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ABSTRACT

The mutation pattern in protein is a very important
feature and is studied through various approaches
including the study on mutation pattern in domains
where amino acids are converted into numbers from
letters. In this study, we converted the amino acids in
human adrenoleukodystrophy protein with its 128
missense mutations into random domain using the
amino-acid pair predictability, and then we studied
their mutation patterns. The results show 1) the mu-
tations are more likely to target the amino-acid pairs
whose actual frequency is larger than their predicted
one, 2) the mutations are more likely to form the
amino-acid pairs whose actual frequency is smaller
than their predicted frequency, 3) mutations are
more likely to occur at unpredictable amino-acid
pairs, and 4) mutations have the trend to narrow the
difference between predicted and actual frequencies
of amino-acid pairs.
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1. INTRODUCTION

The public-accessible protein databases provide us not
only the possibility of tracking the history of protein
family as well as other important topics, but also the
possibility of analyzing the protein evolution from vari-
ous angles. Of many facts that influence the protein
evolution is the mutation, which has been the objective
of many studies.

One way to study the mutation is to find out its pattern,
for example, the “hotspot” sites in a protein have been
defined as to be sensitive to endogenous and exogenous
mutagens [1,2,3]. This approach and others such as
multi-sequence comparison and alignment work in the
domain of amino-acid sequence, that is, we directly
analyze the mutation patterns in terms of the letters,

which represent amino acids in a protein.

Another approach, which is extremely powerful and
widely used in other research fields, is to analyze the
issue of interest in numeric domains, which also paves
the ways to use more sophisticated mathematical tools to
analyze the mutation patterns. For example, we can use
the physicochemical property of amino acids to repre-
sent a protein sequence, and analyze the protein se-
quence in physicochemical domain as a numeric se-
quence [4].

However, we should not stop here because the phys-
icochemical property and other parameters borrowed
from physics and chemistry were developed for the pur-
pose of other types of studies, but may not for the pur-
pose of studying mutations. Our group has developed
three approaches since 1999 to study protein mutation in
a random domain [5,6,7,8] not only because pure chance
is now considered to lie at the very heart of nature [9]
but also because our approaches are more sensitive to
the protein length, amino-acid composition and position,
neighboring amino acids etc. In particular, our ap-
proaches are sensitive to mutations because they can
give different values before and after mutation [5,6,7,8].

In this study, we will analyze the mutation pattern in
the adrenoleukodystrophy protein (ALDP), which is a
transporter in the peroxisome membrane and belongs to
the ATP-binding cassette transporter superfamily [10,11,
12,13]. This protein is involved in the transport of coen-
zyme A esters of very-long-chain fatty acids from the
cytoplasm into the peroxisomal lumen [14,15]. Muta-
tions in the gene ABCD1 mapping to Xq28 can result in
the defects of adrenoleukodystrophy protein that are the
cause of a severe X-linked disease, called X-linked
adrenoleukodystrophy [16,17]. This disease is the most
common peroxisomal disorder [18] with a minimal inci-
dence of 1:21000 males [19]. It is characterized by the
characteristic accumulation of saturated very long-chain
fatty acids and disorder of peroxisomal beta-oxidation
[20,21,22,23,24]. The clinical outcomes of adrenoleu-
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kodystrophy vary strikingly and unpredictably [13,14,15,
16,17,18,19,20,21,22,23,24,25,26]. The phenotypes in-
clude the rapidly progressive childhood cerebral form
(CCALD), the milder adult form, adrenomyeloneuropa-
thy (AMN), and variants without neurologic involve-
ment. There is no apparent correlation between genotype
and phenotype [24,25,26,27].

Besides the importance mentioned above, there are
currently 132 mutations documented in human adreno-
leukodystrophy protein, which is statistically sufficient
for pattern analysis.

2. MATERIALS AND METHODS
2.1. Data

The amino-acid sequence of human adrenoleukodystro-
phy protein and its 132 mutations were obtained from
the UniProtKB/Swiss-Prot (accession number P33897).
Among the mutations, 128 are missense point mutations
and the rest are small deletions or insertions [28].

2.2. Conversion of Adrenoleukodystrophy
Protein into Random Domain

We use the amino-acid pair predictability as a measure-
ment for the randomness of adjacent amino-acid pairs in
a protein, and this simple measure can serve as an indi-
cator to the complicity of protein construction, which
leads to many our studies [29,30,31,32,33,34,35,36,37,
38,39].

The human adrenoleukodystrophy protein consists of
745 amino acids. The first and second amino acids are
an adjacent amino-acid pair, the second and third as an-
other amino-acid pair, the third and fourth, until the 744th
and 745th, thus there are 744 adjacent amino-acid pairs.

Then, we can use the permutation to define if an
amino-acid pair is predictable. For example, there are 80
alanines (A) and 57 valines (V) in human adrenoleu-
kodystrophy protein: if the permutation works, then the
amino-acid pair AV would appear 6 times (80/745 x
57/744 x 744 = 6.12); actually we do find six AV pairs in
this protein, so the appearance of AV is predictable, be-
cause the actual frequency is equal to its predicted one.

On the other hand, there are 59 arginines (R) in hu-
man adrenoleukodystrophy protein, if the permutation
works, the predicted frequency of AR appearance would
be 6 (80/745 x 59/744 x 744 = 6.34); however, the pair
AR appears 9 times in realty, so the appearance of AR is
unpredictable, because the actual frequency is larger
than its predicted one.

Also, we can find the case, where the actual frequency
is smaller than its predicted one. For example, there are
94 leucines (L) and 55 glutamic acids (G) in human
adrenoleukodystrophy protein so that the predicted fre-
quency of pair LG is 7 (94/745 x 55/744 x 744 = 6.94),
however, its actual frequency is only 2.

Copyright © 2010 SciRes

2.3. Mutations in Terms of Predictable and
Unpredictable Amino-Acid Pairs

A point missense mutation would lead to the change in
two amino-acid pairs if the mutation would not occur at
terminals. For instance, a mutation at position 484 sub-
stitutes proline (P) to arginine (R), which impairs the
protein dimerization [40]. This mutation leads amino-
acid pairs TP and PS to change to TR and RS, because
threonine (T) is located at position 483 and serine (S) is
located at position 485. Nevertheless, this mutation
would be reflected in terms of predicted frequency, ac-
tual frequency and their difference (see Table 1).

This mutation changed the difference between pre-
dicted frequency (PF) and actual frequency (AF) of af-
fected amino-acid pairs, >(PF—-AF). Before mutation,
>(PF — AF)=(1 - 1) + (2 — 4) = -2 for TP and PS, and
2(PF — AF) = (2 — 0)+( 4 — 4) = 2 for TR and RS. After
mutation, >(PF — AF) = (1 —0) + (2 — 3) = 0 for TP and
PS, and >(PF — AF) = (2 - 1) + (4 — 5) = 0 for TR and
RS. Needless to say, there would construct a certain mu-
tation pattern if we analyze sufficient mutations.

2.4. Statistics

The data were presented as median with an interquartile.
The Mann-Whitney U-test and Chi-square test were used
for comparisons, and P < 0.05 is considered statistically
significant.

3. RESULTS

As there are 20 kinds of amino acids, they can theoreti-
cally construct 400 types of amino-acid pairs, which serve
us as a reference for comparison with human adrenoleu-
kodystrophy protein. Of 400 types of amino-acid pairs,
118 are absent including 44 predictable and 74 unpredict-
able. Consequently 744 amino-acid pairs in human adre-
noleukodystrophy protein include only 282 types of
amino-acid pairs (400 — 118 = 282), which means these
282 types would host all mutations occurred in the protein.
Of those 282 types, 98 are predictable and 184 are unpre-
dictable; while of 744 amino-acid pairs 175 and 569 pairs
are predictable and unpredictable because some types of
amino-acid pairs appear more than once.

The first mutation pattern is the amino-acid pairs tar-

Table 1. Predicted frequency, actual frequency and their dif-
ference of amino-acid pairs affected by T485S mutant of hu-
man adrenoleukodystrophy protein.( PF: Predicted frequency, AF:
actual frequency; T: threonine, P: praline, R: arginine, S: serine.).

An(;ig:i-:wi Before mutation After mutation
PF AF  PF-AF PF AF  PF-AF
TP 1 1 0 1 0 1
PS 2 4 -2 2 3 -1
TR 2 0 2 2 1 1
RS 4 4 0 4 5 -1
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geted by mutations, or we might call them as hotspots.
Table 2 details the substituted amino-acid pairs in terms
of the relationship between actual and predicted fre-
quencies. Here, the mutations are more likely to target
the amino-acid pairs whose actual frequency is larger
than their predicted one, for example, 47 mutations tar-
geted these amino-acid pairs; by contrast, the mutations
are less likely to target the amino-acid pairs whose ac-
tual frequency is smaller than their predicted one, for
example, only 5 mutations targeted these amino-acid
pairs. The Chi-square test indicates remarkable statistical
difference before and after mutation (P=<0.001).

The second mutation pattern is the amino-acid pairs
formed after mutations. Table 3 details the substituting
amino-acid pairs in terms of the relationship between
actual and predicted frequencies. The Chi-square test
indicates remarkable statistical difference before and
after mutation (P=<0.001). Table 3 has the same format
as those in Table 2, thus we can easily find out the sec-
ond mutation pattern by comparing two tables. For ex-
ample, the data in the fourth column in both tables are
almost in totally opposite orders, that is, mutations are
more likely to target the amino-acid pairs whose actual
frequency is larger than their predicted frequency, while
mutations are more likely to form the amino-acid pairs
whose actual frequency is smaller than their predicted

frequency. Again, the data in the seventh column in both
tables appear somewhat similar.

Meanwhile, Tables 2 and 3 also reveal the third muta-
tion pattern that is mutations are more likely to occur at
unpredictable amino-acid pairs (lines 4-8 in both tables).

The above three mutation patterns are mainly related
to the relationship in amino-acid pair between actual and
predicted frequencies. In fact, the difference between
predicted and actual frequencies can also provide us with
further mutation patterns. Figure 1 shows the difference
between predicted and actual frequencies related to
amino-acid pairs identical to substituted and substituting
amino-acid pairs before and after mutation, and their
statistical results are shown in Figure 2, which high-
lights the fourth mutation pattern.

Before mutation, the median of difference between
predicted and actual frequencies is —2 in substituted
amino-acid pairs, suggesting that the mutations occur in
the amino-acid pairs, which appear more than their pre-
dicted frequency. Meanwhile, the corresponding value is
1 in substituting amino-acid pairs, indicating that the
mutations lead to the appearance of the amino-acid pairs
that appear less than their predicted frequency.

After mutation, the median of difference between pre-
dicted and actual frequencies is 0 in substituted amino-
acid pairs, suggesting that these amino-acid pairs are

Table 2. Amino-acid pairs identical to substituted amino-acid pairs before and after mutations. (AF: actual frequency; PF:
predicted frequency. There is a remarkable statistical difference before and after mutation (Chi-square = 47.841 with 5 de-

grees of freedom, P =<0.001).

Amino-acid pairs

Before Mutation

After Mutation

Pair I Pair II Number
Predictable AF=PF AF=PF 21
Unpredictable AF>PF AF>PF 47
AF>PF AF=PF 29
AF>PF AF<PF 20
AF<PF AF=PF 6
AF<PF AF<PF 5

% Total % Number % Total %
16.41 16.41 14 10.94 10.94
36.72 83.59 14 10.94 89.06
22.66 20 15.63
15.63 30 23.44
4.69 27 21.09
3.91 23 17.97

Table 3. Amino-acid pairs identical to substituting amino-acid pairs before and after mutations (AF: actual frequency; PF:
predicted frequency. There is a remarkable statistical difference before and after mutation (Chi-square = 54.114 with 5 de-

grees of freedom, P = <0.001).

Amino-acid pairs

Before Mutation

After Mutation

Pair | Pair 11 Number % Total % Number % Total %

Predictable AF=PF AF=PF 11 8.59 8.59 9 7.03 7.03

Unpredictable AF>PF AF>PF 6 4.69 91.41 39 30.47 92.97
AF>PF AF=PF 24 18.75 40 31.25
AF>PF AF<PF 29 22.66 25 19.53
AF<PF AF=PF 34 26.56 8 6.25
AF<PF AF<PF 24 18.75 7 5.47

Copyright © 2010 SciRes JBIiSE
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Figure 1. Difference between predicted frequency (PF) and actual
frequency (AF) related to amino-acid pairs identical to substituted
and substituting amino-acid pairs before and after mutation.
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Figure 2. Sum of difference between predicted and actual fre-
quencies [Z(PF — AF)] of substituted and substituting amino-
acid pairs before and after mutation in human adrenoleukodystro-
phy protein. The data are presented by median with an interquatile
interval. There is a statistically significant difference between cor-
responding groups (P < 0.001, Mann-Whitney U-test).

more randomly constructed in the mutant adrenoleu-

kodystrophy proteins, as their predicted and actual fre-
quencies are about the same. However, the correspond-

Copyright © 2010 SciRes

ing value is —1 in substituting amino-acid pairs, indicat-
ing that the mutations are favor the amino-acid pairs that
already exist in the protein. Striking statistical difference
is found between the corresponding groups (P < 0.001).

4. DISCUSSION

In this study, we analyze the mutation patterns in nu-
merical domain rather than word descriptions because it
is far much easy to find repeatable patterns in numerical
domain. Actually there are many ways to analyze the
mutation patterns in numerical domain, for example, we
can use the physicochemical property to replace amino
acids in a protein, and then we can analyze the mutation
patterns in physicochemical property domain, which
would be an interesting topic for pursuit.

The numerical domain in our approach is random
whose rationale has been given in the Introduction, its
biological implications would include the followings: 1)
Nature follows parsimony, which suggests to construct a
protein with minimal time and energy, thus the predict-
able amino-acid pairs in our approach confirm the nature
parsimony, while the unpredictable amino-acid pairs
suggest that nature deliberately spends more time and
energy to construct them, which could be functional sites.
2) The difference between predicted and actual frequen-
cies in amino-acid pairs can be regarded as a force driv-
ing mutation. Although there are uncountable factors
driving mutations, their effect in fact is the difference
between predicted and actual frequencies. 3) The basic
effect of mutation in our sense is to narrow the differ-
ence between predicted and actual frequencies in tar-
geted amino-acid pairs: most mutations do have such
effects. However, the new formed amino-acid pairs
could create new unpredictable amino-acid pairs, which
once again have the difference between predicted and
actual frequencies leading to new mutation so the evolu-
tion can continue.

As the difference between predicted and actual fre-
quencies is a measure of random construction of amino-
acid pairs in a protein, thus the smaller the difference is,
the more random the construction of amino-acid pairs is.
In particular, a) the larger the positive difference is, the
more randomly unpredictable amino-acid pairs are ab-
sent; and b) the larger the negative difference is, the more
randomly unpredictable amino-acid pairs are present.

Therefore, this study highlights the mutation patterns
in terms of amino-acid pair predictability in human
adrenoleukodystrophy protein. In future, we hope to
incorporate these mutation patterns in random domain
into the changes in the secondary structure contents and
consequently affect biological functions of the protein
[41,42].

5. ACKNOWLEDGEMENTS

This study was partly supported by National Basic Research Program
of China (2009CB724703), Guangxi Science Foundation (0991080)

JBIiSE



266

S. M. Yan et al. / J. Biomedical Science and Engineering 3 (2010) 262-267

and Guangxi Academy of Sciences (09YJ17SWO07).

REFERENCES

(1]

(14]

[15]

[16]

[17]

(18]

[19]

Rideout, W.M., Coetzee, GA., Olumi, A.F. and Jones,
P.A. (1990) 5-Methylcytosine as an endogenous mutagen
in human LL receptor and p53 genes. Science, 249,
1288-1290.

Montesano, R., Hainaut, P. and Wild, C.P. (1997) Hepa-
tocellular carcinoma: From gene to public health. Jour-
nal of the National Cancer Institute, 89, 1844-1851.
Hainaut, P. and Pfeifer, GP. (2001) Patterns of p53 G—>T
transversions in lung cancers reflect the primary mutagenic
signature of DNA-damage by tobacco smoke. Carcino-
genesis, 22, 367-374.

Fasman, G.D. (1976) Handbook of biochemistry: Section
D physical chemical data. 3rd Edition, CRC Press, Lon-
don and New York.

Wu, G, and Yan, S. (2002) Randomness in the primary
structure of protein: methods and implications. Molecu-
lar Biology Today, 3, 55-69.

Wu, G. and Yan, S. (2006) Mutation trend of hemaggluti-
nin of influenza A virus: A review from computational
mutation viewpoint. Acta Pharmacologica Sinica, 27,
513-526.

Wu, G. and Yan, S. (2006) Fate of influenza A virus pro-
teins. Protein and Peptide Letters, 13, 377-384.

Wu, G. and Yan, S. (2008) Lecture Notes on Computa-
tional Mutation. Nova Science Publishers, New York.
Everitt, B.S. (1999) Chance rules: An informal guide to
probability, risk, and statistics. Springer, New York.
Efferth, T. (2001) The human ATP-binding cassette
transporter genes: From the bench to the bedside. Current
Molecular Medicine, 1, 45-65.

Pohl, A., Devaux, P.F. and Herrmann, A. (2005) Function
of prokaryotic and eukaryotic ABC proteins in lipid
transport. Biochimica and Biophysica Acta, 1733, 29-52.
Oswald, C., Holland, 1.B. and Schmitt, L. (2006) The
motor domains of ABC-transporters. What can structures
tell us? Naunyn-Schmiedeberg's Archives of Pharmacol-
ogy, 372, 385-399.

Kim, J.H. and Kim, H.J. (2005) Childhood X-linked
adrenoleukodystrophy: Clinical-pathologic overview and
MR imaging manifestations at initial evaluation and fol-
low-up. Radiographics, 25, 619-631.

Shimozawa, N. (2007) Molecular and clinical aspects of
peroxisomal diseases. Journal of inherited metabolic dis-
ease, 30, 193-197.

Wanders, R.J., Visser, W.E., van Roermund, S., Kemp,
C.W. and Waterham, H.R. (2007) The peroxisomal ABC
transporter family. Pfliigers Archiv European Journal of
Physiology, 453, 719-734.

Moser, H., Dubey, P. and Fatemi, A. (2004) Progress in
X-linked adrenoleukodystrophy. Current opinion in neu-
rology, 17, 263-269.

Moser, H.W., Mahmood, A. and Raymond, G.V. (2007)
X-linked adrenoleukodystrophy. Nature Clinical Practice.
Neurology, 3, 140-151.

Wanders, R.J. and Waterham, H.R. (2005) Peroxisomal
disorders I: Biochemistry and genetics of peroxisome
biogenesis disorders. Clinical Genetics, 67, 107-133.
Bezman, L., Moser, A.B., Raymond, G.V., Rinaldo, P.,

Copyright © 2010 SciRes

(21]

(22]

(23]

(28]

[29]

(30]

[31]

[32]

[34]

Watkins, P.A., Smith, K.D., Kass, N.E. and Moser, H.W.
(2001) Adrenoleukodystrophy: Incidence, new mutation
rate, and results of extended family screening. Annals of
Neurol, 49, 512-517.

Elgersma, Y. and Tabak, H.F. (1996) Proteins involved in
peroxisome biogenesis and functioning. Biochimica and
Biophysica Acta, 1286, 269-283.

Hettema, E.H. and Tabak, H.F. (2000) Transport of fatty
acids and metabolites across the peroxisomal membrane.
Biochimica and Biophysica Acta, 1486, 18-27.

Clayton, P.T. (2001) Clinical consequences of defects in
peroxisomal beta-oxidation. Biochemical Society Trans-
actions, 29, 298-305.

Hargrove, J.L., Greenspan, P. and Hartle, D.K. (2004)
Nutritional significance and metabolism of very long
chain fatty alcohols and acids from dietary waxes. Ex-
perimental Biology and Medicine, 229, 215-226.

Kemp, S. and Wanders, R.J. (2007) X-linked adrenoleu-
kodystrophy: Very long-chain fatty acid metabolism,
ABC half-transporters and the complicated route to
treatment. Molecular Genetics and Metabolism, 90,
268-276.

Takano, H., Koike, R., Onodera, O. and Tsuji, S. (2000)
Mutational analysis of X-linked adrenoleukodystrophy
gene. Cell Biochemistry and Biophysics, 32, 177-185.
Berger, J. and Gértner, J. (2006) X-linked adrenoleukodys-
trophy: Clinical, biochemical and pathogenetic aspects.
Biochimica and Biophysica Acta, 1763, 1721- 1732.
Kemp, S., Pujol, A., Waterham, H.R., van Geel, B.M.,
Boehm, C.D., Raymond, G.V., Cutting, GR., Wanders,
R.J.A. and Moser, H.W. (2001) ABCD1 mutations and
the X-linked adrenoleukodystrophy mutation database:
Role in diagnosis and clinical correlations. Human Muta-
tion, 18, 499-515.

Bairoch, A. and Apweiler, R. (2000) The SWISS-PROT
protein sequence data bank and its supplement TrTEMBL
in 2000. Nucleic Acids Research, 28, 45-48.

Wu, G. (1999) The first and second order Markov chain
analysis on amino acids sequence of human haemoglobin
-chain and its three variants with low O, affinity. Com-
parative Haematology International, 9, 148-151.

Wu, G. (2000) The first, second, third and fourth order
Markov chain analysis on amino acids sequence of hu-
man dopamine-hydroxylase. Molecular Psychiatry, 5,
448-451.

Wu, G. and Yan, S.M. (2001) Prediction of presence and
absence of two- and three-amino-acid sequence of human
monoamine oxidase B from its amino acid composition
according to the random mechanism. Biomolecular En-
gineering, 18, 23-27.

Wu, G. and Yan, S.M. (2002) Estimation of amino acid
pairs sensitive to variants in human phenylalanine hy-
droxylase protein by means of a random approach. Pep-
tides, 23, 2085-2090.

Wu, G. and Yan, S. (2003) Determination of amino acid
pairs sensitive to variants in human-glucocerebrosidase
by means of a random approach. Protein Engineering
Design and Selection, 16, 195-199.

Wu, G and Yan, S. (2004) Fate of 130 hemagglutinins
from different influenza A viruses. Biochemical and Bio-
Physical Research Communications, 317, 917-924.

JBIiSE



[36]

[38]

S. M. Yan et al. / J. Biomedical Science and Engineering 3 (2010) 262-267

Wu, G. and Yan, S. (2005) Prediction of mutation trend in
hemagglutinins and neuraminidases from influenza A vi-
ruses by means of cross-impact analysis. Biochemical and
Bio-Physical Research Communications, 326, 475-482.

Wu, G. and Yan, S. (2006) Timing of mutation in hemag-
glutinins from influenza A virus by means of amino-acid
distribution rank and fast Fourier transform. Protein and
Peptide Letters, 13, 143-148.

Wu, G and Yan, S. (2007) Prediction of mutations in H1
neuraminidases from North America influenza A virus
engineered by internal randomness. Molecular Diversity,
11, 131-140.

Wu, G. and Yan, S. (2008) Prediction of mutations engi-
neered by randomness in HSN1 neuraminidases from in-
fluenza A virus. Amino Acids, 34, 81-90.

Copyright © 2010 SciRes

[39]

[40]

[41]

[42]

267

Yan, S. and Wu, G. (2009) Describing evolution of he-
magglutinins from influenza A viruses using a differen-
tial equation. Protein and Peptide Letters, 16, 794-804.
Zhou, H.X. (2004) Improving the understanding of hu-
man genetic diseases through predictions of protein
structures and protein-protein interaction sites. Current
Medicinal Chemistry, 11, 539-549.

Kuvaniemi, H., Tromp, G. and Prockop, D.J. (1997) Mu-
tations in fibrillar collagens (types L, 11, III, and IV), fi-
bril-associated collagen (type 1V), and network-forming
collagen (type X) cause a spectrum of diseases of bone,
cartilage, and blood vessels. Human Mutation, 9, 300-315.
Kashtan, C.E. (2000) Alport syndromes: Phenotypic
heterogeneity of progressive hereditary nephritis. Pediat-
ric Nephrology, 14, 502-512.

JBIiSE




<<
  /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 1.66667
  /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 1.66667
  /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 <>
    /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.)
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
  >>
  /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 [595.276 807.874]
>> setpagedevice


