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Introduction
Flutamide, 3'-trifluoromethyl-4'-nitro-2-methylpropinoyl-

anilide, is a nonsteroidal antiandrogen[1,2] devoid of other
hormonal activity and is recognized worldwide as the most
beneficial drug for the treatment of patients with advanced
prostate cancer[3–5] when used in combination with various
luteinizing hormone-releasing factor agonists.  This antian-
drogen is also used in combination with oral contraceptives
for the treatment of hirsutism[6] and benign prostatic hyper-
plasia[7, 8].

However, flutamide therapy is associated with hepatitis
in a few subjects.  The incidence of liver toxicity (as defined
by an increase in serum transaminase activity of fourfold
greater than upper normal limits) was found to be 0.36% in
1091 consecutively treated prostate cancer patients[9–11].
Flutamide-induced hepatitis was decreased using piperonyl
butoxide [cytochrome P450 (CYP450) inhibitor] and increased
using β-naphthoflavone (CYP450 1A inducer)[12].

Previous results show that CYP1A2 is involved in fluta-
mide bioactivation[12,13].  CYP1A2 is a cytochrome P-450 en-
zyme constitutively expressed in the liver, which catalyzes
the metabolism of many drugs, such as caffeine, phenacetin,

and propranolol[14].  The enzyme also participates in the meta-
bolic activation of chemical mutagens in cooked food such
as 2-amino-3-methylimidazo[4,5-f]quinoline and 2-amino-3,
8-dimethylimidazo[4,5-f]quinoxaline and 2-amino-1-methyl-
6-phenylimidazo[4,5-b]pyridine[15].  Previous studies have
reported flutamide bioactivation using the P450 enzyme sys-
tem generated a nitro anion free radical after treatment[16].
These radicals can bind covalently to proteins and lipids, or
remove hydrogen atoms from polyunsaturated fatty acids in
lipids, thereby initiating lipid peroxidation and liver cell in-
jury[17].  Therefore, CYP1A2 increase might be a risk factor
for flutamide-associated hepatotoxicity or carcinogenicity.
In the present study, we investigate the modulation of
CYP1A2 expression in adult male rats given flutamide for 2
weeks.

Materials and methods
Chemicals  Flutamide was provided by the Shanghai

Hongqi Pharmaceutics Factory.  Trizol reagent was obtained
from Life Technologies and reverse transcription-polymerase
chain reaction kits were obtained from Sangon Biological
Technique.  Caffeine and its metabolite, and β-hydroxyethyl-
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theophyline (HT) were obtained from Sigma Chemical
Company.  Rabbit anti-rat CYP1A2 monoclonal antibody was
obtained from Santa Cruz Biotechnology (kindly provided
by Dr XC MA).

Animals and treatment  Adult male Sprague-Dawley rats
weighing between 200 g and 250 g (Experimental Animal Cen-
ter of Fudan University, grade II, certification No 01212) were
housed at a temperature of 20 °C–25 °C under a 12 h light/
dark cycle with 50% relative humidity in filtered and patho-
gen-free air.  The animals were acclimatized for 1 week prior
to use.  For CYP1A2 induction studies, rats were divided
into five groups of 10 animals each.  The first group was
given 0.5% carboxymethylcellulose sodium (CMC) as a
control, and the second group of rats received 3-methyl-
cholanthrene (3-MC, 30 mg/kg, ip, for 5 d) as a positive con-
trol for CYP1A2 induction.  Flutamide and 3-MC were also
suspended in 0.5% CMC.  The rats were treated once daily,
ig, for 14 consecutive days.  All rats were killed on d 16.
Livers were excised and immediately frozen on ice and stored
at -80 °C for total RNA and liver microsomal preparation.

RNA extraction and cDNA synthesis  Total RNA was
obtained from frozen rat livers (0.5 g–1 g) using Trizol
reagent.  The RNA concentration was determined spectro-
scopically at 260 nm, and 5 µg of total RNA was taken for
reverse transcription.  Random primer (300 ng) was added
and primer annealing was performed using incubation for
10 min at 65 °C and 10-min progressive cooling on ice.
Deoxynucleotides (dNTP) (4 mmol/L each), 5 µL of
10×reaction buffer, 50 U of block ribonuclease inhibitor, and
200 U of SuperScript II RNase reverse transcriptase were
added to a final volume of 50 µL, and samples were incu-
bated at 42 °C for 30 min.  The reaction was stopped by
heating to 90 °C for 5 min.  Control samples contained dis-
tilled water instead of RNA.  The synthesized cDNA was
stored at -20 °C until use.

Polymerase chain reaction  Reverse transcription sample
of 2.5 mL was added to the corresponding polymerase chain
reaction mixture containing 0.5 µmol/L sense and antisense
primer, 2 mmol/L MgCl2, 10 mmol/L Tris-HCl (pH  9), 50 mmol/L
KCl, 0.1% Triton X-100, and 80 µmol/L dNTP.  After heating
at 95 °C for 5 min and cooling to the primer-annealing tem-
perature for 5 min (60 °C), 2 U of Taq DNA polymerase was
added.  The following primers were used: CYP1A2 forward
(+127 to +147), 5'-GGACCCTGGGGCTTGCCCTTC-3'; reverse
(+484  to  +504), 5'-AGCCTCTTTGCTCACGTGCTC-3'; β-ac-
tin forward (+59 to +69), 5'-CCCAAGTCGCCTCC-GTCCCGC-
3'; reverse (+894 to +914), 5 -́CCCTCCAGGAGCCCCATGAGC-
3'.  The specificity of CYP1A2 primers was confirmed through
alignment with the CYP subfamily DNAs.  Amplification con-

ditions for all primer pairs were used as follows: 94 °C 30 s,
60 °C 30 s, and 72 °C 30 s for 30 cycles.  β-actin segment was
amplified separately and used as an external standard, be-
cause interaction of primer pairs caused a decrease in signal
intensity.  A total 12 µL of each preparation was subjected to
agarose gel electrophoresis in the presence of ethidium
bromide.  The gel was photographed using Polaroid 665 film
and the intensity of each band was quantified using the
software provided with the ABI 7700 system.  Each assay
was performed in triplicate.  Results were expressed as a
ratio of the optical intensity of the CYP1A2 to that of the
β-actin.  This approach allows for the semiquantita-tion of
the expression of the CYP1A2 gene.

Immunoblot analysis  Liver microsomes were prepared
as described by Kamataki and Kitagawa[18].  The protein con-
centration was determined using Bradford’s method[19], us-
ing a protein assay with bovine serum albumin as a standard.
Three micrograms of microsomal protein were resolved sepa-
rately by electrophoresis on 10% SDS-polyacrylamide gel
and then transferred onto a nitrocellulose membrane.  The
membrane was incubated with a rabbit anti-rat CYP1A2 mono-
clonal antibody, and further incubated with goat anti-rabbit
secondary antibody conjugated with horseradish peroxidase,
followed by detection with 3,3'-diaminobenzidine and hy-
drogen peroxide.  The membrane was scanned with an image
scanner, and the signal intensity was quantified using the
software provided with the ABI 7700 system.  In the present
study, the levels of CYP1A2 proteins were in the linear range
for densitometric readings.

CYP1A2 activity  Caffeine was used as a probe for
CYP1A2 activity and plasma caffeine (137X) and its metabo-
lite (17X) were assayed using high performance liquid chro-
matography[20].  After the last dose of flutamide and over-
night fast, each rat received 20 mg/kg (ip) of caffeine.  Blood
samples (2 mL) were drawn after caffeine administration.
Plasma was separated and frozen at -20°C for later analysis.
The mixtures of plasma containing 17X and 137X was
extracted with chloroform/isopropanol (9:1).  The residue re-
maining after evaporation was dissolved in 0.1 mL elution
and 20 µL was injected into the chromatographic system.
HT was chosen as an internal standard (IS).  All components
were separated isocratically on a reversed-phase column
using 0.05% acetic acid:acetonitrile:methanol (82:8:10) as a
mobile phase at a flow rate of 1 mL/min.  Ultraviolet detec-
tion wavelength was 282 nm.  The retention times for 17X,
137X, and IS were 4.50 min, 5.03 min, and 8.13 min, respec-
tively.  The CYP1A2 activity was expressed as a ratio of the
concentration of 17X to that of 137X observed 6 h after giv-
ing caffeine.
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Statistical analysis  The statistical significance of the
difference between the means of the two groups was
assessed using the independent t test (SPSS software package,
1997).  P<0.05 was considered statistically significant.

Results
CYP1A2 mRNA levels  The levels of CYP1A2 mRNA

were normalized using a comparison with β-actin, constitu-
tively expressed in the rat liver.  The increase in CYP1A2
mRNA was expressed as a percentage of the control.  After
flutamide treatment (50 mg/kg) of rats for 14 d, liver CYP1A2
mRNA levels were similar to control levels, but CYP1A2
mRNA levels were increased 1.86 and 3.11-fold relative to
controls in rats in flutamide 100 mg/kg and 200 mg/kg group,
respectively.  CYP1A2 mRNA levels were increased 15.6-
fold by 3-MC treatment (Figure 1).

CYP1A2 protein  Similar results were obtained for the
analysis of the P450 protein.  After 50 mg/kg flutamide
treatment, CYP1A2 protein in rat liver microsomes was simi-

lar to that in the control group.  However, CYP1A2 protein
levels increased 1.78 and 2.89-fold respectively, after 100
mg/kg and 200 mg/kg flutamide treatment as compared to
those in controls.  In contrast, 3-MC treatment increased the
CYP1A2 protein content 13.8-fold (Figure 2).

CYP1A2 enzyme activity  Caffeine is hydroxylated to
form paraxanthine (17X) using CYP1A2.  Concentration ratio
of caffeine metabolite paraxanthine to caffeine (17X/137X)
was used to express the activity of CYP1A2.  After giving
caffeine for 6 h, CYP1A2 activity in rats treated with flutamide
(50 mg/kg) was similar to that in the control group.  In rats
given 100 mg/kg and 200 mg/kg of flutamide, CYP1A2 en-
zyme activity increased 1.65 and 2.83-fold, respectively, as
compared to that in the control group.  3-MC increased
CYP1A2 activity 8.50-fold more than those in the control
group (Figure 3).

Discussion

In the present study, CYP1A2 mRNA, protein, and
enzyme activity were induced by flutamide treatment in rats.

Figure 1.  Effects of flutamide on cytochrome P450 1A2 (CYP1A2)
mRNA levels in rats.  (A) Total RNA was extracted from liver tissues,
CYP1A2 and β-actin mRNA levels were detected using reverse tran-
scription-polymerase chain reaction.  Each lane contains 1 µg total
of RNA from the liver of the control ra ts, flutamide and 3-MC
treated rats.  Lane 1 corresponds to the control liver, whereas lanes
2, 3, and 4 correspond to liver RNA from rats treated with flutamide
at 50 mg/kg, 100 mg/kg, and 200 mg/kg, respectively.  Lane 5 corre-
sponds to liver RNA from the 3-MC treated rats.  (B)Signal intensity
was quantified by a bioimage analyzer (n=10).  The signals were
normalized using β-actin.  The columns represent the induction (fold)
of CYP1A2  mRNA relative to the control.

Figure 2.  Induction of cytochrome P450 1A2 (CYP1A2) protein
in the rat liver after  flutamide treatment. (A) Liver microsomes
(3 g) were separated using SDS-polyacrylamide gel electrophoresis,
blotted onto a nitrocellulose membrane, and then probed with anti-
bodies against rat CYP1A2. Liver microsomes prepared from 3-MC-
treated rats were used as positive control in these analyses (lane 5).
Lanes 2, 3, 4 correspond to liver microsomes from rats treated with
flutamide (50 mg/kg, 100 mg/kg, and 200 mg/kg), respectively. Lane
1 corresponds to liver microsomes from control rats. (B) Immunoblots
were scanned with an image scanner and then analyzed using software
provided with the ABI 7700 system (n=10). The columns represent
the induction (fold) of CYP1A2 protein as compared to the control.
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It is reasonable to speculate that flutamide is a CYP1A2
inducer in rats.  This P450 induction is dose-dependent as it
increases with increasing amounts of flutamide in the liver.
The magnitude of CYP1A2 induction assessed using three
different parameters, that is, mRNA, protein, and enzyme
activity, was found to be comparable.  The differences be-
tween the mRNA and protein induction and between protein
and enzyme activity in rats were less than 2-fold; therefore, it
is highly probable that the CYP1A2 induction occurs mainly
at a pretranslational level, and we speculate that flutamide-
mediated CYP1A2 induction is a result of increased rate of
transcription.

CYP1A2 is one of the major constitutively expressed
P-450 in the liver tissue.  It catalyzes steroid hydroxylations,
such as 17β-estradiol 2-hydroxylation[21,22].  Of considerable
interest is the ability of P4501A2 to catalyze the N-hydroxyla-
tion of carcinogenic aryl amines and heterocyclic amines[23–25].
The oxidized products can modify DNA, either directly or
following conjugation with acryl or sulfate groups[26,27].  The
heterocyclic amines are of considerable interest in that they
are found in charbroiled food and cigarette smoke.  There is
some epidemiological evidence that elevated levels of
CYP1A2 can be a predisposing factor to colon cancer,
although the risk is marginal unless high levels of N-acetyl-

transferase are present along with high charbroiled meat
consumption.

Flutamide can be metabolized by CYP1A2 to form the
reactive metabolites.  Nitro radical and one-electron reduc-
tion products have toxic effects on the liver cells[16].  Induc-
tion of CYP1A2 can increase the formation of toxic metabo-
lites, and increase the incidence of liver toxicity.  This might
explain why flutamide had no significant liver toxicity after
low doses (50 mg/kg), although it caused liver toxicity at
higher doses (100 mg/kg and 200 mg/kg) in previous studies[28].
Therefore, the induction of CYP1A2 might have a large influ-
ence on the therapeutic efficacy and liver toxicity associated
with flutamide treatment.  Induction of CYP1A2 using
flutamide treatment and its possible effects on the metabo-
lism of other drugs and the carcinogenesis of heterocyclic
amines in human beings would be useful topics of further
study.

Acknowledgments
We thank Yi WANG for kindly supplying β-actin primer.

The supports from PhD Xin WU and Hong-Xin ZHU from
our university are also acknowledged.

References
1 Neri RO, Florance K, Koziol P.  A biological profile of a nonste-

roidal antiandrogen, SCH13521(4'-nitro-3'trifluoromethyliso-
butyranilide).  Endocrinology 1972; 91: 427–37.

2 Neri RO, Monahan M.  Effects of novel nonsteroidal antiandrogen
on canine prostatic hyperplasia.  Invest Urol 1972; 10: 123–30.

3 Labrie F, Dupont A, Cusan L, Manhes G, Bergeron N, Lacourciere
Y.  Combination therapy with castration and flutamide: today’s
treatment of choice for prostate cancer.  J  Steroid Biochem
1989; 33: 817–21.

4 Chen DH, Kaung HL, Miller CM, Resnick MI, Marengo SR.
Microarray analysis of changes in renal phenotype in the ethyl-
ene glycol rat model of urolithiasis: potential and pitfalls.  BJU
Int 2004; 93: 637–50.

5 Pitts WR Jr.  The use of flutamide as a single antiandrogen treat-
ment for hormone-refractory prostate cancer.  BJU Int 2004;
93: 1119–20.

6 Andrade RJ, Lucena MI, Fernandez MC, Suarez F, Montero JL,
Fraga E.  Fulminant liver failure associated with flutamide therapy
for hirsutism.  Lancet 1999; 353: 983–6.

7 Caine M, Perlberg S, Gordon R.  The treatment of benign pros-
tatic hypertrophy with flutamide: a placebo controlled study.  J
Urol 1975; 114: 564–6.

8 Bonard M, Almeida S.  Placebo-controlled double-blind study in
human benign obstructive prostatic hypertrophy with flutamide.
Eur Urol 1975; 2: 24–8.

9 Lubbert C, Wiese M, Haupt R, Ruf BR.  Toxic hepatitis and liver
failure under therapy with flutamide.  Internist (Berl) 2004; 45:
333–40.

1 0 Ometz JL, Dupont A, Cusan L, Tremblay M, Suburu R, Lrmay M.

Figure 3 .  Increase of cytochrome P450 1A2 (CYP1A2)enzyme
activity using flutamide treatment.  (A) Chromatograms of caffeine
(137X), its metabolite paraxanthine (17X) and β-hydroxyethyl-theo-
phylline (HT) in serum sample, the retension time for 17X, HT, and
137X were 4 .50 min, 5.03 min, and 8.13 min, respectively. (B)
CYP1A2 activity (fold) in flutamide (50, 100, 200 mg/kg) and 3-MC
treated-rats as compared to the controls, which is expressed as ratio
of caffeine metabolite (paraxanthine) concentra tion to that of
caffeine.



1386

 Acta Pharmacologica Sinica ISSN 1671-4083Wang HX et al

Incidence of liver toxicity associated with the use of flutamide in
prostate cancer patients.  Am J Med 1992; 92: 465–70.

1 1 Anjumath S, Michael M, Cha rles W.  Metaboli sm of the
antiandrogenic drugs (flutamide) by human CYP1A2.  Drug Metab
Dispos 1997; 25: 1298–304.

1 2 Wang HX, Li D, Xu CJ, Liu X.  Flutamide-associated acute liver
failure.  Ann Ital Med Int 2003; 18: 250–3.

1 3 Aizawa Y, Ikemoto I, Kishimoto K.  Flutamide-induced hepatic
dysfunction in relation to steady-state plasma concentrations of
flutamide and its metabolites.  Mol Cell Biochem 2003; 252:
149–56.

1 4 Gonzales FJ, Liu SY, Yano M.  Regulation of cytochrome P450
genes: molecular mechanism.  Pharmacogenetics 1993; 3: 51–7.

1 5 Boobis AR, Gooderham NJ, Rich KJ, Zhao K, Edwards RJ, Murray
BP, et al.  Enzymatic studies of the activation of heterocyclic
food mutagens in man.  Princess Takamatsu Symp 1995; 23:
134–44.

1 6 Vazquez RM, Gil GL, Lopez SP, Aleman VS, Garcia PA.  Liver
toxicity associated with flutamide.  An Med Intern 2004; 21:
307–8.

1 7 Williams AT, Burke RF.  Carbon tetrachloride hepatotoxicity:
an example of free radical-mediated injury.  Semin Liver Dis
2000; 10: 279–84.

1 8 Kamataki T, Kitagawa H.  Effects of lyophilization and storage
of rat liver microsomes on activity of aniline hydroxylase, con-
tents of cytochrome b5 and cytochrome P-450 and aniline-in-
duced P-450 difference spectrum.  Jpn J Pharmacol 1974; 24:
195–203.

1 9 Bradford MM.  A rapid and sensitive method for the quantitation
of microgram quantities of protein utilizing the principle of pro-
tein-dye binding.  Anal Biochem 1976; 72: 248–54.

2 0 Casler WL, Menzies JA, Whitehouse LW, Moon TW.  Detection
of quantitative trait loci affecting caffeine metabolism by inter-
val mapping in a genome-wide scan of C3H/HEJ×APNF2 mice.

Drug Metab Dispos 1999; 27: 1375–80.
2 1 Sandhu P, Guo Z, Baba T, Martin MV, Turkey RH, Guengerich

FP.  Expression of modified human cytochrome P450 1A2 in
Escherichia coli stabilization, purification, characterization, and
catalytic activities of the enzyme.  Arch Biochem Biophys 1994;
309: 168–77.

2 2 Zacharova LY, Gulyaeva LF, Lyakhovich VV.  Rat hepatic
CYP1A1 and CYP1A2 induction by menadione.  Toxicol Lett
2005; 155: 253–8.

2 3 McManus ME, Burgess WE, Weronese ME, Huggett A, Quattrochi
LC, Tukey RH.  Metabolism of 2-acetylaminofluorene and ben-
zopyrene and activation of food-derived heterocyclic amine
mutagens by human cytochromes P-450.  Cancer Res 1990; 50:
3367–76.

2 4 Toyoshiba H, Walker NJ, Bailer AJ, Portier CJ.  Evaluation of
toxic equivalency factors for induction of cytochromes P450
CYP1A1 and CYP1A2 enzyme activity by dioxin-like compounds.
Toxicol Appl Pharmacol 2004; 194: 156–68.

2 5 Butler MA, Iwasaki M, Guengerich FP, Kadlubar FF.  Human
cytochrome P450, the phenacetin O-deethylase, is primarily
responsible for the hepatic 3-demethylation of caffeine and N-
oxidation of carcinogenic arylamines.  Proc Natl Acad Sci USA
1989; 86: 7696–700.

2 6 Kadlubar PF, Hammons GK.  The role of cytochrome P-450 in
the metabolism of chemical carcinogens, in mammalian cyto-
chromes P-450.  Boca Raton (FL): CRC Press; 1987.

2 7 Walubo A, Barr S, Abraham AM, Coetsee C.  The role of cyto-
chrome-P450 inhibitors in the prevention of hepatotoxicity after
paracetamol overdose in rats.  Hum Exp Toxicol 2004; 23: 49–
54.

2 8 Wang HX, Xu CJ, Li D.  Influence of flutamide on liver biotrans-
formation enzymes and antioxidation in rats.  J Fudan Univ
(Med Sci) 2001; 28: 299–302.


	Induction of liver cytochrome P450 1A2 expression by flutamide in rats1
	Introduction
	Materials and methods
	Results
	Discussion
	Acknowledgments
	References



<<
  /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


