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Abstract: We present a method for clustering genomic sequences based on variations in
local entropy. We have analyzed the distributions of the block entropies of viruses and
plant genomes. A distinct pattern for viruses and plant genomes is observed. These
distributions, which describe the local entropic variability of the genomes, are used for
clustering the genomes based on the Jensen-Shannon (JS) distances. The analysis of the JS
distances between all genomes that infect the chlorella algae shows the host specificity of
the viruses. We illustrate the efficacy of this entropy-based clustering technique by the
segregation of plant and virus genomes into separate bins.
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1. Introduction

The organization of genomes has evolved dynamically by a stochastic process comprised of
mutation and selection. Another interesting open problem is to test whether the overall organization of
genomes is subject to evolutionary pressures. In this paper, we examine and compare the local
sequence entropies of several genomes. The traditional Shannon’s entropy is a measure for
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N
disorder, and is defined as H(X) = —Z p(x;)log, p(x,), where, X is a random variable with realizations
i=1
{x1, x2, ..., xy} drawn from a discrete sampling space S. The p(x;) is the probability that x; occurs.
In the case of genomes, S is the nucleotide alphabet of the DNA. When applied at the nucleotide level
to genomic sequences, the sequence entropy for the full genome can be reduced to the question of
CG-content [1,2]. This is a global property and related to the mutation rate, while the selective
advantage reveals itself locally in, e.g., gene products such as regions coding for proteins.
The paper is organized as follows: Section 2 discusses the concept of superinformation, and lays the
ground-work for entropy based clustering. In Section 3, we propose a method for clustering genomic
sequences based on variations in local entropy. The conclusions are given in Section 4.

2. Superinformation Revisited

Shannon’s entropy represents the information content of the data in the average sense and some of
the features, e.g., the local variations due to selection in particular, are lost. This shortcoming
motivated Bose et al. [3] to introduce the concept of superinformation. The entire genomic sequence is
subdivided into N blocks, of length B nucleotides each. Depending on the /ocal characteristics of the
data, the blocks have different information content (i.e., measure for randomness). The i block has
entropy H(X;). By definition, H(X;) is a non-negative quantity. Then, a probability measure can be
derived by the following algorithm:

(1) Construct the histogram of the H(X;) values, i.e.,
{Hj(Xl.,M)}= Histogram ({H(X))}),i=1,2, ... N (1)

where, the Histogram function collects the elements of vector {H (X l.)} into M equally spaced bins and

returns the number of elements in each bin.

(i1) Form a probability measure by normalization:

H,(X,M)
pj(Xi’M):M—,]=1,2,...,M )
> H(X,,M) )

k=1
Then, p,(X,,M)is the frequency of H(X,) in the 7™ bin.
Superinformation is then given by
M
H(X,B.M)==2_p,(X,M)log, p, (X, M) 3)
j=1

as a measure of the “entropy of entropy” and B defines the resolution at which this superinformation
is calculated.

3. Clustering of Genomic Sequences

In this section, we propose a method for clustering genomic sequences based on variations in local
entropy. The analysis includes several viruses from the family of Phycodnaviridae as well as
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eukaryotic organisms. The latter comprise higher and lower plants. The algae, which represent the
lower plants, are specific hosts of the viruses [4,5]. For the relationship between the lower and the
higher plants, it is worth noting that the Chlorella species belong to the green algae and are hence
considered ancestors of the higher plants. The brown alga Ecfocarpus, on the other hand, belongs to
the Heterocontophyta, a group of algae, which separated very early from the green algae [6].

Viruses in the family of the Phycodnaviridae are huge, icosahedral viruses with large
double-stranded DNA genomes. They replicate in a host specific manner in algae [4]. Virus EsV1 has,
as a specific host, the brown alga Ectocarpus siliculosus. The viruses PBCV-1, NY2A and AR158
replicate exclusively in the chlorella species C. NC64A. The hosts for the remaining viruses are closely
related Chlorella species for which we have no sequence information yet [4]. The viruses considered
here are very suitable for this analysis. The annotation of the 330 kbp genome of the prototype virus
Paramecium bursaria chlorella virus 1 (PBCV-1) identified ca. 366 protein-encoding genes and 11 tRNA
genes. More than half of the predicted gene products resemble proteins from pro- and eukaryotes with
a known function [4]. It is interesting to note is that these virus-encoded proteins are either the smallest
or among the smallest proteins of their class; some are so much reduced that they represent not more
than the minimal catalytic unit. A further interesting feature of these viruses is that they also have,
unlike most other viruses, introns. Virus PBCV-1 for example has three types of introns: a self-splicing
intron, a spliceosomal processed intron, and a small tRNA intron.

Accumulating evidence indicates that the chlorella viruses have a very long evolutionary history
possibly dating back to the time when eukaryotes arose from prokaryotes [7-9]. They are predicted to
have a common ancestor with the poxviruses (e.g., vaccinia virus), asfarvirues, iridoviruses,
ascoviruses and mimiviruses [7,8]. Collectively, these viruses are referred to as nucleocytoplasmic
large DNA viruses (NCLDVs). We now show that the local variations in entropy are not only very
useful for clustering viruses and plant genomes, but may also suggest host specificity of viruses.

We start with analyzing the superinformation content of viruses and plant genomes. The choice of
block size B in Equation (3) was adjusted to stabilize the results for the superinformation, as shown in
Figure 1. Intuitively, B defines the resolution at which superinformation is calculated. The figure
shows the sensitivity of the probability density functions (pdfs) of sequence entropies with respect to
block size B for the viral genome of PBCV1 and Chlorella NC64A. From Figure 1 we deduce that a
choice of B = 100 implies stability of the subsequent analysis. For B = 50 we obtained severe
fluctuations in the pdfs as is the case for both PBCV1 and Chlorella NC64A in Figure 1. For B = 100,
B =150, and B = 200 we obtain more regular histograms and therefore more stable superinformation
values. However, the smaller the B the better the resolution and this we have opted to use B = 700 in
the subsequent parts as it provides stability and good resolution at the same time.

Similar sensitivities have been observed for the other seven plant viral genomes (AR158, ATCV,
CVM1, FR483, MR325, NY2A, TN603), Arabidopsis thaliana, Ectocarpus siliculosus and EsV-1.
Thus, we use this value of B in the subsequent parts of this study. It should be noted that the block-size
(B = 100) is much smaller than the typical length of isochores (homogeneous domains) [10].
For example, in Arabidopsis genome, the length of GC isochore is of the order of 1 million base pairs [11].
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Figure 1. Sensitivity of the probability density function (pdf) of sequence entropies with
respect to block size B for (a) the viral genome of PBCV1; and (b) Chlorella NC64A.
We also show the superinformation H.
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In Table 1 we show the superinformation values for the genomic data of two plant hosts and their
respective viruses. These results suggest the existence of a distinct pattern in these genomic sequences,
implying differing selective pressures that shape the range of local variability (block entropies) and of
global variability (superinformation). To derive evolutionary distances between all the sequences, the
superinformation H; is, however, unsuitable. It should be noted that due to Chargaff's second parity
G%~C%, A%~C%, plus the fact that GC% + AT% = 1, four base compositions (three are
independent) in a block are reduced to one variable: GC%. So the entropy of a block, more or less has,
a one-to-one correspondence with the GC%, and distribution of block-entropies are similar to
distribution of a function of GC%. Thus the superinformation for the whole sequence corresponds to
some measure of the window-GC% distribution (e.g., variance).
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Table 1. Superinformation values H; for various genomic sequences. Note the tendency of
increased H; for organisms in comparison to viruses.

Genomic Sequence H; [Bit]
AR158 4.21
ATCV 3.62
CVMI1 3.87
FR483 3.83
MT325 3.77
NY2A 4.22
PBCV1 4.38
TN603 3.65
EsV-1 3.54

Arabidopsis thaliana 5.27
Chlorella NC64A 5.10
Oryza sativa 4.74
Ectocarpus siliculosus 4.10

Continuing with the rationale above that the distribution of /ocal sequence entropies is a signal for

evolutionary pressure of the environment, we decided to take one step back and use these distributions
of block entropies p;(X;, M )instead. These distributions describe, in detail, the local variability of the

sequences and thus any distance of such p, (X,,M)clusters entities based on the variability of

entropies. The distributions of the block entropies of the genomic sequences are shown in Figure 2.
Upon visual inspection, there appears to be a distinct pattern for viruses and plant genomes. The
distributions for plant genomes show a larger variance as compared to that of the viruses. This
motivates us to explore clustering based on the distributions of block entropies. We note that
characterization of sequences based on the distribution of their sub-sequences have been explored
earlier [12—14].

Figure 2. Plot of the probability density function (pdf) of the entropy for 8 plant viral
genomes (AR158, ATCV, CVMI, FR483, MR325, NY2A, PBCV1, TN603), Arabidopsis
thaliana, Chlorella NC64A, Ectocarpus siliculosus and EsV-1. The plots were obtained for
a block size of B = 100.
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We can quantify the differences in the respective p;(X;,M)by generalized Kullback-Leibler

divergences [15], the Jensen-Shannon-distances in particular [16] as discussed in [17,18]. The
Jensen-Shannon-divergence, D ¢(p,q) between the entropy distributions p;(X;,M)and g ,(X;,M) for

two data sources is given by

Dys(p.g) = % Dy (p |l m)+ Y Dy (g1l m)

D (pllm =S p (X, M)log, 215
K i PSR (X M)
g,(X,, M)
Dy (gllm)= /Zlqj(X,,M)lo ZW 4)

m;(X;,M)= lé(pj(X,»,M)w,(X,,M))
d(p,q)=+Ds5(p.q)

Here, m (X,M) is an “intermediate” distribution and the Dy, (p|/m)and Dy, (q|m) are the

Kullback-Leibler distances between p and m or between g and m, respectively. A suitable metric for
clustering is then d (p,q) [16]. The application of Jensen-Shannon distance to DNA has also been
carried out by previous researchers [19].

We first computed the distances d(p,q) between all genomes that infest chlorella algae. We then
used distance-matrix based clustering [20] as implemented in the statistical software R (R2009).
In Figure 3, we clearly see that the genomic variability is able to reflect the host specificity of the
viruses. The viruses that have a common host are closer to one another in terms of their block-entropy
distributions. For example, the viruses FR483, CVM1 and MT325 that specifically infect Chlorella
Pbi, are clustered together. The viruses PBCV-1, NY2A and AR158 that replicate exclusively in the
chlorella species C. NC64A, are clustered together. This is a valuable finding and probably suggests
that the respective host environment gives rise to unique selective pressures. It should be noted that
(1) MT325 and FR483 are strongly related genomes sharing 94% of their genes with an average 86%
amino-acid sequence identity and an almost identical gene order [21] and that (ii) both of these
genomes are related to PBCV-1, but to a lesser extent (82%, 50%, weak gene order conservation).
Hence, the identification of MT325 and FR483 (infecting the same host) to be more closely related
than they are to PBCV-1 would be captured by sequence alignment tools.

Figure 3. Clustering of viral genomes, annotated by their respective hosts—in this case
variants of the Chlorella algae. The branch lengths are proportional to the phylogenetic
Jensen-Shannon distance of Equation (4), the scale is indicated at the bottom.
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These findings motivated us to augment the data set by including: (a) the host genome itself
(Chlorella NC64A, [22]); (b) an independent host-virus genome pair (Ectocarpus siliculosus, [5]); and
(c) other plant genomes, of which only a few are available up to this day. The plant genomes that we
have included in our study belong to Populus trichocarpa (black cottonwood), Oryza sativa (Asian
rice) and Arabidopsis (a small flowering plant). This set-up allows us to investigate whether the
evolution of the host genomes is subject to the same evolutionary dynamics, leading to similar
variabilities in the local entropies, as is the case for their respective viruses. By this, we can judge
whether there exists differential evolutionary pressure on host and pathogenic genomes. Figure 4
shows the results of this experiment.

Figure 4. Clustering by the entropy-variability distance of Equation (1) for the extended
genomic sequence set. We show the distance matrix d(p,q) for any genomic sequence pair-
ing (p,q) for each genomic sequence with respect to each sequence (center plane,
red = small values, green = high values). The bar on the left indicates whether the sequence
is of viral origin (blue) or a living organism (orange). Note that the tree is not rooted.
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We see a clear separation of the genomic sequences when we cluster based on local entropy of the

genomic data. In particular, there is a clear separation between viral and host genomes. This is a very
interesting result and shows that clustering based on local entropy is able to assign the plants and
viruses to different groups. The green alga and the higher plants form a sub-clade, while the plant
viruses form a separate one. This comes out very clearly in Figure 4. The other interesting observation
is that the brown alga (Ectocarpus siliculosus) is separate from the green alga (Chlorella) and other
higher plants (Populus trichocarpa, Oryza sativa and Arabidopsis). This is consistent with the fact that
these plants separated very early in evolution [6]. The fact that the genome of Ectocarpus silicolosus
includes the entire genome of the respective virus EsV1 [5] may contribute to this separate position.
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Interestingly, the viruses infecting Chlorella subspecies include the Ectocarpus silicolosus virus; this
occurs even though the viruses have very different lifestyles [4].

4. Conclusions

In this paper, we have proposed a novel method for clustering genomic sequences based on
variations in local entropy. The clustering of the genomes on the basis of the Jensen-Shannon distances
clearly brings out the host specificity of the viruses, i.e., the viruses that have a common host are closer
to one another in terms of their block-entropy distributions. The proposed entropy-based technique is
also able to segregate plant and virus genomes into separate bins. Our clustering technique also
resulted in brown alga being separate from the green alga and other higher plants, which is consistent
with the fact that these plants separated very early in the process of evolution.

Acknowledgments

R.B. thanks the Alexander-von-Humboldt-Foundation for financial support during his stay at the
bioinformatics group of TU Darmstadt. K.H. and G.T. are grateful for financial support by the DFG
Graduiertenkolleg 1657. K.H. acknowledges financial support through DFG grant HA 5261/3-1.

Author Contributions

K.H., R.B., G.T. formulated the project; R.B. provided software; G.T. provided data; R.B. and K.H.
analyzed data; K.H., R.B., G.T. wrote the paper.

Conflicts of Interest
The authors declare no conflict of interest.
References and Notes

1. Aissani, B.; Bernardi, G. CpG islands, genes and isochores in the genomes of vertebrates. Gene
1991, /06, 185-195.

2. Pozzoli, U.; Menozzi, G.; Fumagalli, M.; Cereda, M.; Comi, G.P.; Cagliani, R.; Bresolin, N.;
Siron, M. Both selective and neutral processes drive GC content evolution in the human genome.
BMC Evol. Biol. 2008, 8, 1-12.

3. Bose, R.; Chouhan, S. Alternate measure of information useful for DNA sequences. Phys. Rev. E
2011, 83, 051918.

4. Van Etten, J.L.; Lane, L.C.; Dunigan, D.D. DNA viruses: the really big ones (giruses). Ann. Rev.
Microbiol. 2010, 13, 83-99.

5. Cock, J.M.; Sterck, L., Rouzé, P.; Scornet, D.; Allen, A.E.; Amoutzias, G.; Anthouard, V.;
Artiguenave, F.; Aury, J.M.; Badger, J.H.; et al. The Ectocarpus genome and the independent
evolution of multicellularity in brown algae. Nature 2010, 465, 617-621.

6. Yoon, H.S.; Hackett, D.J.; Ciniglia, C.; Pinto, G.; Bhattacharya, D. A molecular timeline for the
origin of photosynthetic eukaryotes. Mol. Biol. Evol. 2004, 21, 809—819.



Viruses 2014, 6 2267

10.
11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

Iyer, L.M.; Burroughs, A.M.; Aravind, L. The prokaryotic antecedents of the ubiquitin-signaling
system and the early evolution of ubiquitin-like beta-grasp domains. Genome Biol. 2006, 7, R60.
Raoult, D.; Audic, S.; Robert, C.; Abergel, C.; Renesto, P.; Ogata, H.; La Scola, B.; Suzan, M.;
Claverie, J.M.; The 1.2-megabase genome sequence of Mimivirus. Science 2004, 306, 1344—1350.
Villarrea, L.P.; DeFilippis, V.R. A hypothesis for DNA viruses as the origin of eukaryotic
replication proteins. J. Virol. 2000, 74, 7079—7084.

Bernardi, G. Isochores and the evolutionary genomics of vertebrates. Gene, 2000, 241, 3—17.
Zhang R.; Zhang C.T. Isochore structures in the genome of the plant Arabidopsis thaliana. J. Mol.
Evol. 2004, 59, 227-238.

Herzel, H.; Ebeling, W.; Schmitt. A.O. Entropies of biosequences: The role of repeats. Phys. Rev.
E 1994, 50, 5061-5071.

Schmitt, A.O.; Herzel, H. Entropies of biosequences: The role of repeats. J. Theor. Biol. 1997,
188, 369-3717.

Karlin, S.; Burge, C.; Campbell, A.M. Statistical analyses of counts and distributions of restriction
sites in DNA sequences. Nucl. Acids Res. 1992, 20, 1363—-1370.

MacKay, D.J.C. Information Theory, Inference and Learning Algorithms; Cambridge University
Press: Cambridge, UK, 2007.

Li, M.; Chen, X.; Li, X.; Ma, B.; Vitanyi, P.M.B. The similarity metric. IEEE Trans. Info. Theory
2004, 50, 3250-3264.

Hoffgaard, F.; Weil, P.; Hamacher, K. BioPhysConnectoR: Connecting sequence information and
biophysical models. BMC Bioinformatics 2010, 11,199.

Hamacher, K. Protein Domain Phylogenies—Information Theory and Evolutionary Dynamics. In
Biomedical Engineering Systems and Technologies; Springer: Berlin/Heidelberg, Germany, 2010,
p. 114-122.

Bernaola-Galvan, P.; Roman-Roldan, R.; Oliver, J.L. Compositional segmentation and long-range
fractal correlations in DNA sequences. Phys. Rev. 1996, E53, 5181-51809.

Murtagh, F. COMPSTAT Lectures No. 4; Physica-Verlag: Wiirzburg , Germany, 1985.

Fitzgerald, L.A.; Graves, M.V.; Li, X.; Feldblyum, T.; Hartigan, J.; Van Etten, J.L. Sequence and
annotation of the 314-kb MT325 and the 321-kb FR483 viruses that infect Chlorella Pbi. Virology
2007, 358, 459-471.

Blanc, G.; Duncan, G.; Agarkova, 1.; Borodovsky, M.; Gurnon, J.; Kuo, A.; Lindquist, E.; Lucas,
S.; Pangilinan, J. Polle, J.; et al. The Chlorella variabilis NC64A genome reveals adaptation to
photosymbiosis, coevolution with viruses, and cryptic sex. Plant Cell 2010, 22, 2943-2955.

© 2014 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article

distributed under the terms and conditions of the Creative Commons Attribution license

(http://creativecommons.org/licenses/by/3.0/).




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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 0.0000
  /ColorConversionStrategy /CMYK
  /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 true
  /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

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /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.)
  >>
  /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 [612.000 792.000]
>> setpagedevice


