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Abstract: In this study, resistant starch (RS), type 3, was prepared by the auto-
claving and debranching of normal maize starch isolated from a selected ZP 
genotype. The objectives of this study were to optimize both starch autoclaving 
and debranching with pullulanase (PromozymeBrewQ) for the production of 
RS. Autoclaving at 120 °C (30 min) increased the RS content of all samples, 
whereas freezing at –20 °C did not have an obvious effect on the RS contents. 
The highest RS yield in the autoclaved starch samples was 7.0 % after three 
autoclaving–cooling cycles. After pullulanase debranching at 50 °C and retro-
gradation at 4 °C, the RS yields ranged from 10.2 to 25.5 % in all samples 
(depending on the hydrolysis time). Debranched starch samples with a maxi-
mum RS yield of 25.5 % were obtained after a debranching time of 24 h. This 
study showed that starch from the selected ZP maize genotype is suitable for 
pullulanase treatment and RS preparation but that additional studies with a 
greater number of different treatments (incubation time/temperature) are neces-
sary to manipulate and promote crystallization and enhance RS formation. 
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INTRODUCTION 

There is considerable interest in the nutritional implications of resistant starch 
(RS) in foods. The term “resistant starch” was used to designate mainly enzyme- 
-resistant retrograded amylose but was expanded to all forms of starch that es-
cape digestion and absorption in the small intestines.1 The positive effect of RS 
in nutrition is based on the results of the fermentation process during which short 
chain fatty acids, primarily acetates, propionates and butyrates, are produced. 
They directly affect the large intestine by decreasing the pH value, which pre-
vents the growth of pathogenic micro-organisms, and increasing the potential for 
mineral absorption. Fatty acids stimulate colonic blood flow and increase nutrient 
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flow.2–5 Besides physiological benefits in human, RS has been reported to have 
potential as a unique ingredient that can yield high-quality foods. For example, 
application tests of RS showed improved crispness and expansion in certain pro-
ducts and better mouth feel, colour and flavour as compared with products pro-
duced with traditional, insoluble fibres.6 

Resistant starch can result from a highly retrograded amylose fraction, the 
quantity formed being directly proportional to the amylose content of the starch.7 
This type of RS has been classified as RS type 3 (RS3). The degree of RS for-
mation in foods depends not only on the type of included starch and the adopted 
processing conditions but is also influenced by the duration and conditions of sto-
rage.8 

RS3 is produced by gelatinization, which is a disruption of the granular struc-
ture by heating starch with an excess of water, and retrogradation, a slow recrys-
tallization of starch components (amylose and amylopectin) upon cooling or de-
hydration. The generation of RS3 after this hydrothermal treatment is due to in-
creased interaction between starch components. It has been shown that, after de-
branching of starch, the linear chains can contribute to a high RS content. In ad-
dition, partial acid hydrolysis and debranching of amylopectin are very effective 
in generating RS from various starches.9–11 The advantages of debranching over 
mild acid hydrolysis include a shorter processing time, better processing control 
and higher RS yields. 

Among different resistant starches, retrograded resistant starch (RS3) has great 
commercial importance, since its crystalline polymorphs exhibit an endothermic 
transition from 120 to 165 °C12,13 that typically survives most, but not all, food-
processing conditions. RS3 was initially hypothesized as a crystalline state of 
amylose double helices.14 Later, the non-crystalline part of retrograded starch was 
also found to be enzyme resistant.15,16 

Although starches from diverse plants may be utilized, maize is the world’s 
most abundant source that provides the majority of substrates used in the prepa-
ration of starch hydrolysates. Starch granules are quite resistant to penetration by 
both water and hydrolytic enzymes, due to the formation of hydrogen bonds 
within the same molecule and with other neighbouring molecules. However, these 
inter- and intra-hydrogen bonds can become weak as the temperature of the sus-
pension is raised. As normal maize starch contains both linear amylose and 
branched amylopectin with short and long chains of different sizes, our approach 
was to degrade it through physical and enzymatic treatments to attenuate starch 
digestion properties. In the present study, debranching using pullulanase was ap-
plied to produce a sample with linear, low molecular weight and recrystallizable 
polymer chains. Debranching enzymes, such as pullulanase, rapidly hydrolyze only 
the α-1,6-glucosidic bonds, releasing a mixture of long and shorter unit chains 
from the parent amylopectin molecule. In theory, a fast and efficient enzyme hyd-
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rolysis requires pre-swelling the starch in water and full starch gelatinization. The 
objectives of this work were to check the possibility of RS production from nor-
mal maize starch from the selected ZP genotype and to optimize both starch auto-
claving and debranching with pullulanase (PromozymeBrewQ) for RS production. 

EXPERIMENTAL 

Materials 

Commercial maize starch was obtained from a local producer (“Jabuka”, Pančevo, 
Serbia). Normal maize starch was isolated from the genotype ZP 434. Commercial debranch-
ing enzyme, pullulanase (PromozymeBrewQ, 400 PUN/ml) from Bacillus acidipullulyticus 
was obtained from Novozymes (Bagsvaerd, Denmark). One Pullulanase Unit Novo (PUN) is 
defined as the amount of enzyme that hydrolyzes pullulan, liberating reducing carbohydrates 
with a reducing power equivalent to one μmol glucose per minute under standard conditions. 
The resistant starch assay kit was purchased from Megazyme International Ireland Ltd. 
(Wicklow, Ireland). 

Starch isolation 

Starch from maize grain (ZP 434) was isolated by applying a 100-g laboratory maize 
wet-milling procedure.17 The moisture, ash, crude protein and crude fat contents of the starch 
were determined using the oven method,18 the AOAC method,19 the microKjeldahl method19 
and the Soxhlet method,19 respectively. The amylose content was determined by a rapid colo-
rimetric method.20 

Resistant starch production by autoclaving and cooling 

The samples were prepared by suspending 10 % and 20 % (w/v) of maize starch in 1000 
ml of water. The suspensions were heated in a boiling water bath for 15 min with stirring and 
then transferred to an autoclave (Sutjeska, Belgrade, Serbia). The autoclaving conditions 
were: pressure, 1.1 bar, temperature, 120 °C, autoclaving time, 30 min and vessel volume, 60 
dm3. After autoclaving, the samples were stored at 4 °C for 24 h. The samples were subjected 
to three autoclaving-cooling cycles. After the third cycle, the sample was divided in two; one 
part was stored at 4 °C and the other at –20 °C for 24 h. After each cycle, the RS was de-
termined. 

Conditions for enzymatic debranching of maize starch 

Prior to starch debranching, the optimal concentration of pullulanase was determined. 
A maize starch suspension (20 %, w/v) was gelatinized on a boiling water bath for 15 

min under stirring. This gel was autoclaved at 120 °C for 30 min and then the gel was re-dis-
solved in distilled water to obtain a 10% (w/v) gel solution. The gel was cooled to 50 °C and 
pullulanase at different concentrations (0.25, 0.5, 1.0, 2.0 and 4.0 %, calculated on dry starch 
weight) was added. The mixture was incubated with constant stirring for 24 h. Samples were 
taken out at different times and the reducing sugars (DE value) were determined by the Luff– 
–Schoorl method (ISO 5377:1981).21 At least three replicates for each hydrolysis time were 
conducted and good reproducibility was achieved since the differences between the triplicate 
measurements were less than 10 %. 

Resistant starch production by starch debranching 

Normal maize starch isolated from the genotype ZP 434 was debranched using an en-
zyme in concentration of 2 % (calculated on dry starch weight), which was determined as op-
timal concentration. The maize starch gel was prepared as described in the previous section 
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and the reaction time was varied (1, 3, 5, 7, 9, 11 and 24 h); after these times, the samples 
were heated at 95 °C for 20 min, cooled down to room temperature and stored for 24 h at 4 °C 
or –20 °C. The samples were dried at 40 °C and stored in closed glass containers. 

Resistant starch determination 

The RS content in the starch modifications was determined by an enzymatic method 
(AOAC 2002.02).22 The samples were incubated with pancreatic α-amylase and amyloglu-
cosidase (AMG) for 16 h at 37 °C, during which time the non-resistant starch was solubilised 
and hydrolyzed to glucose by the combined action of the two enzymes. The reaction was 
terminated by the addition of an equal volume of ethanol and the RS was recovered as a pellet 
on centrifugation. This was then washed twice with ethanol (50 % v/v), and centrifuged. The 
RS in the pellet was dissolved in 2 M KOH by vigorously stirring on an ice-water bath. This 
solution was neutralized with acetate buffer and the starch was quantitatively hydrolyzed to 
glucose with AMG. The glucose was quantified with glucose oxidase/peroxidase reagent 
(GOPOD), which gave a measure of the RS content of the sample. 

Statistical analysis 

The results are expressed by means of values ± standard error of three separate deter-
minations. The data reported for the effects of autoclaving on the formation of RS was as-
sessed by analyses of variance (ANOVA) and the Duncan multiple test was used to identify 
any significant differences at the P < 0.05 level between the means. The analyses were 
conducted using the statistical software package Statistica 8.1. (StatSoft Inc., USA). 

RESULTS AND DISCUSSION 

Proximate composition 

The basic properties of the starch samples used in this study are given in 
Table I. The commercial maize starch “Jabuka“ and “ZP 434“ did not signifi-
cantly differ in their amylose content but they differed slightly in their ash and 
contents of crude protein and crude fat. 

TABLE I. The properties of native starch samples (“Jabuka” and “ZP 434”) 

Starch sample Amylose, % Moisture, % Ash, % Crude protein, % Crude fat, % 
“Jabuka” 26.5±0.4 10.4±0.2 0.10±0.02 0.30±0.05 0.10±0.02 
“ZP 434” 26.0±0.3 8.4±0.1 0.01±0.00 0.26±0.04 0.05±0.00 

Normal maize starch was chosen for this study because of its abundance and 
a low price compared with high amylose maize starches. Previously, it was found 
that there were not significant differences in the physicochemical characteristics 
between starches of different dent ZP maize genotypes.23 The genotype ZP 434 
ranks among the top hybrids produced in Serbia. Due to the limited quantity of 
starch isolated from “ZP 434”, commercial maize starch “Jabuka” was used in 
order to identify the optimum debranching conditions for RS formation. In the 
further steps, only starch from the selected maize genotype was used. 
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Starch autoclaving 

The formation of resistant starch type 3 (RS3) depends on many factors, e.g., 
pH, temperature, incubation time, storage time, number of heating and cooling 
cycles, starch type, etc. The amylose content and the amount of water are directly 
correlated to the yield of resistant starch.2 The gelatinization of starch granules 
during heat processing strongly influences their susceptibility to enzymatic hyd-
rolysis. Even for starches with normal amylose levels, it is recognized that cook-
ing at >100 °C can increase the RS3 yield. Repeated heat/moisture treatments are 
associated with a decrease in the hydrolysis limit of pancreatic α-amylase and the 
increased RS3 formation.2 

The effects of autoclaving and storage temperatures on the formation of re-
sistant starch from normal maize starch ZP 434 are presented in Tables II and III, 
respectively. In this study, the starch concentration (10 % or 20 %) in the sus-
pension did not significantly affect the RS yields but the number of autoclaving– 
–cooling cycles did. After three autoclaving–cooling cycles, the RS yields in-
creased by 2.1 % for both starch concentrations. 

TABLE II. Effect of autoclaving at 120 °C on resistant starch formation from normal maize 
starch 

Starch content in suspension, % Autoclaving cycle Resistant starch, % 
10 I 4.8c ± 0.2 

II 6.8a± 0.1 
III 6.9a ± 0.1 

20 I 4.9c ± 0.1 
II 5.9b ± 0.3 
III 7.0a ± 0.2 

a,b,c
Means within a column followed by different letters are significantly different (P < 0.05) 

TABLE III. Effect of storage temperatures (4 and –20 °C) on resistant starch formation from 
autoclaved and debranched starches 

Sample 
Resistant starch, % 

t / °C 
4 –20 

Autoclaved sample 7.0 ± 0.2 6.9 ± 0.1 
Debranched sample (1 h) 10.2 ± 0.3 9.8 ± 0.1 
Debranched sample (24 h) 25.5 ± 0.5 24.9 ± 0.2 

Escarpa et al.24 standardized the hydrothermal process in starch gelatini-
zation, and they reported the RS content ranged from 7.6 for waxy starch (0 % 
amylose) to 36.4 % for purified amylose. These authors found that the RS yield 
increased with increasing amylose content in the starches under study. The differ-
rences in the results found in this study and those determined by other research-
ers might be due to the source of the starch and the conditions applied for the RS 
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preparation. Sievert and Pomeranz12 determined RS values between 2.5 and 21.3 
% for diverse starch sources, and with the Berry method,25 the RS values ranged 
between 2.8 and 31 %.13 Autoclaved wheat starch possessed 9 % RS compared 
with less than 1 % in uncooked wheat starch.26 The autoclaved wheat starch con-
tained 6.2 % RS (of dry matter); this increased to 7.8 % after 3 further boil-
ing/cooling cycles.27 

Generally, the content of resistant starch increases during storage, especially 
during low-temperature storage. Cold storage seems to support an increase in the 
RS content. In this study, the storage conditions (4 or –20 °C) did not signifi-
cantly affect the formation of RS of either autoclaved or debranched samples. 
These findings are in accordance with the results obtained by Hasjim and Jane,28 
who found that freezing at –20 °C had little or no effect on the RS content of 
acid-modified starch samples. 

Effect of enzyme concentration on starch debranching  

An increased degree of debranching would enable the chains to align and ag-
gregate and hence form perfectly crystalline structures, thereby leading to the for-
mation of more RS.29 Berry25 reported that debranching of potato amylopectin 
with pullulanase before subjecting it to heating and cooling cycles substantially 
increased the RS3 content; this was attributed to an increase in the content of li-
near starch chains resulting from debranching. 

As shown in Fig. 1, commercial maize starch “Jabuka” debranched with 4 % 
pullulanase exhibited the highest reducing value, followed by starch samples de-
branched with 2, 1, 0.5 and 0.25 % pullulanase. In the cases of 2 and 4 % en-

 
Fig. 1. Optimization of maize starch debranching; DE represents dextrose equivalent. 
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zyme, the reducing values resulting after 1 h of hydrolysis were not statistically 
different. The addition of the higher amount of enzyme did not result in complete 
debranching, thus a concentration of 2 % was used for starch debranching in this 
work. This result is in agreement with the findings of Hizukuri et al.30 who re-
ported that isoamylase and pullulanase initially degraded potato amylose rapidly 
and then approached constant values on prolonged incubation with a large amount 
of enzyme. 

The kinetics of starch debranching in a 2-L-reactor (Fig. 1) showed that after 
9 h and longer, the glucose concentration was constant (for the lowest enzyme 
concentration) or slightly higher (for higher enzyme concentrations); however, 
starch debranching was performed for 11 and 24 h. After debranching for differ-
rent times (seven samples), the starch solution was heated at 95 °C to deactivate 
the enzyme and RS was obtained. 

Resistant starch content 

Seven debranching times (1, 3, 5, 7, 9, 11 and 24 h) were applied to study 
the effect of debranching time on the content of RS (Fig. 2). A gradual increase 
in the RS content of the maize starch samples was observed with increasing de-
branching time, some of which were significant. Native maize starch from the ge-
notype ZP 434 had a very low RS content (0.60 %) compared to the debranched 
samples. The RS content increased significantly from 0.60 to 25.0 % after 11 h of 
debranching. After a total debranching time of 24 h, the RS content slightly in-
creased to 25.5 %. The RS content measured after 5 h was 18 %, showing that 70 
% of the totally obtained resistant starch was produced during this time. When 
the content of debranched starch increased, higher amounts of short starch chains 
were produced. These linear fragments can contribute to starch retrogradation 

 
Fig. 2. Effect of debranching time on RS formation. 
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and decreased enzymatic susceptibility of starch, with the concomitant increasing 
in the RS content. 

The RS contents of all debranched samples were significantly (P < 0.05) 
higher compared to their respective autoclaved samples (control). Debranching 
was performed at 50 °C after which the samples were dried at 40 °C. The de-
branching and drying conditions were suitable for RS3 formation. 

The content of amylose (37 %) determined after debranching corresponds 
well with findings reported by Escarpa et al.24 who used potato starch with a si-
milar amylose/amylopectin ratio as in the present samples. As can be seen in Fig. 
2, the RS content after 5 h of debranching was 18 % compared to 18.2 % re-
ported by Escarpa et al.24 These authors observed increased RS yields when the 
amylose content in the studied starches was higher. Recently, the results of Oz-
turk et al.31 indicated that 48 h of debranching of high amylose maize starches 
was suitable for RS formation. The results of González-Soto et al.32 demons-
trated that debranching of banana starch with pullulanase (Promozyme D) for 5 h 
was sufficient to obtain a high RS level (18 %). In another study,25 an RS content 
of up to 46.8 % was determined in potato amylopectin after debranching, drying 
and heat processing. The differences in the results found in this study and those 
determined by other researchers might be due to the source of the starch and the 
conditions used for the RS preparation. 

Based on the obtained results, it can be concluded that a high level of de-
branching occurred during the first 11 h of debranching; thus, an 11-hour de-
branching with pullulanase was sufficient to obtain a high RS level. 

CONCLUSIONS 

Autoclaving at 120 °C (30 min) increased the RS content in all samples, 
whereas freezing at –20 °C had no obvious effect on the RS contents. The highest 
RS yield in the autoclaved starch samples was 7.0 % after three autoclaving–
cooling cycles. After debranching of starch with pullulanase at 50 °C and sub-
sequent retrogradation at 4 °C, RS yields ranging from 10.2 to 25.5 % were found 
in all samples (depending of the hydrolysis time). The RS determination showed 
that starch debranched for 24 h had the highest RS level and that approximately 
70 % of the starch had been hydrolyzed after 5 h. An enzyme concentration of 2 % 
was sufficient for starch debranching, giving the highest amount of liberated glu-
cose. Debranching of maize starch for 11 h was sufficient to obtain a high con-
tent of RS in the products. 

This study showed that the selected starch from the ZP maize genotype was 
susceptible for pullulanase treatment and RS preparation but additional studies 
with a greater number of different treatments (incubation time/temperature) are ne-
cessary to manipulate and promote crystallization and hence enhance RS formation. 
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И З В О Д  

УТИЦАЈ ОБРАДЕ У АУТОКЛАВУ И ХИДРОЛИЗЕ ПУЛУЛАНАЗОМ НА ПРИНОС 
РЕЗИСТЕНТНОГ СКРОБА ИЗ НОРМАЛНОГ КУКУРУЗНОГ СКРОБА 

МАРИЈА С. МИЛАШИНОВИЋ1, МИЛИЦА M. РАДОСАВЉЕВИЋ1 и ЉУБИЦА П. ДОКИЋ2 

1Institut za kukuruz „Zemun Poqe“, Slobodana Baji}a 1, Beograd-Zemun i 2Tehnolo{ki fakultet, 

Univerzitet u Novom Sadu, Bul. Cara Lazara 1, Novi Sad 

У овом раду, резистентан скроб (РС), тип 3, припремљен је обрадом у аутоклаву и 
хидролизом са пулуланазом из нормалног кукурузног скроба који је изолован из одабраног 
ЗП генотипа кукуруза. Предмет истраживања је био да се изврши оптимизација третмана 
обраде у аутоклаву и хидролизе пулуланазом (PromozymeBrewQ) у циљу добијања РС-а. 
Обрада у аутоклаву на 120 °C (30 min) је утицалa на повећање садржаја РС-а у свим узор-
цима, док температура чувања од –20 °C није имала утицаја на његов садржај. Највећи при-
нос РС-а у аутоклавираним узорцима скроба је био 7,0 % након три циклуса обрадa у ауто-
клаву–хлађење. Након хидролизе пулуланазом на 50 °C и ретроградације на 4 °C принос РС-а у 
свим узорцима се кретао од 10,2 до 25,5 % (зависно од времена хидролизе). Хидролизовани 
узорци скроба са максималним приносом РС-а од 25,5 % одређени су након 24 часа инкуба-
ције. Ово истраживање показује да је скроб из одабраног ЗП генотипа кукуруза погодан за 
хидролизу пулуланазом и добијање РС-а, али су неопходна даља истраживања са већим бро-
јем различитих третмана (време/температура инкубације) у циљу побољшања процеса крис-
тализације и повећања приноса РС-а. 

(Примљено 4. септембра, ревидирано 2. новембра 2009) 

REFERENCES 

1. J. H. Cumming, H. N. Englyst, Trends Food Sci. Technol. 2 (1991) 99 
2. S. G. Haralampu, Carbohydr. Polym. 41 (1999) 285 
3. M. M. Champ, J. AOAC Int. 87 (2004) 749 
4. P. J. Tomasik, Chemical and functional properties of food saccharides, CRC Press LLC, 

Boca Raton, FL, 2004, p. 325 
5. D. L. Topping, P. M. Clifton, Physiol. Rev. 81 (2001) 1031 
6. P. Yue, S. Waring, Food Aust. 50 (1998) 615 
7. G. Annison, D. L. Topping, Ann. Rev. Nutr. 14 (1994) 297 
8. L. Goñi, E. García-Diz, F. Mañas, F. Saura-Calixto, Food Chem. 56 (1996) 445 
9. J. Brumovsky, D. B. Thompson, Cereal Chem. 78 (2001) 680 

10. S. G. Haralampu, A. Gross, US Patent 5849090 (1998) Bedford, Ma, Opta Food 
Ingredients, Inc. 

11. J. M. King, S. Y. Tan, US Patent Application 20050089624 (2005) 
12. D. Sievert, Y. Pomeranz, Cereal Chem. 66 (1989) 342 
13. Y. Pomeranz, Eur. J. Clin. Nutr. 46 (Suppl. 2) (1992) S63 
14. J.-L. Jane, J. Robyt, Carbohydr. Res. 132 (1984) 105 
15. C. S. Berry, K. l’Anson, M. J. Miles, V. J. Morris, P. L. Russell, J. Cereal Sci. 8 (1988) 203 
16. D. Sievert, Z. Czuchajowska, Y. Pomeranz, Cereal Chem. 68 (1991) 86 
17. S. R. Eckhoff, S. K. Singh, B. E. Zehr, K. D. Rausch, E. J. Fox, A. K. Mistry, A. E. 

Haken, Y. X. Niu, S. H. Zou, P. Buriak, M. E. Tumbleson, P. L. Keeling, Cereal Chem. 
73 (1996) 54 

18. D. Pearson, The chemical analysis of foods, Longman Group, London, 1976 

___________________________________________________________________________________________________________________________
Available online at www.shd.org.rs/JSCS/

2010 Copyright (CC) SCS



458 MILAŠINOVIĆ, RADOSAVLJEVIĆ and DOKIĆ 

19. AOAC, Official method of analysis, 17th ed., Association of Official Analytical Chemists, 
Washington D.C., 1990 

20. S. J. McGrance, H. J. Cornell, C. J. Rix, Starch 50 (1998) 158 
21. ISO 5377:1981, Starch hydrolysis products – Determination of reducing power and 

dextrose equivalent-Lane and Eynon constant titre method, Geneva,Switzerland, 1981 
22. AOAC, Official method of analysis, 17th ed., Association of Official Analytical Chemists, 

Washington D.C., 2002 
23. M. Milasinovic, M. Radosavljevic, Lj. Dokic, J. Jakovljevic, J. Kapusniak, J.-L. Jane, in 

Proceeding of International Congress on Food Technology, Quality and Safety, XVI 
Symposium of Cereal-Bread, Novi Sad, Serbia, 2007, p. 107 

24. A. Escarpa, M. C. González, E. Mañas, L. García-Diz, F. Saura-Calixto, J. Agric. Food 
Chem. 44 (1996) 924 

25. C. S. Berry, J. Cereal Sci. 4 (1986) 301 
26. M. Siljestrom, N. G. Asp, Z. Lebensm. Unters. Forsch. 4 (1985) 1 
27. I. Bjorck, M. Nyman, P. Pedersen, M. Siljestrom, N. G. Asp, B. O. Eggum, J. Cereal Sci. 

6 (1987) 159 
28. J. Hasjim, J.-L. Jane, in AACC International Annual Meeting, Orlando, FL, 2005 
29. H. S. Guraya, C. James, E. T. Champagne, Starch/Stärke 53 (2001) 64 
30. S. Hizukuri, Y. Takeda, M. Yasuda, Carbohydr. Res. 94 (1981) 205 
31. S. Ozturk, H. Koksel, K. Kahraman, P. K. W. Ng, Eur. Food Res. Technol. 229 (2009) 

115 
32. R. A. González-Soto, E. Agama-Acevedo, J. Solorza-Feria, R. Rendón-Villalobos, L. A. 

Bello-Pérez, Starch/Stärke 56 (2004) 495. 

___________________________________________________________________________________________________________________________
Available online at www.shd.org.rs/JSCS/

2010 Copyright (CC) SCS



<<
  /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




