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Electrochemical Behaviors of ABTS?> on the Thiol-modified Gold Electrodes
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Abstract : The electrochemical properties of the redox mediator, 2,2-azinobis (3-ethylbenzothiazoline-6-sulfonate)
(ABTS*) were studied using cydlic voltammetry. The measured potentids (B> vs SCE) of the two redox couples
of ABTS are 045V for ABTS*/ABTS™ and 0.87 V for ABTS/ABTS’. The rate constant for heterogeneous electron
transfer and the diffusion coefficients for ABTS* are 5x10° cm st and 3.1<10° cm? s, respectively. Our interest
in ABTS? stems from the fact that this molecule functions as a substrate to the copper oxidase, laccase, by providing
the reducing equivalents necessary for the biocatalyzed reduction of dioxygen to water. Consequently, when laccase
is tethered to an electrode surface or dissolved in solution, ABTS* can be used to quantify enzyme activity

electrochemically.
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1. Introduction

In this paper, we describe electrochemica studies of laccase
in solution and covalently confined to an electrode surface in
the presence of the redox mediator, 2,2'-azinobis (3-ethylben-
zothiazoline-6-sulfonate) or ABTS?* (Fig. 1). We show that
ABTS? can function as an electrochemical reporter on the
amount and activity of surface-confined laccase and demon-
strate that amperometric measurements of the enzyme activity
correspond well with traditional spectrophotometric assays.*®

Electrochemica methodes of anaysis are inexpensive and
reproducible and can be highly sensitive. Azide shows directly
electrochemically active at several electrodes such as glassy
carbon, pyrolytic graphite, Pt and Au eectrodes.”) However
there has been a few investigations of anions with laccase.>®
We illustrate how the amperometric measurement of enzyme
activity can be used to monitor the concentration of azide in
solution.

Laccase (oxygen oxidoreductase; EC 1.10.3.2) is a multi-
copper oxidase that couples the oxidation of four equivalents
of substrate to the four-electron reduction of dioxygen to
water.”® Laccase exhibits a low specificity for substrate and
consequently will catalyze the oxidation of a number of sub-
strates, including 2,2'-azinobis (3-ethylbenzothiazoline-6-sul-
fonate) (ABTS*) (Fig. 1). Previously, ABTS? has been shown
to be oxidized by inorganic peroxides'® and by H,O, in the
presence of the enzyme peroxidase.**'? Spectroscopic and
electrochemical studies of ABTS* have been in addition to
sudies in the treatment of kraft pulp and lignin where ABTS*
was used as a redox mediator.'31¥

The one-electron oxidation of ABTS? produces ABTS™,

*E-mail:

113

which can be oxidized further by one electron to ABTS’
using an electrochemical or chemical methode.*® The first
oxidation product (ABTS™) is a relatively stable radica and
shows electrochemical reversibility at a variety of electrode
surfaces. The second oxidation product (ABTS) is irreversible
electrochemically at Slow scan rates (<50 mVs?) due to the
rapid disproportionation reaction between ABTS® and ABTS?.
We have found that an electrode modified with a self-
assembled monolayer (SAM) inhibits the disproportionation
reaction between ABTS and ABTS? at scan rates < 50 mvs™.
The rate of this disproportionation reaction is reported for
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Fig. 1. The molecular structure of (a) ABTS*, (b) ABTS", and (c)
ABTSC.
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bare and SAM-coated electrodes.

Previous studies on laccase confined to an electrode have
focused on samples where the enzyme was adsorbed onto the
surface of an dectrode (e.g., gold, pyrolytic graphite, and car-
bon black)®® or where it was co-immobilized with a redox
mediator. In this paper, we describe our studies on the reaction
between laccase and ABTS” both when laccase is in a solution
and when it is attached covaently to a gold eectrode. We have
monitored the change in the cathodic current at 255 mV in
the cyclic voltammogram of ABTS? in the presence of O,
and laccase under conditions of saturation ([ABTS?*] >
[laccase]).r” The activity of laccase was determined from a plot
of cathodic current vs. time and was found to be in agreement
with that obtained using the more conventional spectrophoto-
metric method.™®

2. Experimental

Material. Fungd laccase (benzenediol:oxygen oxidoreductase;
EC 1.10.3.2) from Pyricularia oryzae (144 or 389 U mg*
protein using syringaldazine as substrate) was purchased from
Sigma. ABTS [2,2'-Azinobis (3-ethylbenzothiazoline-6-sul-
fonate) diammonium salt] and chemicals used to prepare
buffered solutions were purchased from Aldrich and used as
received.

M odification of electrode surface. Gold electrodes (0.40
cm?) were cleaned by soaking in dilute agua regia (3 HCI: 1
HNOs: 6 H,O) for one minute at room temperature. Laccase
was immobilized onto an electrode using the following pro-
cedure: A clean gold electrode was immersed in an aqueous
solution of 10 mM 2-aminoethanethiol for 1 hour. Subse-
quently, the electrode was immersed in a 5% solution of glu-
taraldehyde for 1.5 hour. Finally, the electrode was immersed
in the solution of laccase (33 uM) for 1 or 12 hours. Between
each step in the procedure, the electrode was washed thor-
oughly with acetate buffer (pH 4.0).

Cyclic Voltammetry. Cyclic voltammograms were obtained
using an EG& G Potentiostat/Galvanostat, Model 273A. A
single-compartment cell was purged with nitrogen or oxygen
gas for ten minutes prior to each measurement. The working
eectrode was a gold flag (0.40 cm?), the counter and reference
electrodes were platinum gauze (0.80 cm?) and saturated
calomel electrode (SCE), respectively. All reported potentials
are in reference to the potential of SCE (0.241 V vs. NHE).

3. Results and Discussion

Electrochemical behavior of ABTS?. Shown in Fig. 2 are
cyclic voltammograms of a 0.5 mM solution of ABTS? in
0.2 M acetate buffer (pH 4.0) obtained using either a bare gold
eectrode (---) or agold dectrode modified with a thiol mono-
layer (—). The values for E* agrs2/apts- @Nd E*'ApTs/ABTSO
were determined by plotting i, as a function of v!2. Taking
the value of the extrapolated intercept a v to be equal to
zero, these values were found to be 0.45 and 0.87 V. The
cyclic voltammogram of ABTS obtained a a bare gold elec-
trode contains a reversible wave at 0.45 V and an irreversible
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Fig. 2. Cyclic voltammograms of a 0.5 mM solution of ABTS* at a
bare gold electrode (---) and a gold electrode modified with
(HCO(CH,)sCH=N(CH,),SH) (—), the scan rate at 50 mVs™. The
electrolytewas 0.2 M acetate buffer (pH 4.0).

wave a 0.87 V, confirming observations reported previoudy.
The irreversible nature of the wave a 0.87 V is the result of
a chemical reaction (disproportionation) between the electro-
chemically generated ABTS® and ABTS® in the bulk solution

(Eq. 2).
ABTS’ + ABTS® & 2ABTS" 1)

In contrast, the cyclic voltammogram of ABTS obtained at
a gold electrode modified with a thiol monolayer contains
two reversible one-electron waves at 0.45 V and 0.87 V. This
result suggests that the thiol monolayers on the surface of the
gold electrode inhibit the disproportionation reaction between
the electrochemically generated ABTS® and the ABTS? in
bulk solution. The difference in the areas of the cathodic
waves at 0.87 V corresponds to the amount of this inhibition,
which approaches 100% at a scan rate of 50 mv's™,

Shown in Fig. 3 are cyclic voltammograms of a solution
of ABTS* (0.5 mM) as a function of scan rate obtained
using a gold electrode modified with thiol monolayers. The
CVs at scan rates faster than 50 mVs?! have reversible waves
at both 0.45V (ABTS?*/ABTS") and 0.87 V (ABTS"/
ABTS?). At scan rates slower than 50 mVs?, the area of the
cathodic peak at 0.87 V decreases, the amount corresponds
to the increase in the area of the cathodic peak at 0.45 V.
Thus, the ability of the thiol monolayer to inhibit the dispro-
portionation reaction between ABTS® and ABTS* occurs
only at scan rates faster than 50 mvs®.

The rate equation for the disproportionation reaction
between ABTS? and ABTS’ is given by Eq. (2) with an ini-
tial concentration of ABTS* of 0.5 mM. The values for
d[ABTS]/dt and [ABTS"] are obtained from the difference
of charge integration between the anodic and cathodic peaks
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Fig. 3. Cyclic voltammograms of a 0.5 mM solution of ABTS? asa
function of scan rate. The working electrode was gold coated with a
thiol monolayer. The eectrolyte was 0.2 M acetate buffer (pH 4.0).

a 0.45V and from the charge integration in the cathodic
pesk at 0.87 V, respectively. When ABTS’ is generated at a
bare gold electrode, the rate constant for the disproportionation
reaction between ABTS* and ABTS? is 22.0+1.0 M's™.
When ABTS’ is generated at a gold electrode modified with a
thiol monolayer, however, the value for Kgs is 4.5+0.5 M1 s?,
a five-fold decrease in the rate of disproportionation.

d ABTS

S = ksl ABTS” Ix[ABTS’] ©

The decrease in the rate constant for disproportionation
suggests that the neutrd ABTS’ is generated at the electrode
within the monolayer and thus, reduces its interaction with
ABTS? in the bulk solution (Fig. 4). At scan rates slower
than 50 mVs?, the area of the cathodic peak at 0.87 V is less
than that of the anodic peak, indicating that at these scan
rates ABTS’ diffuses out of the monolayer and reacts with
ABTS”.

The diffusion coefficient of ABTS was determined from
cyclic voltammograms scanned between 0.2 and 0.6 V at
different scan rates using a SAM/gold electrode (data not
shown).% The peak currents of the cathodic (ipc) and anodic
(ipa) Waves in the cyclic voltammogram of ABTS vary lin-
early with v2 (scan rate’?). Using the Randles-Sevcik equa-
tion (Eq. 3),2

ip,c =(2.69% 105)n3/2AD V2,2 ‘3

where i, is the value for peak current at a given scan rate,
n is the number of eectrons transferred, A is the area of the
electrode measured in cm?, v is the scan rate in units of Vs?,
and C is the concentration of ABTS (5.0 107 mol cm’®), we
obtained a value for the diffusion coefficient of ABTS (D=
3.1x10° cm?sY). The rate constant for heterogeneous elec-
tron transfer between an electrode and ABTS is determined
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Fig. 4. lllustration of how a thiol monolayer might inhibit the
disproportionation reaction between ABTS® and ABTS?. The
neutral ABTS® is more soluble in the neutral monolayer than
anionic ABTS*, and thus the collision frequency between ABTS
and ABTS? is lower than when ABTS’ is produced at a bare gold
electrode.

using the method of Nicholson and Eq. (4),

o/2

n—l/z — (DO/DI’) khet (4)

Y =A
[D nv(nF/RT)]M?

where D, and D, are the diffusion coefficients of oxidized
and reduced ABTS, respectively, v is the scan rate in units of
Vsl n is the number of electrons transferred in the rate
determining step, F is the Faraday constant (9.6846x<10* C
equiv.}), ais the transfer coefficient and typically assigned a
value of 0.5.2%% Assuming that D, and D, are equivalent,
setting a=0.5, and rearranging Eq. (4) gives Eq. (5).

Koot = \P[Donv(g—?ﬂm )

The value for the kinetic parameter ¥ in Eq. (5) is depen-
dent on E,,-Epc, and thus, the rate constant for electron
transfer between ABTS and a gold electrode modified with a
thiol monolayer is 45x10° cm s*. For comparison, the rate
constant for electron transfer between an electrode surface
and K3Fe(CN)g is 4.4x<102 cm 1.2 Similarly, the rate con-
stant for electron transfer between an electrode and cyto-
chrome ¢, an oxidoreductase with a heme on the surface of
the protein, Ky is 6102 cm s1.29 Cataytic behavior of lac-
case covalently attached to a gold electrode

Shown in Fig. 5 are the cyclic voltammograms of a
0.5 mM solution of ABTS. The cyclic voltammograms were
obtained using a gold electrode modified with laccase in the
absence (---) and presence (—, —+—) of dioxygen. In the
absence of dioxygen, the area of the cathodic wave in the
cyclic voltammogram of ABTS remains unchanged over
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Fig. 5. Cyclic voltammograms of a 0.5 mM solution of ABTS using
a gold eectrode modified with laccase. Measurements were
conducted in the absence (----) or presence (—,—-) of dioxygen
after the electrode was soaked in a 3.3 uM solution of laccase for
one (-, —) or twelve (—-) hours, scan rate at 20 mVs®. The
dectrolytewas 0.2 M acetate buffer (pH 4.0).

time, indicating that laccase does not oxidize ABTS® sponta-
neously under anaerobic conditions. In the presence of diox-
ygen, laccase oxidizes ABTS* to ABTS", resulting in an
increase in the concentration of ABTS™ near the surface of
the electrode during a stationary voltammetric experiment.
The result is a change in the area of the cathodic peak in the
cyclic voltammograms of ABTS taken at different times.
This change in area corresponds to the amount of ABTS™
produced during the biocatalytic reduction of dioxygen, and
thus, the activity of laccase under conditions of saturation
kinetics ([ABTS?] > [laccase]).

Using these results, the activity of laccase confined to a
gold electrode can be quantified from Egs. (6) and (7),

duc)

”-
d[ABTS
[ 2 ]: dt — = ><m_ol ©)
9%,500—  MN
mol
mol spmol
(Xmin)(lo min)

activity of laccase= )
156x10 'mg of laccase

Yumol
_ min _ U @)
mg of laccase mg of laccase

where d(uC)/dt corresponds to the difference in charge
represented by the cathodic waves in Fig. 5 with and without
dioxygen present. It is interesting to note that laccase confined
to a gold eectrode is thirty times more active than the same
laccase in solution (i.e., 1000 mU mg* protein vs. 33 mU mg*
protein), suggesting that laccase is purified during the immo-

bilization procedure.

The cyclic voltammograms in Fig. 5 also provide information
about the amount of laccase confined to the surface of the
eectrode. Gold electrodes modified with a monolayer of thiol
were soaked in a 33 uM solution of laccase for different time
intervals. ldentical cyclic voltammograms of a 0.5 mM
solution of ABTS? were obtained using electrodes soaked in
laccase for twelve or more hours, indicating that the coverage
of laccase on the electrode reaches peak after soaking for
twelve hours. Based on the partial specific volume of laccase
(V=0.73cm?® g), the maximum coverage (I'mx) Of laccase
on a gold dectrode is calculated to be 6.0 10 mol cm?2.2)
Thus, when the electrode is soaked in a solution of laccase for
only one hour, the coverage of laccase is 2.2>10° ™ mol cm™
or 37% of the maximum value.

4, Conclusions

The one-electron oxidation of ABTS? produces a radical
anion, ABTS", that is green in color and relatively stable. The
one-electron oxidation of the radical produces a neutral species,
ABTS? that will disproportionate with ABTS? in the bulk
solution to produce ABTS". This disproportionation reaction
reduces the size of the cathodic wave at 0.87 V (ABTS"/
ABTS?) in the cyclic voltammogram. We have shown that a
gold electrode modified with a thiol monolayer inhibits the
disproportionation reaction between ABTS? and ABTS* by
sdectively protecting the neutral ABTS? within the monolayer,
thereby reducing its exposure to the higher concentration of
ABTS? in the bulk solution. An analysis of the cyclic volta-
mmograms of ABTS? as a function of scan rate provides for
the average rate of the disproportionation reaction between
ABTS® and ABTS?.

Typically, the specific activity of an oxidoreductase is deter-
mined spectrophotometrically by monitoring the change in
absorbance of substrate or product. Under certain circumstances,
however, this method can be cumbersome, prone to error,
and difficult to use with proteins adsorbed on surfaces. We have
shown that an amperometric determination of the concentration
of ABTS* can be used to determine the specific activity of
laccase both in solution and tethered to an electrode surface.

Acknowledgements

The present research was conducted by the research fund
of Dankook University in 2004.

References

. E Xu, J. Biol. Chem, 272, 921 (1997).

. A. Nagui and S. D. Varfolomeev, FEBS Lett., 113, 157 (1980).

. G B. Koudelka and M. J. Ettinger, J. Biol. Chem. 263, 3698 (1988).

. A. Ddmia, R. F. Savindl, and C. C. Liu, J. Electrochem. Soc., 143,
1827 (1996).

. D. Leech and F. Daigle, Analyst, 123, 1971 (1998).

. F. Trudeau, F. Daigle, and D. Leech, Anal. Chem, 69, 882 (1997).

. R.R. Makin and B. G Mamstrém, Adv. Enzymal., 33, 177 (1970).

. L-E Andredsson, R. Branden, and B. Reinhammar, Biochim.

ol A WDNPFP

0o ~NO



10.

kR

14.

15.

16.

S=A718k81814), A 99, A| 35, 2006

Biophys. Acta, 438 (1976).

. M. R. Tarasevich, A. |. Yaropolov, V. A. Bogdanovskaya, and S. D.

Varfolomeev, J. Electroanal. Chem.,, 104, 393 (1979).
L. Venkatasubramanian and P. Maruthamuthu, Int. J. Chem. Kinetics,
21, 399 (1989).

. R. E. Childs and W. G Barddey, J. Biochem,, 145, 93 (1975).
. P A. Adams, J. Chem Soc. Perkin Trans,, 2, 1407 (1990).
. P Maruthamuthu, D. K. Sharma, and N. Serpone, J. Phys. Chem,

99, 3636 (1995).

R. Bourbonnais and M. G Paice, Appl. Microbiol. Biotechnal., 36,
823 (1992).

V. A. Bogdanovskaya, E. F. Gavrilova, and M. R. Tarasevich,
Elektrokhimiya, 22, 742 (1986).

C-W. Lee, H. B. Gray, F C. Anson, and B. G Mamstrém, J.

117

Electroanal. Chem,, 172, 289 (1984).

17. J. Ohkawa, N. Okada, A. Shinmyo, and M. Takano, Proc. Natl.

Acad. Sdi., 86, 1239 (1989).

18. G T. R. Pdmore and H.-H Kim, J. Electroanal. Chem.,, 464, 110

(1999).

19. E. Steckhan and T. Kuwana, Ber. Bunsen., 78, 253 (1974).
20. A. J. Bad and L. R. Faulkner, "Electrochemicad Methods', John

21
22
23
24,

Wiley & Sons, New York (2000).

. R. S, Nicholson and L. Shain, Anal. Chem,, 36, 706 (1964).

. R. S. Nicholson, Anal. Chem, 37, 1351 (1965).

. J. Heinze, Ber. Bunsenges. Phys. Chem,, 85, 1096 (1981).

. C. R Cantor and P R. Schimmé, "Biophysica Chemistry”, Freeman,
New York, (1980).




<<
  /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
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts 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
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -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
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /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 ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /FRA <>
    /ENU (Use these settings to create PDF documents with higher image resolution for improved printing quality. The PDF documents can be opened with Acrobat and Reader 5.0 and later.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308000200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e30593002537052376642306e753b8cea3092670059279650306b4fdd306430533068304c3067304d307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /KOR <FEFFd5a5c0c1b41c0020c778c1c40020d488c9c8c7440020c5bbae300020c704d5740020ace0d574c0c1b3c4c7580020c774bbf8c9c0b97c0020c0acc6a9d558c5ec00200050004400460020bb38c11cb97c0020b9ccb4e4b824ba740020c7740020c124c815c7440020c0acc6a9d558c2edc2dcc624002e0020c7740020c124c815c7440020c0acc6a9d558c5ec0020b9ccb4e000200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /CHS <FEFF4f7f75288fd94e9b8bbe7f6e521b5efa76840020005000440046002065876863ff0c5c065305542b66f49ad8768456fe50cf52068fa87387ff0c4ee563d09ad8625353708d2891cf30028be5002000500044004600206587686353ef4ee54f7f752800200020004100630072006f00620061007400204e0e002000520065006100640065007200200035002e00300020548c66f49ad87248672c62535f003002>
    /CHT <FEFF4f7f752890194e9b8a2d5b9a5efa7acb76840020005000440046002065874ef65305542b8f039ad876845f7150cf89e367905ea6ff0c4fbf65bc63d066075217537054c18cea3002005000440046002065874ef653ef4ee54f7f75280020004100630072006f0062006100740020548c002000520065006100640065007200200035002e0030002053ca66f465b07248672c4f86958b555f3002>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


