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Abstract

Background and aim: We tested the hypothesis that obesity reduced circulating number of endothelial progenitor
cells (EPCs), angiogenic ability, and blood flow in ischemic tissue that could be reversed after obesity control.

Methods: 8-week-old C57BL/6J mice (n = 27) were equally divided into group 1 (fed with 22-week control diet),
group 2 (22-week high fat diet), and group 3 (14-week high fat diet, followed by 8-week control diet). Critical limb
ischemia (CLI) was induced at week 20 in groups 2 and 3. The animals were sacrificed at the end of 22 weeks.

Results: Heart weight, body weight, abdominal fat weight, serum total cholesterol level, and fasting blood sugar
were highest in group 2 (all p< 0.001). The numbers of circulating EPCs (C-kit/CD31+, Sca-1/KDR+ and CXCR4/CD34+)
were lower in groups 1 and 2 than in group 3 at 18 h after CLI induction (p< 0.03). The numbers of differentiated EPCs
(C-kit/CD31+, CXCR4/CD34+ and CD133+) from adipose tissue after 14-day cultivation were also lowest in group 2
(p< 0.001). Protein expressions of VCAM-1, oxidative index, Smad3, and TGF-β were higher, whereas the Smad1/5 and
BMP-2, mitochondrial cytochrome-C SDF-1α and CXCR4 were lower in group 2 than in groups 1 and 3 (all p< 0.02).
Immunofluorescent staining of CD31+ and vWF+ cells, the number of small vessel (<15 μm), and blood flow through
Laser Doppler scanning of ischemic area were lower in group 2 compared to groups 1 and 3 on day 14 after CLI
induction (all p< 0.001).

Conclusion: Obesity suppressed abilities of angiogenesis and recovery from CLI that were reversed by obesity control.
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Background
The dramatic increase in the prevalence of obesity is
mainly due to living in an environment characterized by
calorie-rich foods and lack of physical activity, especially in
Western countries [1]. Abundant data have demonstrated
that obesity predisposes to a variety of low-grade chronic
and systemic inflammatory diseases, including insulin re-
sistance, type 2 diabetes, fatty liver diseases, osteoarthritis,
atherosclerosis and its complications [2-7]. Epidemiologic
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studies have shown that obesity constitutes a major health
threat because of its associated morbidity and mortality,
especially those from cardiovascular diseases [8-10].
Studies have previously demonstrated that endothelial

progenitor cells (EPCs), which are premature hematopoietic
stem cells mobilized into systemic circulation from bone
marrow, are capable of differentiating into mature endothe-
lial cells for endothelial repair in blood vessels [11,12]. They
have been reported to migrate to ischemic area in response
to ischemia for angiogenesis/vasculogenesis, thereby enhan-
cing recovery of ischemia-related organ dysfunction [11-15].
Not only have EPCs been found to have a positive thera-
peutic impact on ischemic organ dysfunction in both clin-
ical [16] and experimental [17] settings, their circulating
levels have also been successfully used as clinical markers of
disease progression [18]. Studies have previously further
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demonstrated that decreased circulating number of EPCs is
correlated with cumulative cardiovascular risk [13,19,20].
On the other hand, the impact of obesity, a risk factor for
cardiovascular diseases of growing importance, on endothe-
lial injury and dysfunction [21] as well as circulating num-
ber of endothelial progenitor cells (EPCs) [7,22] has not
been fully investigated, especially in the setting of a well-
controlled animal model study. Of particular significance in
translational research is that whether obesity control has a
positive impact on circulating number of EPCs, angiogen-
esis ability in response to ischemic insult, and tissue blood
flow under ischemic condition [23].
By using a high fat diet-induced obesity model, the aim

of this study was to test the hypotheses that, in obese
mice: 1) Ischemic stimulation leads to a decrease in the
number of circulating EPCs that can be reversed by obes-
ity control; 2) Tissue ischemia is accompanied by
impaired angiogenic capacity that is alleviated by improv-
ing obesity condition.
Materials and methods
Ethics
All animal experimental procedures were approved by
the Institute of Animal Care and Use Committee at
Kaohsiung Chang Gang Memorial Hospital and
performed in accordance with the Guide for the Care
and Use of Laboratory Animals (NIH publication No.
85-23, National Academy Press, Washington, DC,
USA, revised 1996).
Animal model of obesity
Eight-week-old male C57BL/6J mice (n = 24), weighing
22-24 gm, (Charles River Technology, BioLASCO
Taiwan Co., Ltd., Taiwan), were fed with high-fat diet (45
Kcal% fat; Research Diets, Inc) to create the diet-induced
obesity model for the purpose of this study. According
to the literature [24] and the instructions from the com-
pany (Research Diets, Inc), successful obesity induction
was defined as an increase in mouse body weight more
than 35% after 13 weeks’ feeding with the diet. Our study
showed that, by the end of 12 weeks of feeding with high
fat diet, 75% mice fit the criteria of obesity.
These 18 obese mice were then equally divided into group

2 (continuously fed with high fat diet for further 10 weeks –
obese group) and group 3 [continuously fed with high fat
diet for further 2 weeks, followed by standard mouse chow
(i.e. control diet) for 8 weeks – obesity control group]. An-
other group (group 1) of aged-matched C57BL/6J mice
(n=9) fed with control diet for the same duration (i.e., total
22-week control die), which was also purchased from the
same company (Research Diets, Inc), served as untreated
controls.
Animal model of critical limb ischemia (CLI) for
stimulating EPC mobilization into circulation
By the end of 20 weeks after obesity induction, mice in
group 2 (obese), and group 3 (obesity control) were
anesthetized by inhalation of 2.0% isoflurane. Mice in group
1wihtout receiving CLI procedure served as normal con-
trols for comparing the molecular-cellular parameters and
blood flow in CLI area. The mice were placed in a supine
position on a warming pad at 37°C with the left hind limbs
shaved. Under sterile conditions, the left femoral artery,
small arterioles, and circumferential femoral artery were
exposed and ligated over their proximal and distal portions
before removal. Blood (0.3 mL in each mouse) was sampled
for quantification of EPCs using flow cytometry at 18 h and
day 14 after CLI induction before the animals were sacri-
ficed. To elucidate the baseline level of circulating EPCs,
blood sample (0.3 mL) was also collected 5 days prior to
CLI procedure in each group of mice.

Measurement of blood flow with laser Doppler
The detailed procedure has been described in our recent re-
port [25]. Briefly, the mice in groups 1, 2 and 3 were
anesthetized by inhalation of 2.0% isoflurane prior to CLI
induction and at days 2 and 14 after CLI procedure prior to
be sacrificed (n=9 for each group). Blood flow was assessed
in both inguinal areas and hind limbs by a Laser Doppler
scanner (moorLDLS, Moor, Co. UK) with the animals in a
supine position on a warming pad at 37°C. The ratio of
blood flow in left hind limb (ischemic) to that on the right
side (normal) was computed by the scanner. The mice were
sacrificed and the quadriceps muscle was collected for
Western blot analysis and immunofluorescent (IF) and
immunohistochemical (IHC) studies.

Flow cytometric quantification of endothelial progenitor
cells
For blood sampling at different time points (i.e. prior to CLI
and at 18 h and on day 14 after induction of CLI), cardiac
puncture instead of the venous route was adopted for blood
sampling using a 30# needle. A flow cytometic method for
identification of EPCs derived from peripheral blood has
been reported in our recent studies [17,18]. Briefly, the iso-
lated MNCs from 0.3 cc blood (3.0 x 105) were incubated
for 30 minutes at 4 0C in a dark room with monoclonal
antibodies against phycoerythrin (PE)- conjugated kinase in-
sert domain-conjugating receptor (KDR) (BD Biosciences),
the phycoerythrin (PE)- -conjugated CD34 (BD Bios-
ciences), the phycoerythrin (PE)-conjugated CD31 (BioLe-
gend), fluorescein isothiocyanate (FITC)-conjugated
CXCR4 (BD Biosciences), fluorescein isothiocyanate
(FITC)-conjugated sca-1 (BD Biosciences) and fluorescein
isothiocyanate (FITC)-conjugated c-kit (BD Biosciences) to
determine the EPC surface markers of c-kit/CD31, sca-1/
KDR, and CXCR4/CD34. The control ligand (IgG-PE
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conjugate) was used to detect any nonspecific association
and define a threshold for glycoprotein binding. For analysis
of KDR, the MNCs were further incubated with PE-conju-
gated anti-mouse antibody made in goat. After staining, the
MNCs were fixed in 1% of paraformaldehyde. Quantitative
two-colored flow cytometric analysis was performed using a
fluorescence-activated cell sorter (Beckman Coulter FC500
flow cytometer), i.e., using a method of double staining.
Each analysis included 8,000 cells per sample. The assays
for the EPCs in each sample were performed in duplicate,
with the mean level reported.

Isolation of adipose-derived endothelial progenitor cells
from mice
Following the CLI procedure, animals under inhalational
anesthesia of 2.0% isoflurane by the end of 20 weeks after
obesity induction, adipose tissue surrounding the epididymis
was carefully dissected and excised. Then 200-300 μL of ster-
ile saline was added to every 0.5 g of tissue to prevent dehy-
dration. The tissue was cut into< 1 mm3 size pieces using a
pair of sharp, sterile surgical scissors. Sterile saline (37˚C)
was added to the homogenized adipose tissue in a ratio of
3:1 (saline: adipose tissue), followed by the addition of stock
collagenase solution to a final concentration of 0.5 units/mL.
The centrifuge tubes with the contents were placed and
secured on aThermaline shaker and incubated with constant
agitation for 60±15 min at 37˚C. After 40 minutes of incu-
bation, the content was triturated with a 25 mL pipette for
2-3 minutes. The cells obtained were placed back to the
rocker for incubation. The contents of the flask were trans-
ferred to 50 mL tubes after digestion, followed by centrifuga-
tion at 600 g, for 5 minutes at room temperature. The fat
layer and saline supernatant from the tube were poured out
gently in one smooth motion or removed using vacuum suc-
tion. The cell pellet thus obtained was resuspended in
40 mL saline and then centrifuged again at 600 g for 5 min-
utes at room temperature. After being resuspended again in
5 mL saline, the cell suspension was filtered through a 100
μm filter into a 50 mL conical tube to which 2 mL of saline
was added to rinse the remaining cells through the filter.
The flow-through was pipetted into a new 50 mL conical
tube through a 40 μm filter. The tubes were centrifuged for
a third time at 600 g for 5 minutes at room temperature.
The cells were resuspended in saline. An aliquot of cell sus-
pension was then taken for cell culture in M199 culture
medium for two weeks. Flow cytometric analysis was then
performed for quantification of EPCs using double staining
(C-kit/CD31, Sca-1/KDR, CXCR4/CD34) and single stain
for CD133+ EPC after 2-week cell culture.

Isolation of mitochondria
The ischemic muscle was excised and washed with buffer
A (100 mM Tris-HCl, 70 mM sucrose, 10 mM EDTA,
and 210 mM mannitol, pH 7.4). Samples were minced
finely in cold buffer A and incubated for 10 minutes. All
samples were homogenized in an additional 3 mL of buf-
fer A using a motor-driven grinder. The homogenate
was centrifuged twice at 700 g for 10 minutes at 4°C.
The supernatant was centrifuged again at 8,500 g for
15 min, and the pellets were washed with buffer B
(10 mM Tris-HCl, 70 mM sucrose, 1 mM EDTA, and
230 mM mannitol, pH 7.4). The mitochondria-rich pel-
lets were collected and stored at −70°C.

Western blot analysis
Equal amounts (10-30 μg) of protein extracts from ischemic
quadriceps of the animals were loaded and separated by
SDS-PAGE using 12% acrylamide gradients. The membranes
were incubated with monoclonal antibodies against intercel-
lular adhesion molecule (ICAM)-1 (1:100, Abcam), CXCR4
(1: 1000, Abcam), stromal cell-derived growth factor (SDF)-
1α (1: 1000, Cell Signaling), vascular endothelial growth fac-
tor (VEGF) (1: 1000, Abcam), phospho-Smad 3 (1:1000, Cell
Signaling), transforming growth factor (TGF)-β (1:500,
Abcam), phospho-Smad1/5 (1:1000, Cell Signaling), bone
morphogenic protein (BMP)-2 (1:500, Abcam), and cyto-
chrome c (Cyt c) (1: 2000, BD). Signals were detected with
HRP-conjugated goat anti- mouse or goat anti-rabbit IgG.
The Oxyblot Oxidized Protein Detection Kit was purchased
from Chemicon (S7150) for oxyblot protein analysis. Pro-
teins were transferred to nitrocellulose membranes which
were then incubated in the primary antibody solution (anti-
DNP 1: 150) for two hours, followed by incubation with sec-
ond antibody solution (1:300) for one hour at room
temperature. The washing procedure was repeated eight
times within 40 minutes. Immunoreactive bands were visua-
lized by enhanced chemiluminescence (ECL; Amersham
Biosciences) which was then exposed to Biomax L film
(Kodak). For quantification, ECL signals were digitized using
Labwork software (UVP). For oxyblot protein analysis, a
standard control was loaded on each gel.

Immunofluorescent (IF) staining
IF staining was performed for the examination of CD31+
and von Willebrand factor (vWF)+ cells, two endothelial
cell markers, using respective primary antibodies based on
our recent study [25]. Mouse control IgG (Abcam) and ir-
relevant monoclonal antibody against nuclear protein SC35
(Sigma) were used as the controls in the current study.

Vessel density in limb ischemic area
Immunohistochemical (IHC) staining of blood vessels
was performed with α-SMA (1:400) as primary antibody
at room temperature for 1 h, followed by washing with
PBS thrice. Ten minutes after the addition of the anti-
mouse-HRP conjugated secondary antibody, the tissue
sections were washed with PBS thrice. Then 3,3′ diami-
nobenzidine (DAB) (0.7 gm/tablet) (Sigma) was added,



Table 1 Baseline Characteristics and Flow Cytometry for
EPCs

Variables Control
(n = 9)

Obesity
(n = 9)

Obesity-C
(n = 9)

P* value

Initial body
weight (g)

26.3 ± 0.70 25.2 ± 0.61 25.2 ± 0.66 0.655

Final body
weight (g)

34.9 ± 1.42a 43.7 ± 1.50b 35.6 ± 2.19a <0.0001

Final abdominal
fat weight (g)

1.59 ± 0.45a 4.14 ± 0.69b 2.37 ± 0.14c <0.0001

Final total
cholesterol
(mg/dl)

138.1 ± 10.2a 231.2 ± 7.59b 189.8 ± 7.55c <0.001

Initial blood glucose
(mg/dl)†

98.8 ± 9.4 102 ± 8.2 100.3 ± 8.6 0.667

Final blood glucose
(mg/dl)†

144.2 ± 17.4a 306.9 ± 71.4b 182.2 ± 18.8c <0.0001

C-kit/CD31 (%)

Baseline 1.06 ± 0.40 1.15 ± 0.21 1.21 ± 0.37 0.555

18 hour after CLI
procedure

1.20 ± 0.44a 2.60 ± 0.49b 4.11 ± 0.98c <0.0001

Day 14 after CLI
procedure

1.02 ± 1.01a 0.75 ± 0.23a 2.40 ± 0.82b 0.0019

Sca-1/KDR (%)

Baseline 0.66 ± 0.21 0.85 ± 0.27 0.73 ± 0.39 0.461

18 hour after CLI
procedure

0.87 ± 0.25a 1.15 ± 0.24a 1.88 ± 0.16b 0.006

Day 14 after CLI
procedure

0.56 ± 0.29 0.38 ± 0.20 0.89 ± 0.56 0.124

CXCR4/CD34 (%)

Baseline 0.43 ± 0.27 0.38 ± 0.17 0.56 ± 0.45 0.789

18 hour after CLI
procedure

0.54 ± 0.34a 0.68 ± 0.31a 1.34 ± 0.34b 0.006

Day 14 after CLI
procedure

0.63 ± 0.69 0.37 ± 0.19 0.79 ± 0.70 0.764

*: by one-way ANOVA on log transformed data.
Different letters (a, b, c) associated with different groups indicate significant
difference (at 0.05 level) by Tukey multiple comparison procedure.
† value was observed after 12 fasting in the mice.
C = control; CLI = critical limb ischemia.

Figure 1 Differentiation of adipose derived endothelial
progenitor cells (ADEPCs). A to D) Showing numbers of C-kit/
CD31+, CXCR4/CD34+, CD133+ and Sca-1/KDR+ EPCs after 14-day
cell culturing, respectively. * vs. other groups with different symbols
(i.e., * vs. † vs. {), p< 0.001. Statistical analysis by ANOVA followed by
Bonferroni multiple comparison post hoc test (n = 9 in each group).
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followed by washing with PBS thrice after one minute.
Finally, hematoxylin was added as a counter-stain for nu-
clei, followed by washing twice with PBS after one mi-
nute. Three sections of quadriceps were analyzed in each
mouse for quantification of small vessel (≤ 15.0 μm)
(200x) in ischemic region (for obese mice with and with-
out obesity reduction) and non-ischemic quadriceps (for
age-matched normal control). For quantification and
statistical analysis, three randomly selected high-power
fields [(HPFs) (200x)] were analyzed in each section
under the microscope. The mean number ± SD of small
vessels per HPF for each animal was then determined by
summation of all numbers divided by 9 (i.e., 3 sections x
3 randomly selected HPFs = 9). The procedure and
protocol for measurement of vessel density in limb is-
chemic region was based on our recent report [25].

Statistical analysis
Quantitative data are expressed as means±SD. Statistical
analysis was adequately performed by ANOVA followed by
Bonferroni’s multiple-comparisons post hoc test. Statistical
analysis was performed using SAS statistical software for
Windows version 8.2 (SAS institute, Cary, NC). A probabil-
ity value <0.05 was considered statistically significant.

Results
The baseline relevant variables
The initial body weight and fasting blood sugar were
similar among animals in group 1 (normal control),
group 2 (obese) and group 3 (obesity induction followed
by obesity control). However, the final body weight was
significantly higher in group 2 than in groups 1 and 3,
but it showed no difference between the later two groups
(Table 1). Additionally, final fasting blood sugar, abdom-
inal fat weight and serum cholesterol were remarkably
higher in group 2 than in groups 1 and 2, and signifi-
cantly higher in group 3 than in group 1.

Serial changes of circulating EPCs in three groups of
animals after CLI
The circulating numbers of EPCs, including C-kit/CD31+,
Sca-1/KDR+, CXCR4/CD34+ cells, did not differ among
animals in three groups prior to CLI induction. However,



Figure 2 Western blot results of fibrotic and anti-fibrotic biomarkers in ischemic muscle by day 14 after critical limb ischemia (CLI)
procedure (n = 9). A & B) protein expressions of transforming growth factor (TGF)-β and phosporylated-Smad3. * vs. other groups with different
symbols, p< 0.002. C & D) protein expressions of bone morphogenic protein (BMP)-2 and phosporylated-Smad1/5. * vs. other groups with
different symbols, p< 0.003. Statistical analysis by ANOVA followed by Bonferroni multiple comparison post hoc test.
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the circulating numbers of these EPCs were significantly
higher in group 3 than in groups 1 and 2 by 18 h after CLI
procedure (Table 1). Additionally, the circulating number of
C-kit/CD31+ EPC was notably higher in group 2 than in
group 1. However, other two circulating numbers of Sca-1/
KDR+, CXCR4/CD34+ EPCs did not differ between groups
1 and 2 at 18 h following the CLI procedure.
By day 14 after CLI induction, the circulating number of

C-kit/CD31+ EPC was still notably higher in group 3 than in
groups 1 and 2, but it showed no difference between latter
two groups. On the other hand, those circulating numbers
of Sca-1/KDR+and CXCR4/CD34+ EPCs were similar
among the three groups by 14 after CLI procedure (Table 1).

Adipose-derived endothelial progenitor cells (ADEPCs)
To determine whether weight reduction would affect EPC
differentiation in fat tissue, adipose-derived cells were cul-
tured in M199 culture medium (i.e., endothelial cell culture
medium) for 14 days, followed by flow cytometric analysis.
Interestingly, the numbers of ADEPCs, including C-kit/
CD31+, CXCR4/CD34+ (double staining) and CD133+ (i.e.,
single stain), were remarkably higher in group 3 than in
groups 1 and 2, and significantly higher in group 1 than in
group 2 (Figure 1). On the other hand, the number of Sca-
1/KDR+ADEPC was similar between groups 1 and 2.
However, this biomarker was significantly higher in group 3
than in groups 1 and 2.

Protein expressions of fibrotic and anti-fibrotic
biomarkers in ischemic tissue
The protein expressions of TGF-β and phosphorylated-
Smad 3, two indexes of fibrosis in ischemic muscle, were
notably higher in group 2 than in groups 1 and 2, and
they were significantly higher in group 3 than in group 1
(Figure 2). By contrast, the protein expressions of BPM-2
and phosphorylated-Smad1/5, two anti-fibrotic biomar-
kers in ischemic muscle, were significantly lower in
group 2 than in groups 1 and 3, and notably lower in
group 3 compared to group 1.

Cytochrome C protein expression in mitochondria and
cytosol in ischemic tissue
The total mitochondrial cytochrome C protein expression
(Figure 3-A) was significantly lower in group 2 than that in
groups 1 and 3, and notably lower in group 3 than in group
1. Conversely, total amount of cytosolic cytochrome C pro-
tein expression (Figure 3-B) was significantly higher in group
2 than that in groups 1 and 3, but no significant difference



Figure 3 Western blot results of mitochondrial-storage and
inflammatory biomarkers by day 14 following CLI procedure (n=9).
A) protein expression of mitochondrial cytochrome C (Cyt C) in CLI
area. * vs. other groups with different symbols, p< 0.03. B) protein
expression of cytosolic Cyt C in CLI area. * vs. other groups with
different symbols, p< 0.003. C) Total protein expression of
intercellular adhesion molecule (ICAM)-1 in CLI area. * vs. other
groups with different symbols, p< 0.001. Statistical analysis by
ANOVA followed by Bonferroni multiple comparison post hoc test.

Figure 4 Western blot results of oxidative stress and angiogenic facto
oxidative index, protein carbonyls, in obesity animals than in normal and obesity
controls. * vs. other groups with different symbols, p< 0.005. (Note: Right lane an
protein standard and protein molecular weight marker, respectively). DNP=1-3 d
factor (SDF)-1α and CXCR4 were significantly enhanced in obesity-control mice th
other groups with different symbols, p< 0.02. Statistical analysis by ANOVA follow
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was noted between groups 1 and 3. These findings indicate
that the expression of cytochrome C, an index of energy
supply and storage in mitochondria, was notably lower in
group 2 than in groups 1 and 3. Besides, the increase in cyto-
solic cytochrome C content in group 2 also suggest signifi-
cant mitochondrial damage with cytochrome C release into
the cytosol in the ischemic muscle. These findings imply that
weight reduction significantly alleviated the intensity of oxi-
dative stress resulting from free radical production via a
change in permeability of the mitochondrial transition pore.

The protein expressions of inflammatory, oxidative stress
biomarkers and angiogenesis factors in ischemic tissue
The protein expression of ICAM-1 (Figure 3-C), an indicator
of inflammation, was markedly increased in group 2 than in
groups 1 and 3, and significantly increased in group 3 than
in group 1 by day 14 after the CLI procedure. Additionally,
Western blot analysis (Figure 4-A & 4-B) showed that mito-
chondrial oxidative stress was significantly higher in group 2
than that in groups 1 and 3, and notably higher in group 3
than in group 1.
The protein expressions of SDF-1α (Figure 4-C) and

CXCR4 (Figure 4-D), two indicators of angiogenesis in
muscle of ischemic area in response to ischemic stress, were
significantly increased in group 3 than in groups 1 and 2, but
there was no significant difference between groups 1 and 2.
These findings suggest that group 3 animals had enhanced
SDF-1α expression in ischemic tissue in response to ischemic
stimulation for attracting the homing of CXCR4+ cells into
the ischemic region to participate in angiogenesis.
rs by day 14 after CLI procedure (n = 9). A & B) Significantly higher
controls, and significantly higher in obesity-control animals than in normal
d left lane shown on upper panel represent control oxidized molecular
initrophenylhydrazone. C & D) protein expressions of stromal cell-derived
an in obesity mice in response to ischemic stress in ischemic muscle. * vs.
ed by Bonferroni multiple comparison post hoc test.



Figure 5 Quantifications of endothelial cells (ECs) in ischemic region by day 14 after CLI procedure using immunofluorescent
microscope (400x) (n = 9). A to C) showing the numbers of CD31+ ECs (white arrows) remarkably higher in normal control (C) group than in
obesity (OB) and obesity control (OBC) groups, and significantly higher in OBC group than in OB group. D) * vs. other groups with different
symbols, p< 0.0001. E to G) showing the numbers of von Willebrand factor (vWF) + ECs (white arrows) notably higher in C group than in OB and
OBC groups, and significantly higher in OBC group than in OB group. G) * vs. other groups with different symbols, p< 0.0001. Statistical analysis
by ANOVA followed by Bonferroni multiple comparison post hoc test. The scale bars in right lower corner represent 20 μm.
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Immunofluorescent (IF) and immunohistochemical (IHC)
staining in ischemic tissue
IF staining showed that the numbers of CD31+ and vWF+
cells, two indicators of endothelial cell markers, were signifi-
cantly lower in group 2 than in groups 1 and 3, and notably
lower in group 3 than in group 1 on day 14 in ischemic tis-
sue after the CLI procedure (Figure 5).
IHC staining revealed remarkably lower number of small

vessels (≤ 15 μm in diameter) in ischemic muscle in group 2
than that in groups 1 and 3, and it was significantly lower in
group 3 compared with that in group 1 on day 14 following
CLI induction (Figure 6).

Laser Doppler analysis of blood flow
The ratio of ischemic/normal blood flow (INBF) did not differ
among groups 1, 2, and 3 prior to CLI induction. There was
also no significant difference between groups 2 and 3, but it
was markedly reduced in these two groups of animals
compared with that in group 1 on day 2 after the CLI proced-
ure (Figure 7). By day 14 after CLI induction, the ratio of
INBF was significantly reduced in group 2 than that in groups
1 and 3, and significantly lower in group 3 than in group 1.
Discussion
The present study, which investigated the impact of
obesity control on the differentiation of ADEPCs, circu-
lating level of EPCs, and angiogenesis in response to is-
chemic stimulation, yields several striking implications.
First, obesity suppressed the ability of ADEPC differenti-
ation that was reversed by obesity control. Second, the
circulating level of EPCs in response to ischemia was
notably reduced in obesity as compared with obesity
control. Third, the angiogenic capacity in response to is-
chemic stimulation was markedly impaired in the obese
mice than in obesity control. Finally, the blood flow in



Figure 6 Immunohistochemical staining of alpha-smooth
muscle actin for quantification of small vessel (≤ 15.0 μm)
(200x) in ischemic quadriceps at day 14 after CLI induction
(n = 9). A to D) Significantly higher number of small vessels (≤ 15
μm) (red arrows) in normal control (C) group than in obesity (OB)
and obesity control (OBC) groups, and notably higher number in OBC
group than in OB group. * vs. other groups with different symbols,
p< 0.01. Statistical analysis by ANOVA followed by Bonferroni
multiple comparison post hoc test. Scale bars in right lower corner
represent 50 μm. HPF= high-power field (200x).
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ischemic muscle was remarkably decreased in obese ani-
mals but was significantly restored after obesity control.
Figure 7 Laser Doppler scanning of hind limb blood flow on
day 14 after CLI induction (n = 9).Laser Doppler scanning of
hind limb blood flow on day 14 after CLI induction (n = 9). A to
C & D) Normal blood flow in both hind limbs in normal control (A),
obesity (B) and obesity control (C) prior to the procedure. E to G)
Significantly reduced ratio of ischemic/normal blood flow (INBF) in
obesity (F) group than in obesity control (G) and normal control (E)
groups, and notably lower in obesity control group than in normal
controls by day 14 after CLI procedure. H) * vs. other groups with
different symbols, p< 0.001. Statistical analysis by ANOVA followed
by Bonferroni multiple comparison post hoc test.
Impact of obesity control on circulating level of EPCs in
response to ischemic stimulation
Obesity, which is a rapidly growing epidemic worldwide, is
commonly associated with a broad range of cardiovascular
diseases [1-8]. Although the association between increased
cardiovascular risk and decreased circulating number of
EPCs has been demonstrated in previous studies [13,19,20],
the impact of obesity on endothelial injury and dysfunction
[21] and circulating number of EPCs [7,22] has not been
fully examined. Besides, the effect of obesity control (i.e.,
body weight reduction) on vascular integrity has seldom
been explored [22], especially in a well-controlled study
using animal model. One important finding in the current
study is that, although the circulating numbers of EPCs (C-
kit/CD31+, Sca-1/KDR+, CXCR4/CD34+) showed no sig-
nificant difference among the control, obese, and obesity
control animals before CLI induction (Table 1), they were re-
markably reduced in obese mice at the acute stage (i.e. 18 h
after the CLI procedure) compared with that in the obesity
controls. Additionally, the circulating number of C-kit/CD31
+ cells remained notably higher in the obesity-controlled
mice than that in the obese animals at the recovery stage
(i.e., at day 14 after CLI). These findings, in addition to im-
plicating a poorer angiogenic response to ischemic stress in
the obese mice, also support the beneficial effects of weight
reduction from previous clinical observation studies [7,22].
Beneficial effect of obesity control on enhancing the
differentiation of adipose-derived endothelial progenitor
cells (ADEPCs)
Growing data have shown distinct advantages of using adi-
pose-derived stem cells in improving ischemia-related organ
dysfunction [26,27]. However, whether obesity also influ-
ences the differentiation of ADEMPC is currently unclear.
Another important finding in the present study is that the
number of differentiated EPCs (C-kit+, CXCR4/CD34+,
CD133+) from adipose tissue after 14-day cell culturing was
significantly lower in the obese mice compared with that in
the normal controls. The number, on the other hand, was
restored to the level of the normal controls in obesity-con-
trolled mice. Interestingly, a previous study [23] has



Figure 8 Proposed mechanisms underlying the effects of obesity control (i.e., body weight reduction) on CLI in a murine model based
on the findings of the present study. BMP-2= bone morphogenic protein 2; Cyt-C = cytochrome C; EPC = endothelial progenitor cells; ICAM-
1 = intercellular adhesion molecule 1; SDF-1α= stromal cell-derived factor-1 alpha; TGF-β= transforming growth factor beta.
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demonstrated that the colony-forming capacity of periph-
eral blood-derived EPCs was notably impaired in over-
weight and obese adults. Accordingly, our findings not only
are comparable to those of a previous study [23], but also
highlight the possible therapeutic potential of obesity con-
trol in improving the capacity of ADEPC differentiation, es-
pecially in obese patients who are candidates for ADPEC
therapy due to ischemia-related organ dysfunction in our
future clinical practice.

Role of obesity reduction in attenuating inflammation,
oxidative stress, fibrosis, apoptosis, and mitochondrial
damage in ischemic tissue
The links among chronic inflammation, increased oxida-
tive stress, and cardiovascular diseases have been well
documented [28-31]. Additionally, apoptosis, fibrosis,
and degree of mitochondrial damage have been clearly
identified as useful biomarkers for predictive of outcome
in experimental studies of cardiovascular diseases
[17,25-28]. However, the relationship between obesity
and these biomarkers in the setting of organ ischemia
remains uncertain. An essential finding in the current
study is that the inflammatory, oxidative stress, fibrotic,
and mitochondrial damage biomarkers (Figures 2, 3 and
4) were substantially increased, whereas the anti-fibrotic
biomarkers were remarkably reduced in ischemic
muscle of obese animals compared to those in control
animals. These findings suggest that obesity may
participate in the up-regulation of these cardiovascular
disease-related biomarkers after an acute ischemic in-
sult. Of particular importance is that these inflamma-
tory, oxidative stress, fibrotic, and mitochondria damage
biomarkers were markedly decreased, whereas the anti-
fibrotic biomarkers were notably increased in the obese
mice after obesity control (Figures 2, 3 and 4). Our find-
ings, therefore, further support the benefit of obesity
control in ameliorating the risk for cardiovascular
diseases.

Probability of obesity control in improving angiogenesis
and blood flow in ischemic tissue
The principal finding in the present study is that the
protein expressions of CXCR4 and SDF-1α, two import-
antly angiogenic factors in response to ischemic stimula-
tion (Figure 4), were notably impaired in obese animals.
Additionally, as compared with the normal controls,
other angiogenic biomarkers, including immunofluores-
cent staining (CD31+ and vWF + cells) (Figure 5) and
neovascularization (i.e., number of small vessels) (Fig-
ure 6) were significantly lower in the ischemic muscle of
the obese animals by day 14 after the CLI procedure.
These parameters, on the other hand, were significantly
preserved after obesity control. Importantly, the blood
flow in ischemic muscle (Figure 7) was notably restored
in obese animals after obesity control compared to those
without. These findings again suggest a positive
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therapeutic impact of weight reduction on recovery after
an ischemic insult.

Study limitations
This study has limitations. First, the exact mechanisms
underlying the partial restoration of angiogenic capacity after
control of obesity in this experimental setting of tissue ische-
mia remain unclear. The proposed mechanisms, which are
based on our findings, have been summarized in Figure 8.
Second, the lack of significant difference in the baseline level
of circulating EPCs among the three groups of animals was
unexpected. It could be due to the possibility that the dur-
ation of obesity induction was too short to initiate overt car-
diovascular damage in our experimental setting. Third, the
reason for the elevated number of a specific population of
ADEPCs (i.e., C-kit/CD31+, Sca-1/KDR+) in the obesity-
controlled mice compared to that in the normal controls
after 14-day cell culture is still unclear. It may be due to a
hyper-reactive response to ischemic stimulation that occurs
only at the early stage of weight reduction.

Conclusion
Obesity impaired elevation of circulating level of EPCs in
response to ischemic stimulation, hampered the differenti-
ation of EPCs from adipose tissue, and impeded the cap-
acity of angiogenesis and blood flow in ischemic tissue that
were significantly restored by obesity control in a murine
model of diet-induced obesity with limb ischemia.

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

Acknowledgements
This study was supported by a program grant from Chang Gung Memorial
Hospital, Chang Gung University (Grant number: CMRPG890641).

Author details
1Division of cardiology, Department of Internal Medicine, Kaohsiung Chang
Gung Memorial Hospital and Chang Gung University College of Medicine,
Kaohsiung, Taiwan. 2Division of Colorectal Surgery, Department of Surgery,
Kaohsiung Chang Gung Memorial Hospital and Chang Gung University
College of Medicine, Kaohsiung, Taiwan. 3Department of Emergency
Medicine, E-Da Hospital, I-Shou University, Kaohsiung, Taiwan. 4Center for
Translational Research in Biomedical Sciences, Kaohsiung Chang Gung
Memorial Hospital and Chang Gung University College of Medicine,
Kaohsiung, Taiwan. 5Division of Cardiovascular Surgery, Department of
Surgery, Kaohsiung Chang Gung Memorial Hospital and Chang Gung
University College of Medicine, Kaohsiung, Taiwan. 6Department of Biological
Science and Technology, National Pingtung University of Science and
Technology, Pingtung, Taiwan.

Authors’ contributions
All authors have read and approved the final manuscript. YLC, CLC, CKS, and CJW
designed the experiment, drafted and performed animal experiments. THT, SYC,
SC, KHY, SL, JJS, FYL, and CHY were responsible for the laboratory assay and
troubleshooting. YLC, CLC, and HKY participated in refinement of experiment
protocol and coordination and helped in drafting the manuscript. All authors
report no disclosures and have any commercial associations or interests, including
consultancies, stock ownership or other competing equity interest.

Received: 6 February 2012 Accepted: 8 May 2012
Published: 8 May 2012
References
1. Ogden CL, Carroll MD, Curtin LR, McDowell MA, Tabak CJ, Flegal KM:

Prevalence of overweight and obesity in the United States. 1999-2004.
JAMA 2006, 295:1549–1555.

2. Goodpaster BH, Krishnaswami S, Harris TB, Katsiaras A, Kritchevsky SB,
Simonsick EM, Nevitt M, Holvoet P, Newman AB: Obesity, regional body fat
distribution, and the metabolic syndrome in older men and women. Arch
Intern Med 2005, 165:777–783.

3. Permana PA, Menge C, Reaven PD: Macrophage-secreted factors induce
adipocyte inflammation and insulin resistance. Biochem Biophys Res
Commun 2006, 341:507–514.

4. Schelbert KB: Comorbidities of obesity. Prim Care 2009, 36:271–285.
5. Balistreri CR, Caruso C, Candore G: The Role of Adipose Tissue and Adipokines in

Obesity-Related Inflammatory Diseases. Mediators Inflamm 2010, 2010:802078.
6. Wozniak SE, Gee LL, Wachtel MS, Frezza EE: Adipose tissue: the new

endocrine organ? A review article. Dig Dis Sci 2009, 54:1847–1856.
7. Mikirova NA, Casciari JJ, Hunninghake RE, Beezley MM: Effect of weight

reduction on cardiovascular risk factors and CD34-positive cells in
circulation. Int J Med Sci 2011, 8:445–452.

8. Prospective Studies Collaboration, Whitlock G, Lewington S, Sherliker P,
Clarke R, Emberson J, Halsey J, Qizilbash N, Collins R, Peto R: Body-mass
index and cause-specific mortality in 900 000 adults: collaborative
analyses of 57 prospective studies. Lancet 2009, 373:1083–1096.

9. Eckel RH, York DA, Rössner S, Hubbard V, Caterson I, St Jeor ST, Hayman LL,
Mullis RM, Blair SN, American Heart Association: Prevention conference VII.
Obesity, a worldwide epidemic related to heart disease and stroke:
executive summary. Circulation 2004, 110:2968–2975.

10. Murphy NF, MacIntyre K, Stewart S, Hart CL, Hole D, McMurray JJ: Long-term
cardiovascular consequences of obesity: 20-year follow-up of more than 15
000 middle-aged men and women (the Renfrew-Paisley study). Eur Heart J
2006, 27:96–106.

11. Asahara T, Murohara T, Sullivan A, Silver M, van der Zee R, Li T, Witzenbichler
B, Schatteman G, Isner JM: Isolation of putative progenitor endothelial
cells for angiogenesis. Science 1997, 275:964–967.

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

13. Hill JM, Zalos G, Halcox JP, Schenke WH, Waclawiw MA, Quyyumi AA,
Finkel T: Circulating endothelial progenitor cells, vascular function, and
cardiovascular risk. N Engl J Med 2003, 348:593–600.

14. Wang CH, Verma S, Hsieh IC, Chen YJ, Kuo LT, Yang NI, Wang SY, Wu MY,
Hsu CM, Cheng CW, Cherng WJ: Enalapril increases ischemia-induced
endothelial progenitor cell mobilization through manipulation of the
CD26 system. J Mol Cell Cardiol 2006, 41:34–43.

15. Huang PH, Chen YH, Wang CH, Chen JS, Tsai HY, Lin FY, Lo WY, Wu TC, Sata M,
Chen JW, Lin SJ: Matrix metalloproteinase-9 is essential for ischemia-induced
neovascularization by modulating bone marrow-derived endothelial
progenitor cells. Arterioscler Thromb Vasc Biol 2009, 29:1179–1184.

16. Iwasaki H, Kawamoto A, Ishikawa M, Oyamada A, Nakamori S, Nishimura H,
Sadamoto K, Horii M, Matsumoto T, Murasawa S, Shibata T, Suehiro S, Asahara T:
Dose-dependent contribution of CD34-positive cell transplantation to
concurrent vasculogenesis and cardiomyogenesis for functional regenerative
recovery after myocardial infarction. Circulation 2006, 113:1311–1325.

17. Yip HK, Chang LT, Sun CK, Sheu JJ, Chiang CH, Youssef AA, Lee FY, Wu CJ,
Fu M: Autologous transplantation of bone marrow-derived endothelial
progenitor cells attenuates monocrotaline- induced pulmonary arterial
hypertension in rats. Crit Care Med 2008, 36:873–880.

18. Yip HK, Chang LT, Chang WN, Lu CH, Liou CW, Lan MY, Liu JS, Youssef AA,
Chang HW: Level and value of circulating endothelial progenitor cells in
patients after acute ischemic stroke. Stroke 2008, 39:69–74.

19. Shantsila E, Watson T, Lip GY: Endothelial progenitor cells in
cardiovascular disease. J Am Coll Cardiol 2007, 49:741–752.

20. Vasa M, Fichtlscherer S, Aicher A, Adler K, Urbich C, Martin H, Zeiher AM,
Dimmeler S: Number and migratory activity of circulating endothelial
progenitor cells inversely correlate with risk factors for coronary artery
disease. Circ Res 2001, 89:e1–e7.

21. Berg AH, Scherer PE: Adipose tissue, inflammation, and cardiovascular
disease. Circ Res 2005, 96:939–949.

22. Müller-Ehmsen J, Braun D, Schneider T, Pfister R, Worm N, Wielckens K,
Scheid C, Frommolt P, Flesch M: Decreased number of circulating



Chen et al. Journal of Translational Medicine 2012, 10:86 Page 11 of 11
http://www.translational-medicine.com/content/10/1/86
progenitor cells in obesity: beneficial effects of weight reduction. Eur
Heart J 2008, 29:1560–1568.

23. MacEneaney OJ, Kushner EJ, Van Guilder GP, Greiner JJ, Stauffer BL, DeSouza
CA: Endothelial progenitor cell number and colony forming capacity in
overweight and obese adults. Int J Obes (Lond) 2009, 33:219–225.

24. Van Heek M, Compton DS, France CF, Tedesco RP, Fawzi AB, Graziano MP,
Sybertz EJ, Strader CD, Davis HR Jr: Diet-induced obese mice develop
peripheral, but not central, resistance to leptin. J Clin Invest 1997, 99:385–390.

25. Yeh KH, Sheu JJ, Lin YC, Sun CK, Chang LT, Kao YH, Yen CH, Shao PL, Tsai TH,
Chen YL, Chua S, Leu S, Yip HK: Benefit of combined extracorporeal shock
wave and bone marrow-derived endothelial progenitor cells in protection
against critical limb ischemia in rats. Crit Care Med 2012, 40:169–177.

26. Leu S, Lin YC, Yuen CM, Yen CH, Kao YH, Sun CK, Yip HK: Adipose- derived
mesenchymal stem cells markedly attenuate brain infarct size and
improve neurological function in rats. J Transl Med 2010, 8:63.

27. Lin YC, Leu S, Sun CK, Yen CH, Kao YH, Chang LT, Tsai TH, Chua S, Fu M, Ko
CF, Wu CJ, Lee FY, Yip HK: Early Combined treatment with sildenafil and
adipose-derived mesenchymal stem cells preserves heart function in rat
dilated cardiomyopathy. J Transl Med 2010, 8:88.

28. Sheu JJ, Chua S, Sun CK, Chang LT, Yen CH, Wu CJ, Fu M, Yip HK:
Intra-coronary administration of cyclosporine limits infarct size,
attenuates remodeling and preserves left ventricular function in porcine
acute anterior infarction. Int J Cardiol 2011, 147:79–87.

29. Frangogiannis NG, Smith CW, Entman ML: The inflammatory response in
myocardial infarction. Cardiovasc Res 2002, 53:31–47.

30. Lambert JM, Lopez EF, Lindsey ML: Macrophage roles following
myocardial infarction. Int J Cardiol 2008, 130:147–158.

31. Frangogiannis NG: The immune system and cardiac repair. Pharmacol Res
2008, 58:88–111.

doi:10.1186/1479-5876-10-86
Cite this article as: Chen et al.: Impact of obesity control on circulating
level of endothelial progenitor cells and angiogenesis in response to
ischemic stimulation. Journal of Translational Medicine 2012 10:86.
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 and aim
	Methods
	Results
	Conclusion

	Background
	Materials and methods
	Ethics
	Animal model of obesity
	Animal model of critical limb ischemia (CLI) for stimulating EPC mobilization into circulation
	Measurement of blood flow with laser Doppler
	Flow cytometric quantification of endothelial progenitor cells
	Isolation of adipose-derived endothelial progenitor cells from mice
	Isolation of mitochondria
	Western blot analysis
	Immunofluorescent (IF) staining
	Vessel density in limb ischemic area

	Statistical analysis

	Results
	The baseline relevant variables
	Serial changes of circulating EPCs in three groups of animals after CLI

	link_Tab1
	link_Fig1
	Adipose-derived endothelial progenitor cells (ADEPCs)
	Protein expressions of fibrotic and anti-fibrotic biomarkers in ischemic tissue
	Cytochrome C protein expression in mitochondria and cytosol in ischemic tissue

	link_Fig2
	The protein expressions of inflammatory, oxidative stress biomarkers and angiogenesis factors in ischemic tissue

	link_Fig3
	link_Fig4
	Immunofluorescent (IF) and immunohistochemical (IHC) staining in ischemic tissue
	Laser Doppler analysis of blood flow

	Discussion
	link_Fig5
	Impact of obesity control on circulating level of EPCs in response to ischemic stimulation
	Beneficial effect of obesity control on enhancing the differentiation of adipose-derived endothelial progenitor cells (ADEPCs)

	link_Fig6
	link_Fig7
	Role of obesity reduction in attenuating inflammation, oxidative stress, fibrosis, apoptosis, and mitochondrial damage in ischemic tissue
	Probability of obesity control in improving angiogenesis and blood flow in ischemic tissue

	link_Fig8
	Study limitations

	Conclusion
	show [art]
	Acknowledgements
	Author details
	Authors&rsquo; contributions
	References
	link_CR1
	link_CR2
	link_CR3
	link_CR4
	link_CR5
	link_CR6
	link_CR7
	link_CR8
	link_CR9
	link_CR10
	link_CR11
	link_CR12
	link_CR13
	link_CR14
	link_CR15
	link_CR16
	link_CR17
	link_CR18
	link_CR19
	link_CR20
	link_CR21
	link_CR22
	link_CR23
	link_CR24
	link_CR25
	link_CR26
	link_CR27
	link_CR28
	link_CR29
	link_CR30
	link_CR31


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

  /CreateJDFFile false
  /Description <<

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

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


