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Summary

The present study investigated the effect of the VEGF165 gene on adhesion, migration,
and proliferation of endothelial progenitor cells (EPCs) derived from peripheral blood of
rabbits. Peripheral blood mononuclear cells were isolated from rabbits by density gradient
centrifugation with Ficoll-Plaque Plus. EPCs were characterized by immunofluorescence
and immunostaining. A pcDNA 3.0-hVEGF165 expression vector was constructed and
EPCs were transfected with the pcDNA 3.0-hVEGF165 gene. The EPCs derived from
peripheral blood of rabbits were successfully transfected with pcDNA 3.0-hVEGF165.
ELISA showed that the expression of VEGF165 increased significantly in the EPCs
transfected with the hVEGF165 gene compared to control cells. Compared to control
EPCs, EPCs transfected with the hVEGF165 gene had significantly enhanced adhesion,
migration, and proliferative ability in vitro.

Keywords: hVEGF165 gene, endothelial progenitor cells, transfection, adhesion, migration,

proliferation

1. Introduction

Asahara et al. (1) first reported the role of
circulating endothelial progenitor cells (EPCs) in
neovascularization and vasculogenesis in 1997. Over
the past few decades, several studies have indicated
that transplantation of EPCs effectively restored injured
endothelia, repaired limb ischemia (2), myocardial
ischemia (3), and carotid artery injury (4), and promoted
vascular graft survival (5). A recent study by the current
authors showed that transplantation of peripheral blood-
derived EPCs effectively attenuated endotoxin-induced
acute lung injury as a result of the paracrine effect of
VEGF (6).

However, low concentrations of EPCs in peripheral
blood precluded the extensive use of EPCs. A study
indicated that VEGF stimulates the proliferation,
migration, and survival of endothelial cells, in turn
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facilitating endothelialization with EPCs and recovery
of endothelial function (7). VEGF was first discovered
by Ferrara (8) and is a glucoprotein isolated from
cattle pituitary gland follicle stellate cells. VEGF helps
maintain vessel normal shape and integrity, promote
vessel permeability, and facilitate endothelial cell
proliferation and vessel production (9). Five different
VEGEF protein isoforms, including VEGF-A, VEGF-B,
VEGF-C, VEGF-D, and VEGF-E, have been derived
from a single gene by alternative splicing (/0). There
are five characterized VEGF-A isomers of 121, 145,
165, 189, and 206 amino acids in mammals that are
generated by alternative splicing of the mRNA from
a single gene consisting of eight exons. VEGF165
is the most powerful function protein that promotes
angiogenesis in the VEGF family. However, its short
half-life and few natural sources mean that an effective
concentration of VEGF165 cannot be maintained in
the blood after injection. The use of ex vivo-transfected
stem cells as vectors for gene therapy has largely solved
this problem. A study reported that transplantation of
VEGF-transfected EPCs increased vasculogenesis
and required fewer EPCs than non-transfected EPCs
(11). Moreover, the role of VEGF genes transfected
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in EPCs has yet to be fully elucidated. Therefore, the
current study sought to investigate the effects of EPCs
transfected with the AVEGF165 gene on the adhesion,
migration, and proliferative ability of EPCs in vitro.

2. Materials and Methods
2.1. Materials

New Zealand White rabbits were obtained from
Shanghai Laboratory Animal Center, Chinese Academy
of Sciences. Ficoll-Plaque Plus was purchased from
Amersham Pharmacia Biotech AB (Uppsala, Sweden).
EGM-2 MV Single Quots were obtained from Lonza
Corp (Basel, Switzerland). Dil-acetyl-low density
lipoprotein was purchased from Invitrogen (Carlsbad,
CA, USA). Fluorescein isothiocyanate-ulex europaeus
agglutinin-1 (UEA-1) was from Sigma-Aldrich
(St. Louis, MO, USA). VEGFR2 and CD133 were
purchased from Santa Cruz Biotechnology (Santa Cruz,
CA, USA). A hVEGF165 ELISA detection kit was
provided by Chemicon International Inc., Temecula,
CA, USA.

2.2. Isolation and culture of peripheral blood EPCs

Approval was obtained from the Animal Care and Use
Committee of Hospital No. 455 of the PLA. Peripheral
blood was obtained from an ear artery of New
Zealand White rabbits (10 mL/kg). Peripheral blood
mononuclear cells were isolated by density gradient
centrifugation with Ficoll-Plaque Plus. Mononuclear
cells were then washed and plated on six-well plates
supplemented with EGM-2 MV Single Quots.
Mononuclear cells were incubated at 37°C, 5% CO, and
supplied daily with EGM-2. The nonadherent cells were
removed after 48 h of culture. On day 7 of culturing,
the adherent cells (known as early EPCs) were detached
with 0.025% trypsin containing 0.02% EDTA and used
for analysis or transplantation.

2.3. Characterization of EPCs

The EPCs isolated from rabbits were characterized as
previously described (8). Cells were incubated with 10
pg/mL Dil-acetyl-low density lipoprotein (LDL) and
5 pg/mL fluorescein isothiocyanate-Ulex europaeus
agglutinin-1 (UEA-1). The staining of acetyl-LDL
and UEA-1 in cultured EPCs was detected under
fluorescence confocal microscopy at the absorption
wavelengths of 555 and 490 nm, respectively. Dual
fluorescent staining positive for both fluorescein
isothiocyanate-labeled UEA-1 and Dil-labeled
acetyl-LDL (double-positive cells) served to identify
differentiating EPCs. Immunostaining of vascular
endothelial growth factor receptor 2 and CD133 was
performed as previously described.

2.4. Construction and identification of a pcDNA
3.0-hVEGF165 expression vector

The recombinant retroviral vectors pLXSN-KDRp-
VEGF165 and pcDNA 3.0 vectors were constructed
in this laboratory. PLXSN-KDRp-VEGF165 was
digested by Bam HI and Xhol to release KDRp-
VEGF165. The KDRp-VEGF165 fragment was ligated
with Bam HI and Xhol digested pcDNA 3.0 to form
a pcDNA 3.0-KDRp-VEGF165 recombinant vector.
Then, pcDNA 3.0-KDRp-VEGF165 was digested with
EcoR I to remove KDRp and self-ligated to generate a
pcDNA 3.0-VEGF165 recombinant plasmid. pcDNA
3.0-VEGF165 was verified by Xhol I and Hind III
digestion and sequencing analysis.

2.5. Transfection of EPCs with the pcDNA 3.0-hVEGF165
expression vector

After EPCs were cultured for 7 days according to the
manufacturer's instructions in the DOTAP Liposomal
kit, EPCs were transfected with pcDNA 3.0-hVEGF165
and eGFP (group A). EPCs transfected with null-
plasmid (group B) and nontransfected EPCs (group C)
served as controls. After 24 h, the EPCs were detected
using fluorescent microscopy.

2.6. ELISA detection of VEGF165 expression in vitro

pcDNA 3.0-hVEGF165-transfected EPCs were grown
in six-well plates at a cell density of 1 x 10° cells per
well, using EPCs transfected with null-plasmid and
nontransfected MSCs as controls. The supernatant were
harvested at two-day intervals from day 1 to day 7 post-
transfection. The samples were centrifuged and then
stored at —=70°C until the assay. A human VEGF165
ELISA kit was used to detect the VEGF165 protein
secreted from transfected EPCs in accordance with the
manufacturer's instructions.

2.7. Detection of the adhesive ability of EPCs

pcDNA 3.0-hVEGF165-transfected EPCs and null-
plasmid and nontransfected EPCs were washed with
PBS and gently detached with 0.25% trypsin. After
centrifugation and resuspension in EGM-2, identical
cell numbers were replated onto fibronectin-coated
culture dishes and incubated for 30 min at 37°C.
Adherent cells were counted.

2.8. Migration assay

EPC migration was evaluated using a transwell chamber
assay. In brief, the pcDNA 3.0-hVEGF165-transfected
EPCs and null-plasmid and nontransfected EPCs were
detached with 0.25% trypsin, and then 1 x 10° EPCs in
200 pL EGM-2 were seeded in the upper chamber of a
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transwell cell culture insert (5 pm pore size). VEGF (50
ng/mL, PeproTech, Rocky Hill, NJ, USA) in EGM-2
was placed in the lower chamber. After incubation for 6
h at 37°C, the membranes were washed with phosphate
buffer solution (PBS) and fixed with methanol. EPCs
were stained with 4,6-diamidino-2-phenylindole (DAPI)
solution. Light microscopy (400-fold magnification)
was used to count the numbers of EPCs that had
migrated to the lower surface of the membrane from
five random fields in five domains.

2.9. MTT assay of EPC proliferation

The 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl-
tetrazolium bromide (MTT) assay was used to
determine EPC proliferation. pcDNA 3.0-hVEGF165-
transfected EPCs and null-plasmid and nontransfected
EPCs were digested with 0.25% trypsin and then
cultured in 96-well plates (200 puL/well). EPCs were
supplemented with 10 pL MTT (5 g/L, Sigma-Aldrich)
and incubated for another 4h. The supernatant was then
discarded by aspiration and the EPC preparation was
shaken with 150 pL dimethyl sulfoxide (DMSO) for 10
min before the OD value was measured at 490 nm.

2.10. Statistical analysis

All data are presented as mean = S.D. Parametric data
were analyzed using one-way ANOVA and variations
in different groups were compared using the Turkey
post hoc test. p < 0.05 was considered statistically
significance.

3. Results
3.1. Characterization of EPCs

Seven days after cultivation, EPCs (approximately 2-3
x 10° cells) proliferated from 20 mL peripheral blood
of each rabbit. Formation of monolayer colonies with
a "cobblestone" appearance was also observed after
2 weeks of culturing in endothelial basic medium
2 (Figure 1A). The EPCs also displayed expression
of endothelial markers vascular endothelial growth
factor receptor 2 (Figure 1B) and CD133 (Figure 1C).
Fluorescence confocal microscopy showed that these
early EPCs exhibited phenotyping of endothelial cells,
including incorporation of Dil-ac-LDL and binding of
fluorescein isothiocyanate-UEA-1. Dual fluorescent
staining positive for both fluorescein isothiocyanate
labeled UEA-1 and Dil-ac-LDL (double-positive cell)
served to identify differentiating EPCs (Figures 1D-1F).

3.2. Identification of the pcDNA 3.0-hVEGF165

expression vector

3.2.1. Fluorescence detection of hVEGF165-eGFP-
transfected EPCs

In inverted fluorescence microscopy, EPCs had little
green fluorescence 1 day after transfection with
hVEGF165-eGFP (Figure 2A). Forty-eight h after
transfection with hVEGF165-eGFP, EPCs fluoresced
green (Figure 2B). Moreover, after day 3 hVEGF165-
eGFP-transfected EPCs had substantial green

Figure 1. Characterization of EPCs. Cultured for 14 days, EPCs grew into monolayer with a "cobblestone" appearance (A,
100x magnification). Immunofluorescent EPCs were positive for cytoplasmic vascular endothelial growth factor receptor 2 and
CD133 (B, 200x magnification, and C, 200x magnification, green fluorescence). Nuclei were counterstained in blue fluorescence.
Fluorescence confocal microscopy (200% magnification) revealed that after day 7 the endothelial progenitors were positive for
the uptake of Dil-acLDL (D, red fluorescence) and for staining of FITC-UEA-1 (E, green fluorescence). D and E results are

superimposed in panel F (yellow fluorescence).
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Figure 2. Fluorescence detection of hVEGF165-eGFP-
transfected EPCs. Fluorescence microscopy revealed little
green fluorescence 1 day after EPCs were transfected with
hVEGF165-¢GFP (A, 200x magnification). Two days after
transfection with hVEGF165-eGFP, EPCs fluoresced green
(B, 200x magnification). Moreover, after day 3 hVEGF165-
eGFP-transfected EPCs had substantial green fluorescence (C,
200x magnification; D, 400x magnification).

fluorescence (Figures 2C and 2D).
3.2.2. VEGF165 protein levels in EPCs

VEGF protein expression was confirmed by ELISA. As
shown in Figure 3, the VEGF protein level in group A
was higher than that in group B (p < 0.05) and group C
(p < 0.05). Moreover, the level increased significantly
after 3 days, reaching 1,255 pg/mL after 7 days.

3.3. Assay of EPC adhesion

To investigate the possibility that pcDNA
3.0-hVEGF165-transfected EPCs alter the adhesion
of EPCs, an adhesion assay was performed. EPC
adhesion was significantly enhanced in the pcDNA
3.0-hVEGF165-transfected EPCs (66.2 + 6.4, Figure 4)
compared to the null-plasmid-transfected EPCs (33.5 +
4.4) and nontransfected EPCs (35.7 + 6.3).

3.4. Assay of EPC migration

The influence of VEGF165-transfected EPC migration
was analyzed in a transwell chamber assay. As shown
in Figure 5, the migration of EPCs was significantly
enhanced in group A (43.6 + 2.5) compared to group B
(19.8 £ 2.8) and group C (17.6 £3.2) (p <0. 01).

3.5. Assay of EPC proliferation

The MTT assay was used to detect the proliferative
activity of transfected EPCs. The in vitro proliferative
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Figure 3. ELISA detection of VEGF165 protein levels in
EPCs. VEGF protein expression was detected with ELISA.
VEGF protein level in group A was higher than that in group
B and group C. Moreover, the VEGF protein level increased
significantly (*p < 0.05, A vs. B and C; n = 5 different
samples in each group) after 3 days, reaching 1,255 pg/mL
after 7 days. Data are presented as mean + S.D. Statistical
analysis was performed using ANOVA followed by the
Turkey multiple comparison test.
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Figure 4. Assay of EPC adhesion. To investigate the
possibility that the pcDNA 3.0-hVEGF165-transfected
EPCs alters the adhesion of EPCs, an adhesion assay was
performed. Compared with the null-plasmid transfected EPCs
and nontransfected EPCs, EPC adhesion was significantly
enhanced (*p < 0.05, A vs. B and C; n = 5 different samples in
each group) in the pcDNA 3.0-hVEGF165-transfected EPCs.
Data are presented as mean + S.D. Statistical analysis was
performed using ANOVA followed by the Turkey multiple
comparison tests.

activity of the pcDNA 3.0-hVEGF165-transfected EPCs
(0.53 £ 0.04) was greater than that of the null-plasmid-
transfected EPCs (0.35 + 0.02) and nontransfected
EPCs (0.31 £ 0.02) (p < 0.05). The proliferative activity
of null-plasmid-transfected EPCs was similar to that of
nontransfected EPCs (Figure 6).

4. Discussion
In the present study, EPCs derived from peripheral

blood of rabbits were successfully transfected with
the pcDNA 3.0-hVEGF165 gene. The expression of
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Figure 5. Assay of EPC migration. The influence of
VEGF165-transfected EPC migration was analyzed in a
transwell chamber assay. Using light microscopy (400-fold
magnification), the numbers of EPCs that had migrated to the
lower surface of the membrane were counted in five random
fields in five domains. EPC migration was significantly
enhanced (*p < 0.05, A vs. B and C; n = 5 different fields in
each group) in group A compared to group B and group C.
Data are presented as mean + S.D. Statistical analysis was
performed using ANOVA followed by the Turkey multiple
comparison test.
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Figure 6. MTT assay of EPC proliferation. The MTT
assay was used to detect the proliferative activity of
transfected EPCs. The in vitro proliferative activity of pcDNA
3.0-hVEGF165-transfected EPCs was greater than that of
null-plasmid transfected EPCs and nontransfected EPCs. The
proliferative activity of null-plasmid transfected EPCs was
similar to that of nontransfected EPCs (*p < 0.05, A vs. B and
C; n = 6 different samples in each group). Data are presented
as mean + S.D. Statistical analysis was performed using
ANOVA followed by the Turkey multiple comparison test.

VEGF165 increased significantly in EPCs transfected
with the hWVEGF165 gene. Moreover, EPCs transfected
with the h/VEGF165 gene had significantly enhanced
adhesion, migration, and proliferative ability.

Previous studies indicated that EPCs harvested
from the peripheral circulation proliferated ex vivo and
EPCs transplanted in vivo play an important role in
angiogenesis and repair of injured endothelium (/2-74).
More recent findings suggest that transplantation of
circulating EPCs into an injured vascular wall has

beneficial effects on vascular structure and function
(15-18). Transplantation of EPCs derived from
peripheral blood thus constitutes a novel therapeutic
strategy that could provide a robust source of viable
endothelial cells to supplement the contribution
of endothelial cells. However, healthy adults only
have 2-3/mL of EPCs in peripheral blood. Patients
with diabetes who are receiving a transplantation of
EPCs have fewer, dysfunctional, and rapidly aging
EPCs. Although culture and amplification of EPCs
ex vivo can increase the quantity and purity of EPCs,
EPC dysfunction in the peripheral blood restricted
the extensive use of EPCs. Therefore, an important
challenge was to provide EPCs of sufficient quantity
and function for transplantation.

Gene transfer of EPCs during in vitro expansion
could be used to achieve phenotypic modulation of
EPCs. Furthermore, phenotypic modulation of EPCs
might also reduce the number of EPCs required for
optimal transplantation after in vitro expansion and
thus serve to address a practical limitation of EPC
transplantation, namely the volume of blood required
to extract an optimal number of EPCs for autologous
transplantation. A study indicated that VEGF stimulates
proliferation, migration, and survival of endothelial
cells, in turn facilitating endothelialization with EPCs
and recovery of endothelial function (7). A recent
study found that EPCs produced and secreted more
proangiogenic cytokines, such as VEGF, promoting
angiogenesis (6). Because of its short half-life,
however, an effective concentration of VEGF cannot
be maintained in the blood after injection. The use of in
vitro-transfected stems cells as vectors for gene therapy
has largely solved this problem. A study reported that
transplantation of VEGF gene-modified EPCs reduced
limb ischemia and improved neovascularization
compared to control EPCs. The dose of VEGF-
transfected EPCs transplanted was 30 times lower than
that of nontransfected EPCs (/1).

The current findings showed that hWEGF165 gene-
modified EPCs increased the levels of VEGF protein
and enhanced the ability of EPCs to adhere, migrate,
and proliferate. The results of in vitro studies provided
potential insights into the mechanisms responsible
for the in vivo outcomes. First, EPCs transfected
with the hVEGF165 may increase overexpression
of VEGF, which has paracrine effects that promote
the restoration of injured endothelial cells. Previous
studies demonstrated that VEGF induced upregulation
of certain endothelial cell integrins and matrix
proteins (/9). Second, EPCs transfected with the
hVEGF165 gene enhance the adhesion, migration,
and proliferation of EPCs in the quiescent endothelial
cell monolayer, and the survival of EPCs is probably
due to the reduced requirement for harvested EPCs.
Therefore, EPCs likely operate as vector stem cells,
promoting local overexpression of VEGF that may in
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turn promote migration, proliferation, and remodeling
of differentiated endothelial cells residing in the target
tissue.

In conclusion, in vitro, EPCs were successfully
transfected with the ”VEGF165 gene. The expression
of VEGF165 increased and adhesion, migration, and
proliferative ability were significantly enhanced in
EPCs transfected with the A/VEGF165 gene.

Acknowledgements

This work was supported by the Military, Scientific, and
Technological Creativity Fund (Grant No. 11MA022).

References

1. 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.

2. Aicher A, Heeschen C, Mildner-Rihm C, Urbich C,
Ihling C, Technau-lhling K, Zeiher AM, Dimmeler S.
Essential role of endothelial nitric oxide synthase for
mobilization of stem and progenitor cells. Nat Med.
2003; 9:1370-1376.

3. Lee SH, Wolf PL, Escudero R, Deutsch R, Jamieson
SW, Thistlethwaite PA. Early expression of angiogenesis
factors in acute myocardial ischemia and infarction. N
Engl J Med. 2000; 342:626-633.

4. He T, Smith LA, Harrington S, Nath KA, Caplice NM,
Katusic ZS. Transplantation of circulating endothelial
progenitor cells restores endothelial function of denuded
rabbit carotid arteries. Stroke. 2004; 35:2378-84.

5. Kaushal S, Amiel GE, Guleserian KJ, Shapira OM, Perry
T, Sutherland FW, Rabkin E, Moran AM, Schoen FJ,
Atala A, Soker S, Bischoff J, Mayer JE Jr. Functional
small-diameter neovessels created using endothelial
progenitor cells expanded ex vivo. Nat Med. 2001;
7:1035-1040.

6. Cao JP, He XY, Xu HT, Zou Z, Shi XY. Autologous
transplantation of peripheral blood-derived circulating
endothelial progenitor cells attenuates endotoxin-induced
acute lung injury in rabbits by direct endothelial repair
and indirect immunomodulation. Anesthesiology. 2012;
116:1278-1287.

7. He T, Smith LA, Harrington S, Nath KA, Caplice NM,
Katusic ZS. Transplantation of circulating endothelial
progenitor cells restores endothelial function of denuded
rabbit carotid arteries. Stroke. 2004; 35:2378-2384.

8. Ferrara N, Henzel WIJ. Pituitary follicular cells secrete a
novel heparin-binding growth factor specific for vascular
endothelial cells. Biochem Biophys Res Commun. 1989;
161:851-858.

10.

11.

12.

13.

14.

15.

16.

18.

19.

Ennett AB, Kaigler D, Mooney DJ. Temporally regulated
delivery of VEGF in vitro and in vivo. J Biomed Mater
Res A. 2006; 79:176-184.

Ferrara N, Houck K, Jakeman L, Leung DW. Molecular
and biological properties of the vascular endothelial
growth factor family of proteins. Endocr Rev. 1992;
13:18-32.

Iwaguro H, Yamaguchi J, Kalka C, ef al. Endothelial
progenitor cell vascular endothelial growth factor gene
transfer for vascular regeneration. Circulation. 2002;
105:732-738.

Kawamoto A, Gwon H-C, Iwaguro H, et al. Therapeutic
potential of ex vivo expanded endothelial progenitor
cells for myocardial ischemia. Circulation. 2001;
103:634-637.

Walter DH, Rittig K, Bahlmann FH, Kirchmair R, Silver
M, Murayama T, Nishimura H, Losordo DW, Asahara T,
Isner JM. Statin therapy accelerates reendothelialization:
a novel effect involving mobilization and incorporation
of bone marrow-derived endothelial progenitor cells.
Circulation. 2002; 105:3017-3024.

Strehlow K, Werner N, Berweiler J, Link A, Dirnagl U,
Priller J, Laufs K, Ghaeni L, Milosevic M, Bohm M,
Nickenig G. Estrogen increases bone marrow-derived
endothelial progenitor cell production and diminishes
neointima formation. Circulation. 2003; 107:3059-3065.
Gulati R, Jevremovic D, Peterson TE, Witt TA, Kleppe
LS, Mueske CS, Lerman A, Vile RG, Simari RD.
Autologous culture-modified mononuclear cells confer
vascular protection after arterial injury. Circulation.
2003; 108:1520-1526.

Griese DP, Ehsan A, Melo LG, Kong D, Zhang L, Mann
MJ, Pratt RE, Mulligan RC, Dzau VJ. Isolation and
transplantation of autologous circulating endothelial cells
into denuded vessels and prosthetic grafts: Implications
for cell-based vascular therapy. Circulation. 2003; 108:
2710-2175.

Werner N, Junk S, Laufs U, Link A, Walenta K, Bohm
M, Nickenig G. Intravenous transfusion of endothelial
progenitor cells reduces neointima formation after
vascular injury. Circ Res. 2003; 93:17-24.

Lam CF, Liu YC, Hsu JK, Yeh PA, Su TY, Huang CC,
Lin MW, Wu PC, Chang PJ, Tsai YC. Autologous
transplantation of endothelial progenitor cells attenuates
acute lung injury in rabbits. Anesthesiology. 2008;
108:392-401.

Senger DR, Ledbetter SR, Claffey KP, ef al. Stimulation
of endothelial cell migration by vascular permeability
factor/vascular endothelial growth factor through
cooperative mechanisms involving the avf3 integrin,
osteopontin, and thrombin. Am J Pathol. 1996;
149:293-305.

(Received September 19, 2012; Revised October 235,
2012; Accepted October 26, 2012)

www.biosciencetrends.com




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /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 /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /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 <>
    /PTB <>
    /SUO <>
    /SVE <>
    /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 [612.000 792.000]
>> setpagedevice


