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A new bis-Ru(II) complex, in which two [Ru(1,10-phenanthroline)dipyrido[3,2-a:2',3'-c]phenazine]* were tethered by
a 1,3-bis(4-pyridyl)propane linker, was synthesized and its binding mode and stoichiometry to DNA was investigated by
optical spectroscopy including linear dichroism (LD) and fluorescence intensity measurement. The magnitude of the nega-
tively reduced LD signal of the bis-Ru(Il) complex in the dipyrido[3,2-a:2',3'-c]phenazine (DPPZ) ligand absorption
region appeared to be similar compared to that in the DNA absorption region, which is considered to be a diagnostic for
DPPZ ligand intercalation. The binding stoichiometry measured from its LD magnitude and enhanced fluorescence in-
tensity corresponds to one ligand per three DNA bases, effectively violating the nearest neighbouring site exclusion model
for classical DNA mtercalatlon Thls observation is in contrast with monomer analogue [Ru(1,10-phenanthroline),di-

pyrido[3,2-a:2',3'-c]phenazine]”",
per four nucleobases.

which is saturated at the DPPZ ligand to DNA base ratio of 0.25, or one DPPZ ligand

Key Words: Bis-Ru(Il) complex, Intercalation, DNA, Light switch effect, Polarized spectroscopy

Introduction

The interaction of other molecules with DNA has been widely
studied.' In particular, intercalation, the insertion of partially
fused planar polycyclic heteroaromatic ligands between DNA
base-pairs, is one of the typical binding modes. Ethidium is
likely the most well-known intercalating compound. In the inter-
calation pocket, the molecular plane of ethidium is nearly pa-
rallel to the DNA base plane. Once an intercalation pocket is
occupied, binding to the next pocket is prohibited; which makes,
DNA becomes saturated at an [ethidium]/[DNA base] ratio of
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Figure 1. Chemical structures of rac-[dipyrido[3,2-a:2',3'-c] phenazine)
(phenanthroline),Ru(I1)]*" (a) and [p-(linker) La(dipyrido[3,2-a:2',3'-c]
phenazine), (phenanthrohne)zRu(H)z]2+, linker being 1,3-bis-(4-pyri-
dyl)-propane (b).

0.25. This phenomenon is known as the “nearest neighbor site
exclusion model”.** The large dppz ligand of the [Ru(1,10-phe-
nemthlroline)gdipyrido[3,Z—a:2’,3‘—c]phenazine]2+ (Figure 1a)
complex (referred to as [Ru(phen)zdppz]%; phen = phenan-
throline, dppz = dipyrido[3,2-a:2',3'-c]phenazine) also inter-
calates with DNA. Insertion of the large dppz ligand seems to
occur in the narrow minor groove, where the two bulky phenan-
throline moieties are located,” although a few reports suggest
that insertion takes place in the major groove.”” Upon inter-
calation, the luminescence intensity of the Ru(II) complex in-
creases remarkably due to the two close-lying metal-to-ligand
charge transfer (MLCT) states, whose relative energies are
sensitive to the polarity of the environment.'”"> Enhancement
in luminescence intensity of [Ru(phen),dppz]”* upon associ-
ation with single-stranded DNA has also been reported.” " In
this paper, we report on the interaction of the newly synthesized
bis-Ru(Il)dppz complex (Figure 1b) with DNA. The lumine-
scence intensity of the bis-Ru(Il)dppz complex was also en-
hanced upon association with native, double-stranded DNA.
The binding stoichiometry of this compound to DNA was 1:3, in
contrast with the stoichiometry of 1:4 for classical intercalators
such as ethidium and [Ru(phen),dppz]*".

Materials and Methods

Synthesis of [p-(linker)(dipyrido[3,2-a:2',3"-c]phenazine);
(phenanthmline)zRu(ll)z]2+, linker being 1,3-bis-(4-pyridyl)-
propane. [Ru(phen)(dppz)Cl,], was synthesized by a previ-
ously reported method. ' The [Ru(phen)(dppz)Cl,] (0.5 mmol,
0.3173 g) was dissolved in 10 mL EtOH:H,O mixture (1:1, v/v),
and then 0.25 mmol 1,3-bis(4-pyridyl)propane in a solution of
10 mL of an EtOH:H,O mixture (1:1, v/v) was added. The solu-
tion was heated at reflux for seven days and cooled to room
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temperature. The solvent was evaporated. The resulting reddish-
brown residue was dissolved in EtOH and evaporated again. The
residue was dissolved in hot water followed by centrifugation.
The mixing of supernatant with aqueous ammonium hexafluoro-
phosphate produced an orange solid. The solid was collected
by filtration, washed with diethyl ether, and dried at 50 °C. The
solid was dissolved in acetonitrile and subjected to alumina
chromatograph (20 x 1 cm) twice with acetonitrile as the eluent.
The orange band was collected and concentrated by evaporation
and precipitated with diethyl ether. The light reddish-orange
solid was collected by filtration, washed with diethyl ether, and
dried in an oven (50 °C). The solid was then dissolved in acetone,
and tetrabutylammonium chloride in acetone was added to ob-
tain a water-soluble compound. The light reddish-orange solid
was filtered, washed with diethyl ether, and dried in an oven
(50 °C). All solvents used in this process were dried using stan-
dard procedures. All reactions were carried out under an inert
atmosphere.

Yield: 90 mg. [p-(bpp)(PF¢)2(dppz)2(phen):Ruz] (PF).. Ele-
mental analysis caled (%) for C73HsoN14P4F2sRuz (1905.2734):
C46.02,H 2.65, N 10.29; found: C 46.01, H 2.34, N 10.26.
'H-NMR ([p-(bpp)(PFs)2(dppz)2(phen),Ruz] (PFs),, 600 MHz,
CDCls-d, 25 °C) § 9.68 (dd, 4H), 8.71 (d, 2H), 8.66 (d, 1H),
8.58 (dd, 4H), 8.46 (t, 2H), 8.14 (t, 2H), 8.11 (d, 2H), 8.06 (dd,
4H), 8.03 (dd, 4H), 7.926 (t, 2H), 2.34 (t, 4H), 1.01 (t, 2H).

Materials and methods. Calf thymus DNA (referred to from
now on as DNA) was purchased from Worthington (Lakewood,
NJ, USA) and purified by dissolution (exhaustive shaking at
4°C)in a 5.0 mM cacodylate buffer at pH 7.0, containing 100
mM NaCl and 1.0 mM EDTA, followed by several rounds of
dialysis at 4 °C against 5.0 mM cacodylate buffer, pH 7.0. The
latter buffer was used throughout this work. Other chemicals
were purchased from Aldrich or Merck and used without puri-
fication. The mixing ratio, R, was defined as the ratio of the
concentration of the dppz of the complex to the DNA base or
phosphate concentration. Therefore, R = 0.1 indicates five bis-
Ru(II) complexes (i.e., 10 dppz moieties) per 100 DNA bases or
phosphate. The concentrations of DNA and of the bis-Ru(II)dppz
complexes were determined spectrophotometrically using their
proper extinction coefficients: &xssam = 6700 M 'cm ' for DNA.
The extinction coefficient of the bis-Ru(Il) complex was €3720m =
29680+ 230 M 'cm ' which was obtained from the average of
three measured absorbance of the aqueous bis-Ru(Il) complex
solution whose concentration was carefully adjusted according
to the well-known Beer Lambert law.

Linear dichroism (LD). Measurement of normal absorption
spectra and linear dichroism (LD) spectra has been described
elsewhere.'” The ratio of measured LD to the isotropic absorption
spectrum resulted in a wavelength-dependent quantity called
the reduced LD (LDr)]g’ZO which is related to the angle between
the DNA helical axis and the electronic transition moment of
the DNA-bound Ru(IT) complexes. The intensity of LD de-
pends on the orientation factor and optical factor. The former
requires the sample to be oriented in order to produces the LD
signal. Thus, when other factors, including the gradient of flow
in the flow oriented sample which was adopted in this study, salt
concentration, temperature, and viscosity remain, the intensity
of LD solely depends on the concentration of the DNA bound
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drug. Therefore, by comparing the LD intensity in the DNA
absorption region and drug absorption region, the binding stoi-
chiometry can be accurately determined to a reasonable extent.
The measured LD" was analyzed based on a detailed analysis
of the electronic transition moment of the [Ru(phen),dppz]**
complex reported by Lincoln et al. 20

Results and Discussion

Nommal absorption and reduced linear dichroism. Figure 2
and Figure 3 show the absorption and LD" spectra of the bis-
Ru(IT) complex bound to DNA at various mixing ratios. In all
absorption ranges of the bis-Ru(Il)dppz complex, hypochro-
mism and red-shifts were apparent upon addition of DNA; these
effects were especially pronounced in the dppz ligand absorp-
tion region. The shape of the absorption spectrum of the DNA-
bound bis-Ru(Il)dppz complex was independent of the mixing
ratios, suggesting that the binding mode of the bis-Ru(II)dppz
complex to DNA in the concentration range adopted in this study

Absorbance

200 300 400 500
Wavelength (nm)

Figure 2. Absorption spectra of the bis-Ru(II) complex bound to DNA.
[DNA] =100 uM and [Ru(IT) complex] =2, 4, 6, 8, 10 uM. The ab-
sorption spectrum of the DNA was subtracted from that of the mixture
and the spectra normalized to the highest concentration of Ru(IT) com-
plex. Dotted curve: Absorption spectrum of bis-Ru(Il)dppz complex
in the absence of DNA.
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Figure 3. LD" spectra of the bis-Ru(II) complex bound to DNA.
[DNA] = 100 uM and [Ru(Il) complex] = 2, 4, 6, 8, 10 uM. The
spectrum changed in the direction of the arrows as the bis-Ru(Il)dppz
complex concentration increased.
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is homogeneous. Furthermore, these observations suggested
that all of the bis-Ru(II)dppz complex was bound to DNA. In the
DNA absorption range, the LD", whose sign and magnitude
are related to the angle between the electric transition moments
of DNA-bound drugs and the DNA helical axis, appeared to be
negative and relatively wavelength-independent, as expected.18
Upon increase in the concentration of the bis-Ru(Il)dppz com-
plex, a positive and a clear peak near 254 nm was observed,
originating from the absorption of the phenanthroline ligand.
The LD" signal in this region cannot be separated from that of
the DNA bases, and therefore it will not be discussed further.
The magnitude of the negative LD" in the dppz absorption
region (ca. 330 nm) was similar to that in the DNA absorption
region, indicating that the molecular plane of the dppz ligand
was parallel to the DNA base plane and perpendicular to the
local DNA helical axis. The binding geometry estimated from
the LD" measurement and the large hypochromism and red-
shift in the absorption spectra indicated that the dppz ligand
intercalated between the DNA base pairs. The shape of the LD"
spectrum of the bis-Ru(Il)dppz complex resembled that of the
monomeric analogue, rac-[Ru(phen),dppz]’” (Figure 4), which
is an intermediate between the spectra of the A- and A-enan-
tiomers of the [Ru(phen),dppz]*" monomers reported by Lincoln
and coworkers.” The characteristic bisignate LD' spectra of
both enantiomers above ~ 400 nm have been assigned to a com-
plicated arrangement of the MLCT band with respect to the
DNA helical axis.

The light switch effect. It is well known that the lumine-
scence intensity of the [Ru(phen),dppz]”* complex is enhanced
considerably upon association with DNA. 15 This phenomenon
has been known as the “lightswitch effect”. Since the origin of
this effect is the removal of the water molecules surrounding
the [Ru(phen),dppz]*” complex, it has often been regarded as
an indication of intercalation of the dppz ligand. As shown in
Figure 5, the luminescence intensities of both the bis-Ru(Il)dppz
and rac- [Ru(phen)zdppz]2+ complexes increase upon binding to
DNA. The intensity at the maximum is comparable, suggesting
that the dppz ligands of both complexes are protected from the

01
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Figure 4. Comparison of LD" spectra of the bis-Ru(I)dppz complex
(solid curve) and rac-[Ru(phen)zdppz]% (dashed curve) associated
with DNA. [DNA] =100 uM, [bis-Ru(II)dppz complex ] =2 uM and
[rac-[Ru(phen),dppz]”'] = 4 pM.
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water molecules to similar extents. The maximum is reached
at a mixing ratio of 0.25 ~ 0.3 for the rac-[Ru(phen),dppz]*
complex. Further increase in the mixing ratio results in a slight
decrease in the luminescence intensity by self-quenching. In
contrast, the mixing ratio at the maximum luminescence inten-
sity is not clear for the bis-Ru(Il)dppz complex and no evidence
for self-quenching was found.

Binding stoichiometry: the Job plot. The binding stoichio-
metry of the Ru(Il) complexes may be determined from the Job
plot, as shown in Figure 6. Association of the bis-Ru(Il)dppz
complex with DNA resulted in enhanced luminescence inten-
sity, as was also observed for [Ru(phen)zdppz]2+ monomers. In
the [Ru(phen)zdppz]2+ monomer case, the luminescence inten-
sity increased almost proportionally with increasing mole frac-
tion. The maximum was found at a [Ru(phen)zdppz]2+ mole
fraction of 0.2 corresponding to one intercalated dppz ligand
for every two base pairs in accordance with the nearest neighbor

400
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Figure 5. Enhancement in luminescence intensity of the bis-Ru(II)dppz
complex (opened circles) and rac-[Ru(phen)zdppz]2+ (closed circles)
as concentration increases. [DNA] = 10 uM. The concentration of the
Ru(II) complexes is in the dppz unit. Excitation and emission wave-
lengths were 440 and 606 nm, respectively. Representative error bars
which denote the standard deviation for three measurements are shown.
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Figure 6. The Job plot for the bis-RugII)dppz complex-DNA (opened
circles) and the rac-[Ru(phen).dppz]” -DNA mixture (closed circles).
The total concentration was 10 pM. Excitation and emission wave-
lengths were 440 and 606 nm, respectively. Representative error bars
which denote the standard deviation for three measurements are shown.



Comparison of Binding Stoichiometry of Ru(ll) Complexes to DNA

site exclusion model. Further increase in the mole fraction of
[Ru(phen),dppz]*” resulted in a decrease in the luminescence
intensity. It is note-worthy that a rapid change in the slope was
also found at a mole fraction of ~0.7, which corresponds to
two [Ru(phen),dppz]”" complexes per one DNA base. The Job
plot was constructed for the bis-Ru(Il)dppz complex by mole
fraction of the intercalated dppz ligand. To our surprise, the
maximum was found at a mole fraction of 0.25 ~ 0.3 intercalated
dppz. The stoichiometry corresponded to one intercalation per
2.3 ~ 3 DNA bases, which cannot be explained by the nearest
neighbor site exclusion model. This stoichiometry can be con-
firmed by the linear dichroism (LD) spectrum (Figure 7). The
LD spectrum is active only for the oriented chromophore. There-
fore, the magnitude of LD in the drug absorption region reflects
the concentration of the DNA-bound drug. As the concentration
of [Ru(phen)zdppz]2+ increased at a fixed DNA concentration,
the magnitude of the LD proportionaly increased. The maximum
LD magnitude was found at a mixing ratio of 0.2 ~ 0.25. In
addition to the Job plot, this observation provides evidence for
the binding stoichiometry of one dppz per four DNA bases, or
the nearest neighbor site exclusion model in the [Ru(phen),
dppz]2+ complex case. The magnitude of the LD tended to de-
crease when the concentraion of [Ru(phen),dppz]®* was further
increased. One possible explanation is that when all possible
intercalation sites were saturated, surface binding of the [Ru
(phen),dppz]*” complex could conceivably have occured, there-
by making the DNA more flexible. In contrast, the maximum
LD intensity was found at a mixing ratio of ~ 0.35 for the bis-
Ru(II)dppz complex, corresponding to one intercalated dppz
per three DNA bases, again violating the nearest neighbor site
exclusion model but agreeing with the results obtained from
the Job method.

The binding mode. Given that: i) the magnitude of the LD"
in the dppz absorption region is comparable to that of the DNA
absorption region when the bis-Ru(Il) complex is associated
with DNA; ii) the shape of the LD" spectrum of the DNA-bis-
Ru(Il) adduct resembles that of the DNA-[Ru(phen),dppz]*
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Figure 7. Changes in LD intensity at 484 nm relative to the mixing
ratio. [DNA] =100 pM. In both panels, the concentration of the Ru(I)
complex is denoted by the dppz unit. Open circles represent rac-[Ru
(phen),dppz] *" and closed circles the bis-Ru(Il)dppz complex. Re-
presentative error bars which denote the standard deviation for three
measurements are shown.

Bull. Korean Chem. Soc. 2010, Vol. 31, No. 12 3661

monomer adduct at the same dppz concentration; and iii) the
increase in luminescence intensity upon binding to DNA is
similar for both Ru(IT) complexes, it is conclusive that both dppz
ligands of the bis-Ru(I) complex intercalate between DNA
base pairs. Interactions of other structurally related bis-Ru(II)
complexes with DNA have been repor’ced.ﬂ'22 For instance,
interaction of the two Ru(Il)dppz units tethered by a 4,4'-di-
pyridyl-1,5-pentane linker with DNA has been investigated
through spectroscopic and thermodynamic studies showing that
at least one of the two dppz ligands intercalates between DNA
base-pairs.” Although the linker used in this study, 4,4'-di-
pyridyl-1,3-propane, is significantly shorter, it may be long
enough to make room for two DNA base pairs (~ 6.8 A thick)
between the two parallel dppz molecular planes when fully ex-
tended. If the linker of the bis-Ru(I) complex is fully extended
to hold two base pairs between the dppz ligands (Figure 8), the
binding stoichiometry should be one dppz ligand per four DNA
bases, obeying the nearest neighbor site exclusion model as
observed for the mono-intercalating rac-[Ru(phen),dppz]*
complex. However, for the bis-Ru(Il) complex, the binding stoi-
chiometry appeared to be one intercalated dppz per 2.3 ~3 DNA
bases. In order for this binding stoichiometry to be possible,
insertion of the second dppz ligand at the intercalation site right
next to the first dppz intercalation site must be allowed, as shown
in Figure 8. The binding models in accordance with the “nearest

(2) (b) (©)

(d) (e) )

Figure 8. Illustrative diagram for intercalation of dppz to 2 consecu-
tive intercalation pockets (a: side view and d: viewed from the minor
groove) and to every other pocket (b: side view and e: viewed from the
minor groove). The latter obeying the nearest neighbor site exclusion
model. Two Ru(IT) complexes can consecutively bound to DNA (c:
side view and f: viewed from the minor groove) showing that the bind-
ing stoichiometry presented in the text is possible.
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side exclusion model” are compared in the same Figure (Figures
8b and e). The conformation of both DNA and the Ru(II) com-
plex are not much strained. A vacant site may follow the two
continuous dppz intercalated pockets as shown in Figures 8c
and f, which also present the possibility of the enough space
for the two Ru(Il) complex intercalate consecutively.

Acknowledgments. The author acknowledge support for the

postdoctoral fellowship conferred by the Korea Research Foun-
dation (Grant no. C00125, 2009).

—_

References

. Norden, B.; Lincoln, P.; Turite, E. New York 1996, 177-252.

2. Crothers, D. M. Biopolymers 1968, 6, 575-584.

. Bond, P. J.; Langridge, R. R.; Jennette, K. W.; Lippard, S. J. Proc.

Ntal. Acad. Sci. USA 1975, 72, 4825-4829.

. Hogan, M.; Dattagupta, N.; Crothers, D. M. Biochemistry 1979,
18, 280-288.

. Dupureur, C. M.; Barton, J. K. J. Am. Chem. Soc. 1994, 116, 10286-
10287.

. Holmlin, R. E.; Stemp, E. D. A.; Barton, J. K. Inorg. Chem. 1998,
37,29-34.

. Choi, S.-D.; Kim, M.-S.; Kim, S. K.; Lincoln, P.; Tuite, E.; Nordén,

B. Biochemistry 1997, 36, 214-223.

. Tuite, E.; Lincoln, P.; Nordén, B. J. Am. Chem. Soc. 1997, 119,

239-240.

10.

11.

13.

14.

15.

17.

18.
19.

20.

21.

22.

Yoon Jung Jang et al.

. Greguric, A.; Greguric, I. D.; Hambley, T. W.; Aldrich-Wright,

J.R.; Collins, J. G. J. Chem. Soc., Dalton Trans. 2002, 849-855.
Olson, E. J. C.; Hu, D.; Hérmann, A.; Jonkman, A. M.; Arkin, M.
R.; Stemp, E. D. A.; Barton, J. K.; Barbara, P. F. J. Am. Chem.
Soc. 1997, 119, 11458-11467.

Onfelt, B.; Lincoln, P.; Nordén, B.; Baskin, J. S.; Zewail, A. H.
Proc. Natl. Acad. Sci. USA 2000, 97, 5708-5713.

. Coares, C. G.; Olofsson, J.; Coletti, M.; McGarvey, J. I.; Onfelt,

B.; Lincoln, P.; Nordén, B.; Tuite, E.; Matousek, P.; Parker, A. W.
J. Phys. Chem. B 2001, 105, 12653-12664.

Coates, C. G.; McGarvey, J. J.; Callaghan, P. L.; Coletti, M.; Ha-
milton, J. G. J. Phys. Chem. B 2001, 105, 730-735.

Moon, S. J.; Kim, J. M.; Choi, J. Y.; Kim, S. K; Lee, J. S.; Jang,
H. G. J. Inorg. Biochem. 2005, 99, 994-1000.

Kim, J. M,; Lee, J.-M.; Choi, J. Y.; Lee, H. M.; Kim, S. K. J. Inorg.
Biochem. 2007, 101, 1386-1393.

. Hirot, C.; Lincoln, P.; Nordén, B. J. J. Am. Chem. Soc. 1993, 115,

3448-3454.

Jang, Y. J.; Kwon, B.-H.; Choi, B.-H.; Bae, C. H.; Seo, M. S.; Nam,
W. W.; Kim, S. K. J. Inorg. Biochem. 2008, 102, 1885-1891.
Nordén, B.; Kurucsev, T. J. Mol. Recognit. 1994, 7, 141-155.
Nordén, B.; Kubista, M.; Kurucsev, T. Q. Rev. Biophys. 1992, 25,
51-170.

Lincoln, P.; Broo, A.; Nordén, B. J. Am. Chem. Soc. 1996, 118,
2644-2653.

Pierard, F.; Kirsch-De Mesmacker, A. Inorg. Chem. Commun.
2006, 9, 111-126.

Metcalfe, C.; Haq, I.; Thomas, J. A. Inorg. Chem. 2004, 43,317-
323.





<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /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 /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /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 false
  /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

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /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 <>
    /PTB <>
    /SUO <>
    /SVE <>
    /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.)
  >>
  /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 [612.000 792.000]
>> setpagedevice


