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Regulation of meilingmycin in Streptomyces nanchangensis: Effect of ammonium ion
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Abstract—Effects of different ammonium sulfate concentrations on meilingmycin biosynthesis were studied in this
research. The results show that a lower concentration of ammonium ions stimulates the biosynthesis of meilingmy-
cin, while a concentration higher than 5 mmol/L inhibits the mycelial growth and the biosynthesis of the products. How-
ever, increased sugar consumption rate with the elevated concentration of ammonium sulfate was observed during the
fermentation process. On this basis, six enzymes, which are responsible for the meilingmycin biosynthesis and the glu-
cose metabolism, were measured and analyzed during the bioprocess. The results suggest that glucose-6-phosphate
dehydrogenase, citrate synthase, succinate dehydrogenase and fatty acid synthase are stimulated by higher concentra-
tion of ammonium ions, while valine dehydrogenase and methylmalonyl-CoA carboxyltransferase are inhibited. From
the results it follows that the precursor supply was restricted with the higher concentration of ammonium ions, which
results in the lower production of meilingmycin. Thus, the strategy of maintaining a low level of FAS activity is a critical

factor for high yield of meilingmycin.
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INTRODUCTION

The antiparasitic macrolide meilingmycin is a typical secondary
metabolite produced by Streptomyces nanchangensis widely used
in agriculture and veterinary medicine. It possesses a 16-membered
macrolide, which owns the same structure as that in avermectin and
milbenycin, with the exception of a different side chain. Meiligmycin
is comprised of several components, in which MB1 is the major
component, the structure of which is the identical with milbemycin
o4, reported elsewhere [1]. Generally, it accounts for 40% of the
whole ingredients. During the course of fermentation, another kind
of antibiotic, nanchangmyicin (a polyether) is generated along with
the production of meilingmycin. Because of its high efficiency, broad-
spectrum insecticidal and anthelmintic activities, meilingmycin is
therefore claimed to be superior in some aspects to that of aver-
mectin [2,3], and has a promising market prospect in terms of novel
bio-pesticide.

As a macrolide insecticide, the biosynthesis of meilingmycin is
similar to the other antibiotics (insecticide) of the same group. Its
macrolide is presumably synthesized through polymerization of 7
malonyl-CoA and 5 methylmalonyl-CoA one after another, head to
tail to the primer acyl-CoA by polyketide synthetase [4]. The whole
biosynthetic process is influenced by various factors, one of which
is the supply of a nitrogen source. There are a few reports [5,6,8]
concerning the effect of ammonium ion on the biosynthesis of other
macrolides antibiotics, such as tylosine and avermectin, but no such
effect on meilingmecin production has been reported. In this study,
we began with the study of the effect of ammonium ion on the bio-
synthesis of meilingmycin, compared systematically the activities
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of the enzymes closely related to its biosynthesis, namely valine
dehydrogenase (EC1.4.1.8), methylmalonyl-CoA carboxyltransferase
(EC2.1.3.1), 6-phosphoglucose dehydrogenase (EC.1.1.49), citrate
synthetase (EC4.1.3.7), succinate dehydrogenase (EC 1.3.5.1) and
fatty acid synthetase (EC2.3.1.85), and elucidated the role of am-
monium ion in each of these enzymes, so as to provide a rational
basis for the high performance control of fermentation.

MATERIALS AND METHODS

1. Microorganism

Streptomyces nanchangensis NS-6-10, which is an original strain
provided by courtesy of Jiangxi Agriculture University, was improved
through multi-mutagenesis.
2. Reagents and Media

The reagents and chemicals used were purchased from Fisher
Scientific and Sigma (USA). Tryptone soy broth (TSB), beef extract,
malt extract and casamino acids were from Oxoid (USA). Tryptone/
peptone, yeast extract, Lennox broth (LB) and Bacto-casitone were
from Difco.
3. Cultivation Method

Spores were stored in 30% glycerol at —70 °C. Also, cultures grown
on seed medium (see below) were centrifuged and resuspended in
30% glycerol for storage at —70 °C in 1.5-mL aliquots. These stocks
were used directly as inocula for the different cultivations. All the
cultures were grown in 250 mL Erlenmeyer flasks containing 30 mL
media. The seed medium was modified according to reference [7],
which consists of com meal (Penglai Dengfeng Fisheries Company,
PR China) 15.0 g/L, maize starch 5.0 g/L, soybean meal 5.0 g/L., yeast
meal (Jiangmen Biotechnology Base, PR China) 0.5 g/L, KH,PO,
0.5 g/, KNO; 0.5 g/, NaCl 0.5 g/L, CaCO; 3.0 g/L. Inocula were
grown for 30 h at 32 °C, 220 rpm on the seed medium. The pH of
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the medium was adjusted to 8.0 with 1 M NaOH prior to autoclav-
ing (121 °C, 30 min). Aliquots of 30 mL inocula and production
medium were placed into 250 mL Erlenmeyer flasks and the amount
of inocula used was about 10%. The components of the produc-
tion medium are in the following (g/L): corn meal 44, maize starch
34, soybean meal 10, KH,PO, 0.5, KNO;0.7, NaCl 0.5, CaCO,
3.0, bean oil 6, pH 8.0.The experiments were performed in a rotary
shaker at 30 °C and 220 rpm for 7 days. All experiments were re-
peated in tetrad.
4. Preparation of Cell-free Crude Extract

Biomass was collected by centrifuging at 4 °C under 4,000 rpm
for 5 min, washed with saline twice, and the precipitate was sus-
pended into a 5 mL-PED buffer (containing 75 mmol/L of KH,PO,,
1 mmol/L of EDTA and 2 mmol/L of dithiothreitol, pH 7.0). The
biomass was disrupted at 4 °C by an ultrasonic disintegrator (model
KS-250) for 150 s, and then centrifuged under 12,000 rpm for 30
min. The supernatant obtained was stored at —85 °C.
5. Analysis

Determination of biomass was carried out by nucleic acid UV
absorption [8]. DNS method [9] was applied to determine the total
sugar. The meilingmycin titer was quantified by using an Agilent
1100 series high pressure liquid chromatograph (HPLC) equipped
with ultraviolet/visible wave detector (Model G1314A). The chro-
matographic column was an Agilent Eclipse XDB-C; (5 um parti-
cle size, 4.6 mmx 150 mm) maintained at 30 °C. The mobile phase
was comprised of acetonitrile: water at a ratio of 75 : 25 (v/v) at a
flow-rate of 1.2 mL/min. Detection was monitored at a wavelength
of 238 nm.
5-1. Determination of Enzyme Activity

Activity determinations of valine dehydrogenase, methylmalonyl-
CoA carboxyltransferase, 6-phosphoglucose dehydrogenase, citrate
synthetase, succinate dehydrogenase and fatty acid synthetase was
undertaken using the definition of enzyme activity according to the
literature [10-15]. Specific enzyme activity is defined as enzyme
unit per mg of protein. Enzyme activities were monitored real-time
by spectrophotometer model UNICO UV-2102PC. Protein was de-
termined by using Commassie Blue Fast Staining Solution G-250
method and bovine serum albumin was used to plot a standard curve.

RESULTS AND DISCUSSIONS

1. Effects of Ammonium Ion of the Biosynthesis of Meiling-
mycin

The optimized production medium, which contains 1% soybean
meal, 0.07% KNO; as nitrogen source, was utilized for basal fer-
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Fig. 1. Structure of meilingmycin(a) and avermectin (b).
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Fig. 2. Precursor requirements in the biosynthesis of MB lactone
ring. CS: Citrate synthase; FAS: Fatty acid synthase;
G6PDH: Glucose-6-phosphate hydrogenase; MCT: Methyl
malonyl-CoA carboxyltransferase; SDH: Succinic aicd de-
hydrogenase; VDH: Valine dehydrogenase, HMP: Hexose
monophosphate pathway, AcCoA: acetyl-CoA, 6PGA: 6-
phosphogluconate.

mentation medium. Various amounts of (NH,),SO, were added into
the fermentation media to make up the final concentration as fol-
lows: 0, 2.5, 5, 7.5, 12.5, 20 and 25 mmol/L. After fermentation
for 200 h, the content of total nucleic acid and meilingmycin MBI
was determined (Fig. 3).

Results (Fig. 3(a)) showed that the biosynthesis of meilingmycin
was promoted when suitable amount of (NH,),SO, (<5 mmol/L)
was added, whereas the production declined as the concentration
of (NH,),SO, increased to over 5 mmol/L, and became almost zero
at the concentration of 25 mmol/L. The maximum total nucleic acid
which characterized the growth was also attained at a 5 mmol/L.

Along with the increase of ammonium ion, although the growth
was apparently repressed, the amount of sugar consumed increased
continuously (Fig. 3(b)), which led to the formation of a large amount
of intermediate products, such as pyruvic acid and the intermedi-
ates of TCA cycle with the decrease of pH of the fermentation broth,
and the pH increased sharply when sugar was exhausted. This im-
plies that ammonium ion in the range of experiment can promote
greatly the primary metabolism of the culture.

2. Effects of Ammonium Ion on the Enzyme Activity Involved
in Primary and Secondary Metabolism

2-1. Effect of Ammonium Ion on the Activity of Valine Dehydroge-
nase (EC1.4.1.8)

Since synthesis of the 16 membered-macrolide is the major pro-
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Fig. 3. (a) Effect of ammonium sulfate on mycelia growth and pro-
duction of Meilingmycin MB1 ([ ]-MB1 potency; ll-Nu-
cleic acid concentration); (b) Residual sugar and pH value
in shaking flask culture (191 hr) with different ammonium
sulfate concentrations ([1-Residue sugar; ll-pH value).

cess in the production of macrolide antibiotics [8], the source of its
precursors, namely acetate and propionate, is critical. It was found
that addition of valine during fermentation would promote the pro-
duction of macrolide antibiotics [20]. The metabolic pathway of
valine is also one of the major pathways for the synthesis of methyl-
malonyl-CoA and malonyl-CoA, and valine dehydrogenase (VDH)
as the first enzyme involved in valine metabolism; its enzyme activ-
ity has a great positive influence on the production of the macrolides.
Consequently, it is presumed that the degradation pathway of amino
acids might be the target of the regulation of ammonium ion on sec-
ondary metabolite biosynthesis [8]. This is why VDH activity was
our first object for the study of meilingmycin fermentation.

From the VDH activity profile, as shown in Fig. 4, it can be seen
that no matter how much the ammonium ion was added, VDH ac-
tivity manifests itself on a higher level in the early phase of fermen-
tation, and maintains a low level thereafter. At 50 h of fermentation,
VDH activity was promoted at 2.5 and 5 mmol/L, and inhibited at
7.5 mmol/L. of ammonium sulfate, respectively. This is in accor-
dance with the variation of the fermentation titer of meilingmycin.
This shows that ammonium ion affects VDH activity, which in tumn
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Fig. 4. The time course of VDH specific activity at different ammo-
nium sulfate condition (Il -control, @-2.5 mmol/L, A -5
mmol/L, 4-7.5 mmol/L, ¥ -12.5 mM).
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Fig. 5. The time course of MCT activity of S. nanchangenesis culti-
vated in shake flask culture with 5 mM () and 12.5 mM
(A) ammonium sulfate.

influences the supply of macrolide precursor. It can also be hypoth-
esized that the formation of the precursor is synthesized essentially
during the early phase of fermentation.

2-2. Effect of Ammonium Ion on the Activity of Methylmalonyl-
CoA Carboxyltransferase (EC2.1.3.1)

Methylmalonyl-CoA carboxyltransferase (MCT) is an important
precursor for the biosynthesis of meilingmycin, of which there are
at least three pathways [21] hitherto claimed to be responsible for
its synthesis and two of them are taken to play the major role in the
biosynthesis of the precursor [21,22]. In this study, MCT activity
was determined. Results in Fig. 5 show the time course of MCT
activities with media containing 5 mmol/L and 12.5 mmol/L of am-
monium sulfate.

Under two circumstances, two peak values occurred in MCT ac-
tivity profiles: in one circumstance with 5 mmol/L. ammonium sul-
fate, its first and second peak values appeared at 96 h and 192 h,
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Fig. 6. The time course of specific activity of Glucose-6-phosphate
dehydrogenase in shake flask culture with different ammo-
nium sulfate concentrations, ll-control, @-5 mmol/L, A-
12.5 mmol/L.

respectively; while in the other circumstance, the first and second
peak values occurred at 144 h and 192 h of fermentation, respec-
tively. This means that the delay of the first peak level is attributed
to the inhibition of MCT by high concentration of ammonium ion,
which resulted in promoting the primary metabolism and delaying
the secondary metabolism of the culture. The enzyme peak level
that emerged at 192 h reflects the activity of the meilingmycin bio-
synthetic pathway at its peak.

2-3. Effect of Ammonium Ion on the Activity of 6-Phosphoglu-
cose Dehydrogenase (EC1.1.1.49)

In the course of macrolide antibiotic synthesis, a great deal of
NADPH is necessary for the formation of the lactonic ring, and so
if NADPH is insufficient, the synthesis of the macrolides will be
restricted. Since NADPH is essentially derived from the hexose mono-
phosphate pathway (HMP pathway), the activity of the enzymes
involved has direct influence on the supply of NADPH. In this study,
the 6-phosphoglucose dehydrogenase involved in HMP pathway
is thus determined.

The activity of 6-phosphoglucose dehydrogenase is greatly influ-
enced by ammonium ion concentration. Under low concentration
of ammonium ion, the activity of 6-phosphoglucose dehydrogenase
is maintained at a low level in middle and late phase of fermenta-
tion, with the production of meilingmycin at high level. All exist-
ing evidence suggests that the supply of NADPH is sufficient and
does not become a limiting factor in aglycone formation. In the range
of our experiment, ammonium ion promoted the activity of 6-phos-
phoglucose dehydrogenase, and resulted in the intensification of HMP
pathway and the growth of the culture.

2-4. Effect of Ammonium Ion on the Activities of Citrate Synthetase
(EC4.1.3.7) and Succinate Dehydrogenase (EC1.3.5.1)

Citrate synthetase (CS) is a key enzyme in TCA cycle, where
the level of its activity reflects the potency of TCA cycle. The fate
of succinate, an intermediate of the TCA cycle, is of critical impor-
tance in secondary metabolism. Succinate dehydrogenase (SDH)
catalyzes the transformation of succinate into fumarate. When SDH
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Fig. 7. (a) The time course of Citrate syntheses in medium with dif-
ferent ammonium sulfate concentration (ll-control, @-5
mM, A-12.5 mM); (b) The time course of SDH in medium
with different ammonium sulfate concentration (Ill-con-
trol, @-5 mM, A -12.5 mM).

is at high level, succinate is metabolized to various intermediates in
the TCA cycle, and the generation of macrolides precursor, 2-meth-
ylmalonyl-CoA by isomerization of succinyl-CoA is restricted [23].

Experimental results (Fig. 7(a)) showed that in the early phase
of fermentation, CS activity was rather high, and declined to a mini-
mum around 150 h, and increased afterwards, whereas SDH activ-
ity decreased continuously (Fig. 7(b)). It was found that ammonium
ion could promote the activities of CS and SDH. Between 150 to
200 h of fermentation, CS activity still increased, while SDH activ-
ity maintained at low level, suggesting that the flux of succinyl-CoA
to methylmalonyl-CoA had increased greatly, and therefore presum-
ably improved meilingmycin titer.
2-5. Effect of Ammonium Ion on the Activities of Fatty Acid Syn-
thetase (EC2.3.1.85)

The synthesis of the macrolides by polyketide synthetases is simi-
lar to the synthesis of long chain fatty acids [1]. During their syn-
thesis macrolides and fatty acid compete for the same acyl-CoA
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Fig. 8. The time course of FAS in medium with different ammo-
nium sulfate concentration (@-5 mM, l-12.5 mmol/L).

precursor in terms of quantity and time. To clarify the flux direc-
tion of the precursor, the fatty acid synthetase (FAS) activity was
determined with media containing 5 mmol/L or 12.5 mmol/LL of
ammonium sulfate, which has a favorable or adverse effect on the
production of MBI, respectively.

Results (Fig. 8) show that FAS activity appears to have three peak
levels in the course of fermentation. The first one emerged at 24 h
in the exponential phase, suggesting that the biosynthesis of fatty
acids is necessary for the growth; the second one appeared around
80 h, when the production started; and the last one occurred in the
late phase of fermentation, when product synthesis was culminated.
The emergence of the last two peak values might be attributed to
the induction effect resulting from the accumulation of precursor.
Usually, FAS activity is promoted by high level of ammonium ion
during the early and late phase of fermentation, though the level of
enzyme activity in middle phase of fermentation is unstable (data
not shown). Therefore, during the production phase, a high level of
ammonium ion is favorable to the enhancement of FAS activity,
which leads to the increase of the synthesis of fatty acid, and eventu-
ally results in low yield of meilingmycin because of a lack of pre-
Cursor.

CONCLUSION

The activities of 6-phospho-glucose dehydrogenase, citrate syn-
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thetase and succinate dehydrogenase are upregulated by ammonium
ion. The corresponding HMP pathway and TCA cycle are thus in-
tensified with the increase of ammonium ion. With the increase of
the consumption of sugar, the primary metabolism of Streptomyces
nanchangensis is greatly enhanced. However, high concentration
of ammonium ion inhibits the activities of VDH and MCT, which
leads to the restriction of the supply of the precursor necessary for
the synthesis of meilingmycin macrolide. These two factors account
for the low yield. Whereas, the synthesis of fatty acid by FAS and
the macrolide competes for the same precursor, and ammonium
ion is beneficial to the synthesis of FAS, which leads to the increase
of fatty acid, and the loss of precursor for meilingmycin produc-
tion. Consequently, the strategy of maintaining a low level of FAS
activity is the critical factor for high yield of meilingmycin.

REFERENCE

1. S. Takahashi, H. Miyaoka, K. Tanaka, R. Enokita and T. Okazaki,
J. Antibiot., 46(9), 1364 (1993).

2. L. Ouyang, J. Microbiol., (Chinese), 24, 195 (1984).

3.L.Ouyang, G. Q. Tu, Y. S. Gao and P. Z. Zhang, Chinese patent
1,070,228 (1996).

4. H. Ikeda and S. Omura, J. Antibiot., 48(7), 549 (1995).

5.J. Novak, P. Hajek, T. Rezanka, et al., FEMS Microbiol. Lett., 93,
57 (1992).

6. S. Omura, Y. Tanaka, H. Mamada and R. Masuma, J. Antibiot.,
37(5), 494 (1984).

7.Y.P. Zhuang, B. Chen, J. Chu and S. L. Zhang, Process Biochem.,
41(2), 405 (2006).

8.S.R. Li, X. Z. Xie, Z. Z. Hu, Q. P. Jin and B. J. Cai, J. East China
Inst. Chem. Eng., 2, 177 (1982).

9.L.X. Zhang, T. F. Zhang and L. Y. Li, The method and technology
of biochemical experiment (Second edition), High Education Pub-
lishing Company, Beijing, China (1997).

10. A. Vancura, I. Vancurova, J. Volc, S. P. Fussey, M. Flieger, J. Neuzil,
J. Marsalek and V. Bhal, J. Gen. Microbiol., 134(12), 3213 (1988).

11. K. Vu-Trong, S. Bhuwapathanapun and P. P. Gray, Antimicrob. Agents
Chemother., 17, 519 (1980).

12. H. U. Bergmeyer, Methods of enzymatic analysis, 3" Ed., Florida-
Basel, Verlag Chemie (Vol. III), 190 (1983).

13. Z. T. Ding, Y. P. Jiang and H. M. Ren, Chin. J. Clin Neurosci, 11(3),
243 (2003).

14. P. Dickie and J. H. Weiner, Can. J. Biochem., 57, 813 (1979).

15. W. X. Tian, Y. Q. Dong, C. Hu and F. Wen, Chin. Biochem. J., 12(2),
234 (1996).




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts 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
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile (Color Management Off)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 200
  /ColorImageDepth 8
  /ColorImageDownsampleThreshold 1.00000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /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
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth 8
  /GrayImageDownsampleThreshold 1.33333
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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)
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /DetectCurves 0.000000
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /PreserveDICMYKValues true
  /PreserveFlatness true
  /CropColorImages true
  /ColorImageMinResolution 290
  /ColorImageMinResolutionPolicy /Warning
  /ColorImageMinDownsampleDepth 1
  /CropGrayImages true
  /GrayImageMinResolution 290
  /GrayImageMinResolutionPolicy /Warning
  /GrayImageMinDownsampleDepth 2
  /CropMonoImages true
  /MonoImageMinResolution 800
  /MonoImageMinResolutionPolicy /Warning
  /CheckCompliance [
    /None
  ]
  /PDFXOutputConditionIdentifier ()
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /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 <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU <>
  >>
  /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 [2834.646 2834.646]
>> setpagedevice


