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STUDY OF IMMOBILIZED AND EXTRACELLULAR
INVERTASE OF LEMON BALM

J. Stano,1 K. Micieta,z* M. Korenova,1 V. Blanarikova,3 UDC 547.423
H. Tintemann,4 P. Nemec,5 and M. Valsikova®

Cell suspensions of lemon balm (Melissa officinalis L.) were permeabilized by Tween 20, Tween 80, ethanol,
hexadecyltrimethylammonium bromide, and hexadecylpyridinium chloride, and immobilized by
glutaraldehyde. The invertase pH optimum was 4.5 at temperature 50°C. The hydrolysis of substrate was
linear for 4 h, reaching 60% conversion. The cells had high invertase activity and good stability, and in long-
term storage they showed good physicomechanical properties. The culture medium (without cells) was used
for the identification and determination of extracellular enzyme activity. Intracellular activity was estimated
Jfrom the cell suspension. For the lemon balm cell suspension, the intracellular activity accounted for 83.7%
of the total activity, and the extracellular one for 12.7%. The intracellular specific activity is 4.2 times higher.
Our method permits the rapid, simple, and specific identification and determination of plant invertase.

Key words: identification, determination, immobilization, invertase.

Glycosidases are involved in several important biological processes such as digestion, biosynthesis of glycoproteins,
and catabolism of glycoconjugates. Immobilization techniques have a great impact on technology nowadays.

The quality of human nutrition is, besides other nutrients, dependent on the quality, quantity, structure, and
physicochemical properties of sugars, peptides, and other compounds in food. Biotransformation of this compound is necessary
in some biotechnological processes [1, 2]. The determination of sugar and glycosidases plays an important role in many fields
of basic and applied research [1, 3].

Invertase (-D-fructofuranosidase, EC 3.2.1.26), also called sucrase, catalyses the hydrolysis of sucrose to glucose and
fructose [4]. The enzymes are important industrial products with applications in the production of non-crystallizable mixtures
of glucose and fructose (invert sugars), enabling production of fructose-containing preparations and soft-centered chocolates
[3-5].

The development of new techniques of immobilization, identification, and determination of biocatalysts is tightly
connected with the progress of biotechnological processes. Because of the fact that the cell wall slows down the transport of
many compounds from and into the cell, we were interested in exploring possibilities of the permeabilization of the cell wall.
We assume that immobilized cells or biocatalysts of plant origin could play, in biotechnological processes, a similar role as
representatives of various microorganisms.

In this paper we turned our attention to the study of the effect of permeabilization on enzymatic hydrolysis of sucrose
using immobilized cells and distribution of intra- and extracellular invertase in lemon balm cells. Sucrose was used as substrate
for the study of invertase activity.
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TABLE 1. Protein Content and Invertase Activity in 14 Day Old Melissa officinalis L. in Permeabilized Cell Suspensions

Cells Activity, pkat/g dry mass Specific activity, pkat/mg protein

Suspension (protein 26.3 mg/g dry mass)
2.94+0.08 0.112

Permeabilized (protein 9.6 mg/g dry mass)

0.1% HTAB 3.26+0.06 0.339
0.1% HPCH 3.28+0.07 0.341
5% Tween 20 3.12+0.08 0.325
5% Tween 80 3.18+0.07 0.331
30% ethanol 2.71£0.08 0.282
50% ethanol 2.76+0.07 0.288

Immobilized (protein 9.7 mg/g dry mass)

0.1% HTAB 2.58+0.09 0.266
0.1% HPCH 2.63+0.09 0.271
5% Tween 20 2.38+0.07 0.245
5% Tween 80 2.46+0.07 0.255
30% ethanol 2.17+0.06 0.224
50% ethanol 2.09+0.07 0.215

The values are expressed as means of five replicates (n = 5) + SDE.
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Fig. 1. pH optimum in cell suspension and in cells of Melissa officinalis
immobilized by glutaraldehyde. / — Cell suspension; 2 — immobiblized
cells.

Glutaraldehyde immobilized lemon balm cells showed little morphological changes in comparison with cells in
suspension. A little cell plasmolysis, cell wall thinning, and some aggregation of the cells occurred during immobilization. It
was observed that the cells immobilized by glutaraldehyde did not utilize glucose and were not viable, as they do not show
respiratory activity and were not stained with fluorescein or 2,3,5-triphenyltetrazolium chloride (TTC).

The permeabilization of the studied cells by Tween 20, Tween 80, ethanol, hexadecylpyridinium chloride (HPCH), and
hexadecyltrimethylammonium bromide (HTAB) led to the leakage or degradation of proteins, while the enzyme activity
increased moderately with the exception of samples treated by ethanol, and the specific activity increased in all samples tested.
Permeabilized cells were cross-linked with glutaraldehyde. In glutaraldehyde cross-linking, only a small fall in the enzyme
activity compared to the samples before cross-linking was found (Table 1).

In the case of aminopeptidase activities, the cells cross-linked by glutaraldehyde show a large decrease in enzyme
activity. Glutaraldehyde may cross-link the enzyme center (amino groups), subsequently decreasing its activity. All results
indicate that amino groups are not essential for invertase activity [6, 7]. The immobilized cells, like viable cells, had invertase
pH optimum at 4.5, and a minor peak of activity appeared at pH 5.3, too (Fig. 1). Enzyme hydrolysis of sucrose was linear for
4 h, reaching 60% of substrate conversion, then practically stops. The temperature of the studied enzyme in immobilized cells
was 45°C and in a cell of suspension culture was 50°C.
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TABLE 2. Effect of Glucose, Fructose, and Galactose on Invertase Activity of Cell Suspension and Immobilized Cells of Lemon
Balm, %

Original activity, %

Concentration, mM Glucose Fructose Galactose
A B A B A B
0 100 100 100 100 100 100
1 75 76 64 65 157 154
5 74 75 56 57 154 150
10 68 70 55 56 146 143
20 65 65 52 54 140 136

A - cell suspension; B - immobilized cells.

TABLE 3. Stability of Invertase in Immobilized Lemon Balm Cells on Storage

Original activity, %

Stabilization
0 month 1 month 2 month 3 month 6 month
None 100 - - - -
CLCTC (50 mg/L) 89 88 85 83 79
ATDNO (100 mg/L) 89 88 85 83 79
Chloramphenicol (50 mg/L) 89 87 84 83 78
Sodium azide (200 mg/L) 89 87 84 81 77
Frozen in 0.15 M NacCl 90 84 82 80 75

CLCTC - chlortetracycline hydrochloride; ATDNO - (1-methyldodecyl)dimethylamine N-oxide.
Original activity = enzyme activity (100%) in cell suspension without immobilization.

A relatively high degree of temperature stability of -galactosidase activity was also observed in immobilized Amsonia
cells [8]. The activity of immobilized enzyme was inhibited by glucose and fructose and activated by galactose in a moderate
way (Table 2). As illustrated in Table 3, the activity of the enzyme in lemon balm cells immobilized with glutaraldehyde (in
0.15 M NaCl with all preservatives tested) during 6 months storage is still relatively high. The a-galactosidase activity of
Amsonia cells immobilized by glutaraldehyde in the some way as lemon balm cells after 6 months storage was a little higher
than that of invertase [8].

The distribution of intracellular and extracellular enzyme activity is shown in the Table 4.

The data indicate 83.7% intracellular and 12.7% extracellular distribution of the enzyme activity tested. The
intracellular specific activity is 4.2 times higher. The distribution of intra- and extracellular activity of aminopeptidase and
invertase is very similar [9]. It is very interesting that the activity of extracellullar galactosidases is 3-4-fold higher than the
activity of aminopeptidase and invertase [8, 9].

The immobilization of isolated biocatalysts and cells are techniques widely used in biotechnologies. Immobilization
techniques have had a great impact on technology [10-12].

Immobilized cells (cells enclosed in hydrogels) are cultivated in a similar way as cell suspension cultures [12, 13].

Sucrose is probably the most widely used carbon source in plant tissue cultures. Its utilization is followed by a rapid
initial inversion and sequential phases of glucose and fructose consumption. Glucose and fructose are present in the media in
roughly equal amounts after the first few days of inoculation, but the cells do not consume fructose until glucose is present [14].
In contrast to cells immobilized in alginate gels [15, 16], the glutaraldehyde-crosslinked cells did not utilize glucose.
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TABLE 4. Invertase Activity in Cell Culture and Cell Culture Medium of 14 Day Old Lemon Balm

Fraction Volume, Protein, Activity, Specific activity,

mL mg/g fresh mass nkat/g fresh mass nkat/mg protein
Intracellular activity (Homogenate of isolated cells) 2 1.3+£0.16 116+0.38 89.2
Extracellular activity (Culture medium without cells)* 8 0.8+0.17 17+0.18 21.3

*Corresponding to the amount of isolated cells.

Properties similar to invertase immobilized in lemon balm were reported for invertase isolated from other plants [17].
A minor peak of acid invertase was observed also for enzyme isolated from microorganisms [5]. In general, higher plants contain
a family of invertase, which can be discriminated into three types of enzymes, namely vacuolar, cell wall, and cytosolic [18]
ones. Invertase with acidic pH optima is localized either in the vacuole or in the cell wall. The former is a soluble protein, which
has two or more isoenzymes. Soluble acid invertase plays important biological functions related to sucrose metabolism and would
presumably hydrolyze sucrose to supply hexose for cell growth and development [19, 20]. Perhaps the presence of different
isoenzymes is needed to achieve different goals, which may be regulated differentially [21].

By cell wall permeabilization of yeasts, a very significant increase of phenylalanine ammonialyase (PAL) activity was
observed [22]. By cell wall permeabilization of the cell suspension culture a noticeable increase of invertase activity was not
observed (Table 1).

The inhibitory effect of p-chloromercuribenzoic acid in 0.1— 0.5 mM concentration can be eliminated with 5-10 mM
2-mercaptoethanol, 5-10 mM dithiothreitol, and 5-10 mM cysteine, indicating that —SH groups are essential for enzyme activity
[23, 24]. The activity of partially purified enzyme preparations of invertase from gherkin and poppy seedlings was inhibited by
glucose and fructose and activated by galactose in a moderate way [23, 24]; a similar effect of galactose was observed with
immobilized cells too (Table 2). Isla et al. [25] found that fructose is a competitive, and glucose a non-competitive, inhibitor
of invertase.

The immobilized cells as well as viable cells had an apparent K, for invertase of 4.6 mM. Similar properties were
reported for invertase isolated from rice (K, = 6.6 mM [25]), poppy (K, = 5 mM [23]), maize scutellum (2.9 mM), and
Schizophyllum communae (K, = 4.8 mM [26]).

As illustrated in Table 3, the activity of the studied enzyme in lemon balm cells immobilized by glutaraldehyde (in
0.15 M NaCl with all preservatives tested) during 6 months storage is still relatively high.

It is known that immobilization of plant cells (by entrapment in beds) compared with a free-cell suspension brings some
important advantages [27]. It encourages product release, prevents cell aggregation, protects the cell from shear stress, gives
good cell-to-cell contact, and preserves the activity of multifunctional systems. The formation of cell aggregates in cell
suspensions and the degree of differentiation are important from the biotechnological point of view. In cells immobilized by
cross-linking with bifunctional reagents (e.g., glutaraldehyde), tyrosine-decarboxylase, DOPA-decarboxylase, and o~ and
B-galactosidase [28, 29] still reach high values.

The immobilization of many plant cells by glutaraldehyde and their storage in 0.15 M NaCl with all the preservatives
tested seems to be a very convenient method for long-term preservation of different catalysts [28, 29]. Contrary to our results
with proteases, cross-linking with bifunctional reagent (glutaraldehyde) is not a suitable method for their immobilization.
Glutaraldehyde may cross-link the active center of an enzyme and subsequently decrease its activity [6]. Thus, as an alternative,
immobilization by alginate, pectate, or other hydrogels indicates that this classical method is more appropriate for several
enzymes [30, 31] than cross-linking by means of glutaraldehyde [7].

The production of extracellular glycosidases [29, 32] as well as other enzymes [13, 33] of plant or other origin might
be of some importance for biotechnological application in food and pharmaceutical research and in industry [34, 35]. These
enzymes are generally present in plants. Until now they have not been used in biotechnological processes [32, 36].

The immobilization costs are very low and no special equipment is needed. Immobilization of whole cells makes
enzyme isolation unnecessary, whereas the enzyme activity remains high. Both the reaction kinetic parameters and the physico-
mechanical properties of the biocatalysts are fully comparable with those of biocatalysts prepared by immobilization of soluble
enzyme on insoluble carriers [37]. Biotransformations not only provide an alternative and efficient solution of many synthetic
problems, but also offer environmentally clean technologies that profit from very mild reaction conditions [38].
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In this way immobilized sacharase and other glycosidases can be perspectively applied in biotransformation processes
pharmaceutically, as well as in the food industry to produce important compounds, and their application in structure studies of
these compounds is another possible field of their practical use [32, 39-41].

EXPERIMENTAL

General abbreviations: d.m., dry mass; kat, katal; HTAB, hexadecyltrimethylammonium bromide; HPCH,
hexadecylpyridinium chloride; ATDNO, (1-methyldodecyl)-dimethylamine N-oxide; CLCTC, chlortetracycline hydrochloride;
TTC, 2,3,5-triphenyltetrazolium chloride.

Callus and Cell Suspension Cultures. Long-term callus cultures were derived from stems of Melissa officinalis L.
and continuously subcultured every two weeks on Murashige-Skoog [42] medium. For suspension induction the callus culture
(2 g) was inoculated into liquid Phillip-Collins [43] medium, and cell suspension cultures were grown on the rotatory shaker
(110 r.p.m.) in 250 mL flasks, containing 100 mL medium at 27° C under 16 h light period (45-60 uM/rnzs). The suspension
was subcultured every two weeks.

Cell Permeabilization and Immobilization by Glutaraldehyde. Cell suspensions were filtered through a nylon cloth,
and 10 g of fresh mass was suspended in 50 mL of 0.15 M NaCl with 5% Tween 20, 5% Tween 80, 30% ethanol, 50% ethanol,
0.1% hexadecyltrimethylammonium bromide (HT AB), and 0.1% hexadecylpyridinium chloride (HPCH). Permeabilization was
carried out for 3 h with moderate stirring at 20° C. The cells were filtered off and washed with 2 L distilled water and 3 L of
0.15 M NacCl solution with slow addition of 5 mL 25% glutaraldehyde under mild stirring at room temperature for 3 h. The
immobilized cells were then separated by filtration and washed with 2.5 L of distilled water and 3 L of 0.15 M NaCl solution.

Determination of Fresh and Dry Mass. Fresh and dry mass of cell suspensions was determined gravimetrically. The
samples were dried to a constant weight at 105° C.

Glucose Utilization. The immobilized cells and cell suspensions were exposed to an initial glucose concentration of
250 mg/L in cultivation media [11, 44] without sucrose. The concentration of glucose was determined by the method of Trinder
[45].

Cell Viability. Cell viability was determined by the method of Dixon [46] with 2,3,5-triphenyltetrazolium chloride
(TTC), fluorescein diacetate, and oxygen electrode.

Influence of Temperature and Some Sugars on Enzyme Activity. The influence of temperature was tested from 20°C
to 100°C. The effect of glucose, galactose, and fructose on the activity of invertase in suspension culture and immobilized cells
was tested at concentrations 1, 5, 10, and 20 mM.

Storage Stability. The stability of invertase during storage was monitored in the following experiments. The
immobilized cells were stored at 4° C in 0.15 M NaCl supplied with the following compounds: a) chloramphenicol 50 mg/L;
b) chlortetracycline hydrochloride (CLCTC) 50 mg/L; c) (1-methyldodecyl)-dimethylamine N-oxide (ATDNO) 100 mg/L [47],
and in 0.15 M NaCl at —10°C. These experiments were repeated at least three times.

Identification and Determination of Intra- and Extracellular Invertase. Using saccharose as substrate we identified
and determined the intra- and extracellular activity of invertase. Cell suspension cultures were used to determine the intracellular
enzyme activity. The cells (10 g) were filtered and washed twice with 1.5 L of distilled water. Soluble proteins were extracted
by grinding the cells in a precooled mortar using a ratio of 1:2 (g/mL) of cells and Mcllvaine buffer pH 4.5 at 4° C. The
homogenate was filtered through two layers of nylon cloth and centrifuged at 15000 g at 4°C. For determination of extracellular
enzyme activity the cultivation medium (without cells) was used after centrifugation (15000 g, 10 min at 4° C).

Enzyme Assay. Enzyme activity was determined by the modified method of Rubio et al. [4] using saccharose as the
substrate. The reaction mixture contained a suitable amount of enzyme (0.2 — 0.4 mL) and 0.4 mM saccharose in Mcllvaine
buffer pH 4.5, in a final volume of 2 mL. Enzyme activity was determined at 30°C for 30 — 60 min. The control contained
temperature-inactivated enzyme (100° C, 10 min). The enzyme activity is expressed in katals. Proteins were determined by the
method of Doumas et al. [48] using bovine serum albumin as standard. The glucose content released by the enzyme was
determined by the method of Trinder [45].

759



ACKNOWLEDGMENT

This work was partially supported by the Grant Agency VEGA (Bratislava) grant No 1/3289/06. We thank Mrs. Anna

Hutyrova and Mr. Peter Keckes for technical assistance.

REFERENCES

N

A S A A

10.
11.
12.
13.

14.
15.
16.
17.
18.
19.
20.
21.
22.
23.

24.

25.
26.
27.
28.
29.

30.
31.
32.
33.

34.

35.
36.

760

J. Szczodrak, Acta Biotechnol., 19, 235 (1999)

J. Timko, P. Siekel, and J. Turna, Genetically modified organisms, Slovak Academy of Sciences Press, Veda,
Bratislava, 2004.

D. Schlee and H. P. Kleber, Biotechnologie, Vol. 2, Gustav Fischer Verlag, Jena, 1991.

M. C. Rubio, R. Runco, and A. R. Navarro, Phytochemistry, 61, 605 (2002).

J. Capikova, O. Lapcik, M. Uher, J. Moravcova, and P. Drasar, Chem. Lett., 100, 778 (2006).

Y. M. Elcin and M. Sacak, Appl. Biochem. Biotechnol., 60, 19 (1996).

J. Stano, K. Micieta, H. Tintemann, and K. Neubert, Chem. Biodiv., 3, 414 (2006).

J. Poor, Biol. Plant., 40, 161 (1997/98).

M. Korenova, J. Stano, K. Micieta, and V. Blanarikova, Chem Nat. Comp., 43, 201 (2007).

1. Gill and A. Ballesteros, Trends Biotechnol., 18, 282 (2000).

T. Vanek, T. Macek, T. Vaisar, and A. Breznovits, Biotechnol. Lett., 12, 727 (1990).

1. Lacik, ChemZi, 2, 54 (2006).

K. Weissova, J. Stano, K. Neubert, D. Kakoniova, P. Kovacs, K. Micieta, and D. Liskova, Hort. Sci., 28, 151
(2001).

R. Hamilton, H. Pedersen, and C. K. Chin, Biotechnol. Bioeng., 14, 383 (1984).

L. Hegedus, J. Vojtassak, L. Bilisics, and N. V. Borovkov, P. Siekel, Biol. Plant. 43, 463 (2000).

A. Barth, P. Siekel, E. Sedlarova, A. Valent, and E. Tokhtaeva, Acta Histochem., 107, 253 (2005).

J. Stano, L. Bezakova, P. Kovacs, D. Kakoniova, and D. Liskova, Pharmazie, 51, 245 (1996).

Z. Tymowska-Lalanne and M. Kreis, Adv. Bot. Res., 28, 71 (1998).

D. A. Morris and E. D. Arthur, J. Exp. Bot., 36, 623 (1984).

K. Tanase and S. Yamaki, Jpn. Soc. Hort. Sci., 69, 671 (2000).

H. Hashizume, K. Tanase, K. Shiratake, H. Mori, and S. Yamaki, Phytochemistry, 63, 125 (2003).

A. R. Srinivasan-Nagajyothi, L. R. Gowda, and S. G. Bhat, Biotechnol. Tech., 8, 729 (1994).

M. Kovacikova, Invertase in poppy seedlings-Papaver somniferum L. (Thesis), Faculty of Pharmacy, Comenius
University, Bratislava, 1981.

B. Machova, a-Galactosidase in gherkin seedlings (Thesis), Faculty of Pharmacy, Comenius University,
Bratislava, 1994.

M. L. Isla, G. Salermo, H. Pontis, M. A. Vattuone, and A. R. Sampietro, Phytochemistry, 38, 321 (1995).

H. P. Rojo, M. A. Vattuone, and A. R. Sampietro, Phytochemistry, 37, 119 (1994).

A. J. Rosevear, J. Chem. Biotechnol., 34 B, 127 (1984).

J. Stano, P. Nemec, K. Weissova, P. Kovacs, D. Kakoniova, and D. Liskova, Phytochemistry, 38, 859 (1995).
L. Tilemann, E. Tokhtaeva, E. Sedlarova, A. Barth, A. Valent, P. Siekel, and M. Duricek, Chem. Nat. Comp., 39,
394 (2003).

S. DAuria, F. Pellino, F. La Cara, R. Barone, M. Rossi, and R. Rucci, Appl. Biochem. Biotechnol., 61, 157 (1996).
A. Blandino, M. Macias, and D. Cantero, Appl. Biochem. Biotechnol., 110, 53 (2003).

K. Neubert, J. Stano, K. Micieta, M. Korenova, and V. Blanarikova, Eng. Life Sci., 4, 281 (2004).

L. Bezakova, P. Mucaji, E. Eisenreichova, M. Haladova, 1. Paulikova, and M. Oblozinsky, Acta Facult. Pharm.
Univ. Comenianae, 51, 38 (2004).

N. Assano, R. Nash, R. Molyneus, and C. W. J. Fleet, Tetrah. Asymmetry, 11, 1645 (2000).

P. Mucaji, D. Grancai, M. Nagy, S. Czigleova, M. Budesinsky, and K. Ubik, Czech. Slov. Pharm., 50, 247 (2001).
N. S. Paek, O. L. Kanag, H. S. Lee, J. J. Lee, J. J. Choi, T. M. Kim, and J. J. Kim, Biosci. Biotechnol. Biochem.,
62, 588 (1998).



37.
38.

39.

40.
41.
42.
43.
44.

45.
46.
47.
48.

P. Hasal, V. Vojtisek, A. Cejkova, P. Kleczek, and O. Kofronova, Enzyme Microbiol. Technol., 14, 221 (1992).
J. A. Trelles, L. Bentancor, A. Schoijet, S. Porro, E. S. Lewkowicz, J. Sinisterra, and A. M. Iribarren, Chem.
Biodiv., 1, 280 (2004).

E. Barile, G. Bonanomi, V. Antignani, B. Zolfaghari, S. E. Sajjadi, F. Scala, and V. Lanzotti, Phytochemistry, 68,
596 (2007).

M. Mrlianova, D. Tekel’ova, M. Felklova, V. Reinhohl, and J. Toth, Planta Med., 68, 178 (2002).

B. Shao, H. Guo, Y. Cui, M. Ye, J. Han, and D. Guo, Phytochemistry, 68, 623 (2007).

T. Murashige and, F. Skoog, Physiol. Plant., 15, 473 (1962).

G. C. Phillips and G. B. Collins, Crop. Sci., 14, 59 (1979).

J. Stano, P. Nemec, L. Bezakova, D. Kakoniova, P. Kovacs, K. Neubert, D. Liskova, K. Micieta, and

F. H Andriamainty, Acta Biochim. Pol., 45, 621 (1998).

P. Trinder, J. Clin. Pathol., 22, 158 (1969).

R. A. Dixon, Plant cell culture: A practical approach, Oxford University Press, Washington, 1991.

D. Devinsky, I. Lacko, A. Nagy, and L. Krasnec, Chem. Pap., 32, 106 (1978).

B. T. Doumas, D. D. Bayse, R. J. Carter, T. Peters, and R. Schaffer, Clin. Chem., 27, 1642 (1981),

761




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (Coated FOGRA27 \050ISO 12647-2:2004\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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 600
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /RUS <>
  >>
  /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 /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


