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A Chinese herbal formula “Gan-Lu-Yin”
suppresses vascular smooth muscle cell migration
by inhibiting matrix metalloproteinase-2/9
through the PI3K/AKT and ERK signaling
pathways
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and Hsu-Chen Cheng1*
Abstract

Background: This study was to explore the effects of Gan-Lu-Yin (GLY) on the migration of vascular smooth
muscle cells (VSMCs) induced by fetal bovine serum and on neointima formation in a rat model of carotid artery
balloon injury.

Methods: VSMCs were treated with different concentrations of GLY, and then analyzed with Flow cytometric
analysis, zymography, transwell, and western blotting. SD rats received balloon-injury were analyzed with
H&E staining.

Results: Our results showed that GLY significantly decreased the thickness of neointima. The inhibition by
non-cytoxic doses of GLY of VSMCs migration was through its negative regulatory effects on phosphorylated
ERK1/2, PI3K/AKT, and FAK. The data showed that GLY can inhibit the migration of VSMCs cells, and might block
injury-induced neointima hyperplasia via the inhibition of VSMCs migration, without inducing apoptosis.

Conclusions: These observations provide a mechanism of GLY in attenuating cell migration, thus as a potential
intervention for restenosis.
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Background
Angiographic restenosis is still a major limitation for the
clinical application of percutaneous transluminal coron-
ary angiography (PTCA). It has been well documented
that restenosis is a complex and multifactorial process
involving arterial remodeling and neointima hyperplasia,
which might be caused by endothelial disruption, inflam-
mation, cell proliferation and migration of vascular
smooth muscle cells (VSMCs) [1]. Thereby, the pharma-
cological effects of drug-eluting stents for clinical trials
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reproduction in any medium, provided the or
were focused on the prevention of migration and prolif-
eration [2].
Gan-Lu-Yin (GLY), a Chinese herbal formula, consists

of Rehmannia glutinosa, Liriope spicata (Thunb.) Lour,
Eriobotrya japonica (Thunb.) Lindl, Citrus sinensis
Osbeck, Glycyrrhiza uralensis Fisch, Artemisia capillaris
Thunb., Dendrobium nobile Lindl., and Scutellaria bai-
calensis Georgi. Many of the GLY components, such as
R. glutinosa, L. spicata (Thunb.) Lour, E. japonica
(Thunb.) Lindl., C. sinensis Osbeck, G. uralensis Fisch,
A. capillaris Thunb., D. nobile Lindl., and S. baicalensis
Georgi, have been used as health foods for a long history
in Taiwan. Besides, GLY has been used as a popular
drink to manage constipation or oral ulcers. This for-
mula is used to expel the heat, remove the dampness,
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resolve inflammation, and clean the blood according to
traditional Chinese medicinal prescriptions, Tai Ping Hui
Min He Ji Ju Fang. Numerous studies mentioned that
some of the single ingredients within the GLY formula
have biological effects on antitumor potential by inhibit-
ing cell proliferation or inflammation [3-5]. Our recent
observations suggested that GLY extract has an inhibi-
tory effect on angiogenesis, which in turn may prevent
tumor growth, and its mechanism might be partially
associated with blocking vascular endothelial growth
factor (VEGF) protein expression of HUVEC [6]. How-
ever, the investigation regarding the attenuation of bal-
loon injury-induced neointima formation has never
been explored. In this study, our results have shown
that GLY extract has an inhibitory effect on balloon
injury-induced neointima formation. Moreover, the ef-
fect of GLY formula on fetal bovine serum (FBS)-
induced VSMCs cells migration was studied. The
present study was designed to explore the anti-
proliferative and -migration effects of GLY on vascular
smooth muscle cells and to evaluate its molecular
mechanisms.
Methods
Reagents and chemicals
Dulbecco’s Modified Eagle’s Medium (DMEM), 3-(4, 5-
dimethylthiazolyl-2)-2, 5-diphenyltetrazolium bromide
(MTT), RNase A, and other chemicals were obtained
from Sigma Chemical Co. (St. Louis, MO, USA).
Trypsin - EDTA, fetal bovine serum (FBS), and penicil-
lin/streptomycin were from Gibco Life Technologies,
Inc. (Paisley, UK). Cell culture supplies were purchased
from Costar (Corning, Inc., Cypress, CA, USA). The
antibody against PI3K, Akt, MAPK/extracellular signal-
regulated kinase (ERK) 1/2, and phosphorylated pro-
teins were purchased from Cell Signaling Technology
(Beverly, MA, USA). Anti-ERK1/2, anti-PI3K, antifocal
adhesion kinase (FAK), anti-p-FAK, and horseradish
peroxidase-conjugated goat antimouse IgG antibody
were purchased from Santa Cruz Biotechnology Co.
(Santa Cruz, CA, USA).
Materials
The ingredients of GLY, R. glutinosa (rehmannia), L. spi-
cata (Thunb.) Lour (lilyturf ), E. japonica (Thunb.) Lindl.
(loquat leaves), C. sinensis Osbeck (sweet orange), G.
uralensis Fisch (licorice root), A. capillaris Thunb.
(capillaris), D. nobile Lindl. (dendrobium), and S. baica-
lensis Georgi (baical skullcap root), were provided from
the Pharmacy Department of China Medical University
Hospital, Taichung, Taiwan. All other reagents were pur-
chased from Sigma-Aldrich (St. Louis, MO, USA).
Preparation of GLY extract
The ingredients of the GLY formula were equally
weighed (about 1 kg) and soaked in 10 L of 50% ethanol
solution (extractive solvent) for 3 days at room
temperature. The solid residue of the above soaked
herbs was filtered and discarded through a Buchner fun-
nel lined with Whatman filter paper, and the filtrate was
concentrated to paste by distillation under reduced pres-
sure. The series concentrations (0.0625, 0.125, 0.25, 0.5,
1.0 and 2.0 mg/mL) of GLY extract were further diluted
with deionized water for the subsequent studies.

Cell culture
VSMCs derived from rat thoracic aorta were obtained
from Food industry Research and Development Institute
(Hsinchu, Taiwan). Cells were maintained in Dulbecco’s
modified Eagle’s medium (DMEM) supplemented with
10% (v/v) fetal bovine serum (FBS), 2 mM L-glutamine,
1 mM sodium pyruvate, 100 units of penicillin, and
100 mg of streptomycin per mL. The cells were kept in
a humidified 5% CO2/95% air incubator at 37°C.

Cytotoxicity assay
MTT assay was performed to measure the cytotoxicity
of GLY on VSMCs were seeded in ninety-six-well plates
with 1 × 104 cells/well in DMEM supplemented with
10%FBS. After 24 h, cells were washed with PBS and
then exposed to either 10% FBS alone or serial dilutions
(0.0625, 0.125, 0.25, 0.5, 1.0 and 2.0 mg/mL) of GLY.
After 24 h, the number of viable cells was determined by
ELISA reader (Anthos 2001; Anthos Labtec, Salzburg,
Austria).

Flow cytometric analysis
Cellular total DNA contents of the treated cells were
assessed using flow cytometry following propidium iod-
ide (PI) staining. Cells were analysed using a FACScan
flow cytometer (Becton Dickinson, San Jose, CA, USA).
PI fluorescence was linearly amplified and both the area
and width of the fluorescence pulse were measured. Ten
thousand events were acquired, and the percentages of
hypodiploid (apoptotic, sub-G1) events and percentages
of cells in the G0/G1, S and G2-M phases were
determined using the DNA analysis software ModFitLT,
version 2.0 (Verity Software, Topsham, ME, USA).

Wound healing assay
For cell motility determination, VSMCs (3 × 104) were
seeded in a 6-well tissue culture plate and grown to 80 -
90% confluence. After aspiration of the medium, the
center of the cell monolayers was scraped with a sterile
micropipet tip to create a denuded zone (gap) of con-
stant width. Subsequently, cellular debris was washed
with PBS, and VSMCs cells were exposed to various
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concentrations of GLY (0, 0.0625, 0.125, 0.25, and
0.5 mg/mL). Wound closure was monitored and photo-
graphed at 0 and 18 h with a Nikon inverted micro-
scope. To quantify the migrated cells, pictures of the
initial wounded monolayers were compared with the
corresponding pictures of cells at the end of the incuba-
tion. Artificial lines fitting the cutting edges were drawn
on pictures of the original wounds and overlaid on the
pictures of cultures after incubation. Cells that had
migrated across the white lines were counted in six ran-
dom fields from each triplicate treatment.

Cell migration assay
VSMCs migration was assayed in transwell chambers
(Millipore) according to the method reported by Huang
et al. with some modifications [7]. Briefly, transwell
chambers with 6.5 mm polycarbonate filters of 8 μm
pore size were used. VSMCs cells (5 × 105 mL-1) and 0,
0.0625, 0.125, 0.25, and 0.5 mg/mL of GLY were sus-
pended in DMEM (100 μL, serum free), placed in the
upper transwell chamber, and incubated for 18 h at 37°
C. Then, the cells on the upper surface of the filter were
completely wiped away with a cotton swab, and the
lower surface of the filter was fixed in methanol, stained
with Giemsa, and counted under a microscope at a mag-
nification of 100× and 200×. For each replicate, the
VSMCs cells in 10 randomly selected fields were deter-
mined and the counts were averaged.

Determination of MMP-2 and MMP-9 by zymography
MMP in the medium released from VSMCs was assayed
using gelatin zymography (7.5% zymogram gelatin gels)
according to the methods reported by Huang et al., with
some modification [7]. Briefly, the culture medium was
electrophoresed (120 V for 90 min) in a 7.5% SDS-PAGE
gel containing 0.1% gelatin. The gel was then washed at
room temperature in a solution containing 2.5% (v/v)
Triton X-100 with two changes and subsequently trans-
ferred to a reaction buffer for enzymatic reaction con-
taining 1% NaN3, 10 mM CaCl2 and 40 mM Tris–HCl,
pH 8.0, at 37°C with shaking overnight (for 12-15 h).
Finally, the eletrophoretic gel was stained for 30 min
with 0.25% (w/v) coomassie blue in 10% acetic acid (v/v)
and 20% methanol (v/v) and destained in 10% acetic acid
(v/v) and 20% methanol (v/v).

Western blotting analysis
VSMCs cultured in six-well plates were incubated with
GLY at 0.125, 0.25 and 0.5 μg/mL in DMEM containing
10% FBS for 24 h. The cells were then lysed in a buffer
containing 2% SDS, 50 mM-dithiothreitol, 62.5 mM
-Tris–HCl, pH 6.8, followed by incubation at 95°C for
5 min. Samples were separated using SDS-PAGE, trans-
ferred to polyvinylidene fluoride (PVDF) membranes,
blocked with 5% non-fat dry milk in PBS-Tween for 1 h,
and then probed with the desired antibodies (anti-phos-
phorylated focal adhesion kinase (p-FAK; 1:1000), anti-
phosphorylated ERK1/2 (1:1000), anti PI3K (1:2000),
anti-AKT (1: 200), anti-pAKT (1:200), anti-MMP-2
(1:2000), anti-MMP-9 (1:1000), anti-TIMP-1 (1:1000)and
anti-TIMP-2 (1:200); Novus Biologicals, Littleton, CO,
USA) overnight at 4°C. The blots were then incubated
with horseradish peroxidase-linked secondary antibody
for 1 h followed by development with the electrochem-
ical luminescence (ECL) reagent and exposure to Hyper-
film (Amersham, Arlington Heights, IL, USA).

Balloon angioplasty
Sprague–Dawley rats weighing 350-400 g were pur-
chased from National Science Council (Taipei, Taiwan).
Sixteen rats were used and divided as two groups
including total injury control without GLY (n = 8), and
0.5 g/mL (n = 8) of GLY-treated groups. Animals were
housed in a 12 h light–dark cycle with free access to
food and water. All experimental procedures involving
animals were approved by the ethics committee of the
Institutional Animal Care and Use Committee of China
Medical University. The rats were anaesthetised
with 3.6% (w/v) chlorohydrate (1 mL/100 g, intraperito-
neally). Angioplasty of the carotid artery was performed
using a balloon embolectomy catheter as described pre-
viously [8].

Statistical analysis
Values are expressed as means ± SD and analyzed using
one-way ANOVA followed by LSD test for comparisons
of group means. All statistical analyses were performed
using SPSS for Windows, version 10 (SPSS, Inc.). The
level of significance was set at P value <0.05.

Results
GLY inhibited FBS-induced VSMCs proliferation
Since outgrowth of VSMCs has been regarded as the
major factor leading to restenosis, we performed the
MTT assay to determine the inhibitory effects of GLY
on cell viability of VSMCs. As shown in Figure 1A, GLY
inhibited VSMCs viability in a concentration-dependent
manner. The inhibitory effect of GLY on cell viability be-
came significant at 0.5 mg/mL (P < 0.05), 1 mg/mL
(P < 0.01) and 2 mg/mL (P < 0.001) after 24 h incubation.

Effects of GLY on cell cycle
Since the MTT showed that GLY at 0.5, 1 and 2 mg/mL
significantly suppressed cell viability, we postulated that
the inhibitory effects of GLY on cell viability might be
mediated by apoptosis. We chose GLY at 0.0625, 0.125,
0.25, 0.5 and 1.0 mg/mL to determine its effects on cell
cycle and apoptosis. The results demonstrate that
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Figure 1 Effects of GLY on cell viability and cell cycle analysis. (A). Effects of GLY on cell growth of VSMCs by MTT assay. The cells were
incubated for 24 h with 10% fetal bovine serum alone (control) or with different concentrations of GLY (0.0625, 0.125, 0.25, 0.5, 1 and 2 mg/mL).
(B). Flow cytometric analysis of GLY on the cell cycle of VSMCs cells. All the cells were treated with 15% fetal bovine serum with the addition of
GLY at 0.0625,0.125,0.25,0.5,1 mg/mL for 18 h. (C). The percentage of subG1 under flow cytometric analysis. Values are means of three separate
experiments, with standard errors represented by vertical bars. Mean value was significantly different from that of the control group :* p< 0.05,
** p< 0.01, *** p<0.001.
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treatment for 24 with GLY at 0.0625, 0.125, 0.25 and
0.5 mg/mL had no effects on the cells apoptotic in
the sub-G1 phase, however, treatment for 24 h. with
GLY at 1.0 mg/mL demonstrated significant apoptosis
(Figures 1B and 1C).
Non-cytotoxic doses of GLY inhibited FBS-stimulated
VSMCs motility in wound healing assay
We assessed the effect of GLY on the migration of
VSMCS cells using the wound healing assay in which
the confluent monolayer was scraped with a sterile
micropipet tip to create a scratch wound. As shown in
our data, GLY at 0.25 and 0.5 mg/mL inhibited the mi-
gration of VSMCS cells (Figures 2 A and 2B).
Non-cytotoxic doses of GLY inhibited FBS-stimulated
VSMCs migration
The transwell assay was used to investigate the migra-
tion of VSMCs cells at 18 h after GLY treatment. We
found that GLY added at 0.125, 0.25 and 0.5 mg/mL sig-
nificantly decreased the migration (Figures 2 C and 2D)
of VSMCs cells.
Non-cytotoxic doses of GLY inhibits the Release of MMP-2
and MMP-9 in VSMCs Cells
To examine the possible antimetastatic mechanisms of
GLY, we determined the activity of MMP-2 and MMP-9
in culture media of VSMCs cells by zymographic ana-
lysis. In the absence of treatment, VSMCs cells constitu-
tively secreted both MMP-9 and MMP-2. As shown in
Figure 3A, GLY inhibited MMP-9 and MMP-2 activities
in a concentration-dependent manner after incubation
for 18 h (Figures 3 B and 3C).
Non-cytotoxic doses of GLY activated TIMPs, MMP-2, and
MMP-9 expressions in VSMCs cells
To further explore the modulation of pro-MMP and
MMP activation by GLY, we determined TIMP-1/2
and MMP2/9 proteins expression levels. As shown in
Figure 4A, GLY strongly increased TIMP-1/2 activity and
also decreased MMP-2/9 activity in a concentration-
dependent manner.
Non-cytotoxic doses of GLY inhibited phosphorylated
focal adhesion kinase and phosphorylated extracellular
signal-regulated kinase
To evaluate the effect of GLY on FAK and ERK1/2 pro-
tein expression, VSMCs was treated with GLY at 0.125,
0.25 and 0.5 mg/mL for 30 min. As shown in Figure 4B,
GLY had no effect on FAK expression. In addition, GLY
at 0.25 and 0.5 mg/mL significantly suppressed the
phosphorylation of FAK (p-FAK) in VSMCs cells.
(Figure 4B). We analyzed the phosphorylation of ERK1/2
in VSMCS cells after treatment with GLY (0.125, 0.25
and 0.5 mg/mL) for 30 min. Data in Figure 4B showed
that GLY significantly affect phosphorylated ERK1/2 at
concentrations used (0.25 and 0.5 mg/mL).
Non-cytotoxic doses of GLY inhibited the PI3K/Akt
signaling in VSMCs cells
To further investigate the involvement of PI3K/Akt, a
series of experiments was performed to measure the ex-
pression of candidate signaling molecules upon GLY
stimulation. The results showed that incubation of
VSMCs cells with GLY (0.125, 0.25 and 0.5 mg/mL) led
to a concentration-dependent decrease of PI3K and p-
Akt levels (Figure 4B).
Extract of GLY inhibited balloon injury-induced neointima
formation on the carotid artery
To test the efficacy of GLY in inhibiting neointima for-
mation, Sprague–Dawley rats were applied with different
concentrations of GLY (0.5 g/mL) for 14 days following
balloon injury. After 2 weeks of balloon injury, the
injured arteries were harvested and subjected to histo-
logical analysis for neointima formation assay. Intimal
hyperplasia induced by balloon injury was evident as
compared with the normal control (Figure 5A). The
present results showed that GLY (0.5 g/mL) were effect-
ive in preventing neointima formation (Figure 5B). How-
ever, GLY at 0.125 g/mL and 0.25 g/mL did not show
any influence on balloon injury-induced neointimal for-
mation (data not shown). Using computerized image
analysis, we calculated the area ratio of intimal and
media layers; we found a reduction of 24% in the area
ratio of GLY-treated groups as compared with the
balloon-injured control group by GLY at 0.5 g/mL of
GLY, respectively (Figure 5B).
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Discussion
Earlier studies have shown that pretreatment with anti-
oxidants can significantly reduce balloon injury-induced
neointima formation [9]. Our recent data have demon-
strated that the MDA levels were significantly reduced
by GLY treatment. Also, GLY extracts are effective in
scavenging α,α-diphenyl-β-pricrylhydrazyl (DPPH) radi-
cals (data not shown). We found GLY extract could
induce apoptosis of vascular endothelial cells in a dose-
dependent manner [6]. GLY having antioxidation and
free radical scavenging activities may be developed as
another potential candidate to prevent restenosis. To
test whether GLY can be an effective therapeutic inter-
vention for balloon injury, administration of GLY in pre-
venting abnormal cell proliferation were evaluated at
various concentrations in in vivo. And, we aimed to in-
vestigate if GLY contributed to the attenuation of
VSMCs migration and therefore, explored its molecular
Figure 2 Effects of GLY on wound healing migration of VSMCs cells. W
tip. VSMCs cells were incubated with GLY (0.0625, 0.125, 0.25 and 0.5 mg/m
Representative photographs of invading cells that received either control (1
were counted in six random fields from each treatment. The mean numbe
experiments. (C). Effects of GLY on transwell migration assay vascular smoo
and 0.5 mg/mL) for 18 h, and (D). The transwell migration cells were calcu
microscope (100-fold magnification). Mean value was significantly different
mechanisms. The present study provides a general
insight into the molecular mechanism of GLY in pre-
venting the outgrowth of smooth muscle cells, which is
a potential intervention for balloon injury-induced
neointima formation.
Recently, Lin et al. mentioned that at least 14 main

components of GLY have been identified using liquid
chromatography-mass spectrometry (LC-MS) and in-
ductively coupled plasma MS (ICP-MS), and these
components included baicalin, baicalein, oroxylin A-7-
O-glucuronide, wogonin-7-Oglucuronide, wogonin, and
oroxylin A in Radix Scutellariae; naringin and neohe-
speridin in Aurantii fructus; and liquiritigenin, liquiritin,
and glycyrrhizic acid in Radix Glycyrrhizae [10]. In our
previous study, the indicator components of GLY extract
such as baicalein, chlorogenic acid, and glycyrrhizic acid
have been detected by HPLC/ESI-MS analysis [6]. Four
other components such as baicalin, naringin, naringenin,
ound was introduced by scraping confluent cell layers with a pipet
L) for 18 h, and the migration distances of cells were calculated. (A)
5% FBS) or GLY treatment. (B) Migrated cells across the black lines
r of cells in the denuded zone is quantified by three independent
th muscle cells. VSMCs were incubated with GLY (0.0625, 0.125, 0.25
lated. Photos of the migration VSMCs cells were taken under a
from that of the control group (15% FBS): * p< 0.05,** p< 0.01.



Figure 3 GLY inhibits the release of MMP-2 and MMP-9 in VSMCs. (A). To examine the possible antimigration mechanisms of GLY, we
determined the activity of MMP-2 and MMP-9 in culture media of VSMCs cells by zymographic analysis. (B). GLY inhibited MMP-9 and MMP-2
activities in a concentration-dependent manner. Values are means of three separate experiments, with standard errors represented by vertical
bars. Mean value was significantly different from that of the control group :* p< 0.05,** p< 0.01, *** p< 0.001.
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and vanillin have also been detected from our study
(data not shown). It has been mentioned that baicalin
and baicalein, two flavonoid compounds, have inhibitory
effects on endothelial cell proliferation, migration, and
differentiation [11,12]. Endothelial cell proliferation, ad-
hesion, and migration are early essential events for me-
diating angiogenesis. Hsieh et al. indicated that baicalein
significantly up-regulated protein expression of integrins
and vinculin in rat endothelial cells, which will result in
the increase of focal contact formation and cell adhesion
to fibronectin and vitronectin [11]. Coordination and
balance between cell adhesion to and detachment from
extracellular matrix (ECM) is crucial for cell motility, so
unilateral increasing cell adhesion will severely affect
endothelial migration and angiogenesis processes. In
addition, it has been reported that baicalein and baicalin
could inhibit cell proliferation of tumor cells and induce
apoptosis of myeloma cells [13,14]. Sun et al. found that
oroxylin A suppresses invasion through inhibiting cell
migration and down-regulating the expression of matrix
metalloproteinase-2/9 in human breast cancer cells [15].
Wogonin has been evidenced to inhibit inflammatory
cytokine-induced angiogenesis of HUVEC and suppress
the VEGF-stimulated migration and tube formation of
HUVEC [16,17]. Wogonin effectively suppresses TNF-α-
induced HASMC migration through the selective inhib-
ition of MMP-9 expression [18]. Schindler et al. reported
that naringin could decrease tumorinduced vascular pro-
liferation by reducing the release of VEGF from human
tumor cells [19]. The inhibitory effect of liquiritigenin on
tube formation of vascular endothelial cells has also been
reported [20]. However, glycyrrhizic acid, the main com-
ponent of licorice, has been investigated for its ability to
increase tube formation [20]. Jung et al. mentioned that
caffeic acid and its derivative, CAPDE ([3-(3,4-dihydroxy-
phenyl)-acrylic acid 2-(3,4-dihydroxy-phenyl)-ethyl ester])
can suppress tumor angiogenesis by blocking VEGF ex-
pression in human renal carcinoma cells [21]. Although
chlorogenic acid is also a caffeic acid derivative com-
pound, so far there has not been direct evidence to point
out the association with the effect on antiangiogenesis.
However, previous literature indicated that it is a new
type of strong matrix metalloproteinase-9 inhibitor,
which might prevent the invasion and metastasis of
malignant cancer cells [22]. According to the above
statements, we suppose that these ingredients from GLY
might contribute the inhibition of proliferation and
migration in VSMCs.
VSMCs proliferation and migration are important con-

tributors to neointima formation after balloon injury.
Therefore, modulation of VSMCS growth has critical
therapeutic implications [23]. In the present study, for
the first time we show that GLY attenuates neointima
hyperplasia after balloon angioplasty. To evaluate if GLY



Figure 4 Molecular mechanisms of GLY on FBS-induced VSMCs. (A). Effects of GLY on TIMP-1, TIMP-2, MMP-2, MMP-9 proteins expression.
VSMCs were treated with 0.125, 0.25 and 0.5 mg/mL for 24 h, and cell lysates were subjected to SDS-PAGE followed by Western blotting. (B).
Dose-dependent effects of GLY on the protein expression level of FAK, the phosphorylated FAK, ERK1/2, the phosphorylated ERK1/2, PI3K, MMP-2,
MMP-9, AKT and the phosphorylated AKT. VSMCs were treated with 0.125, 0.25 and 0.5 mg/mL of GLY for 24 h. The expression of these proteins
were analyzed by Western blotting. β-actin was used as a loading control.
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was effective in suppressing neointima formation follow-
ing balloon angioplasty, an in vivo study using rat ca-
rotid artery as a model was conducted in the present
study. Sixteen rats were used and divided as two groups
including total injury control without GLY, and 0.5 g/mL
of GLY-treated groups. A balloon catheter was first sur-
gically inserted into rat carotid arteries to induce injury.
At 2 weeks after balloon injury, the arteries were sub-
jected to histological analysis and GLY was found to sig-
nificantly reduce neointima formation 14d following
arterial injury (Figure 5A). The neointima:media ratios
of arterial samples from animals treated with GLY were
significantly lower than those of the total injury control
tissues (Figure 5B).
GLY was carried out on its mechanisms on serum-

induced VSMCs migration behavior. VSMCs migration
is important contributors to neointima formation after
balloon injury. We first demonstrated that GLY exerted
potent inhibitory effects on the growth of VSMCs
(Figure 1A). Since the MTT showed that GLY at 1 and
2 mg/mL significantly suppressed cell viability, we pos-
tulated that the inhibitory effects of GLY on cell viability



Figure 5 (See legend on next page.)
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(See figure on previous page.)
Figure 5 Responses of rat carotid arteries to balloon injury, and the effects of extract of GLY on balloon injury. (A). The left panel
represents the low-power (100×) observations from a balloon-injured vessel, a balloon-injured vessel treated with GLY at 0.5 g/ml,and uninjruied
vessel (sham control). And the right panel represents the high-power (200×). (L, lumen; N, neointima; M, medium.). (B). The control group shows
a significantly higher neointima to media ratio as compared with the groups treated with extract of GLY at 0.5 g/mL. Values are means of two
separate experiments, with standard errors represented by vertical bars. Mean value was significantly different from that of the control group:*
p< 0.05.
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might be mediated by apoptosis. We chose GLY at
0.0625, 0.125, 0.25, 0.5 and 1.0 mg/mL to determine its
effects on cell cycle and apoptosis. The results demon-
strate that treatment for 24 with GLY at 0.0625, 0.125,
0.25 and 0.5 mg/mL had no effects on the cells apoptotic
in the sub-G1 phase (Figures 1 B and 1C). Therefore,
GLY at 0.125, 0.25 and 0.5 mg/mL was conducted on its
role in migration analysis. We found that GLY has
unique biological properties; it does not affect cell sur-
vival (Figure 1A) and apoptosis (Figures 1 B and 1C) at
concentrations up to 0.5 mg/mL, whereas it has pro-
found effects on migration at 0.125, 0.25 and 0.5 mg/mL
(Figures 2 and 3).
The MAPK pathways play an important role in pro-

moting VSMCs proliferation [24]. The MAPK signaling
pathway was activated by vascular injury and the inhib-
ition of activated ERK pathway by drugs or gene therapy
can reduce neointima hyperplasia [25]. Our previous
reports show that the ras gene is involved in the under-
lying mechanisms for neointima formation by balloon
injury [26]. Therefore, several proteins involved in these
pathways were examined. FAK is a protein involved in
transducing extracellular growth signal from matrix via
integrin interaction. Down-regulation of FAK may result
in cell-cycle arrest [27]. Activated FAK in cancer cells
relays signals through multiple downstream targets. For
example, activated FAK binds the Src-homology domain
2 (SH2) of PI3K, thereby transporting the catalytic sub-
unit of PI3K to the membrane, where it catalyzes the
phosphorylation of inositol lipids [28]. The residues sur-
rounding Tyr397 can also constitute a sequence that
binds to the Ras signaling pathway. The downstream tar-
gets of the Ras signaling pathway include ERK1/2 [29].
Indeed, these pathways are activated during integrin
binding to the ECM, resulting in the transduction of
external stimuli from the ECM to the nucleus [30].
Raf, an important protein in the MAPK pathway, is re-
sponsible for signal transduction from Ras to ERK.
Along the pathway, signaling of phosphorylated-ERK1/
2 is also an essential element for cell proliferation.
Therefore, the protein expression levels of FAK and
ERK were all evaluated in the present study to explore
the mode of preventive action of GLY against neoin-
tima formation by balloon injury. In this study, we
found that GLY inhibited the activation of FAK, as
evidenced by reduced phosphorylation of FAK
(Figure 4B). We also demonstrated in the present
study that the level of phosphorylated-ERK was down-
regulated by GLY and was in accordance with the
well-known function of ERK as a critical signaling
molecule leading to cell proliferation and survival
(Figure 4B) [31].
Phosphoinositide 3-kinase (PI3K)/AKT signaling path-

way plays a major role in the regulation of cellular
growth, apoptosis, and metabolism [32]. The PI3K/AKT
signaling is reportedly required for VSMCs migration
and proliferation, absence of AKT impairs VSMCs pro-
liferation and migration [33]. Level of AKT kinase phos-
phorylation was increased by serum in our study and
GLY inhibited serum-induced phosphorylation of AKT
and PI3K, indicating that AKT protein is another poten-
tial target for GLY (Figure 4B). AKT mediates cell sur-
vival and growth signals by phosphorylating and
inactivating pro-apoptotic proteins [34]. Therefore, these
results indicate that the ERK1/2-MAPK pathway likely
synergizes with other pro-proliferative signaling pathway
(s), quite possibly the PI3K/AKT pathway, to regulate
serum-induced VSMCs cell proliferation and migration.
The present study demonstrated that balloon injury-

induced neointima formation could be markedly reduced
by GLY. Its pharmacological mechanism may be asso-
ciated with the down-regulation of FAK and ERK1/2
phosphorylation proteins levels. Also, downregulation of
PI3K and AKT phosphorylation could be involved in the
progress of the progress of VSMCs metastasis. The
present results detailed the molecular mechanisms of
GLY in preventing the smooth muscle cell proliferation
in vitro. In the in vivo study, we found that treatments
with GLY at 0.5 g/mL significantly reduced the neoin-
tima formation in rat carotid arteries after balloon in-
jury. Our findings regarding the inhibitory effects of
GLY on smooth muscle cells may shed light onto the
conjunctive roles of GLY with some other pharmaco-
logical agents in preventing restenosis. These results
demonstrate that GLY suppresses the migration of
VSMCs via inhibiting MAPK and PI3K/AKT signaling
pathways. We proposed that GLY might be a potential
agent that may prove clinically useful in patients under-
going PTCA or stenting. A further study on larger
animal models or even a clinical evaluation needs to
be conducted to confirm the proposed approach in
this aspect.
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Conclusion
We have demonstrated that GLY inhibits the migration
of VSMCs cells. Mechanistically, GLY may occur
through inactivation of the ERK1/2 signaling pathway,
exerting inhibitory effects on FAK and pFAK protein
expressions and inhibiting PI3K, and phospho-AKT
levels, thereby decreasing the activities of MMP-2 and
MMP-9 leading to inhibition of metastasis of VSMCs
(Figure 4B).

Abbreviations
GLY: Gan-Lu-Yin; FBS: Fetal bovine serum; VSMCs: Vascular smooth muscle
cells; MTT: 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide;
ERK: Extracellular signal-regulated kinase; p-FAK: Phosphorylated focal
adhesion kinase; PI: Propidium iodide; PTCA: Percutaneous transluminal
coronary angioplasty.

Competing interests
There are no conflicts of interest.

Authors’ contribution
YCC prepared ethanol extract of GLY and animal study. MJS, CHW, WHL, YYC,
and PLC performed molecular and cell biology studies of VSMCs. YCC, MJS
and HCC conceived the ideas, designed the experiments and interpreted the
experimental data. All authors contributed to the manuscript preparations
and approved the final manuscript.

Acknowledgements
We are grateful to Jeffery Conrad for English writing assistance. The study
was supported by grants from the National Science Council (NSC 100-2320-
B-039-014-), China Medical University (CMU99-TC-29), and Department of
Health Clinical Trial and Research Center of Excellence (DOH101-TD-B-111-
004 and DOH101-TD-B-111-005). This research was also supported by the
National Science Council and by the Ministry of Education, Taiwan, Republic
of China, under the ATU plan (NSC 101-2311-B-005-006-MY3).

Received: 20 March 2012 Accepted: 17 August 2012
Published: 24 August 2012

References
1. Grüntzig AR, Senning A, Siegenthaler WE: Nonoperative dilatation of

coronary-artery stenosis: percutaneous transluminal coronary
angioplasty. N Engl J Med 1979, 301:61–68.

2. Bauters C, Lablanche JM, Mcfadden EP, Leroy F, Bertrand ME: Clinical
characteristics and angiographic follow-up of patients undergoing early
or late repeat dilation for a first restenosis. J Am Coll Cardiol 1992,
20:845–848.

3. Chao JC, Chiang SW, Wang CC, Tsai YH, Wu MS: Hot water-extracted
Lycium barbarum and Rehmannia glutinosa inhibit proliferation and
induce apoptosis of hepatocellular carcinoma cells. World J Gastroenterol
2006, 12:4478–4484.

4. Kumagai T, Müller CI, Desmond JC, Imai Y, Heber D, Koeffler HP: Scutellaria
baicalensis, a herbal medicine: anti-proliferative and apoptotic activity
against acute lymphocytic leukemia, lymphoma and myeloma cell lines.
Leuk Res 2007, 31:523–530.

5. Ye F, Jiang S, Volshonok H, Wu J, Zhang DY: Molecular mechanism of anti-
prostate cancer activity of Scutellaria baicalensis extract. Nutr Cancer
2007, 57:100–110.

6. Pan CH, Hsieh IC, Liu FC, Hsieh WT, Sheu MJ, Koizumi A, Wu CH: Effects of a
Chinese herbal health formula, “Gan-Lu-Yin”, on angiogenesis. J Agric
Food Chem 2010, 58:7685–7692.

7. Huang GJ, Yang CM, Chang YS, Amagaya S, Wang HC, Hou WC, Huang SS,
Hu ML: Hispolon suppresses SK-Hep1 human hepatoma cell metastasis
by inhibiting matrix metalloproteinase-2/9 and urokinase-plasminogen
activator through the PI3K/Akt and ERK signaling pathways. J Agric Food
Chem 2010, 58:9468–9475.

8. Sheu MJ, Cheng HC, Chien YC, Chou PY, Huang GJ, Chen JS, Lin SY, Wu CH:
Molecular mechanism of green microalgae, Dunaliella salina, involved in
attenuating balloon injury-induced neointima formation. Br J Nutr 2010,
104:326–335.

9. Szöcs K, Lassègue B, Sorescu D, Hilenski LL, Valppu L, Couse TL, Wilcox JN,
Quinn MT, Lambeth JD, Griendling KK: Upregulation of Nox-based NAD(P)
H oxidases in restenosis after carotid injury. Arterioscler Thromb Vasc Biol
2002, 22:21–27.

10. Lin IH, Lee MC, Chuang WC: Application of LC/MS and ICP/MS for
establishing the fingerprint spectrum of the traditional Chinese
medicinal preparation Gan-Lu-Yin. J Sep Sci 2006, 29:172–179.

11. Hsieh YC, Hsieh SJ, Chang YS, Hsueh CM, Hsu SL: The lipoxygenase
inhibitor, baicalein, modulates cell adhesion and migration by
up-regulation of integrins and vinculin in rat heart endothelial cells.
Br J Pharmacol 2007, 151:1235–1245.

12. Liu JJ, Huang TS, Cheng WF, Lu FJ: Baicalein and baicalin are potent
inhibitors of angiogenesis: Inhibition of endothelial cell proliferation,
migration and differentiation. Int J Cancer 2003, 106:559–565.

13. Ikezoe T, Chen SS, Heber D, Taguchi H, Koeffler HP: Baicalin is a major
component of PC-SPES which inhibits the proliferation of human
cancer cells via apoptosis and cell cycle arrest. Prostate 2001,
49:285–292.

14. Ma Z, Otsuyama K, Liu S, Abroun S, Ishikawa H, Tsuyama N, Obata M, Li FJ,
Zheng X, Maki Y, et al: Baicalein, a component of Scutellaria radix from
Huang-Lian-Jie-Du-Tang (HLJDT), leads to suppression of proliferation
and induction of apoptosis in human myeloma cells. Blood 2005,
105:3312–3318.

15. Sun Y, Lu N, Ling Y, Gao Y, Chen Y, Wang L, Hu R, Qi Q, Liu W, Yang Y, et al:
Oroxylin A suppresses invasion through down-regulating the expression
of matrix metalloproteinase-2/9 in MDA-MB-435 human breast cancer
cells. Eur J Pharmacol 2009, 603:22–28.

16. Lin CM, Chang H, Chen YH, Wu IH, Chiu JH: Wogonin inhibits IL-6-induced
angiogenesis via down-regulation of VEGF and VEGFR-1, not VEGFR-2.
Planta Med 2006, 72:1305–1310.

17. Lu N, Gao Y, Ling Y, Chen Y, Yang Y, Gu HY, Qi Q, Liu W, Wang XT, You QD,
et al: Wogonin suppresses tumor growth in vivo and VEGF-induced
angiogenesis through inhibiting tyrosine phosphorylation of VEGFR2.
Life Sci 2008, 82:956–963.

18. Lee SO, Jeong YJ, Yu MH, Lee JW, Hwangbo MH, Kim CH, Lee IS: Wogonin
suppresses TNF-alpha-induced MMP-9 expression by blocking the NF-
kappaB activation via MAPK signaling pathways in human aortic smooth
muscle cells. Biochem Biophys Res Commun 2006, 351:118–125.

19. Schindler R, Mentlein R: Flavonoids and vitamin E reduce the release of
the angiogenic peptide vascular endothelial growth factor from human
tumor cells. J Nutr 2006, 136:1477–1482.

20. Kobayashi S, Miyamoto T, Kimura I, Kimura M: Inhibitory effect of
isoliquiritin, a compound in licorice root, on angiogenesis in vivo and
tube formation in vitro. Bio Pharm Bull 1995, 18:1382–1386.

21. Jung JE, Kim HS, Lee CS, Park DH, Kim YN, Lee MJ, Lee JW, Park JW,
Kim MS, Ye SK, et al: Caffeic acid and its synthetic derivative CADPE
suppress tumor angiogenesis by blocking STAT3-mediated VEGF
expression in human renal carcinoma cells. Carcinogenesis 2007,
28:1780–1787.

22. Jin UH, Lee JY, Kang SK, Kim JK, Park WH, Kim JG, Moon SK, Kim CH: A
phenolic compound, 5-caffeoylquinic acid (chlorogenic acid), is a new
type and strong matrix metalloproteinase-9 inhibitor: isolation and
identification from methanol extract of Euonymus alatus. Life Sci 2005,
77:2760–2769.

23. Ross R: Atherosclerosis-an inflammatory disease. New Engl J Med 1999,
340:115–126.

24. Indolfi C, Coppola C, Torella D, Arcucci O, Chiariello M: Gene therapy for
restenosis after balloon angioplasty and stenting. Cardiol Res 1999,
7:324–331.

25. Gennaro G, Ménard C, Michaud SE, Deblois D, Rivard A: Inhibition of
vascular smooth muscle cell proliferation and neointima formation in
injured arteries by a novel, oral mitogen-activated protein
kinase/extracellular signal-regulated kinase inhibitor. Circulation 2004,
110:3367–3371.

26. Wu CH, Pan JS, Chang WC, Hung JS, Mao SJ: The molecular mechanism of
actinomycin D in preventing neointima formation in rat carotid arteries
after balloon injury. J Biomed Sci 2005, 12:503–512.

27. Zhao JH, Reiske H, Guan JL: Regulation of the cell cycle by focal adhesion
kinase. J Cell Biol 1998, 143:1997–2008.



Chien et al. BMC Complementary and Alternative Medicine 2012, 12:137 Page 12 of 12
http://www.biomedcentral.com/1472-6882/12/137
28. Meng XN, Jin Y, Yu Y, Bai J, Liu GY, Zhu J, Zhao YZ, Wang Z, Chen F, Lee KY,
et al: Characterisation of fibronectin-mediated FAK signalling pathways
in lung cancer cell migration and invasion. Br J Cancer 2009, 101:327–334.

29. Lai KC, Huang AC, Hsu SC, Kuo CL, Yang JS, Wu SH, Chung JG: Benzyl
isothiocyanate (BITC) inhibits migration and invasion of human colon
cancer HT29 cells by inhibiting matrix metalloproteinase-2/-9 and
urokinase plasminogen (uPA) through PKC and MAPK signaling
pathway. J Agric Food Chem 2010, 58:2935–2942.

30. Liao HF, Chen YY, Liu JJ, Hsu ML, Shieh HJ, Liao HJ, Shieh CJ, Shiao MS,
Chen YJ: Inhibitory effect of caffeic acid phenethyl ester on
angiogenesis, tumor invasion, and metastasis. J Agric Food Chem 2003,
51:7907–7912.

31. Ghiselli G, Chen J, Kaou M, Hallak H, Rubin R: Ethanol inhibits fibroblast
growth factor-induced proliferation of aortic smooth muscle cells.
Arterioscler Thromb Vasc Biol 2003, 23:1808–1813.

32. Choi KH, Kim JE, Song NR, Son JE, Hwang MK, Byun S, Kim JH, Lee KW, Lee
HJ: Phosphoinositide 3-kinase is a novel target of piceatannol for
inhibiting PDGF-BB-induced proliferation and migration in human aortic
smooth muscle cells. Cardiovasc Res 2010, 85:836–844.

33. Fernández-Hernando C, József L, Jenkins D, Di Lorenzo A, Sessa WC:
Absence of Akt1 reduces vascular smooth muscle cell migration and
survival and induces features of plaque vulnerability and cardiac
dysfunction during atherosclerosis. Arterioscler Thromb Vasc Biol 2009,
29:2033–2040.

34. Seo JM, Kim TJ, Jin YR, Han HJ, Ryu CK, Sheen YY, Kim DW, Yun YP:
YSK2821, a newly synthesized indoledione derivative, inhibits cell
proliferation and cell cycle progression via the cell cycle-related proteins
by regulating phosphatidylinositol-3 kinase cascade in vascular smooth
muscle cells. Eur J Pharmacol 2008, 586:74–81.

doi:10.1186/1472-6882-12-137
Cite this article as: Chien et al.: A Chinese herbal formula “Gan-Lu-Yin”
suppresses vascular smooth muscle cell migration by inhibiting matrix
metalloproteinase-2/9 through the PI3K/AKT and ERK signaling
pathways. BMC Complementary and Alternative Medicine 2012 12:137.
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

	Background
	Methods
	Reagents and chemicals
	Materials
	Preparation of GLY extract
	Cell culture
	Cytotoxicity assay
	Flow cytometric analysis
	Wound healing assay
	Cell migration assay
	Determination of &b_k;MMP-&e_k;&b_k;2&e_k; and &b_k;MMP-&e_k;&b_k;9&e_k; by zymography
	Western blotting analysis
	Balloon angioplasty
	Statistical analysis

	Results
	GLY inhibited &b_k;FBS-&e_k;&b_k;induced&e_k; VSMCs proliferation
	Effects of GLY on cell cycle
	Non-cytotoxic doses of GLY inhibited &b_k;FBS-&e_k;&b_k;stimulated&e_k; VSMCs motility in wound healing assay
	Non-cytotoxic doses of GLY inhibited &b_k;FBS-&e_k;&b_k;stimulated&e_k; VSMCs migration
	Non-cytotoxic doses of GLY inhibits the Release of &b_k;MMP-&e_k;&b_k;2&e_k; and &b_k;MMP-&e_k;&b_k;9&e_k; in VSMCs Cells
	Non-cytotoxic doses of GLY activated TIMPs, MMP-2, and &b_k;MMP-&e_k;&b_k;9&e_k; expressions in VSMCs cells
	Non-cytotoxic doses of GLY inhibited phosphorylated focal adhesion kinase and phosphorylated extracellular &b_k;signal-&e_k;&b_k;regulated&e_k; kinase
	Non-cytotoxic doses of GLY inhibited the PI3K/Akt signaling in VSMCs cells
	Extract of GLY inhibited balloon &b_k;injury-&e_k;&b_k;induced&e_k; neointima formation on the carotid artery

	Discussion
	Conclusion
	Competing interests
	Authors´ contribution
	Acknowledgements
	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 0.0000
  /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


