VIROLOGICA SINICA, August 2010, 25 (4):301-306
DOI 10.1007/s12250-010-3139-8

© Wuhan Institute of Virology, CAS and Springer-Verlag Berlin Heidelberg 2010
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Abstract:Since the introduction of antiretroviral therapy (ART), the lifespan and quality of life of patients
infected with HIV have been significantly improved. But treatment efficacy was compromised eventually by the
development of resistance to antiretroviral drugs, and more new anti-HIV drugs with lower toxicity and higher
activity were needed. Based on the experience and lessons learned from the treatment in the developed countries,
US FDA suggested that more pharmacodynamical researches should be considered ahead of the clinical trials. To
facilitate the anti-HIV drug research and development, we reviewed a few specialized issues that should be
focused on drug evaluations in vitro, including: 1) Mechanism of action studies, demonstrating the candidate
drug’s efficacy to specifically inhibit viral replication or a virus-specific function and confirm the drug target. 2)
Drug resistance studies, selecting the drug-resistant variants in vitro and determining the activities inhibiting HIV
isolates resistant to approved antiretroviral drugs of the same class. 3) Antiviral activity in vitro in the presence of
serum proteins, ascertaining whether an investigational product is significantly bound by serum proteins. 4)
Combination activity analysis, evaluating in vitro antiviral activity of an investigational product in two-drug

combinations with other drugs approved.
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There are no ideal animal models for HIV infection.
Pharmacodynamics (PD) research in vitro has a
critical role in evaluating antiviral activity and being
permitted to clinical trials, besides the general

antiviral activity evaluation in cell culture level, more
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attentions should be focused on a few specialized

issues as following:

MECHANISM OF ACTION STUDIES
Because of the high mutation rate of HIV,
combinations of antiretroviral drugs that target
different stages of virus lifecycle are now used for the
treatment of HIV infection — so-called highly active
antiretroviral therapy (HAART). The use of agents

from different classes is instrumental in controlling
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virus replication and suppressing the infection.
Therefore, researches on the drug target can help us to
determine which drugs should be combined, to predict
drug toxicities and the genetic domains associated
with drug resistance. To elucidate the mechanisms of
action, or the site of the drug’s action at least, is an
essential content of PD ),

studies include that

Mechanism of action

demonstrating the candidate drug’s efficacy to
specifically inhibit viral replication or a virus-specific
function and confirm the drug target, for example,
viral reverse transcriptase or protease. Methods that
demonstrate the mechanism of action include receptor
binding, inhibition of enzymatic activity, X-ray
crystallographic structure determination of bound
inhibitor complex, and characterization of resistance
mutations in the gene encoding the target. A clear
understanding of the mechanism of action of antiviral
drugs can provide insight into the regions of the viral
genome where resistance mutations could develop.
These regions are not limited to viral-encoded target
of the candidate drug but can include the enzyme
substrate or another viral-encoded protein existing in a
complex with the target protein. The specificity of the
candidate drug should be demonstrated for the viral
target over host cellular proteins, especially in those
cases in which a viral enzyme has a cellular
counterpart. For example, if a candidate drug targets a
viral polymerase, the activity of the drug against the
viral polymerase should be determined and be
activity against host DNA

compared with its

polymerases.

DRUG RESISTANCE STUDIES

Because of the high genetic mutation rate and drug
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pressure, HIV develops resistance mutations, even
cross resistance mutations, soon after the antiretroviral
therapy (ART). Cross-resistance, defined as resistance
to drugs to which a virus has never been exposed,
results from mutations that have been selected for by
the use of another drug. The emergence of drug
resistance is inevitable, but can be delayed by the
combination chemotherapy. With the natural variations
and transmission of drug resistance strains, many
treatment-naive patients infected with resistant strains.
In the developed countries where ART is widely
applied, HIV strains with resistance to single or
multiple antiretroviral drugs are more and more
evident in the newly diagnosed persons. The roll-out
of free ART of China began in 2002 and the prevalence
of resistant strains has reached 50-60% in the central
areas, though which is relatively low in the whole
country. Consequently, the prevalence of drug-
resistant strains needs more concerns for the new drug
research and PD studies.

The significance of drug resistance studies in
antiviral drug research: (1) elucidate to which extent
the virus develops resistance to a drug, the patterns
and types of mutations, and to direct judging the
genetic barrier to resistance and designing the
genotyping method. (2) to elucidate the cross resistance
to other drugs in the same class, to guide the
determination the clinical symptoms corresponding to
this drug, to guide the selection of drug combination,
what kind of drug could be combined to avoid the
drug resistance and to achieve the maximum efficacy.
For example, to evaluate the efficacy of a new drug in
phase 1 and 2 trials, we should enroll subjects with
confirmed genotypic and/or phenotypic resistance of

the same class. But in phase 3, enrollment should be
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restricted to subjects without these mutations at
baseline. FDA suggested that drug resistance research
should be conducted throughout the whole course of
drug research and development. At the early stage of
drug research and development, the potential of drug
resistance strains selection and the inhibition efficacy
to drug resistance strains should be evaluated'® ?),
Selection of resistant virus in vitro

Selection of resistant virus in cell culture system
could determine the genetic barrier for resistance
development is high or low. A candidate drug with a
low genetic threshold may select for resistance with
only one or two mutations, while a product with a
high genetic threshold may require multiple mutations
to facilitate resistance. There are two basic methods to
isolate drug resistant variants. One is that using a high
initial virus inoculum and being propagated for
several passages at a fixed drug concentration, using
multiple cultures to test different concentrations. It is
suitable for the candidate drugs with a low genetic
threshold. The other is that using a low initial virus
inoculum and being passaged in the presence of
increasing product concentrations starting near the
double ECsy values for the parental virus. The drug
resistance is identified by genotypic and phenotypic
assay. The emergence of resistance mutations is a
proof of antiviral activities, which could validate the
drug’s specific viral target.

In genotyping assay, the complete coding sequence
of the gene encoding the target protein is obtained and
the mutations associated with reduced drug
susceptibility are characterized. Then the mutations
are introduced into a recombinant virus system by
using site-directed mutagenesis and polymerase chain

reaction (PCR) amplification for measuring susceptibility

to the candidate drug in vitro, and then the fold-
changes in ICs, value for recombinant virus relative to
the wild-type are calculated. At present, a new class of
compounds that block the binding of virus to the
CCRS cellular co-receptor has been approved, which
is the first example of a drug that blocks a cellular
protein rather than acting directly on a viral
component. The co-receptor change may indicate the
resistance to this class of drugs. For CCRS5 antagonist,
maraviroc, there are two mechanisms by which
resistance emerges. First, viruses that switch to
CXCR4 or are dual tropic emerge during therapy. The
second mechanism is via alterations in the amino acid
sequence of the V3 loop which then allow the virus to
bind to the CCRS with the inhibitor bound in place. So,
the tropism and co-receptor change should be
examined in drug selection experiments of this class
of drugs.
Drug resistance and cross-resistance evaluation
Antiviral products targeting the same protein
(typically products of the same drug class) may
develop mutations that lead to reduced susceptibility
to one antiviral product and can result in decreased
susceptibility to other antiviral products in the same
drug class. When new variants resistant to a candidate
drug are defined, the susceptibility to other drugs in
the same class should be determined. Vice versa, the
susceptibility of approved drugs-resistant viruses to a

candidate drug should be determined.

SELECTION OF HIV ISOLATES OF PD IN VITRO

There are many genotypes of HIV and more
circulating recombinant forms (CRFs) are emerging.
ART mainly was applied in developed countries,
where HIV-1 subtype B was dominant. Non-B
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subtypes are dominant in Africa and Asia, more
information is needed on the natural susceptibility of
non-B subtypes and on the patterns of resistance
mutations that occur in these strains, which can differ
from those observed with subtype B. theoretically, the
target genes of ART vary like other viral genes, which
maybe influence susceptibilities to candidate drugs.
Some strains of HIV-1 group O are naturally resistant
to some NNRTIs. HIV type 2 (HIV-2) is intrinsically
resistant to most nonnucleoside reverse transcriptase
inhibitors and a protease inhibitor, amprenavir.
Similarly, some strains of HIV-1, CRFO1-AE and
CRF02-AG can be less susceptible to abacvir,
strains. The

atazanavir than the subtype B

susceptibilities of different subtypes of strains to
antiviral drugs need to be well characterized "> 1> 1%,
For the diversity of HIV and popularity of resistant
viruses, susceptibility of different strains may vary
and resistant strains widely persist. It is recommended
by FDA that 50-100 laboratory strains and well-
characterized clinical isolates, including T-tropic, M-
tropic, or B and non-B subtype, HIV-2 %!, Resistance
strains and clinical resistant isolates are also needed,
as well popular HIV strains in the area of clinical
trials. For maraviroc, a CCRS antagonist of Pfizer, 50
clinical isolates and 200 recombinant viruses were
used in antiviral activity research. 50 clinical isolates
included: 44 of RS5-tropic, 4 X4-tropic and 2 dual-
tropic isolates. OR 25 of subtype B, 4 group O, 4
subtype C, 2 subtype F, 6 subtype D,2 subtype G, 4
subtype A, 2 subtype J and 1 CRFO1-AE by sorts of
subtypes. 200 recombinant viruses is constructed with
different env genes, included: 160 subtype B and 40
non-B subtype, or 100 wild- and 100 drug resistant-

strains 117
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PD OF CANDIDATE DRUGS WITH DIFFERENT
MECHANISMS

A candidate drug should be established antiviral
activity in vitro irrespective of its mechanism of
action, genotypes and phenotypes of viral strains. For
drugs with different mechanisms, we should choose
resistance strains with same target proteins, e.g. a
reverse transcriptase inhibitor, we should select strains
resistant to approved nucleoside reverse transcriptase
inhibitors or nonnucleoside reverse transcriptase
inhibitors. In addition, we should conform that the
candidate drug specifically acts on the target, e.g. a

protease inhibitor should specifically inhibit viral

proteolytic activity.

ANTIVIRAL ACTIVITIES OF DRUGS IN THE
PRESENCE OF SERUM PROTEINS

The binding of drugs to plasma proteins need to be
considered during drug research and development !,
Every drug will bind to the plasma proteins more or
less, and only unbound drugs can penetrate the target
cells and exert the therapeutic effect. Plasma proteins
can bind many antiviral drugs and interfere with the
antiviral activities, so that we must improve the doses
to counteract the effect. For most research, ascertain
whether a candidate drug is significantly bound to
serum proteins. Common methods for determining
protein  binding include equilibrium dialysis,
ultrafiltration methods, and fluorescence-based high
throughput albumin and al-acid glycoprotein protein
binding. Studies of plasma protein binding mainly
evaluate binding to al-acid glycoprotein (AAG) and
human serum albumin (HSA)™ . AAG, which accounts

for only about 1%-3% of plasma proteins, binds drug

molecules with low capacity but high affinity, with the
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latter characteristic making dissociation of the drug

molecule from AAG more difficult than from albumin.

Although albumin is a major protein component of
plasma, it is a high- capacity but low-affinity binder.
If the investigational product is highly protein bound,
we should examine the in vitro antiviral activity of the
investigational product in the presence of a series of
dilutions of human serum up to 40-50 percent (e.g., 5 %,
10 %, 20 %, and 40 %). An ECs, value for 100 %
human serum can be extrapolated from these data and
the serum-adjusted ECsy values are reported. In
addition, sponsors are encouraged to determine ECs,
values in the presence of physiological concentrations

of AAG and HSA.

EFFICIENCY EVALUATION OF DRUG
COMBINATION

A combination of two or more drugs is widely
applied to clinical therapy, especially in the treatment
of cancer, use of antibiotics and antiviral therapy. The
routine anti-HIV therapy is a combination of three
drugs targeting different stages of virus replication. It
is recommended by many famous institutions and
international organizations that a new candidate drug
should be tested its antiviral activity in two-drug
combinations with approved antiretroviral drugs for
the interactions of products are complex and can result
in antagonistic, additive, or synergistic effects with

% Bl For this reason,

respect to antiviral activity |
sponsors should evaluate the in vitro antiviral activity
of investigational products in two-drug combinations
with other products approved for the same indication.
Specifically, combinations that should be tested

include the investigational product with all approved

products that target the same protein and at least two

appropriate products from each class of products
approved for the same indication. We recommend
completing the in vitro drug combination activity
studies of the candidate drug with approved products
before initiation of clinical trials that will evaluate the
efficacy of the investigational product in combination
with other antiviral products .

There are two types of models to evaluate drug
combination effect, Bliss independence and Loewe

419201 A variety of particular methods can

additivity!
be traced back to these two basic approaches. Bliss
independence is widely used in radiation research,
while the latter is the gold standard in other fields.
Many methods to analyzing drug combination have
relations with Loewe additivity model, such as the
median-equation approach developed by Chou and
Talary, where combination index (CI)<l, =1, and>1
indicate synergism, additive effect, and antagonism,

7 Another method is isobologram,

respectively!®
which is the prototype of MacSynergy Il software.
The three-dimensional (3-D) methods have more
advantageous comparing to traditional two-dimensional
(2-D) methods, since the combined-action experiments
involves three variables, the respective drug concen-
trations and the biological effect. First, the dose-
response surfaces obtained by 3-D methods visualize
the complex drug-drug interactions accurately. Secondly,
the shapes of dose-response surfaces reflect the
combination effect. Thirdly, the results can be
quantified, so which could be compared with each
other. Finally, the 3-D methods contain more
information for various combinations of two drugs’
concentrations. Moreover, the results could verify
which combination is statistically significant, while

other methods could not.

@ Springer



306

Virol. Sin. (2010) 25: 301-306

References

1.

Berenbaum M C. 1989.What is synergy? Pharmaco Rev,
41 (2): 93-141.

Bilello J A, Bilello P A, Stellrecht K, ef al. 1996. Human
serum ol acid glycoprotein reduces uptake, intracellular
concentration, and antiviral activity of A-80987, an
inhibitor of the human immunodeficiency virus type 1
protease. Antimicrob Agents Chemother, 40 (6): 1491-
1497.

Bulgheroni E, Citterio P, Croce F, ef al. 2004. Analysis
of protease inhibitor combinations in vitro: activity of
lopinavir, amprenavir and tipranavir against HIV type 1
wild-type and drug-resistant isolates. J Antimicrob
Chemother, 53 (3): 464-468.

Chou T C, Motzer R J, Tong Y, et al 1994
Computerized quantitation of synergism and antagonism of
taxol, topotecan, cisplatin against human teratocarcinoma
cell growth: a rational approach to clinical protocol design.
J Natl Cancer Inst, 86 (20): 1517-1524.

Deminie C A, Bechtold C M, Stock D, et al. 1996.
Evaluation of reverse transcriptase and protease inhibitors
in two-drug combinations against human immunodeficiency
virus replication. Antimicrob Agents Chemother, 40 (6):
1346-1351.

Dorr P, Westby M, Dobbs S, et al. 2005. Maraviroc
(UK427,857), a potent,orally bioavailable and selective
small-molecule inhibitor of chemokine receptor CCRS5
with broad-spectrum anti-human immunodeficiency virus
type 1 activity. Antimicrob Agents Chemother, 49 (11):
4721-4732.

Dressler V, Miieller G, Siihnel J. 1999. CombiTool - a
new computer program for analyzing combination
experiments with biologically active agents. Comput
Biomed Res, 32: 146-160.

FDA. 2005. Guidance for Industry : Antiviral Drug
Development-Conducting Virology Studies and Submitting
the Data to the Agency (DRAFT GUIDANCE). No. 5

FDA. 2004. Guidance for Industry: Role of HIV Drug

Resistance Testing in Antiretroviral Drug Development

@ Springer

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

(DRAFT GUIDANCE). No. 12

Fleury H J, Toni T, Lan N T, ef al, 2006. Susceptibility
to antiretroviral drugs of CRF01_AE, CRF02_AG, and
subtype C viruses from untreated patients of Africa and
Asia: comparative genotypic and phenotypic data. AIDS
Res Hum Retroviruses, 22 (4): 357-366.

Flexner C W, 2003. Advances in HIV pharmacology:
protein binding, pharmacogenomics, and therapeutic drug
monitoring. Top HIV Med, 11 (2): 40-44.

Greco W R, Bravo G, Parsons J C. 1995. The search for
synergy: a critical review from a response surface
perspective. Pharmacol Rev, 47 (2): 331-385.

Lin J H, Lu A Y, 1997. Role of pharmacokinetics and
metabolism in drug discovery
Pharmaco. Rev, 49 (4): 403- 449.
Parkin N T, Schapiro J M. 2004. Antiretroviral drug
resistance in non-subtype B HIV-1, HIV-2 and SIV.
Antivir Ther, 9 (1): 3-12.

Prichard M N, Shipman C Jr. 1990. A three-dimensional

and development.

model to analyze drug-drug interactions. Antiviral Res. 14:
181-206.

Shipman C Jr. 1995. Analysis of drug-drug interactions:
an overview. Antiviral Res, 29: 41- 43,

Straetemans R, O'Brien T, Wouters L, ef al. 2005.
Design and analysis of drug combination experiments.
Biometrical J, 47 (3): 299-308.

Vergne L, Stuyver L, Van Houtte M, et al. 2006. Natural
polymorphism in protease and reverse transcriptase genes
and in vitro antiretroviral drug susceptibility of non-B
HIV-1 strains from treatment-naive patients. J Clin Virol,
36: 43-49

White R L, Burgess D S, Manduru M, et al. 1996.
Comparison of three different in vitro methods of detecting
synergy: time-kill, checkerboard, and E test. Antimicrob.
Agents Chemother, 40 (8): 1914-1918.

Witvrouw M, Pannecouque C, Switzer W M, et al. 2004.
Susceptibility of HIV-2, SIV and SHIV to various anti-
HIV-1 compounds: implications for treatment and post-

exposure prophylaxis. Antivir Ther, 9 (1): 57-65.




<<
  /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


