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DAAS is the diacetoxy acetal derivative of a-santonin and induces HL-60 cell differentiation
into granulocytes. In this report, we investigated the structure-activity relationship (SAR) of
DAAS derivatives in the differentiation of human HL-60 leukemia cells. Although its derivatives
themselves had less effect on HL-60 cell differentiation than DAAS, the monoacetyl derivative,
2, mainly induced HL-60 cell differentiation. Moreover, compound 2 synergistically enhanced
all-trans retinoic acid (ATRA)-induced HL-60 cell differentiation when combined with 50 nM
ATRA, a well-known differentiation inducer. This enhancing effect is similar to that of DAAS in

ATRA-induced differentiation.
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INTRODUCTION

Leukemia is a cancer that originates from the bone
marrow and develops when leukocytes undergo trans-
formation into malignant cells. Terminal differentiation of
leukemia cells can be induced by a variety of chemical
and biological agents, indicating that the malignant state
is not irreversible. Certain cancers may eventually be
treated with agents that induce terminal differentiation,
presumably with less morbidity than that produced by
cytodestructive agents (Beere et al., 1993).

Recently, several sesquiterpene lactones have received
considerable attention in pharmacological research due to
their potent anti-neoplastic activity (Hehner et al., 1999;
Hall et al., 1988). Some natural sesquiterpenes including
vernolepin (Kupchan et al, 1968) and costunolide (Ohnishi
et al., 1997) were reported to have remarkable anti-
leukemic activity in vitro and to have an o-methylene-y-
lactone moiety, which is expected to function as a major
structural feature. There has been an increasingly large
amount of research devoted to the development of new
antitumor agents in this field.

More recently, we found that DAAS (Fig. 1), the noble
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Fig. 1. Structure & derivatives of DAAS

acetal analogue of a-santonin that contains a non-lactone
ring, has remarkable anti-leukemic activity, inducing HL-
60 cell differentiation via down-regulation of NF-xB binding
activity (Kim et al., 2006). It also exhibits synergistic action
with vitamin D; (Kim et al., 2006).

Based on these interesting cell differentiation effects of
DAAS, we synthesized some derivatives of DAAS and
investigated the SAR of the DAAS derivatives in cellular
differentiation in the human myelocytic leukemia HL-60
cell culture system. In addition, we examined the effects
of combining DAAS or its active monoacetoxy acetal
derivative with ATRA on HL-60 cell differentiation.

MATERIALS AND METHODS

Chemistry
Melting points were determined on a Mel-temp Il labora-
tory device and are uncorrected. Nuclear magnetic reson-
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ance (NMR) data for "H-NMR were collected on the Varian
UNITY plus 300 spectrometer and are reported in & ppm
downfield from tetramethylsilane (TMS). The following
abbreviations are used: s = singlet, d = doublet, t = triplet,
q = quartet, m = multiplet, dd = doublet of doublet. IR
spectra (IR) were determined neat or from KBr disks on
the Jasco FT-IR instrument and are reported in reciprocal
centimeters. Thin layer chromatography (TLC) was carried
out using plates precoated with silica gel 60F 254 that were
purchased from Merck. Test compounds were synthesized
by known methods and identified by m.p., IR spectra and
'"H-NMR data.

Synthesis of known compounds DAAS, 1, 2, 3
and 4

As shown in Scheme 1, the known DAAS derivatives
were readily synthesized from tetrahydrosantonin (TS)
using the previously reported procedures. Acetalization of
TS using ethylene glycol and p-toluenesulfonic acid and
its sequential reduction by lithium aluminum hydride gave
diol compound (1), mp 150-152°C (Kato ef al., 1971; mp
149-151°C), which was acetylated using Ac,O and pyri-
dine at rt to give the 13-a-monoacetate (2) and at 100°C
to give diacetate (DAAS), mp 84-86°C (Kato et al., 1971;
mp 83-85°C). DAAS was partially deacetylated using 5%-
KOH solution to give 6-o-monoacetate (3), mp 155-158°C
(Kato et al., 1971; mp 150-152°C). DAAS was also deac-
etalized using AcOH to give oily compound (4) (Shibata et
al., 1986).

(11S)-3,3-(Propylenedioxy)eudesmano-13,6c-lactone
(5a)

A mixture of TS (7 g, 27.96 mmol), 1,3-propandiol (50
mL, 670.96 mmol) and p-toluenesulfonic acid (0.3 g, 1.57
mmol) in dry benzene was refluxed in a flask equipped
with a Dean-Stark column for 12 h. Subsequently, the
reaction mixture was cooled and washed with sodium
bicarbonate solution. The benzene layer was separated
and washed with saturated NaCl solution and dried over
MgSO,. The residue was purified by column chroma-
tography (Hexane:EtOAc = 20:1) to give the lactone, 5a
(4.5 g, 54.67%); mp 170-172°C; IR (KBr) 1773 cm™; 'H-
NMR (300 MHz, CDCl,): 6 0.97 (3H, s, CHs), 1.22 (3H, d,
J=6.9 Hz, CH;), 1.25 (3H, d, J = 6.6 Hz, CH3), 3.78 (1H,
m, CHO), 3.98 (4H, m, OCH,CH,CH,0); [0]p% : +13.60°
(c=1.00, MeOH ).

(11S)-3,3-(Propylenedioxy)eudesmano-6,13-diol (5b)
The solution of lactone 1a (1.88 g, 5.59 mmol) in dry
THF 5 mL was carefully added to a mixture of lithium
aluminum hydride (0.46 g, 12.19 mmol) in dry THF. The
reaction mixture was stirred and refluxed for 1 h and then
decomposed with ethyl acetate and H,O. The solvent was
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removed and the residue was purified by silica gel column
chromatography (Hexane:EtOAc = 2:1) to give 5b as an
diol (0.91 g, 52.12%) as white solid, mp 145-146°C; IR
(KBr) 3343 cm™; 'H-NMR (300 MHz, CDCl,): 5 0.90 (3H,
d, J =7.2Hz, >CHCH,), 0.92 (3H, s, CCH;), 1.35 (3H, d, J
= 6.9 Hz, CH3;), 3.55 (3H, m, CH,OH, CHOH), 3.87 (4H, t,
J = 5.7, OCH,CH,CH,0); [a]3%: -29.26° (c =1.00, MeOH).

(11S)-3,3-(Propylenedioxy)eudesmano-6-ol-13-acetate
®)

A solution of the diol, 5b (0.07 g, 0.224 mmol), in acetic
anhydride (1 mL) and pyridine (2 mL) was stirred at rt for
1 h and extracted with large amounts of ether. The ethereal
solution was washed with sat. NaHCO;, water, 2N-HCI,
NaCl solution and dried over MgSO,. After removal of the
solvent, the residue was purified by silica gel column
chromatography (Hexane:EtOAc = 6:1) to give 5 as an oil
(0.08 g, 100%): IR (KBr) cm™ 3395, 1713; 'H-NMR (300
MHz, CDCls); 6 0.86 (3H, s, -C-CH3), 0.87 (3H,d, J=7.2
Hz, >CH-CH;), 1.26 (3H, d, J = 6.6 Hz, >CH-CH,), 2.04
(3H, s, COCH,), 3.45 (1H, m, 6-H) 3.52 (2H, m, CH,OAc),
3.78 (4H, m, OCH,CH,CH,0); [0]3: +0.66° (¢ =1.00,
MeOH).

(11S)-3,3-(Propylenedioxy)eudesmano-6,13-diacetate
(6)

A solution of the diol, 5b (0.14 g, 0.39 mmol), in acetic
anhydride (4 mL, 9mmol) and pyridine (4 mL) was heated
at 100°C overnight and extracted with large amounts of
ether. The ethereal solution was washed with sat. NaHCO;,
water, 2N-HCI, NaCl solution and dried over MgSO,. After
removal of the solvent, the residue was purified by silica
gel column chromatography (Hexane:EtOAc = 6:1) to give
6 as an oil (0.04 g, 25.64%): IR(KBr) cm™ 1731; '"H-NMR
(300 MHz, CDCls): & 0.87 (3H, d, J = 6.9 Hz, >CH-CHj),
0.90 (3H, s, -C-CH3), 0.98 (3H, d, J = 6.6 Hz, >CH-CH,),
2.04 (3H, s, COCHa), 2.02 (3H, s, COCHj,), 3.79 (2H, m,
CH,0C), 3.99 (4H, m, OCH,CH,CH,0), 4.94 (1H, d, J =
10.05, CHOAC); [0]3° : -13.46° (c =1.00, MeOH).

Biology

The HL-60 cell line was obtained from the American
Type Culture Collection (ATCC, Rockville, MD, U.S.A.) and
maintained in RPMI-1640 medium supplemented with 10%
fetal bovine serum (Gibco BRL, Grand Island, NY, U.S.A.).
The synthetic compounds were dissolved in dimethylsulf-
oxide to make 100 mg/mL stock solutions. The solutions
were diluted at least 1000-fold in growth medium, such
that the final concentration of dimethylsulfoxide had no
effect on the differentiation and proliferation of HL-60 cells.

Determination of cell differentiation
HL-60 cell differentiation was assessed by the nitroblue
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tetrazolium reduction assay as previously described (Collins
et al., 1979). This assay is based on the ability of phagocytic
cells to produce superoxide upon stimulation with PMA.
For this assay, 2x10° cells were harvested by centrifugation
and incubated with an equal volume of 1% NBT dissolved
in PBS containing 200 ng/mL of freshly diluted PMA at
37°C for 30 min in the dark. Cytospin slides were prepared
and then examined for blue-black nitroblue diformazan
deposits, indicative of a PMA-stimulated respiratory burst.
At least 200 cells were assessed for each experiment.

Statistical analysis

Student’s ttest and one-way analysis of variance
(ANOVA) followed by the Bonferroni method were used to
determine the statistical significance of differences between
values for various experimental and control groups. A P
value of <0.05 was considered significant.

RESULTS AND DISCUSSION

Chemistry
As shown in Scheme 1, the acetoxy acetal derivatives
(5 and 6) were readily synthesized from a-santonin. The

S. H. Kim et al.

acetal 5a was obtained from tetrahydrosantonin (TS) by
acetalization using 1,3-propanediol and p-toluenesulfonic
acid. The lactone 5a was reduced using lithium aluminum
hydride to give the diol 5b, which was acetylated using
Ac,0 or pyridine, depending on temperature, to give the
monoacetate 5 and the diacetate 6, respectively.

Effect of DAAS derivatives on HL-60 cell differen-
tiation

HL-60 cells were seeded at a density of 2x10° cells/mL,
and the cells were treated with medium alone or with 100
ug/mL of each of the DAAS derivatives for 72 h. Treatment
with 100 ig/mL DAAS induced HL-60 cell differentiation by
approximately 53.7%, whereas treatment with tetrahydro-
santonin did not. In this report, we further examined which
functional group induced HL-60 cell differentiation. As
shown in Table I, DAAS derivatives have different effec-
tiveness in HL-60 cell differentiation. Among the derivatives,
compounds 2 and 6 are less effective than DAAS in cell
differentiation, while other derivatives have little or no
effect on cell differentiation.

In order to determine whether or not the DAAS derivatives
enhance HL-60 cell differentiation when combined with

Heaction and Reagents

a) Ac.O/pyridine, rt b) Ac.Q/pyridine,100°C ¢) 5%-KOH d} Acetic acid e)1,3-propane-diol, TsOH
f) LiAH, g) Ac.O/pyridine, rt h) Ac.Q/pyridine, 100°C

Scheme 1. Synthetic pathway of DAAS derivatives
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Table I. Effects of DAAS derivatives on HL-60 cell differentiation.
HL-60 cells were treated with medium alone (M), with tetrahydro-
santonin (TS), with DAAS or with 100 ug/mL of DAAS derivatives
(1-6) for 72 h. Cell differentiation was assessed by the NBT reduc-
tion assay. Each value represents the meanzts.e. mean (n=3)

% Differentiated cells

Compound

(100 pg/mL) Mean + S.E. mean
M 1609
TS 12+14
DAAS *54.3+39
1 26+15
2 *36.2+6.3
3 16+17
4 6.5+3.1
5 34+29
6 *253+5.1

*P<0.001, relative to an untreated group (M).

low doses of ATRA, HL-60 leukemia cells were treated
with 100 pug/mL of the compounds in combination with 50
nM ATRA. Cellular differentiation was then assessed by
nitroblue tetrazolium reduction assays. As shown in Fig.
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2A, the addition of compound 2 to cultures exposed to a
suboptimal concentration of ATRA (50 nM), which by itself
caused a relatively low level of differentiation, resulted in a
marked increase in the degree of cell differentiation.
Moreover, the enhancing effect of compound 2 is similar
to that of DAAS in ATRA-induced differentiation. As shown
in Fig. 2B and 2C, both DAAS and compound 2 by
themselves induced HL-60 cell differentiation. In addition,
both potentiated ATRA-induced HL-60 cell differentiation
in a dose-dependent manner.

The SAR of DAAS derivatives on HL-60 cell dif-
ferentiation

Among DAAS derivatives, DAAS was the most active in
HL-60 cell differentiation. We earlier reported that chemical
modification of its R; moiety to dithiacetal by replacing the
oxygen atom with a sulfur atom as a bioisostere led to total
loss of activity (Kim et al., 2006). Now the newly synthesized
propylenedioxy acetal 6, which has an increased acetal
ring size compared to DAAS, was found to be less active.
Compound 4, which is devoid of ethylenedioxy acetal
from DAAS, also showed loss of activity. These results

—— DAAS
—= DAAS + ATRA
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Fig. 2. Effects of DAAS derivatives on ATRA-induced HL-60 cell differentiation. HL-60 cells were treated for 72 h with 50 nM ATRA in combination
with various concentrations (0-100 ug/mL) of tetrahydrosantonin (TS) or DAAS or with 100 pug/mL of DAAS derivatives (A). HL-60 cells were
treated for 72 h with 50 nM ATRA alone or in combination with various concentrations (0-100 pg/mL) of DAAS (B) or compound 2 (C). Cell
differentiation was assessed by the NBT reduction assay. Each value represents the mean+S.E. mean (n=3). *P<0.01 relative to the ATRA-treated

group. **P<0.01 relative to the untreated group.



304

suggest that a moderately bulky ethylenedioxy acetal
group on the R, moiety is optimal for activity. Compound
2, deacetylated of the R, moiety of DAAS, had half the
potency of DAAS. Also the monoacetyl acetal 3, in which
the R; acetyl moiety of DAAS was removed, exhibited a
remarkable decrease in activity, while the diol 6 was
devoid of activity. We already reported that the homologous
analogue, in which an ethyl group was substituted for a
methyl group in the R, moiety, or the carbamate analogue
by conversion to NH, as a bioisostere showed remarkably
decreased activity. So we conclude that both acetyl groups
of DAAS are required for optimal activity and, in particular,
the acetyl functional group of R; is more important than
the R, acetyl group and is expected to play an important
role in its cell differentiating activity.

Many previous studies have shown that chemical com-
binations involving ATRA exert an additive or synergistic
effect on HL-60 cell differentiation (Hershberger et al.,
2001; Kang et al., 2001). Here, we report the combination
of DAAS or its monoacetoxy derivative 2 with ATRA affects
HL-60 cell differentiation. Both DAAS and compound 2
potentiate the induction of HL-60 cell differentiation when
used in combination with ATRA.

The mechanism by which DAAS potentiates ATRA-in-
duced HL-60 cell differentiation is not clear. However, the
results presented here suggest that treatment of patients
with combinations of DAAS and ATRA may produce a
greater therapeutic response than ATRA alone, possibly
with less toxicity.

ACKNOWLEDGEMENTS

This study was financially supported by Chonnam
National University in 2004. Our thanks are due to staff of
the Korea Basic Science Institute for NMR measurements.

REFERENCES

Beere, H. M. and Hickman, J. A., Differentiation: a suitable
strategy for cancer chemotherapy. Anti-Cancer Drug Design,
8, 299-322 (1993).

Collins, S. J., Ruscetti, F. W., Gallagher, R. E., and Gallo, R. C.,
Normal functional characteristics of cultured human pro-
myelocytic leukemia cells (HL-60) after induction of differ-
entiation by dimethylsulfoxide. J. Exp. Med., 149, 969-974

S. H. Kim et al.

(1979).

Hall, I. H., Williams, W. L. Jr., Grippo, A. A., Lee, K. H., Holbrook,
D. J., and Chaney, S. G, Inhibition of nucleic acid synthesis
in P-388 lymphocytic leukemia cells in culture by sesqui-
terpene lactones. Anticancer Res., 8, 33-42 (1988).

Hehner, S. P,, Hofmann, T. G, Droge, W., and Schmitz, M. L.,
The antiinflammatory sesquiterpene lactone parthenolide
inhibits NF-xB by targeting the IkB kinase complex. J.
Immunol., 163, 5617-5623 (1999).

Hershberger, P. A., Yu, W. D., Modzelewski, R. A., Rueger, R.
M., Johnson, C. S., and Trump, D. L., Calcitriol (1,025-di-
hydroxycholecalciferol) enhances paclitaxel antitumor activ-
ity in vitro and in vivo and accelerates paclitaxel-induced
apoptosis. Clin. Cancer Res., 7, 1043-1051 (2001).

Kang, S. N., Lee, M. H., Kim, K. M., Cho, D., and Kim, T. S., In-
duction of human promyelocytic leukemia HL-60 cell differ-
entiation into monocytes by silibinin: involvement of protein
kinase C. Biochem. Pharmacol., 61, 1487-1495 (2001).

Kato, K., Hirata, Y., and Yamamura, S., Synthesis of shyobunone
and related sesquiterpene, Tetrahedron, 27, 5987-5992
(1971).

Kim, S. H., Song, J. H., Choi, B. G, Kim, H. J., and Kim, T. S.,
Chemical modification of santonin into a diacetoxy acetal
form confers the ability to induce differentiation of human
promyelocytic leukemia cells via the down-regulation of NF-
kappaB DNA binding activity. J. Biol. Chem., 281, 13117-
13125 (2006).

Kim, S. H., Chung, S. Y,, Kim, T. S., and Choi, B. G.., Synthesis
of diacetoxy acetal derivatives of santonin and their
enhancing effects on HL-60 leukemia cell differentiation.
Arch. Pharm. Res., 29, 40-45 (2006).

Kupchan, S.M., Hemingway, R., Werner, D., Karim, A., McPhail,
A. T., and Sim, G. A, Vernolepin, a novel elemanolide
diactone, tumor inhibition from vernonia hymenolepsois, J.
Am. Chem. Soc., 90, 3596-3597 (1968).

Ohnishi, M., Yoshimi, N., Kawamori, T., Ino, N., Hirose, Y.,
Tanaka, T., Yamahara, J., Miyata, H., and Mori, H., Inhibitory
effects of dietary protocatechuic acid and costunolide on
7,12-dimethylbenz[a]anthracene-induced hamster cheek
pouch carcinogenesis. Jpn. J. Cancer Res., 88, 111-119 (1997).

Shibata, T., Ohkura, T., and Inayama, S., Dithioacetal; As a
chiroptical Functional group to determine absolute and and
relative configurations by CD and 'H-NMR spectra,
Heterocycle, 24, 897-900 (1986).




<<
  /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 3.00000
  /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


