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Abstract The archetypical system for regulating

heterologous gene expression in mammalian cells

involves tetracycline-activated transactivators (rtTA).

Binding of such transactivators to tet-operator-

controlled promoters induces transcription. Immune

responses directed against the transactivator proteins

may limit the applicability of this system in immune-

competent hosts. To circumvent such immune

responses the immune evasion mechanism of the

Epstein–Barr virus Nuclear-Antigen 1 was exploited.

Our data show that fusion of the rtTA with the

EBNA-1 derived Gly-Ala repeat yielded an efficient

transactivator with no detectable activity in absence

of inducer. Antigenic peptides of the fusion protein

were not presented in MHC class I.

Keywords Doxycycline � Gene therapy �
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Introduction

Tetracycline-inducible systems are among the most

commonly used systems for inducible heterologous

gene expression in mammalian cells. Originally a Tet-

off system was described in which transgene expres-

sion was repressed in the presence of doxycycline (an

analogue of tetracycline). This system was evolved to a

more convenient Tet-on version (Gossen et al. 1995).

In the latter version, the transcription of the gene of

interest is dependent on the binding of the tetracycline/

doxycycline-activated transactivator (rtTA) on tet-

operator-controlled promoter. The rtTA protein, used

in these systems, is a fusion between a mutated form of

the tetracycline repressor/activator protein (TetR)

from Escherichia coli and the VP16 transactivation

domain of herpes simplex virus. Extensive evolution

increased doxycycline sensitivity, increased stability

in eukaryotic cells, and reduced leakiness in absence of

inducer (Urlinger et al. 2000). However, the immuno-

genicity of the transactivator limits wide-spread

application in immune-competent animals. Intramus-

cular transfer of plasmid encoding rtTA triggers

cellular and humoral immune responses, leading to

the destruction of the modified cells (Chenuaud et al.

2004; Favre et al. 2002; Latta-Mahieu et al. 2002).

To reduce T-cell mediated destruction of rtTA-

expressing cells, we took advantage of the long

Gly-Ala repeat (GAr) domain from the Epstein–Barr

Nuclear-Antigen-1 protein (EBNA-1) to generate an

immunologically inert version of the rtTA protein
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(GAr-rtTA). EBNA-1 is essential for the maintenance

of the herpes virus 4 genome as stable episome during

latency. Although EBNA-1-specific cytotoxic-T lym-

phocytes (CTLs) circulate in patients (Blake et al.

1997), the EBNA-1-positive cells are not recognized

and killed. By a inhibitory effects on its own synthesis

(Yin et al. 2003), and on proteasomal degradation

(Levitskaya et al. 1997), the GAr efficiently reduces

cytotoxic-T lymphocyte (CTL)-epitope generation

from linked proteins.

Here we demonstrate that the EBNA-I modified

transactivator (GAr-rtTA) retained its transactivator

function. Moreover we observed that the fusion with

the Gly-Ala repeat domain reduced its activity in

absence of inducer. With an ovalbumin-derived

H2Kb-restricted CTL epitope inserted at the carboxyl

terminus of the rtTA protein as probe, we establish

that the Gly-Ala repeat prevents antigenic peptide

generation of the rtTA.

Materials and methods

Constructs

pCMV-rtTAOva was generated by introducing the

codons for the Ova epitope SIINFEKL by mutagenic

PCR into the open reading frame for rtTA with the

following primers:

Forward 50-GACATGCTCCCCGGGAGCATAAT

TAATTTCGAAAAGCTCTAACTAAGT

AAGGATCC-30

Reverse 50-GGATCCTTACTTAGTTAGAGCTT

TTCGAAATTAATTATGCTCCCGGGG

AGCATGTC-30

To allow fusion of the Gly-Ala repeat domain with

the rtTA gene, we used mutagenic PCR to replace the

ATG by a unique SalI restriction site using the

following primers:

Forward 50-ACGAGCTGTACAAGAGCATAATT

AATTTCGAAAAGCTCTAAGCGGCC

GCGTC-30

Reverse 50-GACGCGGCCGCTTTAGAGCTTTT

CGAAATTAATTATGCTCTTGTACAG

CTCGTC-30

Finally, pCMV-GArtTA was generated by intro-

ducing a SalI/SalI Gly-Ala repeat containing

fragment from pLV-CMV-GArGFP (Hendriks et al.

2007) into pCMV-rtTA (SalI). The rtTA (or rtTAOva)

and the GAr-rtTA (or GAr-rTAOva) fragments were

then subcloned into 3rd generation lentivirus vector

to generate pLV-CMV-rtTA/Ova and pLV-CMV-

GAr-rtTA/Ova. All constructs are depicted in Fig. 1.

Cell lines

293T were grown in high-glucose DMEM supple-

mented with 10% (v/v) fetal bovine serum (Gibco

BRL) and penicillin/streptomycin. The B3Z indicator

cells (Karttunen et al. 1992), kindly provided by Dr.

Rene Toes, were grown in IMDM supplemented with

8% fetal bovine serum, 28 lM b-mercaptoethanol,

and 500 lg/ml hygromycinB and 100 U penicillin/

streptomycin (GlutaMAX). All cells were maintained

at 37�C in a humidified atmosphere of 5% CO2.

Transfections and FACS analysis

293T cells were modified at 70–80% confluency by

transfection with the calcium phosphate co-precipi-

tation technique. Sixteen hours post transfection the

cells were changed to doxycycline-containing media

for 24–48 h. Subsequently, the cells were trypsinized,

resuspended in PBS, and GFP fluorescence was

measured by FACS analysis (FACScan Becton–

Dickinson). GFP fluorescence was detected using a

530/30 nm bandpass filter (FL1 channel) following

excitation with an argon ion laser source at 488 nm.

Data analysis was performed using FlowJo software

Fig. 1 Schematic representation of the vectors used. rtTA and

GAr-rtTA have been cloned in the lentivirus backbone plasmid

pLV described previously (Carlotti et al. 2004). cPPT Central

polypurine tract, PRE post-translational responsive element,

CMV cytomegalovirus promoter, rtTA reverse tetracycline-

activated transactivators, GFP green fluorescent protein, LTR
long-terminal repeat
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(Becton–Dickinson). For each sample, at least 10,000

events were collected.

Western blot

Cells were treated with RIPA lysis buffer (50 mM

Tris/HCl pH 7.5, 150 mM NaCl, SDS 0.1%, 0.5%

DOC, 1% NP40 ? proteases inhibitors). Proteins

were loaded on acrylamide/bis acrylamide SDS page

gel, and after electrophoresis, transferred to Immobi-

lon-P [Immobilon-P transfer membrane (PVDF);

Millipore, Etten-Leur, The Netherlands] and treated

with anti-GFP (1:1,000; Molecular Probe), anti-

TetO2 (1:1,000; MoBiTec) and anti-actin (1:5,000,

clone C4; ICN Biomedicals, Inc., Zoetermeer, The

Netherlands).

B3Z assay

Analyses of Ova presentation were performed as

previously described (Zaldumbide et al. 2007).

Briefly, 293T cells transfected with an H2Kb cDNA

expression vector and the appropriate Ova antigen-

encoding constructs, were exposed to B3Z CTL 16 h

post transfection. After o/n coculture, plates were

centrifuged 5 min at 1,5009g, and lysed in luciferase

lysis buffer [125 mM Tris/HCl, pH 7.8, 10 mM

CDTA, 10 mM DTT, 50% (v/v) glycerol, 5% (v/v)

Triton X-100]. b-Galactosidase activity was deter-

mined by luminometry (Lumat LB9501 luminometer

Berthold, Bad Wildbad, Germany) using the galac-

tolight dual light kit (Tropix).

Results

To reduce immunogenicity of the rtTA, the long

glycine-alanine rich repeat (GAr) from EBNA-1 has

been fused at the N-terminus of the rtTA to generate

an immunologically inert transactivator (Fig. 1). To

test whether the GAr region affects the activity of the

transactivator, 293T cells were co-transfected with a

construct in which GFP expression is controlled by an

8 TA-binding-motif containing (Tet-op) CMV pro-

moter, and with either varying amounts of the normal

transactivator (rtTA)-encoding plasmid or of the

EBNA-I variant (GAr-rtTA). Twenty-four hours

post-transfection, cells were exposed to 1 lM doxy-

cycline and 16 h later, analyzed for GFP expression

by flow cytometry (Fig. 2a). In presence of doxycy-

cline (black lines) the rtTA and the GAr-rtTA can

efficiently activate the reporter gene, yielding 35 and

25% GFP-positive cells, respectively. The GAr

significantly modified the expression kinetics. Trans-

activation by the GAr-rtTA was dose-dependent and

with increasing amounts of transactivator plasmid

expression raised gradually from 10 to 25% GFP-

positive cells. A minimal amount of the rtTA plasmid

is sufficient for maximal activation of the reporter

(35% GFP-positive cells with 0.1 lg transfected

rtTA). In the uninduced state, i.e. in absence of

doxycycline, the GAr-rtTA is almost inactive (0.4%

positive cells), whereas the use of the rtTA leads to

background expression (20%). Thus the GAr fusion

reduced the activation of transcription by the trans-

activator in the absence of Dox. The background

activity in the absence of doxycycline is independent

of the amount of EBNA-I derived transactivator,

since no increase in fluorescence was noted with

increased amounts of GAr-rtTA. In contrast, tran-

scription by the rtTA was activated up to 8-fold in the

absence of Dox (Fig. 2b). The GAr-rtTA is highly

inducible: doxycycline treatment induces reporter

gene expression up to 14-fold as measured by MFI.

The presence of the Gly-Ala repeat only slightly

decreased the sensitivity to doxycycline (Fig. 2c).

Western blot analyses confirmed the cytometric

data and highlighted the efficiency of the GAr-rtTA.

No GFP protein is detected in absence of doxycy-

cline. Since no degradation bands were detected in

GAr-rtTA transfected cells (Fig. 2d) we conclude that

the activation results from binding of the intact GAr-

rtTA to the Tet-op sequence and not from activity of

cleaved degradation products.

To evaluate whether the GAr protects the rtTA

from CTL-mediated destruction, we fused the Ova-

derived CTL epitope peptide SIINFEKL at the

carboxyl terminus of both transactivators and mea-

sured ova-peptide presentation by the B3Z assay

(Fig. 1). Ova presentation to B3Z hybridomas, in the

H2kb context induces IL2 production and activation

of a heterologous IL-2 promoter driving expression of

the E. coli lacZ gene. Thus, the beta-gal activity

reflects the hybridoma’s response to the antigen

presentation. Only in the context of H2Kb, we

observed a strong response of the B3Z CTLs against

the rtTAOva expressing cells, whereas no significant

differences were detected between the GAr-rtTAOva
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and the negative controls lacking the Ova epitope

(Fig. 3). The reduction of the B3Z reactivity confirms

the inhibitory effect of the GAr domain on antigenic

peptide presentation.

Discussion

Regulation of heterologous transgene expression is

essential for many biomedical research applications

such as gene therapy. Although regulated expression

has been achieved with the tet-dependent transacti-

vators with interesting results, i.e. in transgenic mice

(Albanese et al. 2002), the residual activity in

absence of inducer, and the immunogenicity of the

TetR-VP16 fusion protein, thwart the widespread use

of this system in many gene therapy or transplanta-

tion settings into immune-competent hosts. Here we

describe the generation of a potentially immunolog-

ically inert version of the tetracycline-activated

transactivator. Viruses have developed many strate-

gies to escape the immune surveillance (Zaldumbide

Fig. 2 Analysis of rtTA and GAr-rtTA 293T transfected cells.

a Flow cytometric analysis and fluorescence light microscopy

pictures of cells transfected with 0.1 lg of Tetop-GFP reporter

and various amounts of transactivator-encoding vector, without

and with 0.5 lM doxycycline. Transfected cells were treated

24 h with 0.5 lM doxycycline before analysis. The inserts

show fluorescence light microscopy pictures of cells transfec-

ted with 0.8 lg of transactivator-encoding vector, without and

with 0.5 lM doxycycline. b Mean fluorescent intensity of

transfected cells. c Doxycycline dose response curve. 293T

cells have been transfected with 0.1 lg of Tetop-GFP reporter

and optimal amount of rtTA and GAr-rtTA (respectively 0.2

and 1.6 lg—as defined on Fig. 2b) and treated for 24 h with

increasing amount of doxycycline. GFP-positive cells deter-

mined at 1 lM Dox. has been arbitrary set to 100%. d Western

blot analysis of 293T cells transfected with increasing amount

of rtTA or GAr-rtTA (0, 0.1, 0.2, 0.4, 0.8, 1.6 lg) and 0.1 lg of

Tetop-GFP and treated with 0.5 lM doxycycline
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and Hoeben 2008). Here we exploited the GAr

domain from EBNA-1. EBNA-1 is responsible for the

immune evasion by inhibiting proteasomal degrada-

tion linked polypeptides. As a result it blocks

presentation of transgene-derived antigens by MHC

class I. This domain has been described as a specific

inhibitor of the proteasomal degradation via direct

interaction of glycine and alanine-containing

sequences with a proteasome component (Levitskaya

et al. 1997; Sharipo et al. 2001). However, the exact

molecular mechanism by which EBNA-1 protects

itself against CTL recognition is still unclear. Recent

studies suggest an effect on the proper folding of the

Gly-Ala containing protein, disrupting 26S protea-

some activity (Daskalogianni et al. 2008; Hoyt et al.

2006). We and others have previously shown that

insertion of the GAr region at the amino terminal part

of the protein does not affect the function of E. coli

b-galactosidase, HSV TK, and eGFP (Eggers et al.

2008; Hendriks et al. 2007; Ossevoort et al. 2006).

The fusion of the 430 amino acid of the EBNA-1

protein with the DNA-binding domain of the rtTA

(N-terminus) does not affect the functionality of the

transactivator. The unmodified rtTA in absence of

inducer was able to activate reporter gene expression,

suggesting that it binds DNA. Here it could compete

with the active form in presence of doxycycline. This

may explain why increasing the amount of the

activator plasmid reduces the MFI from 14,000 to

8,000. In contrast, the GAr variant does not exhibit

any activity in the absence of the inducer at any

concentration. Altogether, our data demonstrate that

the GAr-rtTA is more tightly regulated in activating

Tetop-containing promoters.

The GAr has no effect on transactivator protein

levels since similar amount of the two variants were

detected. Nevertheless, while the Ova peptide is

presented efficiently if derived from the rtTAOva, no

presentation was detectable upon expression of the

GAr-rtTAOva upon co-culture with the B3Z cells,

confirming the effectiveness of the GAr.

The system presented here may also provide an

alternative to systems based on KRAB or Mad-1, in

which the VP16 immunogenic part as been replaced

by a human zinc finger protein Kox1 or by the

mSin3-interacting domain of human Mad1, respec-

tively. In the presence of doxycycline, the repressor is

released and the activated rtTa can bind and activate

transcription. In conclusion, our data provide a proof-

of-principle and demonstrate the feasibility and the

efficiency of the GAr for construction of non-

immunogenic expression regulatory systems for use

in mammalian systems.

Acknowledgments This work was supported by a grant from

Dutch Diabetes Foundation.

References

Albanese C, Hulit J, Sakamaki T et al (2002) Recent advances

in inducible expression in transgenic mice. Semin Cell

Dev Biol 13:129–141

Blake N, Lee S, Redchenko I et al (1997) Human CD8? T cell

responses to EBV EBNA1: HLA class I presentation of

the (gly-ala)-containing protein requires exogenous

processing. Immunity 7:791–802

Carlotti F, Bazuine M, Kekarainen T et al (2004) Lentiviral

vectors efficiently transduce quiescent mature 3T3-L1

adipocytes. Mol Ther 9:209–217

Chenuaud P, Larcher T, Rabinowitz JE et al (2004) Optimal

design of a single recombinant adeno-associated virus

derived from serotypes 1 and 2 to achieve more tightly

regulated transgene expression from nonhuman primate

muscle. Mol Ther 9:410–418

Daskalogianni C, Apcher S, Candeias MM et al (2008) Gly-Ala

repeats induce position- and substrate-specific regulation

of 26 S proteasome-dependent partial processing. J Biol

Chem 283:30090–30100

Eggers R, Hendriks WT, Tannemaat MR et al (2008) Neu-

roregenerative effects of lentiviral vector-mediated GDNF

expression in reimplanted ventral roots. Mol Cell Neuro-

sci 39:105–117

Fig. 3 The GAr sequence affects ova-peptide presentation. To

measure ova-peptide presentation, 293T cells were transfected

with 1 lg of GFP, rtTA or GAr-rtTA, as well as their ova

variants, with or without an H2Kb encoding plasmids. Twenty-

four hours post transfection, the modified 293T cells were co-

cultured with B3Z hybridoma cells in a 1:1 ratio for 16 h.

Subsequently b-galactosidase activity measured. The activity

measured in unmodified control cells (NT) was arbitrary set to

1. The white bars represent the b-galactosidase activity in

absence of the appropriate MHC-I; the dark bars the activity in

H2Kb context

Biotechnol Lett (2010) 32:749–754 753

123



Favre D, Blouin V, Provost N et al (2002) Lack of an immune

response against the tetracycline-dependent transactivator

correlates with long-term doxycycline-regulated transgene

expression in nonhuman primates after intramuscular

injection of recombinant adeno-associated virus. J Virol

76:11605–11611

Gossen M, Freundlieb S, Bender G et al (1995) Transcriptional

activation by tetracyclines in mammalian cells. Science

268:1766–1769

Hendriks WT, Eggers R, Carlstedt TP et al (2007) Lentiviral

vector-mediated reporter gene expression in avulsed

spinal ventral root is short-term, but is prolonged using an

immune ‘‘stealth’’ transgene. Restor Neurol Neurosci

25:585–599

Hoyt MA, Zich J, Takeuchi J et al (2006) Glycine-alanine

repeats impair proper substrate unfolding by the protea-

some. EMBO J 25:1720–1729

Karttunen J, Sanderson S, Shastri N (1992) Detection of rare

antigen-presenting cells by the lacZ T-cell activation

assay suggests an expression cloning strategy for T-cell

antigens. Proc Natl Acad Sci USA 89:6020–6024

Latta-Mahieu M, Rolland M, Caillet C et al (2002) Gene

transfer of a chimeric trans-activator is immunogenic and

results in short-lived transgene expression. Hum Gene

Ther 13:1611–1620

Levitskaya J, Sharipo A, Leonchiks A et al (1997) Inhibition of

ubiquitin/proteasome-dependent protein degradation by

the Gly-Ala repeat domain of the Epstein–Barr virus

nuclear antigen 1. Proc Natl Acad Sci USA 94:12616–

12621

Ossevoort M, Zaldumbide A, Cramer SJ et al (2006) Charac-

terization of an immuno ‘stealth’ derivative of the herpes

simplex virus thymidine-kinase gene. Cancer Gene Ther

13:584–591

Sharipo A, Imreh M, Leonchiks A et al (2001) cis-Inhibition of

proteasomal degradation by viral repeats: impact of length

and amino acid composition. FEBS Lett 499:137–142

Urlinger S, Baron U, Thellmann M et al (2000) Exploring the

sequence space for tetracycline-dependent transcriptional

activators: novel mutations yield expanded range and

sensitivity. Proc Natl Acad Sci USA 97:7963–7968

Yin Y, Manoury B, Fahraeus R (2003) Self-inhibition of

synthesis and antigen presentation by Epstein–Barr virus-

encoded EBNA1. Science 301:1371–1374

Zaldumbide A, Hoeben RC (2008) How not to be seen:

immune-evasion strategies in gene therapy. Gene Ther

15:239–246

Zaldumbide A, Ossevoort M, Wiertz EJ et al (2007) In cis

inhibition of antigen processing by the latency-associated

nuclear antigen I of Kaposi sarcoma herpes virus. Mol

Immunol 44:1352–1360

754 Biotechnol Lett (2010) 32:749–754

123


	A potentially immunologically inert derivative of the reverse tetracycline-controlled transactivator
	Abstract
	Introduction
	Materials and methods
	Constructs
	Cell lines
	Transfections and FACS analysis
	Western blot
	B3Z assay

	Results
	Discussion
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /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 false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 149
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /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 149
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /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 599
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /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 <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. 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 best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <>
  >>
  /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 /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


