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ABSTRACT

Introduction: Diets high fat can lead to obesity and chronic non-communicable diseases. Genes related to thermogenesis regulation
may be a possibilty to obesity and its comorbidities prevention.

Objective: Evaluate grape juice, red wine and resveratrol and exercise effects, in gene expression modulation of FNDC5 and UCP2
in cardiac (CM) and skeletal (SM) muscles of Wistar rats.

Method: Rats Wistar, 90 days, 230g, divided into 05 groups (n=10/group): a) Control Group (CG) b) High Fat Group (HG); C)
Resveratrol Group (RG) (15mL resveratrol solution 4%/animal/day); D) Grape Juice Group (JG) (15mL/animal/day); E) Red Wine Group
(WG) (10mL/animal/day); HG, RG, JG and WG received a high fat diet (20%). The animals performed a treadmill running protocol, speed
10m/min for 10 minutes, 5 days/week, for 60 days. After, they were anesthetized; CM and SM were removed for PCR analysis. Results
were expressed as mean + standard deviation. ANOVA one way and Tukey as post test were performed, and a p < 0.05 was considered
significant.

Results: FNDC5 on CM: RG =2,0 £ 0,8; JG = 2,1 + 0,43 and WG = 1, 7 + 0,5 displayed higher expression than CG = 0, 7 + 0,4. FNDC5
on SM: JG =1, 6 £ 0,6 displayed higher expression when compared to CG =0, 63 +0,2. UCP2onCM: RG=0,4+ 0,1 and WG =0,4 % 0,27
lower expression when compared to CG=0,8 + 0,26. UCP2on SM:RG=1,9+1,4;JG=2,4+1,7e WG =2,7 0, 8 presented greater
expression when comparedto CG=0,5%0, 4.

Conclusion: Polyphenol-rich beverages associated with exercise were able to modulate FNDC5 and UCP2 genes expression in CM

and SM.

Keywords: Resveratrol; Grape juice; Red wine; Gene expression; Cardiac muscle; Skeletal muscle; Thermogenesis

ABBREVIATIONS

FNDCS5: Fibronectin Type III Domain Containing protein 5;
UCP2: Uncoupling Protein 2; GAPDH: Glyceraldehyde-3-phosphate
dehydrogenase; GC: Control Group; HG: High-Fat Group; RG:
Resveratrol Group;JG: Grape Juice Group; WG: Red Wine Group;
CM: Cardiac Muscle; SM: Skeletal Muscle; RT-qPCR: Real Time
quantitative Polymerase Chain Reaction

INTRODUCTION

Consumption of a diet rich in saturated fat and high energy
density, along with a sedentary lifestyle are responsible for overweight
and obesity in individuals, in addition of causing various chronic
noncommunicable diseases (CNDs) such as cardiovascular diseases,
representing a major public health problem [1-3].

It is widely known in the literature that the beneficial effects are
attributed to polyphenols present in red wine and grape juice, specially
the main component, resveratrol. This effect include the ability to
inhibit the production of reactive oxygen species, cardioprotective
antioxidant effects on myocardial ischemia, and protection from
apoptosis caused by oxidative damage in cardiovascular disease and
antioxidants and anti-inflammatory effects, act on atherosclerosis
prevention. Accordingt these results, red wine, grape juice and
resveratrol has cardioprotective actions in different situations caused
by oxidative stress [4-8].

Induction of FNDC5 gene expression may lead to a higher
irisine concentration and consequent thermogenesis increase,
with higher activity of uncoupling proteins (UCPs) [9]. Increased
energy expenditure through thermogenesis may induce weight
loss for individuals [10]. Based on the above information, studying
mechanisms inducing genes expression related to thermogenesis
becomes relevant. Therefore, the aim of this study was to evaluate
consumption of grape juice, red wine, resveratrol and physical
exercise effects on gene expression modulation of FNDC5 and UCP2
in skeletal and cardiac muscles of Wistar rats submitted to a high fat
diet.
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METHOD

Adult female Norvergicus Wistar Albinus rats (90 days). All
experimental procedures used during these experiments complied
with the guidelines of the Ethics Committee for the use of laboratory
animals, protocol number Comissao de Etica no Uso de Animais-
CEUA473/2013.

Fifty rats were used and divided into 5 groups (n = 10/ group):
1) Control Group (CG) receiving balanced diet, based on casein
(AIN93M); 2) High-Fat Group (HG) receiving high-fat diet (20%),
casein-based; when the usal fat content is 4 - 8%. Resveratrol Group
(RG) receiving high-fat diet (20%), casein-based and 15 mL of a
resveratrol solution 4% (diluted water) per day; 4) Grape Juice Group
(JG) receiving high-fat diet (20%), casein-based and 15 mL of whole
grape juice per day and 5) Red Wine Group (WG), receiving high-
fat diet (20%), casein-based and 10 mL of red wine per day. All
animals (all groups) received diet and filtered water ad libitum and
followed for 60 days. Both whole grape juice (Aurora Tinto Integral)
and red wine (Goes Tempos’) were purchased at the local market;
the resveratrol solution was prepared every day and dispensed to the
animals. Experimental control diet composition was made according
to AIN93M recommendations. High fat diet was made of lard, which
was purchased at the local market. Animals underwent physical
training on a treadmill at a constant speed of 10m/s for 10 minutes, 5
times a week throughout the whole experiment.

After 60 days of protocol, after overnight fasting, animals were
anesthetized and sacrificed. Cardiac and skeletal muscles were
collected for analysis.

Tissue samples were collected, homogenized in TRIzol and frozen
at -80°C. cDNA synthesis was carried out using a two-step cDNA
synthesis kit (Promega), using UCP2 and hFNDCS5 primers [11,12]
(Table 1). One microgram of RNA was reverse transcribed into
cDNA using GoScript™ reverse transcriptase (Promega) according to
the manufacturer’s protocol using a total reaction of 20 mL. Real time
quantitative PCR (RT-qPCR) was performed using 5 mL of Gotaq
qPCR Master Mix (Promega). For determination of the initial relative
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quantity of cDNA, samples were amplified with glyceraldehyde-3-
phosphate dehydrogenase (GAPDH) primers (reference gene).

Variables were expressed as mean + standard deviation. For
comparison of means among groups, the one-way analysis of variance
(ANOVA) test was performed, and Tukey as post-test. A p < 0.05 was
considered significant. GraphPad software (version 3.00 for Windows
XP, GraphPad Software) was used to perform statistical analysis.

RESULTS AND DISCUSSION

Figure 1A displays FNDC5 expression in the skeletal muscle. It’s
possible to observe higher FNDC5 expression in JG skeletal muscle in
relation to the others groups.

Studies have shown polyphenol-rich beverages ability on
FNDC5 and UCP2 expression modulation in Wistar rats skeletal
muscle submitted to a high fat diet [8]. Rocha et al. [13] showed
increased FNDC5 expression in SM along grape juice or resveratrol
consumption, however, in the present study, when these beverages
consumption was associated with physical exercise, increase FNDC5
expression was observed only in with grape juice consumption.
Therefore, it’s suggested that physical exercise may, somehow,
potentiate the effect of grape juice on FNDC5 gene expression in SM,
something not observed when receiving resveratrol associated with
physical exercise. This association between resveratrol and physical
exercise has not yet been fully elucidated in the literature, however
further studies are needed on this association [14,15].

Figure 1B displays skeletal muscle UCP2 expression. This
expression was higher in groups receiving drinks rich in polyphenols
(RG, JG and WG).

Rocha et al. [13] observed higher expression of UCP2 in groups
consuming high fat diet, red wine or resveratrol. It is known that high
fat diets consumption may be responsible for regulating the increased
UCP2 muscle expression, through increased lipid oxidation [16].

Table 1: Primer sequences for cDNA of hFNDC5 and UCP-2 [11,12].

Gene Forward primer Reverse primer
hFNDC5 Aagcacaaggactgactcaagc catgtccttgatggctggat
ucpP2 Gctcgtaatgccattgtca acagtggccagcgctactgta
5-
A
w47
=
=
n 3 3
O & %
Qg _
Z - -
= 24
2
< 1

CG HG RG JG WG

Jia et al. [17] observed during a  diet with a high lipid content
consumption, and a consequent increase in non-esterified fatty acids,

may be related to muscle tissue response in increasing UCP2 activity.

However, a high fat diet associated with exercise in the present
study did not show an UCP2 increased expression in HG group,
although groups receiving wine or resveratrol (WG or RG) maintained
a higher expression compared to control group. In addition, JG
also had an increased skeletal muscle UCP2 expression, suggesting
an ability of grape juice association with exercise gene expression
modulation.

In figure 2A, cardiac muscle FNDC5 gene expression was higher
in RG, JG and WG groups compared to CG.

FNDC5 gene expression could be regulated by others
mechanisms besides physical exercise, and evidence suggests heart
failure inflammation reducing this gene expression [18,19]. In
addition to its importance as hormone irisine precursor, FNDC5
role in cardiomyocytes differentiation may be a new direction for an
application in cardiac damage regeneration in heart failure situation
[9,20-22]. In this context, this gene expression modulation in cardiac
muscle by beverages associated with physical exercise may have
therapeutic properties for damages in cardiac tissue.

The figure 2B displays cardiac muscle UCP2 gene expression. It
was observed lower UCP2 gene expression in RG and WG compared
to control group. These results suggest EROs and possible oxidative
stress presence as a cause of myocardial dysfunction, since a higher
expression of UCP2 in this muscle is related to protection against
oxidative stress [23].

UCP2 gene can be expressed in several tissues and shows different
functions [24,25], thus, mechanisms investigation on their expression
modulation are essential for better elucidation on this gene functions
and effects.

CONCLUSION

The association among polyphenol-rich beverages and physical
exercise has been shown to be relevant in FNDC5 and UCP2 gene
expression modulation having an important role in thermogenesis
and cardiovascular system.

ucpz
{Arbitrary units)
s
_| *

CcG HG RG JG WG

Figure 1: A) FNDC5 gene expression in skeletal muscle and B) UCP2 gene expression in skeletal muscle Control Group (CG); High-Fat Group (HG); Resveratrol
Group (RG) Grape Juice Group (JG); Red Wine Group (WG) (n-10/group). Results are presented as mean standard deviation. Significant when p<0.05 (*). GAPDH

was used as the reference gene.
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Figure 2: A) FNDCS5 cardiac muscle gene expression and B) UCP2 cardiac muscle gene expression: Control Group (CG); High-Fat Group (HG); Resveratrol Group
(RG) Grape juice Group (JG):; Red wine Group (WG)(n=10/group). Results are presented as mean standard deviation. Significant when p<0.05(*)/. GAPDH was

used as the reference gene.

REFERENCES

1.

Volp ACP, Alfenas RCG, Costa NMB, Minim VPR, Stringueta PC, Bressan
J. indices dietéticos para avaliagdo da qualidade de dietas. Rev. Nutr.
Campinas. 2010; 23: 281-295. https://goo.gl/QpZEF7

World Health Organization. Obesity and Overweight. Disponivel em: Acesso
em 1 de dezembro de. 2016. https://goo.gl/IOI9Tg

Santos RD, Gagliardi ACM, Xavier HT, Magnoni CD, Cassani R, Lottenberg
AM, et al. Sociedade Brasileira de Cardiologia. | Diretriz sobre o consumo
de gorduras e saude cardiovascular. Arg. Bras. Cardiol. 2013; 100: 1-40.
https://goo.gl/CSwfYu

Bagul PK, Deepthi N, Sultana R, Banerjee SK. Resveratrol ameliorates
cardiac oxidative stress in diabetes through deacetylation of NFkB-p65
and histone 3. The Journal of nutritional biochemistry. 2015; 26: 1298-307.
https://goo.gl/OKJRtS

Wu H, Li GN, Xie J, Li R, Chen QH, Chen JZ, et al. Resveratrol ameliorates
myocardial fibrosis by inhibiting ROS/ERK/TGF-beta/periostin pathway in
STZ-induced diabetic mice. BMC cardiovascular disorders. 2016; 16: 5.
https://goo.gl/O2ni15

Cheng L, Jin Z, Zhao R, Ren K, Deng C, Yu S. Resveratrol attenuates
inflammation and oxidative stress induced by myocardial ischemia-
reperfusion injury: role of Nrf2/ARE pathway. International journal of clinical
and experimental medicine. 2015; 8: 10420-8. https://goo.gl/wOTtNw

Huang CY, Ting WJ, Huang CY, Yang JY, Lin WT. Resveratrol attenuated
hydrogen peroxide-induced myocardial apoptosis by autophagic flux. Food &
nutrition research. 2016; 60: 30511. https://goo.gl/ENYIvb

Chang GR, Chen PL, Hou PH, Mao FC. Resveratrol protects against diet-
induced atherosclerosis by reducing low-density lipoprotein cholesterol and
inhibiting inflammation in apolipoprotein E-deficient mice. Iranian journal of
basic medical sciences. 2015; 18: 1063-71. https://goo.gl/NxFfQD

Bostrom P, Wu J, Jedrychowski MP, Korde A, Ye L, Lo JC, et al. A PGC1-
a-dependent myokine that drives brown-fat-like development of white fat and
thermogenesis. Nature. 2012; 481:463-468. https://goo.gl/FUjtGT

.Mahajan RD, Patra SK. lIrisin, a novel myokine responsible for exercise
induced browning of white adipose tissue. Ind. J. Clin. Biochem. 2013; 28:
102-103. https://goo.gl/EiiS0j

. XuQ, Zhang Y, Wei Q, Huang Y, Hu J, Ling K. Phosphatidylinositol phosphate
kinase PIPKlgamma and phosphatase INPP5E coordinate initiation of
ciliogenesis. Nat. Commun. 2016; 7: 10777. https://goo.gl/C6FD2g

. Krook A, Digby J, O’Rahilly S, Zierath JR, Wallberg-Henriksson H. Uncoupling
protein 3 is reduced in skeletal muscle of NIDDM patients. Diabetes. 1998;
47: 1528-31. https://goo.gl/jjcf7X

.Rocha GS, Ferreira RS, Pimenta NMA, Fonseca LM, Mafra D, Blondet V,
Fonseca AS, Barroso SG. Effects of resveratrol, grape juice or red wine
consumption Irisin levels and fibronectin type 1l domain containing protein 5

SCIRES Literature - Volume 2 Issue 1 - www.scireslit.com Page - 004

14.

15.

[&)]

1

o

17.

18.

19.

20.

21.

22.

2

w

24.

25.

and uncoupoling protein gene expression modulation in rats. Clin. Nut. Exp.
2016; 5: 1-5. https://goo.gl/FkoOUk

Baltaci SB, Mogulkoc R, Baltaci AK. Resveratrol and exercise (Review).
Biom. Reports. 2016; 5: 525-530. https://goo.gl/5nJMBZ

Baltaci AK, Arslangil D, Mogulkoc R, Patlar S. Effect of Resveratrol
Administration on the Element Metabolism in the Blood and Brain Tissues
of Rats Subjected to Acute Swimming Exercise. Biol Trace Elem Res. 2017;
175: 421-427. https://goo.gl/40V88F

. Boschini RP, Junior JRG. UCP2 and UCP3 genic expression: regulation by

food restriction, fasting and physical exercise. Rev. de Nut. [S.l.]. 2005; 18.
https://goo.gl/TUDVNB

J.-J. Jia, X. Zhang, C.-R. Ge, M. Jois, et al. The polymorphisms of UCP2 and
UCP3 genes associated with fat metabolism, obesity and diabetes. Etiol. and
Pathoph. 2009; 10: 519-526. https://goo.gl/0yq0Gr

Huh, JY, Panagiotou G, Mougios V, Brinkoetter M, Vamvini MT, Schneider
BE, etal. FNDC5 an irisin in humans: |. Predictors of circulating concentrations
in serum and plasma and Il. mMRNA expression and circulating concentrations
on response to weight loss and exercise. Metabolism. 2012; 61: 1725-1738.
https://goo.gl/TOUAHg

Matsuo Y, Gleitsmann K, Mangner N, Werner S, Fischer T, Bowen1et TS, et
al. Fibronectin type Ill domain containing 5 expression in skeletal muscle in
chronic heart failure relevance of inflammatory cytokines. J. of Cach, Sarc.
and Muscle 2015; 6: 62-72. https://goo.gl/fEizZv

Gamas L, Matafome P, Seica R. Irisin and Myonectin Regulation in the Insulin
Resistant Muscle: Implications to Adipose Tissue: Muscle Crosstalk. J. of
Diab. Res. 2015; 2015: 359159. https://goo.gl/3uHOUa

Zadegan FG, Ghaedi K, Kalantar SM, Peymani M, Hashemi SM, et al.
Cardiac differentiation of mouse embryonic stem cells is influenced by a
PPAR y/PGC-1a-FNDCS5 pathway during the stage of cardiac precursor cell
formation. Eur. J. Cell. Biol. 2015; 94: 257-66. https://goo.gl/4smXNe

Rabiee F, Forouzanfar M, Zadegan FG, Tanhaei S, Ghaedi K, Bashi MM,
et al. Induced expression of Fndc5 significantly increased cardiomyocyte
differentiation rate of mouse embryonic stem cells. Gene. 2014; 551: 127-37.
https://goo.gl/lUnQfOw

.Donadelli M, Dando |, Fiorini C and Palmieri M. UCP2, a mitochondrial

protein regulated at multiple levels. Cell. Mol. Life Sci. 2014; 71: 1171-1190.
https://goo.gl/12310a

Halpern B, Mancini CM, Halpern A. Brown adipose tissue: what have we
learned since its recent identification in human adults. Arg. Bras. Endocrinol
Metab. 2014; 58. https://goo.gl/eVbt2w

Steemburg T, Azevedo MJ, Martinez JA. Gene-nutrient interaction and its
association with obesity and diabetes mellitus. Arq Bras Endocrinol Metab.
2009; 53: 497-508. https://goo.gl/ADjlol



	Grape Juice, Red Wine, Resveratrol andExercise, In the Expression of FNDC5 andUCP2 in Cardiac and Skeletal Muscles ofWistar Rats Submitted To High-Fat Diet
	ABSTRACT
	ABBREVIATIONS
	INTRODUCTION
	METHOD
	RESULTS AND DISCUSSION
	Table 1
	Figure 1
	CONCLUSION
	Figure 2
	REFERENCES


<<
  /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


