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Abstract:

A novel dynamic model was developed for predicting the synthesis kinetics of the
principal aroma compounds produced by yeasts during winemaking fermentations:
isobutanol, isoamyl alcohol, isoamyl acetate, ethyl hexanoate and ethyl octanoate.
The parameters of the model were identified from nine fermentations performed at
temperatures between 18 and 30°C and with different initial nitrogen contents, in the
range of 70 to 410 mgN/L. The model was validated in six independent experiments
with conditions in the same range. Predictions were accurate for these volatile
compounds: the mean difference between experimental and estimated values for
fermentative aroma synthesis throughout the process was below 10%, for both the
fermentations used to build the model and those used for validation. This model is
the first to simulate the production kinetics of fermentative aromas and provides new
insight into the synthesis of these volatile compounds. It will facilitate the
development of innovative strategies for controlling the production of those aromas in
winemaking, through management of the principal control factors: assimilable

nitrogen content and temperature during the alcoholic fermentation.
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1. Introduction

Wine aroma is one of the principal attributes determining consumer preference [1-3].
Most fruity aroma compounds, including esters in particular, are produced by the
yeast during alcoholic fermentation. Several studies have assessed the influence of
fermentation parameters on the final fermentative aroma content of the wine,
focusing mostly on higher alcohols and esters [2]. These final concentrations are
influenced principally by the concentration of assimilable nitrogen [2]. The synthesis
of higher alcohols is not a monotonic function of initial nitrogen content; production is
optimal for an initial assimilable nitrogen content of 200 to 300 mg/L [4-8]. The final
concentrations of both acetate and ethyl esters are generally higher for musts with
high initial nitrogen contents [3,6,9-11]. Fermentation temperature is the second
most important factor influencing the final aroma composition of the wine. Larger
amounts of higher alcohols are generally produced at higher temperatures [12,13],
but this relationship is not systematic [14] and depends of the compound studied [6].
By contrast, the final liquid concentrations of esters are systematically lower at high

temperatures, particularly for ethyl esters [6,7,12,14].

Despite the large number of studies carried out, the available data are highly
fragmentary. There is also currently no model mimicking the production kinetics of
fermentative aroma compounds during the process of fermentation. The available
dynamic models focus on the main reaction of the alcoholic fermentation: the

bioconversion of sugars into ethanol and CO, [15-22].



In this study, we determined the production kinetics of the main fermentative aromas
for various values of initial nitrogen concentration and temperature, using an online
monitoring device [23]. We then used the data collected to construct the first dynamic
model predicting the synthesis of five fermentative aromas (two higher alcohols, one

acetate ester and two ethyl esters) during the process of fermentation.

2. Materials and Methods

The data used to build the model were obtained in a previous study [6], in which nine
pilot-scale fermentations were performed with musts containing three levels of
assimilable nitrogen (70, 230 and 410 mgN/L), at three temperatures (18, 24 and
30°C), corresponding to the conditions generally used in winemaking. The
concentrations of volatile compounds in the headspace of the fermenter were
monitored with a specific online GC system [23].

Only the additional experiments used for model validation are described below.

2.1 Fermentation

2.1.1 Yeast strain and culture media

Fermentations were carried out with the commercial Saccharomyces cerevisiae
strain Lalvin EC 1118® (Lallemand SA, Montreal, Canada). Fermentation tanks were
inoculated with 200 mg/L active dry yeast rehydrated by incubation with 50 g/L

glucose for 30 minutes at 35°C.



We used different synthetic media (SMn, with ‘n’ indicating the assimilable nitrogen
content) mimicking grape musts [24]. The concentrations of sugars, salts, vitamins,
trace elements and anaerobic factors and the proportions of the various nitrogen
sources were identical to those used by Mouret et al. [6]. Yeast assimilable nitrogen

(YAN) concentration ranged from 150 to 340 mgN/L (SM150, SM230 and SM340).

2.1.2 Tanks and fermentation control
Fermentations were run at pilot scale, in 10-liter stainless steel tanks, at 21, 24 and
26°C. The amount of CO, released was measured automatically with a gas mass

flow meter, for online measurement of the rate of CO, production (dCO2/dt).

The reproducibility of the experiments was assessed by performing the fermentation
in SM230 at 24°C in triplicate. For all the volatile compounds assessed, the
coefficient of variation for the gas concentration between the triplicates was low
throughout the process of fermentation, with mean values of 7%, 9%, 6%, 6% and
6% for isobutanol, isoamyl alcohol, isoamyl acetate, ethyl hexanoate and ethyl
octanoate, respectively. Based on these low coefficients of variation, the other

fermentation trials were each performed only once.

2.2 Analysis of higher alcohols and esters

2.2.1 Online monitoring
The concentrations of volatile compounds in the headspace of the fermenters were
measured hourly, with an online GC device [23]. Five fermentative aromas from three

chemical families were considered: two higher alcohols (isobutanol, isoamyl alcohol),



one acetate ester (isoamyl acetate) and two ethyl esters (ethyl hexanoate, ethyl
octanoate). The concentrations of these compounds in the liquid phase were

calculated with previously determined gas/liquid partition coefficients [25,26].

2.2.2 Volatile compound balances during fermentation
Gas-liquid balances were calculated for the five volatile compounds considered
[6,23]. For each molecule, losses in the gas, accumulation in the liquid and total

production (M) were determined throughout the fermentation process.

Total production was calculated by adding the amount remaining in the liquid phase
to the amount lost in the gas phase [25]. This total production corresponds to the
total amount of the compound produced by the yeast and is therefore related to yeast

metabolism.

2.3. Modeling

The mathematical model (presented in Section 3) was implemented in Matlab 7 (The
Matworks Inc., Natick, MA). The parameters were identified by nonlinear regression
analysis, with Statistic Toolbox in Matlab. Full details on the parameter identification

procedure are given in section 3.1.4.

3. Results and Discussion

3.1 Model construction




In a previous study, we highlighted specific relationships between sugar consumption
and the total production of volatile compounds, depending on the fermentation
conditions [6]. We showed that, for any fermentation, there are two successive linear
phases of aroma compound production from sugar [6], as illustrated in Figures 1a
and 1b. We therefore began by modeling changes in the production yields of these
compounds (aroma compound vs. sugar) from the initial nitrogen concentration and
temperature values. We then integrated these yields into a previously developed
model predicting the kinetics of sugar consumption during the fermentation process
(called MOMAF, for “modeling of the main reaction of alcoholic fermentation”, [19]).
We thus obtained a dynamic model predicting the production kinetics of volatile
compounds throughout the alcoholic fermentation from the initial nitrogen
concentration and temperature values (called MODAPEC, for “modeling of aroma
production in enological conditions”). The structure of these models and their

interactions are presented in Figure 2.

3.1.1 Transition between the two production yields
The first step was to quantify and predict the sugar consumption corresponding to the

transition between the two linear phases for the five compounds.

For the two ethyl esters, regardless of the initial temperature and YAN concentration,
the transition between the two linear production phases occurred at similar levels of
sugar consumption (Styans) [6]. For the two higher alcohols and the acetate ester,
Strans Was identical for the three temperatures but dependent on initial nitrogen
concentration [6], systematically corresponding to the end of the growth phase (see

Fig. 1b). For these three molecules, Sians remained constant below a threshold value



of initial nitrogen concentration (230 mgN/L), increasing linearly thereafter (Fig. 3).
Consequently, for isobutanol, isoamyl alcohol and isoamyl acetate, Syans (i @

consumed sugar/L) can be expressed as follows:

A if N,<230mgN/L
trans _{ s Ny & Equation 1

" |B+CxN, if N,>230mgN/L

where Ny is the initial YAN concentration (mgN/L), and A, B and C are constants.

3.1.2 Production yields

We calculated the production yields of volatile compounds from sugar, by applying
two linear regressions to the nine fermentations used to build the model. Changes in
these production yields were identified from the values of temperature and initial

nitrogen concentration as follows:

InY, =D, +D,xN,+ D, xT+D,xN; +D;xT> + Dyx Ny xT Equation 2

InY, =D, +DgxN,+DyxT+D,xN; +D,,xT*+D,xN,xT Equation 3
where Y4 and Y3 are the production yields of the volatile compound considered, from
sugar, in the first and second linear phases of production, respectively, T is the

fermentation temperature (°C), Np is the initial YAN concentration (mgN/L) and D, to

D1, are constants (model parameters).

3.1.3 Production rates
The rate of production of each volatile molecule (called M in equation 4) was
calculated from the transition threshold between the two production phases (Sirans)

and the production yield in each phase:



-dS

v % i s, -S(0)<S,
M 1 0 trans

M _ _‘ZS Equation 4
dt Y2 7 lf‘ SO - S(t) 2 Strans

3.1.4 Model parameter determination

First, the parameters of the model A, B and C were determined by least squares
linear regression using Equation 1, with the parameter C being set to zero for the
ethyl esters, as explained previously. Then, the parameters of the model (D4 ...D12)
were determined in three steps, separately, for each of the aroma compounds
considered. In the first step, Y4 and Y, were calculated by linear least squares
regression of the aroma compound concentration against sugar consumption (below
and above Syans) for each experiment. In the second step, preliminary sets of
parameters (Dq...Dg and Dy...D12) were estimated by linear regression, using
Equations 2 and 3, respectively. These parameter values corresponded to
preliminary estimates, because the number of degrees of freedom was quite small
(nine yield values used to estimate six parameters), yielding large standard errors.
Finally, a full nonlinear least squares regression was performed with Equations 2, 3
and 4, to refine the values of the parameters D4 ...D4, simultaneously, on the basis of
the measured aroma compound concentrations in all nine experiments. The
preliminary values estimated in the second step were used as initial guesses for the
nonlinear regression in the refinement step. The refinement step increased the
accuracy of parameter value determinations and greatly decreased the standard
error, due to the much larger number of degrees of freedom: several hundred
concentration measurements used to estimate 12 parameters.

In the final step, parameters not significantly different from zero at a 0.05 level were

iteratively removed from the model (i.e. set to exactly zero), beginning with the factor
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with the highest coefficient of variation (descending stepwise regression). The
remaining parameters were recalculated and the procedure was repeated until the

model contained only parameters significantly different from zero.

3.1.5 Implementation in the MOMAF fermentation model

Equations 1, 2 3 and 4 were then incorporated into the MOMAF model previously
developed by Malherbe et al. [19], to obtain the final model, which we called
MODAPEC. The MOMAF model predicted the kinetics of the main reaction of the
fermentation process (bioconversion of sugar into ethanol and CO;) from the initial
nitrogen concentration and the temperature profile during the winemaking

fermentation. Its general equations were as follows:

max

(il_)t( =k, x Xx[l—LJ Equation 5

% = —Xx Vg % Ng; Equation 6
‘Z_Ij =X xVy Equation 7

In these equations, X is the size of the cell population (10° cells/L), S is the residual
sugar concentration (g/L) and N is the residual YAN concentration (mgN/L); k4 is a
function dependent on temperature. Xnax is the maximum population size during
stationary phase and is dependent on the initial nitrogen concentration. vsr is a
function describing the active transport of sugar per cell; Nst is the number of sugar
transporters in a cell. vy is a function describing the active transport of nitrogen per
cell. These functions were as follows:

Xmax = -0.000649xNZ+0.698%xNg+7 Equation 8

ki1 =0.029xT-0.376 Equation 9
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0.035xS .
VST = 65 Equation 10
s+15+o.o12><3><[#]”-25

Nst = 0.00294 x T x £ 4 0,06 x T+ + 0335 x S22 — 1 Equation 11
= N Equation 12
047

3.2. Model identification

3.2.1 Strans

For precise determination of the dependence of Sians 0n Ng, we had to obtain points
uniformly distributed between 70 and 410 mgN/L. We therefore used the nine
fermentations presented in Mouret et al. [6] and the four fermentations performed

with the SM150 and SM340 media to determine the parameters of equation 1.

As reported in section 3.1, Sians Was constant for ethyl esters but dependent on initial
nitrogen content (YAN) for the other compounds. This result is consistent with the
metabolic pathways involved in the production of these compounds. Indeed, ethyl
esters are produced by lipid metabolism, independently of nitrogen metabolism [2,6],
whereas higher alcohols and acetate esters can be produced by the metabolism of

both carbon and nitrogen [2,27].

For ethyl hexanoate and ethyl octanoate, Sians Was estimated at 20 and 60 g/L,
respectively (Table 1). For the other compounds, Sians remained constant for initial
nitrogen concentrations below a threshold value (about 230 mgN/L; Figure 3),
subsequently increasing linearly with initial YAN concentration. This threshold

concentration may be related to changes in nitrogen assimilation. Indeed, Crepin et
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al. [28] measured the rate of nitrogen assimilation and observed a marked change in
this rate at a nitrogen concentration of about 260 mgN/L. Parameters B and C in

Equation 1 were estimated at 11.4 g/L and 0.186 g/mg, respectively (Table 1).

3.2.2 Yields

The parameters of the model D4 ...D1, were defined from the measurements for nine
fermentations [6]. The shapes of the response surfaces were very different for Y, and
Y, (Fig. 4a to 6d), indicating different patterns of regulation for the metabolic
pathways during the two phases of production, for all the compounds considered.
This result was expected, particularly for isobutanol, isoamyl alcohol and isoamyl
acetate, because the metabolic pathways involved in the synthesis of these three
molecules differed considerably between the two phases of production, with both the
catabolism of exogenous amino acids and central carbon metabolism during the

growth phase but only central carbon metabolism during the stationary phase [6].

For isoamyl alcohol and isobutanol, the production yield of the second phase was
highest for an initial nitrogen content of 230 mgN/L (Fig. 4b and 5b, respectively).
This observation is consistent with previous studies reporting higher alcohol
synthesis to be optimal between 200 and 300 mgN/L [4,5,8]. Differences in the
management of keto-acid pools (precursors of higher alcohols) as a function of the
type and amount of extracellular amino acids may account for these observations
[6,7]. Figures 4a, 4b, 5a and 5b also highlight differences in the effects of
temperature between isobutanol and isoamyl alcohol [6,7], despite these compounds

having an intermediate, a-ketoisovalerate, in common.
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The differences between isoamyl alcohol and the corresponding ester (Figure 4a to
4d) suggest that the synthesis of isoamyl acetate depends more strongly on the
enzymatic activity of the alcohol acetyltransferases [29], Atf1p and Atf2p, than on the
availability of its precursor higher alcohol. The similarities between the two ethyl
esters, particularly during the second phase (Fig. 6a to 6d), are not surprising,

because these two esters have very similar metabolic pathways [2].

After parameter identification, production yields were coupled to the MOMAF model
to predict the kinetics of production of ethanol, isobutanol, isoamyl alcohol, isoamyl
acetate, ethyl hexanoate and ethyl octanoate from the initial concentrations of sugar

and nitrogen and from the initial temperature value (MODAPEC model).

3.3. Model validation

Figure 7 illustrates the results obtained when the MODAPEC model was used to
simulate the fermentation kinetics (dCO,/dt) and dynamics of aroma synthesis (using
the results obtained for the fermentation performed with SM340 at 26°C as an
example). Table 2 summarizes the mean differences between the estimated and
experimental values for the nine fermentations used for parameter identification and
for six independent experiments.

For each experiment, the mean relative error (mean difference) between model
predictions and experimental values was calculated as follows:

l Zn: ‘M.exp erimental _ Mpredicted
ne i i .
&=—"1 x100% Equation 13

M experimental _ M exp erimental
n 1
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where n is the number of measurements available for the fermentation studied,
pexperimental - gnq  \Predicted  oorrespond to the amount of production measured

experimentally and calculated with the model, respectively.

Prediction accuracy was similar for the fermentations used to build the model and for
the validation experiments (Table 2). The mean difference between experimental and
calculated values was systematically below 10%. The MODAPEC model thus

accurately predicted the production kinetics of the five volatile compounds studied.

4. Conclusion

The model developed here constitutes a first step towards a dynamic vision of aroma
synthesis during winemaking fermentations. This dynamic model makes it possible,
for the first time, to predict the kinetics of production for the main fermentative
aromas — isobutanol, isoamyl alcohol, isoamyl acetate, ethyl hexanoate and ethyl
octanoate — highly accurately (mean error of less than 10%). The model also takes
into account the effects of the two main factors affecting the fermentation process:

the nitrogen content of the must and fermentation temperature.

The overall structure of the model would be expected to remain valid, whereas the
numerical values of the coefficients are likely to change with the use of different
natural musts and other yeast strains. Moreover, other parameters, such as lipid
concentration or oxygen addition, may affect the production of aroma molecules, and
their effects will need to be determined. However, this model opens up new

perspectives for the development of innovative strategies aiming to maximize or
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minimize the synthesis of fermentative aromas, or to drive such synthesis towards

specific targets, by controlling fermentation parameters.
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Symbols and abbreviations

A B, C parameters describing the dependence of Sians 0N No
D1...D12 parameters describing the dependence of Y1 and Yoon Npand T
k4 function involved in the modeling of biomass production

MOMAF modeling of the main reaction of alcoholic fermentation

MODAPEC modeling of aroma production in enological conditions

M total production of fermentative aroma compounds (mg/L)
N residual nitrogen concentration (mgN/L)

No initial assimilable nitrogen concentration (mgN/L)

Nst function involved in the modeling of sugar consumption

S residual sugar concentration (g/L)

15


http://www.cafeproject/

Strans amount of consumed sugar corresponding to the transition between the

two linear phases of production (g/L)

T temperature (°C)

X size of the cell population (10° cells/L)

Xmax maximum population size during stationary phase (10° cells/L)

Y1 production yield of fermentative aromas from sugar during the first linear

phase of production (mg/g)
Y, production yield of fermentative aromas from sugar during the second

linear phase of production (mg/g)

VN function involved in the modeling of nitrogen consumption
VST function involved in the modeling of sugar consumption
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Figures
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Fig. 1. (a) Changes in the total production of ethyl octanoate (O) and cell count (O)
as a function of sugar consumption. For the two successive linear phases, the
regression coefficients were 0.979 and 0.995, respectively. (b) Changes in the total
production of isoamyl alcohol (O) and cell count (O) as a function of sugar
consumption. For the two successive linear phases, the regression coefficients were
0.997 and 0.994, respectively. For the two graphs, the initial nitrogen concentration

was 410 mgN/L and the fermentation temperature was 24°C.
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Fig. 2. Structure of the MODAPEC model.

Parameters of the MOMAF model and production yields of aroma compounds from

sugar (Y1, Yz) are calculated from initial nitrogen content (No) and temperature (T). At

each time point during the fermentation, the production of the volatile compounds

was calculated by multiplying the amount of sugar consumed, S(t), by the

corresponding production yield.
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Fig 3
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Fig. 3. Changes in the amount of sugar consumed (Stans) corresponding to the
transition between the two phases of linear production of isobutanol, isoamyl alcohol
and isoamyl acetate as a function of initial yeast assimilable nitrogen concentration.

For the linear phase starting at 230 mgN/L, the regression coefficient was 0.996.
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Fig. 4. Response surfaces for production yields during the first (Y1) and second (Y2)

linear phases of production. 4a and 4b: isoamyl alcohol. 4 ¢ and 4d: isoamyl acetate.
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Fig5
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Fig. 5. Response surfaces for production yields of isobutanol during the first (Y4) and

second (Y2) linear phases of production.

25



"""’!ll
et

Y, Ethyl hexanoate (mg/g)
Y, Ethyl hexanoate (mg/g)

(l
&AL AL
IZFALY
Y 2 0i e are s
G A
JAors A
[T 77775
77

Y, Ethyl octanoate (mg/g)
Y, Ethyl octanoate (mg/g)
w £ W (=)} ~

25 A 7
- ',,,1'151111”151,5,,
) illllﬁ,;;’l""'l’l””

T(°C) 0 N, (mg/L)

Fig. 6. Response surfaces of production yields during the first (Y1) and second (Y2)

linear phases of production. 6a and 6b: ethyl hexanoate. 6¢ and 6d: ethyl octanoate.
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Fig7
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Fig. 7. Changes in the rate of CO, production (a), total production of isobutanol (b),

isoamyl alcohol (c), isoamyl acetate (d), ethyl hexanoate (e) and ethyl octanoate (f)

as a function of time. On each graph, the experimental data are represented by dots,

whereas the continuous line corresponds to the values calculated by the model. The

results presented are those for SM340 at 26°C, conditions used for model validation

only.
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Table 1

lsobutanol Isoamyl Isoamyl Ethyl Ethyl
alcohol aceate hexanoate | octanoate
A 55 55 55 20 60
B 11.4 11.4 11.4 20 60
C 0.186 0.186 0.186 - -
Table 2
lsobutanol Isoamyl Isoamyl Ethyl Ethyl
alcohol acetate hexanoate | octanoate
Identification
SM70-18°C 6% 2% 6% 2% 5%
SM70-24°C 1% 3% 3% 5% 5%
SM70-30°C 7% 7% 13% 3% 8%
SM230-18°C 5% 6% 7% 6% 4%
SM230-24°C 5% 7% 10% 3% 4%
SM230-30°C 2% 6% 7% 1% 2%
SM410-18°C 11% 1% 11% 4% 1%
SM410-24°C 3% 3% 3% 5% 4%
SM410-30°C 3% 3% 5% 3% 3%
Average 5% 5% 7% 1% 4%
Validation

SM230-24°C_bis

8%

8%

4%

7%

7%

SM230-24°C_third

8%

4%

8%

6%

8%

SM150-21°C

9%

6%

7%

6%

7%

SM150-26°C

5%

6%

8%

7%

7%

SM340-21°C

8%

6%

4%

6%

7%

SM340-26°C

5%

7%

5%

5%

7%

Average

7%

6%

6%

6%

7%

28




<<

  /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



