 5% FBS SmGM overnight
added with PDGF or PBS and then started the contrac-
tion assay. Gel surface images were captured with a digi-
tal camera 24 h later. Contraction of the gel was then
evaluated by measuring its surface area with Image-Pro
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Plus 6.0 (Media Cybernetics, Inc. U.S.A). Data were
expressed as percentage of the original gel size.

Proteomic analysis

Proteomic analysis was performed, as previously
described [16]. Briefly, HBSMCs transfected with NEGi
or NOGOi-2 from three 60 mm cell culture dishes were,
respectively, pooled as one sample. Total proteins of the
cell samples were homogenized and treated with 2-D
Clean-Up Kit (Amersham), following the manufacturer’s
protocol. Protein (600 pg) from each sample was loaded
into DryStripTM (13 cm, pH 3-10; Amersham) and iso-
electric focusing was performed on MultiphorTMII
(Amersham) at 18°C. Two 15-min equilibration steps
were carried out using equilibration tubes. After equili-
bration, the strips were transferred onto 15% polyacryla-
mide gels for second dimensional (2D) SDS-PAGE. The
2ndD gels were silver stained and digitized using an ima-
ging system - ChemilmagerTM 5500 (Alpha Innotech,
San Leandro, USA). Image analysis was conducted using
the ImageMasterTM 5.0 (Amersham). Only significantly
different spots (three-fold increase or decrease) were
selected for analysis by mass spectrometry. Target pro-
teins were excised and digested. Peptides were then
extracted, dried and subjected to MALDI-TOF MS analy-
sis. Data from MALDI-TOFMS MS were analyzed using
MASCOT (Matrix Science, London) search software.
The following parameters were used in the search: mam-
malian, protein molecular mass ranged from 700 to 32,
000Da, trypsin digest with one missing cleavage, peptide
tolerance of 0.2, MS/MS tolerance of 0.6 Da and possible
oxidation of methionine.

Statistical analysis

All values were expressed as the mean + SD of n obser-
vations (n > = 3).Statistical analyses between groups
were performed using one-way analysis of variance or
Student ¢ tests between two groups, as appropriate. P <
0.05 was considered statistically significant.

Results

Down-regulation of Nogo-B in airway smooth muscle of
chronic asthmatic mice

To investigate the role of Nogo-B in airway remodeling
in asthma, we constructed a mouse model of chronic
asthma. Evident airway inflammation and airway thick-
ening could be observed in mice with chronic asthma
(Figure 1A-B). The asthmatic mice also had significantly
increased expression of SM-22 (Figure 1C-D), a specific
marker of differentiated ASM cells in the airway, indi-
cating evidence of airway smooth muscle remodeling.
Immunohistochemistry revealed that Nogo-B was widely
expressed in the lung, especially abundant in epithelium,
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Figure 1 Down-regulation of Nogo-B in airway smooth muscle of chronic asthmatic mice. Repeated sensitization and provocation resulted
in airway remodeling (B) compared to wild type littermates (A). Immunohistochemistry analysis demonstrated increased expression of SM-22 in
chronic asthmatic mice (D) relative to wild type littermates(C). Arrow head indicated SM-22 expression in the smooth muscle layer of the
airways. Nogo-B expression in control (E) and chronic asthmatic mice (F). Arrow indicates that Nogo-B expression was lower in the smooth
muscle layer in chronic asthmatic mice than that in control mice. Original magnification: X100 for the large pictures and x400 for the smaller
inserts located in the right bottom of the large ones. G, mMRNA expression of Nogo-B in the lung of control and chronic asthmatic mouse model.
H, Western blot analysis demonstrated expression of Nogo-B in the lung of controls and chronic asthmatic mice. I, Protein intensity detected by
Western blot with Nogo-B antibody and GAPDH. J, Effects of PDGF on Nogo-B expression in vitro. Data are mean + SD, n = 7, *P < 0.05 as
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alveolar epithelial cells, and airway smooth muscle cells.
In chronic asthmatic mice, the distribution of Nogo-B
was not altered. However, there was a significant decrease
in the airway smooth muscle layer (Figure 1E-F). Addi-
tionally, Realtime analysis revealed a significant reduction
of lung Nogo-B mRNA expression in chronic asthmatic

mice (Figure 1G), in accordance with this, Western blot-
ting analysis of the total proteins collected from the lung
homogenates showed that Nogo-B expression was
approximately 3.08-fold lower in chronic asthmatic mice
than in control mice (Figure 1H-I), indicating that Nogo-B
may play a role in airway smooth muscle remodeling in
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asthma. However, incubation of cultured HBSMCs with
an increasing concentration of PDGF-BB for up to 48 h
resulted no obvious change of Nogo-B as evidenced by
western blotting analysis (Figure 1J).

RNAi for Nogo-B expression

To determine the role of Nogo-B in airway smooth mus-
cle cells, we used a siRNA approach to knockdown
Nogo-B expression in HBSMCs in vitro. Transfection of
cells with two different Nogo-B siRNA (NOGOi)
sequences resulted in knock-down of Nogo-B protein
expression, as determined by Western blotting analysis
(Figure 2A). Transfection of negative control siRNA
(NEGi) had no effect on Nogo-B expression levels. Addi-
tionally, NOGOi-transfected cells showed a 96% reduc-
tion in Nogo-B mRNA compared to NEGi-transfected
cells 60 h post-transfection, as determined by quantita-
tive real-time PCR (Figure 2B).

Effects of Nogo-B on proliferation and migration of
HBSMCs

In the next step, we examined the effects of Nogo-B on
PDGF-induced abnormalities of HBSMCs in vitro.
HBSMC:s, pretreated with either NEGi or NOGOi-2 for
48 h, were starved overnight, reseeded onto a 96-well
plate at a density of 3.5 x 10 in 2% FBS SmGM and
incubated with PDGF-BB (20 ng/ml). Stimulation of
HBSMCs with PDGF for 24 h and 48 h resulted in signif-
icant increase in cell numbers, both in untransfected and
transfected cells, but there was no significant difference
between the NEGi and the NOGOi-2 treated groups.
These results demonstrated that down-regulation of
Nogo-B had no significant effect on the proliferation of
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HBSMCs at either time point (Figure 3A). Next, we char-
acterized the effects of Nogo-B on PDGF-induced
HBSMC migration. As shown in Figure 3B, PDGF
(20 ng/ml) resulted in an approximately 4.4-fold increase
in migration of HBSMCs. Also, cells pretreated with
NEGi for 60 h showed a marked increase in migration
after PDGF induction, similar to the untreated controls.
Knockdown of Nogo-B significantly inhibited the migra-
tion of HBSMCs, as much as 2.3-fold compared to the
NEGi group. These findings suggest that Nogo-B is
necessary for the migration of HBSMCs.

Effects of Nogo-B on the contraction of HBSMCs

It is believed that PDGF can switch SMC to an undiffer-
entiated phenotype that exhibits diminished contractility.
Therefore, using a gel contraction assay, we tested the
role of Nogo-B on the contraction of HBSMCs pretreated
with PDGEF. Cells pretreated with PDGF (20 ng/ml)
exhibited reduced contractility in NEGi controls and the
untreated controls, as identified from gel surface area. In
the NOGOi-2 group, however, the gel surface was much
smaller than in the NEGi controls and untreated con-
trols, indicating an increased contractility after Nogo-B
down-regulation (Figure 3C-G).

Proteomic analysis revealed changes in MYL-9 and
ARPC2/3 after Nogo-B knock-down

To more clearly define the role of Nogo-B on the modula-
tion of PDGF-induced SMC migration and contraction,
we performed a proteomic analysis. Two-dimensional
electrophoresis was performed and approximately 1,000
spots, on average, were detected for NEGi or NOGOi-2
treated HBSMC:s in silver-stained gels using ImageMaster.

Figure 2 Nogo-B was specifically targeted by two Nogo-B small interference RNA (siRNA) sequences. Cells were transfected with 10 nM
Nogo-B siRNA. Following transfection, cells were lysed for Western blot analysis at 24 and 60 h (A) or for RNA isolation at 60 h and real-time
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Figure 3 Effects of Nogo-B knock-down on proliferation, migration and contraction of HBSMCs. A, Untransfected cells or HBSMCs
transfected with NEGi or NOGOI-2 for 48 h were starved overnight to achieve growth arrestment and treated with PDGF-BB (20 ng/ml). Cell
numbers were counted by proliferation assay. *P < 0.05 compared with untreated control. B, Untransfected cells or HBSMCs transfected with
NEGi or NOGOi-2 for 48 hours were starved overnight a treated with PDGF-BB (20 ng/ml) in SmGM to induce migration. C-F, representative
pictures of contraction of untreated HBSMCs (C) or PDGF-treated untransfected control (D), NEGi transfected (E), and NOGOI-2 transfected

(F) HBSMCs. G, Statistic analysis of the effects of Nogo-B inhibition on the contraction of HBSMsC. All data are mean + SD, n = 3 for triplicate
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The proteins in the high molecular weight region of the
2D gels could not be separated clearly. In a low molecular
weight region, a mean of 350 spots were matched. In com-
parison with the control group, 15 spots in the NOGOi-2
HBSMC group demonstrated a relative concentration
changed of more than 3-fold. Enlarged silver-stained
gels highlight the quantitative differences in the images
(Figure 4A), here, only the successfully identified spots are
shown). Numbered spots were excised and subjected to
in-gel digestion. Protein identifications, as obtained by
MALDI-TOF MS, are listed in Table 1. We focused our
interests on two of the six proteins successfully identified,
including myosin regulatory light chain 9 isoform a (MYL-
9) and actin related protein 2/3 complex subunit 5 (ARPC
2/3), which, are the key proteins in the processed of SMC

contraction and migration. To further validate the proteo-
mic data, we again performed RNAi in the HBSMCs and
analyzed the protein expression by Western blotting. In
accordance with the results found in the proteomic analy-
sis, Figure 4B demonstrates that the expression of ARPC
2/3 decreased, while MYL-9 expression increased after
Nogo-B knock-down. These results convinced us that the
expression of ARPC 2/3 and MYL-9 changes after Nogo-B
knock-down.

Discussion

In the present study, we showed that Nogo-B was
down-regulated in the smooth muscle layers of the air-
ways of chronic asthmatic mice. In addition, the endo-
genous expression of Nogo-B was necessary for airway
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Figure 4 Identification and verification of changes in proteins expression after Nogo-B knockdown by proteomic assay. A,
Enlargements of silver-stained gels. Representative areas of 2-dimensional gel from NEGi and NOGOi-2 lysates highlighting the quantitative
differences in the images. B, expression of ARPC 2/3 and MYL-9 proteins as detected by Western blot after Nogo-B knockdown (in agreement
with the proteomic findings). This verification experiment was repeated for three times.

smooth muscle cell migration and contraction, but had
limited effect on proliferation of the cells. Furthermore,
we revealed for the first time that ARPC 2/3 and MYL-
9 may be two of the factors responsible for the func-
tional effects of Nogo-B on airway smooth muscle cells.
Our results suggest that Nogo-B plays an important role
in regulating airway smooth muscle cells and, therefore,
participates in airway remodeling in asthma.

We demonstrated that Nogo-B was significantly
down-regulated in the lungs of chronic asthmatic mice.
Also, immunohistochemistry indicated that expression
of Nogo-B decreased in the airways of smooth muscle
layer of chronic asthmatic mice. These results strongly

implicate Nogo-B in asthmatic airway smooth muscle
remodeling. Nogo-B is a 37 kDa protein belonging to
the RTN4 family. The importance of Nogo-A as a
potent inhibitor was initially described during axonal
growth in the central nervous system [9,11,16,17].
Nogo-B, which shares homology with Nogo-A, was then
identified outside the central nervous system [10]. Pre-
vious studies have shown that down-regulation of Nogo-
B most likely occurs under conditions of trauma and
inflammation and, therefore, is responsible for multiple
pathological conditions such as atherosclerosis, aortic
aneurysms formation, and vascular regeneration after
vessel injury [11,18-21]. However, up-regulation of

Table 1 Identification of the differentially expressed protein after Nogo-B knock-down

No Protein Mr Pl Accession No of NCBI  Fold Change  Sequence Coverage/Score
1 fatty acid binding protein 5 15155 6.6 qgij4557581 332 31%/199
2 ubiquitin-conjugating enzyme E2N 17127 613 qgil4507793 422 ] 82%/342
3 myosin regulatory light chain 9 isoform a 19814 4.8 gi|29568111 805 1 519%/251
4 actin related protein 2/3 complex subunit 5 16310 547 gi5031593 332 549%/259
5 enhancer of rudimentary homolog 12251 563 gil4758302 143 ] 309%/211
6 S100 calcium-binding protein A4 11721 585 qgij4506765 522 58%/276

(| stands for down-regulation; 1 stands for up-regulation).
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Nogo-B has also been reported in inflammation initiated
by ischemia and is necessary for wound healing [12].
These studies suggest that Nogo-B may play a complex
role in different stages and types of inflammation. In
the case of airway remodeling of asthma, decreased
Nogo-B may also result from inflammation and a repair
response. A similar phenomenon was also observed in
both a mouse model of acute asthma and in severe asth-
matic patients [22]. In the next step, we are going to
construct the chronic asthma models of mice on Nogo-
B deficient mice and hope to find out the exact role of
Nogo-B on airway smooth muscle remodeling.

Nogo-B was originally identified as an apoptosis-indu-
cing protein through multiple pathways [23,24] and then
was know as a regulator of vascular remodeling [12].
As both proliferation and apoptosis are believed to con-
tribute to airway smooth muscle remodeling in asthma
[25], we tested whether Nogo-B played a role in airway
remodeling. We found that down-regulation of Nogo-B
had no effects on the proliferation of HBSMCs. Our
findings confirm the result of a previous investigation
demonstrating that stable transfectants overexpressing
Nogo-B did not differ significantly from the respective
parental wild-type of control cell lines both in respect to
cell proliferation and to spontaneous apoptosis induced
by staurosporine and tunicamycin [26]. These results
suggest that Nogo-B may not exert its role through
modulation on proliferation and apoptosis.

Increased emigration of airway smooth muscle cells
was also thought to participate in airway remodeling in
asthma [27]. We showed that down-regulation of Nogo-
B significantly inhibited PDGEF-induced migration of
HBSMCs, underscoring a role for Nogo-B in airway
smooth muscle remodeling. Previous studies demon-
strated that Nogo-B played a complex role in cell migra-
tion. For example, Nogo-B N-terminal peptides promote
migration of endothelial cells while inhibiting migration
of vascular muscle cells [11], and Nogo-B deficient
macrophages exhibited deficiency in migration and
spreading [12]. Three mechanisms, besides different cell
lines, may account for such differences. Firstly, genomic
studies have revealed that Nogo-B deficient mice show
significantly decreased expression of Nogo-B receptors,
which are vital for chemotaxis and morphogenesis of
endothelial cells [12]. Secondly, PDGF receptors are
down-regulated after Nogo-B knock-down, which defi-
nitely attenuates the effects of PDGF-induced migration
[12]. Finally, we report for the first time that down-reg-
ulation of Nogo-B inhibites the expression of ARPC 2/3
subunit 5. ARPC 2/3 subunit 5 is a family member of
actin related protein complex 2/3 and plays an impor-
tant role in actin-filament nucleation, and ARPC 2/3
inhibition results in diminished migration [28,29]. Taken
together, these mechanisms also explain the inhibitory
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effect on migration after Nogo-B knock-down in our
experiment.

Interestingly, we demonstrated for the first time that
Nogo-B knock-down may increased the contraction of
HBSMCs by up-regulating MYL-9. MYL-9, also know as
myosin light chain 2 (MLC-2), is a 20 kDa protein that
can be phosphorylated by myosin light chain kinase in
the presence of calcium and calmodulin and increases
the actin-activated ATPase activities of myosins [30].
Phosphorylation of MYL-9 initiates the contraction of
smooth muscle cells [31]. When it is up-regulated, more
contract-related proteins are recruited and the capability
and sensitivity of contraction is greatly enhanced. Our
results from proteomic analysis provide an exciting pos-
sible explanation of how Nogo-B modulating migration
and contraction. However, the precise mechanisms
deserve further investigation.

Conclusions

In conclusion, the present study implicates Nogo-B in
airway remodeling in asthma. Endogenous Nogo-B,
which may exert its effects through ARPC 2/3 and
MYL-9, is necessary for the migration and contraction
of airway smooth muscle cells. Further studies are
needed to clarify the therapeutic potential of Nogo-B
during airway remodeling in asthma.

Abbreviations
ASM: airway smooth muscle; Nogo-B: Inhibitor of neurite outgrowth-B;
HBSMC: human bronchial smooth muscle cells

Acknowledgements
The authors thank staff from the central clinical libratory of ChangHai
hospital for their expert technical assistance.

Author details

'Department of Respiratory Diseases, ChangHai Hospital, Second Military
Medical University, Shanghai 200433, China. “Clinical Research Center,
ChangHai Hospital, Second Military Medical University, Shanghai 200433,
China.

Authors’ contributions

XWJ carried out the animal and part of the cytobiological experiments and
drafted the manuscript. HWJ carried out the cell culture. SY carried out the
molecular biological experiments. NYY participated in the design of the
study and performed the statistical analysis. CZL participated in the
molecular biological experiments and helped to draft the manuscript. LQ
designed the study and participated in drafting the manuscript. All authors
read and approved the final manuscript.

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

Received: 16 September 2010 Accepted: 21 January 2011
Published: 21 January 2011

References

1. An SS, Fredberg JJ: Biophysical basis for airway hyperresponsiveness. Can
J Physiol Pharmacol 2007, 85(7):700-14.

2. Sumi Y, Hamid Q: Airway remodeling in asthma. Allergol Int 2007,
56(4):341-8.


http://www.ncbi.nlm.nih.gov/pubmed/17823634?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17965577?dopt=Abstract

Xu et al. Respiratory Research 2011, 12:14
http://respiratory-research.com/content/12/1/14

20.

21.

22.

23.

Ohno |, Nitta Y, Yamauchi K, Hoshi H, Honma M, Woolley K, O'Byrne P,
Dolovich J, Jordana M, Tamura G: Eosinophils as a potential source of
platelet-derived growth factor B-chain (PDGF-B) in nasal polyposis and
bronchial asthma. Am J Respir Cell Mol Biol 1995, 13(6):639-47.

Vignola AM, Chanez P, Chiappara G, Merendino A, Pace E, Rizzo A, la
Rocca AM, Bellia V, Bonsignore G, Bousquet J: Transforming growth factor-
beta expression in mucosal biopsies in asthma and chronic bronchitis.
Am J Respir Crit Care Med 1997, 156(2 Pt 1):591-9.

Gosens R, Meurs H, Bromhaar MM, Mckay S, Nelemans SA, Zaagsma J:
Functional characterization of serum- and growth factor-induced
phenotypic changes in intact bovine tracheal smooth muscle. Br J
Pharmacol 2002, 137:459-466.

Halayko AJ, Solway J: Molecular mechanisms of phenotypic plasticity in
smooth muscle cells. J Appl Physiol 2001, 90(1):358-68.

Shibata Y, Voss C, Rist JM, Hu J, Rapoport TA, Prinz WA, Voeltz GK: The
reticulon and DP1/Yop1p proteins form immobile oligomers in the
tubular endoplasmic reticulum. J Bio/ Chem 2008, 283(27):18892-904.
Voeltz GK, Prinz WA, Shibata Y, Rist JM, Rapoport TA: A class of membrane
proteins shaping the tubular endoplasmic reticulum. Cell 2006,
124(3):573-86.

Chen MS, Huber AB, van der Haar ME, Frank M, Schnell L, Spillmann AA,
Christ F, Schwab ME: Nogo-A is a myelin-associated neurite outgrowth
inhibitor and an antigen for monoclonal antibody IN-1. Nature 2000,
403(6768):434-9.

Oertle T, Huber C, van der Putten H, Schwab ME: Genomic structure and
functional characterisation of the promoters of human and mouse
nogo/RTN4. J Mol Biol 2003, 325(2):299-323.

Acevedo L, Yu J, Erdjument-Bromage H, Miao RQ, Kim JE, Fulton D,
Tempst P, Strittmatter SM, Sessa WC: A new role for Nogo as a regulator
of vascular remodeling. Nat Med 2004, 10(4):382-8.

Yu J, Ferndndez-Hernando C, Suarez Y, Schleicher M, Hao Z, Wright PL,
DiLorenzo A, Kyriakides TR, Sessa WC: Reticulon 4B (Nogo-B) is necessary
for macrophage infiltration and tissue repair. Proc Natl Acad Sci USA 2009,
13(106(41)):17511-6.

Temelkovski J, Hogan SP, Shepherd DP, Foster PS, Kumar RK: An improved
murine model of asthma: selective airway inflammation, epithelial
lesions and increased methacholine responsiveness following chronic
exposure to aerosolised allergen. Thorax 1998, 53(10):849-56.

Goncharova EA, Lim P, Goncharov DA, Eszterhas A, Panettieri RA Jr,
Krymskaya VP: Assays for in vitro monitoring of proliferation of human
airway smooth muscle (ASM) and human pulmonary arterial vascular
smooth muscle (VSM) cells. Nat Protoc 2006, 1(6):2905-8.

Kimura C, Cheng W, Hisadome K, Wang YP, Koyama T, Karashima Y, Oike M,
Ito Y: Superoxide anion impairs contractility in cultured aortic smooth
muscle cells. Am J Physiol Heart Circ Physiol 2002, 283(1):H382-90.

Gevaert K, Vandekerckhove J: Protein identification methods in
proteomics. Electrophoresis 2000, 21(6):1145-54.

GrandPré T, Nakamura F, Vartanian T, Strittmatter SM: Identification of the
Nogo inhibitor of axon regeneration as a Reticulon protein. Nature 2000,
403(6768):439-44.

Oertle T, Merkler D, Schwab ME: Do cancer cells die because of Nogo-B?
Oncogene 2003, 22(9):1390-9.

Pan JW, Zheng X, Yang PY, Qin YW, Rui YC, Ma LP, Zhou F, Kang H:
Different expressions of Nogo-B1 and Nogo-B2 in mouse heart
microvascular endothelial cell dysfunction induced by
lysophosphatidylcholine. Microvasc Res 2006, 72(1-2):42-7.

Pan JW, Wei M, Yang PY, Zheng X, Li JB, Lu ZG, Zhao XX, Wu H, Kang H,
Rui YC: Regulation of Nogo-B expression in the lesion of aortic
aneurysms. Clin Exp Pharmacol Physiol 2007, 34(9):856-60.

Rodriguez-Feo JA, Hellings WE, Verhoeven BA, Moll FL, de Kleijn DP,
Prendergast J, Gao Y, van der Graaf v, Tellides G, Sessa WC, Pasterkamp G:
Low levels of Nogo-B in human carotid atherosclerotic plaques are
associated with an atheromatous phenotype, restenosis, and stenosis
severity. Arterioscler Thromb Vasc Biol 2007, 27(6):1354-60.

Wright PL, Yu J, Di YP, Homer RJ, Chupp G, Elias JA, Cohn L, Sessa WC:
Epithelial reticulon 4B (Nogo-B) is an endogenous regulator of Th2-
driven lung inflammation. J £xp Med 2010, 22(207(12)):2595-607.

Kuang E, Wan Q, Li X, Xu H, Zou T, Qi Y: ER stress triggers apoptosis
induced by Nogo-B/ASY overexpression. Exp Cell Res 2006, 312(11):1983-8.

24.

25.

26.

27.

28.

29.

30.

31

Page 9 of 9

Qi B, Qi Y, Watari A, Yoshioka N, Inoue H, Minemoto Y, Yamashita K,
Sasagawa T, Yutsudo M: Pro-apoptotic ASY/Nogo-B protein associates
with ASYIP. J Cell Physiol 2003, 196(2):312-8.

An SS, Bai TR, Bates JH, Black JL, Brown RH, Brusasco V, Chitano P, Deng L,
Dowell M, Eidelman DH, Fabry B, Fairbank NJ, Ford LE, Fredberg JJ,
Gerthoffer WT, Gilbert SH, Gosens R, Gunst SJ, Halayko AJ, Ingram RH,

Irvin CG, James AL, Janssen LJ, King GG, Knight DA, Lauzon AM, Lakser OJ,
Ludwig MS, Lutchen KR, Maksym GN, Martin JG, Mauad T, McParland BE,
Mijailovich SM, Mitchell HW, Mitchell RW, Mitzner W, Murphy TM, Paré PD,
Pellegrino R, Sanderson MJ, Schellenberg RR, Seow CY, Silveira PS,

Smith PG, Solway J, Stephens NL, Sterk PJ, Stewart AG, Tang DD, Tepper RS,
Tran T, Wang L: Airway smooth muscle dynamics: a common pathway of
airway obstruction in asthma. Eur Respir J 2007, 29(5):834-60.

Li Q, Qi B, Oka K, Shimakage M, Yoshioka N, Inoue H, Hakura A, Kodama K,
Stanbridge EJ, Yutsudo M: Link of a new type of apoptosis-inducing gene
ASY/Nogo-B to human cancer. Oncogene 2001, 20(30):3929-36.

Gizycki MJ, Adelroth E, Rogers AV, O'Byrne PM, Jeffery PK: Myofibroblast
involvement in the allergen-induced late response in mild atopic
asthma. Am J Respir Cell Mol Biol 1997, 16(6):664-73.

Gerthoffer WT: Mechanisms of vascular smooth muscle cell migration.
Circ Res 2007, 100(5):607-21.

Zigmond SH: Actin cytoskeleton: the Arp2/3 complex gets to the point.
Curr Biol 1998, 8(18):R654-7.

Higashihara M, Watanabe M, Usuda S, Miyazaki K: Smooth muscle type
isoform of 20 kDa myosin light chain is expressed in monocyte/
macrophage cell lineage. J Smooth Muscle Res 2008, 44(1):29-40.
Hartshorne DJ, Mrwa U: Regulation of smooth muscle actomyosin. Blood
Vessels 1982, 19(1):1-18.

doi:10.1186/1465-9921-12-14

Cite this article as: Xu et al: Nogo-B regulates migration and
contraction of airway smooth muscle cells by decreasing ARPC 2/3 and
increasing MYL-9 expression. Respiratory Research 2011 12:14.

~
Submit your next manuscript to BioMed Central
and take full advantage of:
e Convenient online submission
e 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 BioMed Central
J



http://www.ncbi.nlm.nih.gov/pubmed/7576701?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7576701?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7576701?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9279245?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9279245?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12359627?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12359627?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11133929?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11133929?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18442980?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18442980?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18442980?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16469703?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16469703?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10667796?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10667796?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12488097?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12488097?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12488097?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15034570?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15034570?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10193371?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10193371?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10193371?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10193371?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17406550?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17406550?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17406550?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12063312?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12063312?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10786887?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10786887?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10667797?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10667797?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12618765?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16828122?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16828122?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16828122?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17645629?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17645629?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17413036?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17413036?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17413036?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16687140?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16687140?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12811824?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12811824?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17470619?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17470619?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11494121?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11494121?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9191468?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9191468?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9191468?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17363707?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9740796?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18480596?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18480596?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18480596?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7037073?dopt=Abstract

	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Materials and methods
	Animal models
	Cell culture
	Histological examination
	RNA interference
	Western blotting analysis
	Real-time PCR
	Proliferation assay
	Boyden chamber migration
	Gel contraction assay
	Proteomic analysis
	Statistical analysis

	Results
	Down-regulation of Nogo-B in airway smooth muscle of chronic asthmatic mice
	RNAi for Nogo-B expression
	Effects of Nogo-B on proliferation and migration of HBSMCs
	Effects of Nogo-B on the contraction of HBSMCs
	Proteomic analysis revealed changes in MYL-9 and ARPC2/3 after Nogo-B knock-down

	Discussion
	Conclusions
	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments 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 /Warning
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /Warning
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /Warning
  /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 <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. 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 suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


