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Hypoxia-conditioned media allows species-specific
attraction of bone marrow stromal cells without
need for recombinant proteins
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Background: In vivo tissue regeneration depends on migration of stem cells into injured areas, their differentiation
into specific cell types, and their interaction with other cells that are necessary to generate new tissue. Human
mesenchymal stem cells, a subset of bone marrow stromal cells (BMSCs), can migrate and differentiate into
osteoblasts in bone tissue. This can be facilitated by recombinant growth factors and cytokines. In many animal
species, the availability of genomic sequences, recombinant proteins, and/or antibodies is limited so that new
approaches are needed to generate resources that facilitate migration of stem cells into tissue defect areas. Here
we used bone marrow stromal cells of human, ovine, equine, and canine origin to generate hypoxia-conditioned
media (HCM) in order to attract BMSCs of the respective species in migration assays.

Results: We show that HCM contain attractors even more potent than vascular endothelial growth factor and can
therefore be used in many animal species without the need for purified proteins.

Conclusion: Generation of HCM is easy and cheap compared to preparation and purification of protein fractions
and/or recombinant proteins. Hence, HCM could be applied in large animals (e.g. sheep, horse, dogs) for attraction
of BMSCs into tissue defects caused by tumor resection or trauma.

Background

In vivo tissue regeneration depends on migration of stem
cells into injured areas, their differentiation into specific cell
types, and their interaction with other cells that are ne-
cessary to generate new tissue. Mesenchymal stem cells,
a subset of BMSCs, can migrate and differentiate into
osteoblasts in bone tissue [1,2]. Human BMSCs show sig-
nificant chemotactic responses to several factors, including
platelet-derived growth factor (PDGF), vascular endothelial
growth factor (VEGF), insulin-like growth factor (IGF-1),
interleukin-8 (IL-8), bone-morphogenetic protein (BMP)-4,
and BMP-7 [1]. We have previously shown that human
BMSCs can be attracted into three-dimensional scaffolds
following a gradient of recombinant human stromal cell-
derived factor 1a (SDF-1«) [3]. BMSCs themselves secrete
significant levels of chemoattractive agents like VEGE,
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monocyte chemoattractant protein-1 (MCP-1), macrophage
inflammatory protein-lo (MIP-1ar), MIP-1f, and monokine
induced by IFN-y (MIG) [4]. Secretion of VEGF from
these cells can be upregulated by hypoxic conditions in a
hypoxia-inducible factor-1 (HIF-1)-dependent way [5].
Many chemoattractive agents of human origin are avail-
able as recombinant proteins that facilitate the study of
migration processes in human cells. However, molecular
biological characterization of BMSC migration in large
animal species is difficult because of the limited availability
of genomic sequences, recombinant proteins, and/or anti-
bodies so that new experimental approaches are required.
Here we used BMSCs of human, ovine, equine, and canine
origin to generate hypoxia-conditioned media (HCM) in
order to attract BMSCs of the respective species in migra-
tion assays. We show that HCM is an even more potent
attractor than purified VEGF and can therefore be used in
many animal species without the need for recombinant
or otherwise purified proteins. We were able to show
the presence of VEGF and high-mobility group protein
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Bl (HMGB1) in all HCM. HMGBI1 is a chromatin-
associated protein that binds to DNA and alters its
conformation [6]. Released by hypoxic cells, it binds to the
receptor for advanced glycation end-products (RAGE) and
activates MAP kinase cascades [6]. It plays an important
role in the process of BMSC migration [7].

Methods

Isolation and cultivation of human, ovine, equine, and
canine BMSCs

Human BMSCs were obtained from the Translational
Biomedical Research Group, Center for Regenerative
Therapies, Dresden. Ovine bone marrow aspirates obtained
from the chest of a merino sheep were provided by
the Department of Orthopaedics, University Clinic Carl
Gustav Carus, Dresden. Equine and canine BMSCs were
isolated by the Department of Veterinary Anatomy,
University of Giessen. Density gradient centrifugation
by Ficoll (Biochrom, Berlin, Germany) was performed
to enrich human, ovine, equine, and canine bone marrow
stromal cells (BMSCs). Thereafter, they were cultured in
T-175 flasks (Greiner Bio-One, Frickenhausen, Germany)
in alpha medium (Biochrom) containing 10% fetal calf serum
(FCS) (Sigma), 1% L-glutamine (PAA, Pasching, Austria)
and 1% penicillin/streptomycin (PAA) in a humidified
atmosphere with 20% O,, 5% CO, at 37°C (Thermo
Scientific BBD 6220 CO2 Incubator, Omnilab, Bremen,
Germany). After 5 days the culture medium was ex-
changed and thereafter every 3-4 days until the culture
reached 80-90% confluence.

Cultivation of HUVECs

Human umbilical vein endothelial cells (HUVECs) were
purchased from Promocell, Heidelberg, Germany and cul-
tured in Endothelial Cell Growth Medium (ready-to-use,
Promocell) without further supplements.

Characterization of human, ovine, equine, and canine BMSCs
CD105 and CD271 MicroBead kits (Miltenyi Biotec) were
used for magnetic labelling and positive selection of the
BMSCs according to the manufacturer’s instructions.

Generation of HCM

Human, ovine, equine, and canine BMSCs were cultured
in T-175 flasks in alpha medium containing 10% fetal
calf serum,1% L-glutamine and 1% penicillin/streptomycin
(PAA) in a normoxic chamber until the cultures reached
80-90% confluence. After the passage, cells were cultured
overnight in alpha medium containing 5% fetal calf
serum,1% L-glutamine and 1% penicillin/streptomycin
(PAA). On the next day, cultures were transferred into an-
other incubator and cultured in a humidified atmosphere
with 1% O2, 5% CO2 at 37°C for 48 h (Thermo Scientific
HERACcell 150i, Waltham, MA, USA). Thereafter, the
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supernatants (HCM) were aliquoted into 2 ml tubes
(Eppendorf) and stored at -80°C to be used in migration
assays. Control media were generated in the same way but
at normoxic conditions.

Human, ovine, equine and canine VEGF and HMGB1 ELISA
of HCM

In order to quantify the content of VEGF and HMGBI in
human, ovine, equine and canine HCM, an enzyme-linked
immunosorbent assay (ELISA) was performed according to
the manufacturer’s instruction. VEGF kits for human and
canine ELISA were from R&D (Abingdon, England), for
ovine from TSZ Biotang (Waltham, USA) and for equine
from Genorise (Philadelphia, USA). HMGBI kit was from
IBL (Hamburg, Germany).

Migration assay

Cell migration assays were performed in Corning
Transwell®-96 permeable support chambers with porous
polyester membranes with a pore size of 8.0 um (Corning
Incorporated Life Sciences, Munich, Germany). Human
BMSCs (P2-11), ovine BMSCs (P5-P12), equine BMSCs
(P4-7), and canine BMSCs (P5-8) were resuspended at
5 x 10* cells/ml in Alpha Medium supplemented with
1% L-glutamine, 1% penicillin/streptomycin, without BSA
and seeded into the upper chamber. HUVECs (P6) were
resuspended in endothelial cell growth medium without
supplements. 200 ng/ml human, ovine, equine and canine
VEGE-A (all from Biomol, Hamburg, Germany) or HCM
from corresponding MSCs were used as chemoattractive
agents in the lower compartment. The 96-well plate
was incubated overnight-night at 37°C in a normoxic
incubator. The cells on the upper membrane compart-
ment were removed manually. Then the migrated cells
adhering to the underside of the membrane and from the
lower chamber were dislodged by incubating the in-
serts in 0.25% trypsin for 4 min followed by treatment with
trypsin neutralisation solution (Promocell). AlamarBlue®
(Invitrogen, Darmstadt, Germany) was used to stain the
cells overnight. Cell number was calculated at excitation
560 nm/emission 590 nm using Tecan microplate reader
(Miannedorf, Switzerland).

Results are described as the mean percentage of mi-
grated cells over control cells, the latter show basal
migration without chemotactic signal. Each condition
was tested in four wells, experiments for human BMSCs
and ovine BMSCs were repeated six times, for HUVEC,
equine BMSCs and canine BMSCs three experiments
were performed.

Statistical analysis
T test was performed using the program available at http://
www.daten-consult.de/forms/ttestunabh.html website.
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Results

VEGF and HMGB1 ELISAs of human, ovine, equine, and
canine HCM

We performed ELISAs in order to determine the amount
of VEGF and HMGBI released from BMSCs under hypoxic
conditions. When we started our experiments, only human
VEGEF kit was available; therefore, we tested if ovine, equine,
or canine VEGF could be detected by antibodies directed
against human VEGF by using human, ovine, equine,
and canine HCM. As expected, human VEGF could be
detected at a concentration of 1.99 ng/ml in human HCM.
In canine HCM, we determined a concentration of
1.96 ng/ml VEGF. Human VEGF ELISA antibody did
not interact with ovine and equine HCM, indicating that
ovine and equine VEGF differ in their amino acid compos-
ition from human VEGF. Alignment of human, ovine,
equine, and canine VEGF amino acid sequences revealed a
high degree of sequence homology (Figure 1).

Although canine VEGF sequences harbour an insertion
of 24 amino acids, only two other amino acids (indicated
in light blue) differ from the human VEGF sequence.
These differences did not interfere with interaction of
the human VEGF antibody. However, ovine and equine
VEGF differ from human VEGF in four amino acid posi-
tions (indicated in yellow or green, respectively). Sequence
alteration caused by amino acid exchanges might explain
why VEGF of these species cannot be recognized by the
human ELISA antibody. Using ovine, equine, and canine
VEGF ELISA, we were able to demonstrate the presence
and determine the concentrations of VEGF in all HCMs
used in this study (Table 1). Since HMGBI is an important
alarmin cytokine produced by cells under hypoxic con-
ditions, we wanted to determine if it is present in HCM
and is one of the factors that make HCM such a potent
chemoattractive substance for BMSCs. Indeed, high
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concentrations of HMGB1 (between 8 and 25 ng/ml)
were detected in all HCMs (Table 1).

Control media contained less than 9 pg/ml (human and
canine), 30 pg/ml (ovine) or 1 pg/ml (equine) VEGF-A and
2.5 ng/ml (all species) HMBGL.

Chemoattraction of human, ovine, equine, and canine
BMSCs by HCM

In order to determine the capacity of HCM to attract
BMSCs of human, ovine, equine, and canine origin, we
performed migration assays. Human umbilical vein endo-
thelial cells (HUVECs) attracted by recombinant human
VEGF (200 ng/ml) served as positive control. As shown in
Figure 2, migration of HUVECs increased seven-fold under
these conditions. Migration of human BMSCs could be in-
creased 2.36-fold by exposure to 200 ng/ml VEGF. In com-
parison to control media, human HCM was significantly
more potent (p = 0.029). Although human HCM contained
only 1.99 ng/ml VEGF (as determined by ELISA), migration
of human BMSCs could be enhanced 5.33-fold indicating
that HCM contains an additional chemoattractive agent,
namely HMGBL1. Ovine BMSCs did not respond to human
recombinant VEGF (data not shown) indicating that the
minor differences detected between human and ovine
VEGF (only four amino acids exchanged) were sufficient
to result in species specificity. This explains why ovine
VEGF in ovine HCM could only be detected by the
species-specific ovine VEGF-A ELISA kit. Migration of
ovine BMSCs could be increased 5.54-fold by ovine HCM
and only 4.3-fold by ovine VEGF (200 ng/ml) (Figure 2).
Thus, ovine HCM was significantly more potent than
control media (p = 0.016). The same was true of equine
BMSCs. Migration could be boosted 3.6-fold when equine
HCM was used (p < 0.001). Canine BMSCs migrated less
efficiently compared to the other species. However, canine

human IFQEYPDEIEYIFKPSCVPLMRCGGCCNDEGLECVPTEESNITMQIMRIKPHQGQHIGEM
ovine -FQEYPDEIEFIFKPSCVPLMRCGGCCNDESLECVPTEEFNITMQIMRIKPHQSQHIGEM
equine —FQEYPDEIEYIFKPSCVPLMRCGGCCNDEGLECVPT.EFNITMQIMRIKPHQIQHIGEM
canine -FQEYPDEIEYIFKPSCVPLMRCGGCCNDEGLECVPTEEFNI TMQ IMRIKPHQGQHI GEM
e e e ke ke ke ok ok R AKX EXIRXTRXEAERAkREARE XL % REAKXEAEXEX KAhkEkARkExkxkkkhkkk . *kkkik*k
human SFLOQHNKCECRPKKDRARQEN-—---=-==—————————-—m—————— PCGPCSERRKHLEVQ
ovine SFLQHNKCECRPKKDKARQEN=-========——————————————— PCGPCSERRKHLFVQ
equine SFLQHIKCECRPKKD.ARQEN ———————————————————————— PCGPCSERRKHLFEFVQ
canine SFLOQHSKCECRPKKDRARQEKKSI RGKGKGQKRKRKKSRYKPWSVPCGPCSERRKHLEFVQ
*****.*********:****: ek ke ke ke ke ke ke ok ok ok ok ok ke
human DPQTCKCSCKNTDSRCKARQLELNERTCRCDKPRR
ovine DPQTCKCSCKNTDSRCKARQLELNERTCRCDKPRR
equine DPQTCKCSCKNTDSRCKARQLELNERTCRCDKPRR
canine DPQTCKCSCKNTDSRCKARQLELNERTCRCDKPRR
ek hk ok ok h bk bk bbbk kb kbbb b hbhkdkdk ke dhhhdhdhhdhh
Figure 1 Alignment of human [GenBank: AY047581.1], ovine [GenBank: AF071015.1], equine [NCBI Reference Sequence: NM_001081821.1]
and canine [NCBI Reference Sequence: NM_001003175.2] VEGF amino acid sequences. Differences to the human VEGF sequence are marked in
yellow (ovine), green (equine), or blue (canine).
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Table 1 Concentrations of VEGF-A in human, ovine,
equine, and canine HCM determined by ELISA

Concentration pg/ml Human Ovine Equine Canine
HCM HCM HCM HCM

VEGF-A 1990 1428 40 1960

HMGB1 8077 12747 13676 25151

HCM enhanced their migration 1.4-fold (p =0.02) while
canine VEGF was not a potent inducer of migration.

Discussion

The use of BMSCs in orthopaedic surgery has gained
importance over the last years and is rapidly becoming
clinical routine. BMSCs are also interesting tools in human
and veterinary medicine in general because they are able to
migrate and differentiate into osteoblasts in bone tissue [1],
they have been proven to regenerate bone combined with
carriers [8], and they sustain skin repair in canine animal
models by influencing cellular proliferation and angio-
genesis, and via modulation of mRNA expression of
wound-healing factors [9]. Recently, BMSCs were used
successfully in the treatment of horses affected by ten-
donitis and desmitis [10]. Usually these high perform-
ance horses develop skeletal or muscular injuries that
are difficult to treat, and after many surgeries they are
not able to resume sports activity. Clinical studies have
demonstrated that horses treated with equine BMSCs
were able to resume previous levels of sport activity
[9]. Furthermore, equine autologous cell products are
able to stimulate and activate BMSCs facilitating treat-
ment and healing of chronic lesions in these animals
[11]. Human BMSCs have been demonstrated to migrate
towards chemoattractive agents such as platelet-derived
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growth factor (PDGF), epidermal growth factor (EGF),
and vascular epidermal growth factor (VEGF) [10] as
well as towards insulin-like growth factor (IGF-1),
interleukin-8 (IL-8), bone-morphogenetic protein (BMP)-4,
and BMP-7 [1]. BMSCs are also able to influence re-
pair by secreting growth factors, anti-apoptotic factors,
and anti-inflammatory factors [1]. Here, we investigated
the directional migration of human, ovine, equine and ca-
nine BMSCs towards hypoxia conditioned media (HCM),
and found that they contain high concentrations of the
potent chemoattractive agent HMGB1, an important
alarmin cytokine.

HMGBI is a non-histone nucleosomal protein which
is expressed in all mammal cells, a critical mediator of sys-
temic and local inflammation [7]. It is a chemoattractant,
which is directing migration of smooth muscle cells, myo-
blasts, mesoangioblasts, hematopoietic stem cells, dendritic
cells, and human MSCs. Moreover, HMGBI causes the
differentiation of MSCs into osteoblasts [7]. The presence
of HMGB1 in HCM explains why they are significantly
stronger chemoattractants than pure VEGF.

Our data suggest that HCM have a potent species-
specific chemoattractive capacity. Cell migration could
be enhanced from 1.4 to 5.54 times depending on the
species tested. In comparison to that, pure recombinant
VEGF (200 ng/ml) increased migration only from 0 to
4.3-fold. Canine VEGF did not enhance migration of
canine BMSCs when compared to control media. However,
8.1% of the canine BMSCs already migrated without any
further stimulus in the control media. This could be due to
the presence of unknown chemoattracting agents which at-
tract canine BMSCs more efficiently that the other species
tested. Nervertheless, canine HCM still boosted migration
of canine BMSCs significantly.
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p=0.016
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Figure 2 Migration (in%) of human, ovine, equine, and canine BMSCs towards recombinant VEFG-A or HCM. HUVECs served as positive
control. Differences between migration of BMSCs attracted by control media or HCM were calculated using T test. p values <0.05 were
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In our study HCM contained low concentration of VEGF
(from 40- 1990 pg/ml) and high concentrations of HMGB1
(8077-25151 pg/ml). The key for effective migration of
BMSCs seems to be the combination of both and other
factors present in HCM.

Generation of HCM is easy and cheap compared to
preparation and purification of recombinant proteins.
Hence, HCM can be applied in large animals (e.g. sheep,
horse or dogs) for attraction of BMSCs into tissue defects
caused by tumour resection or trauma.

Conclusions

In this study we show that HCM has a species-specific
chemoattractive capacity for human, ovine, equine and
canine BMSCs. Generation of HCM is inexpensive and
provides biologically active chemoattractive agents with-
out time-consuming and expensive processes of protein
enrichment or purification of recombinant proteins. The
aim of future studies will be to apply HCM in vivo in large
animals to stimulate tissue regeneration by attraction of
BMSCs to areas of tissue defects.

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

Authors’ contributions

ARW, AG and MG conceived and designed the experiments; AG and SK
performed the experiments. Data were analyzed by AG and SK. AG and RW
wrote the paper. All authors read and approved the final manuscript.

Acknowledgements

This study was supported by the German Research Foundation DFG
(TRR79 Project M4).

We would like to thank Rajam Csordas-lyer for editorial help and useful
discussions.

Author details

1Department of Paediatrics, University Clinic Carl Gustav Carus, TU Dresden,
Dresden, Germany. 2Centre for Translational Bone, Joint and Soft Tissue
Research, University of Technology, Dresden, Germany. ®Institute of
Veterinary Anatomy, Justus-Liebig University, Giessen, Germany.

Received: 30 June 2013 Accepted: 27 February 2014
Published: 4 March 2014

References

1. Mishima Y, Lotz M: Chemotaxis of human articular chondrocytes and
mesenchymal stem cells. J Orthop Res 2008, 26:1407-1412.

2. Heino TJ, Hentunen TA: Differentiation of osteoblasts and osteocytes
from mesenchymal stem cells. Curr Stem Cell Res Ther 2008, 3:131-145.

3. Thieme S, Ryser M, Gentsch M, Navratiel K, Brenner S, Stiehler M, Rolfing J,
Gelinsky M, Rosen-Wolff A: Stromal cell-derived factor-1alpha-directed
chemoattraction of transiently CXCR4-overexpressing bone marrow
stromal cells into functionalized three-dimensional biomimetic scaffolds.
Tissue Eng Part C Methods 2009, 15:687-696.

4. Boomsma RA, Geenen DL: Mesenchymal stem cells secrete multiple
cytokines that promote angiogenesis and have contrasting effects on
chemotaxis and apoptosis. PLoS One 2012, 7:235685.

5. Okuyama H, Krishnamachary B, Zhou YF, Nagasawa H, Bosch-Marce M,
Semenza GL: Expression of vascular endothelial growth factor receptor
1 in bone marrow-derived mesenchymal cells is dependent on
hypoxia-inducible factor 1. J Biol Chem 2006, 281:15554-15563.

6. Nehil M, Paquette J, Tokuyasu T, McCormick F: High mobility group box 1
promotes tumor cell migration through epigenetic silencing of
semaphorin 3A. Oncogene 2013. doi: 10.1038/0nc.2013.459.

Page 5 of 5

7. Meng E, Guo Z, Wang H, Jin J, Wang J, Wang H, Wu C, Wang L: High
mobility group box 1 protein inhibits the proliferation of human
mesenchymal stem cells and promotes their migration and differentiation
along osteoblastic pathway. Stem Cells Dev 2008, 17(4):805-813. 10.1089/
5cd.2008.0276.

8. Kraus KH, Kirker-Head C: Mesenchymal stem cells and bone regeneration.
Vet Surg 2006, 35:232-242.

9. Kim JW, Lee JH, Lyoo YS, Jung DI, Park HV: The effects of topical
mesenchymal stem cell transplantation in canine experimental
cutaneous wounds. Vet Dermatol 2013, 24:242-253.

10. Renzi S, Ricco S, Dotti S, Sesso L, Grolli S, Cornali M, Carlin S, Patruno M,
Cinotti S, Ferrari M: Autologous bone marrow mesenchymal stromal cells
for regeneration of injured equine ligaments and tendons: a clinical report.
Res Vet Sci 2013. pii: S0034-5288(13)00019-2 doi: 10.1016/j.rvsc.2013.01.017.

11. Kol A, Walker NJ, Galuppo LD, Clark KC, Buerchler S, Bernanke A, Borjesson
DL: Autologous point-of-care cellular therapies variably induce equine
mesenchymal stem cell migration, proliferation and cytokine expression.
Equine Vet J 2013, 45:193-198.

doi:10.1186/1746-6148-10-56

Cite this article as: Gabrielyan et al.: Hypoxia-conditioned media allows
species-specific attraction of bone marrow stromal cells without need for
recombinant proteins. BMC Veterinary Research 2014 10:56.

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

( ) BiolVied Central




	Abstract
	Background
	Results
	Conclusion

	Background
	Methods
	Isolation and cultivation of human, ovine, equine, and canine BMSCs
	Cultivation of HUVECs
	Characterization of human, ovine, equine, and canine BMSCs
	Generation of HCM
	Human, ovine, equine and canine VEGF and HMGB1 ELISA of HCM
	Migration assay
	Statistical analysis

	Results
	VEGF and HMGB1 ELISAs of human, ovine, equine, and canine HCM
	Chemoattraction of human, ovine, equine, and canine BMSCs by HCM

	Discussion
	Conclusions
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


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

  /CreateJDFFile false
  /Description <<

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

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


