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ABSTRACT

Background: Extracellular matrix accumulation, epithe-
lial-to-mesenchymal transition, tubular atrophy and loss
of peritubular capillary network are hallmarks of tubu-
lointerstitial injury in progressive renal diseases. In this
study, we analyzed endostatin expression in kidneys
subjected to unilateral ureteral obstruction (UUO). 
Methods: Collagen XVIII mRNA expression was evaluat-
ed by real-time polymerase chain reaction (PCR). Endo-
statin and CD31 protein levels were analyzed by Western
blot and immunohistochemistry. In vitro quantification of
collagen XVIII and fibrosis-related genes in HK2 cells
was performed by real-time PCR.
Results: UUO significantly increased collagen XVIII mR-
NA expression and released a 30-kDa endostatin frag-
ment. Immunohistochemistry revealed endostatin ex-
pression increased in injured tissue, mainly on tubular
cells. Of interest, expression of CD31 was significantly
reduced by UUO. Endostatin administration in vitro did
not modify the expression of genes related to fibrosis de-
velopment. However, in vitro TGF-b1 administration in-
duced expression of collagen XVIII/endostatin mRNA in
human tubular cells.
Conclusion: Endostatin is expressed during the progres-
sion of renal fibrosis in vitro and in vivo, suggesting a
role for endostatin in development of tubulointerstitial in-
jury.

Key words: Endostatin, Proximal tubular cells, Tubuloint-
erstitial fibrosis, Unilateral ureteral obstruction

INTRODUCTION

Tubulointerstitial fibrosis is a common feature of progressive
renal disease (1) and strongly correlates with deterioration of
renal function. Fibrosis of the tubulointerstitial compartment
is characterized by excessive matrix protein production,
epithelial-to-mesenchymal transition, monocyte infiltration
and tubular atrophy (2, 3). Unilateral ureteral obstruction
(UUO) is a representative experimental model of tubulointer-
stitial fibrosis that involves several cellular and molecular
events (4). 
Accumulating evidence suggests that tubular damage results
in loss of peritubular capillaries, impairing blood flow delivery.
Interstitial fibrosis also impairs oxygen diffusion and supply to
tubular cells, inducing chronic hypoxia in that compartment
(5). Loss of peritubular capillaries and tubulointerstitial hypox-
ia are noted even in early stage of progressive renal disease,
when interstitial fibrosis is mild (6). In vitro studies suggest
that hypoxia induces fibrosis in proximal tubular epithelial
cells (7, 8), consistent with in vivo data (9). 
Endostatin, a fragment cleaved from the C terminus of colla-
gen XVIII, is a specific inhibitor of endothelial cell proliferation,
migration, invasion and tube formation (10). Mice treated with
nitric oxide synthase inhibitors exhibited up-regulation of col-
lagen XVIII/endostatin and rarefaction of capillary profiles.
This was accompanied by increased expression of transform-
ing growth factor b1 (TGF-b1) and connective tissue growth
factor (CTGF) in the kidney (11). 
In this study, we demonstrated that interstitial fibrosis
induced by UUO increases the expression of collagen XVIII
mRNA and endostatin protein. In vitro, endostatin was not
able to modify the expression of fibrosis-related genes.
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However, in vitro administration of TGF-b1 stimulated col-
lagen XVIII mRNA expression, corroborating the data
found in vivo. We also detected down-regulation of CD31
expression after UUO, indicating loss of capillaries con-
comitant with increased expression of endostatin. 

SUBJECTS AND METHODS

Unilateral ureteral obstruction

A UUO model was induced in adult male C57BL/6 mice
(3-5 months of age, 20-25 g) under pentobarbital-induced
anesthesia. The right ureter was ligated with 4-0 silk at 2
locations and cut between ligatures to prevent urinary
tract infection (obstructed kidney). The animals were sac-
rificed 1, 3 or 5 days after the procedure. Contralateral
and obstructed kidney were removed and processed for
analysis. All procedures were approved by the ethics
committee on research of the Federal University of São
Paulo. 

Cell line and culture conditions

HK2 cells (American Type Culture Collection number CRL-
2190) were cultured in a humidified atmosphere contain-
ing 5% CO2 at 37°C in Dulbecco’s modified Eagle’s medi-
um and Ham’s F12 (DMEM/F12; Invitrogen, Carlsbad, CA,
USA) and supplemented with 100 U/mL penicillin, 50
mg/mL streptomycin and 10% fetal bovine serum (FBS;
Invitrogen) until 60% confluence, when the medium was
replaced by DMEM/F12 for 24 hours. After that, cells were
incubated with TGF-b1 (2 ng/mL, Sigma-Aldrich, St Louis,
IL, USA) or endostatin (200 ng/mL, Alpha Diagnostic
International, San Antonio, TX, USA) for 6 or 24 hours.  

Quantitative real-time PCR

Total RNA from kidney or cell pellets was extracted using
an RNeasy kit (Qiagen, Hilden, Germany). Samples were
submitted to cDNA synthesis (Superscript-II; Invitrogen),
and quantitative real-time polymerase chain reaction
(qPCR) was carried out using the ABI 7700 thermocycler
(Applied Biosystems, Foster City, CA, USA) and
Quantitect SYBR Green I kit (Qiagen), according to the
manufacturers’ recommendations. Cycle numbers
obtained at the log-linear phase of the reaction were plot-
ted against a standard curve prepared with serially diluted
control samples. Expression of target gene was normal-

ized by glyceraldehyde-3-phosphate dehydrogenase
(GAPDH) mRNA levels. Specificity of each reaction was
confirmed by melting curve analysis and agarose gel elec-
trophoresis. 

Protein extraction and Western blot analysis

Kidneys were homogenized in lysis buffer (50 mM Tris-
HCl, 1 mM EDTA, 150 mM NaCl, 0.1% SDS, 1% NP-40,
1% sodium deoxycholate, 1 mM sodium orthovanadate, 1
mM sodium fluoride, protease inhibitors, pH 8.0) and ana-
lyzed by Western blot. Membranes were incubated with a
mouse anti-endostatin antibody (Res.16; kindly donated
by Dr Ritva Heljasvaara, University of Oulu, Finland), anti-
GAPDH (1:500; Santa Cruz Biotechnology, Santa Cruz,
CA, USA) or anti-CD31 (1:2,000; BD Biosciences
Pharmingen, San Jose, CA, USA) and developed through
chemiluminescence in x-ray films (GE HealthCare,
Piscataway, NJ, USA). Images were acquired on a GS-710
densitometer and analyzed by the software QuantityOne
(Bio-Rad, Hercules, CA, USA).

Immunohistochemistry

Kidneys were removed, fixed in formalin, embedded in
paraffin and sectioned (4 µm thick), and immunohisto-
chemistry was performed or Masson’s trichrome stain
(Sigma-Aldrich) applied, with heat-induced epitope
retrieval. The slides were processed for identification of
macrophage infiltration (anti-CD68, clone KP1, 1:200;
Dako Cytomation, Carpinteria, CA, USA), myofibroblast
differentiation (anti-a-smooth muscle actin antibody, clone
HHF35, 1:200; Dako Cytomation) and endostatin (anti-
endostatin antibody, 1:100; Chemicon, Temecula, CA,
USA), followed by diaminobenzidine detection system
(Sigma-Aldrich, USA). Images were collected (digital cam-
era DXM1200F, Nikon, Japan) at ×200 magnification. 

RESULTS

UUO procedure promoted renal fibrosis

UUO promoted renal interstitial fibrosis, characterized by
tubular atrophy and interstitial matrix deposition, whereas
no histological change was found in the contralateral kid-
ney. Analysis of Masson’s trichrome staining revealed that
ureteral obstruction elicited intense interstitial collagen
deposition when compared with control kidneys (Fig. 1A,
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D). UUO also increased the interstitial myofibroblast popu-
lation, characterized by the expression of a-smooth mus-
cle actin (a-SMA) surrounding the peritubular and
periglomerular spaces (Fig. 1E). This contrasted with
reduced a-SMA expression in the contralateral kidney
(Fig. 1B). The infiltration of ED-1 positive macrophages in
the contralateral kidneys was not significant (Fig. 1C).
However, it was markedly present in obstructed kidneys
(Fig. 1D). In addition, progression of renal fibrosis induced
by ureteral obstruction involves TGF-b1 expression. As
demonstrated in Figure 1G, obstructed kidneys signifi-
cantly express high levels of TGF-b1 (12.9 ± 1.6 fold

change at day 5, n=6). These results indicated that inflam-
mation and epithelial-to-mesenchymal transition, classic
components of tubulointerstitial fibrotic disease, took
place in our model.

UUO is associated with increased endostatin
expression

After UUO, injured kidneys showed a significant increase
in tubulointerstitial fibrosis. We further examined the
expression of collagen XVIII mRNA, the endostatin precur-
sor. qPCR analysis revealed that collagen XVIII was up-
regulated after UUO (Fig. 2A). Increased expression of col-
lagen XVIII mRNA was observed 24 hours after ureteral
ligation (2.1 ± 0.3 fold change, n=5, p<0.05) and this effect
was progressive (11.6 ± 1.3 fold change at day 5, n=5,
p<0.01). Of interest, signals of collagen XVIII mRNA were
not significantly changed in contralateral kidneys (data not
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Fig. 1 - Tubulointerstitial fibrosis. Sections of contralateral
(A-C) and obstructed kidneys (D-F), stained with Masson’s
trichrome for collagen deposition (A, D), representative inter-
stitial a-smooth muscle actin expression (B, E) and
macrophage infiltration (C, F), 5 days after the procedure.
Each image was randomly acquired from the cortex area and
is representative of 5 animals. Magnification ×200. G) qPCR
analysis of TGF-b1 relative expression in obstructed/con-
tralateral kidney, normalized by GAPDH. Each bar represents
mean ± SEM, n=5; *p<0.05, **p<0.01, vs. contralateral.



shown). We performed Western blot analysis to confirm
that endostatin was cleaved from collagen XVIII. A 30-kDa
isoform of endostatin was recognized by polyclonal anti-
endostatin antibody, demonstrating that endostatin was
up-regulated at protein levels by UUO (Fig. 2B, C; maxi-
mum expression at day 5, 3.8 ± 0.8 fold change, n=3,
p<0.05). Concurrently, we evaluated CD31 expression
and, as expected, found it was significantly reduced dur-
ing the course of injury (Fig. 2B, C; -5.2 ± 0.1 fold change
at day 5, n=3, p<0.05). Immunohistochemistry revealed
that endostatin was mainly expressed within tubular cells
of obstructed kidney (Fig. 3). Endostatin signal was
increased at day 1 (Fig. 3B) and maintained such expres-
sion levels 3 and 5 days after UUO (Fig. 3D, E, respective-
ly). Of note, a slight basal expression of endostatin was
observed in the contralateral kidney. 

Endostatin do not modulate the expression of
genes involved in progression of renal fibrosis

We demonstrated that collagen XVIII/endostatin mRNA
and protein levels were up-regulated during progression of
the UUO model. In this manner, we speculated that endo-
statin could contribute to development of renal fibrosis,
increasing expression of genes involved with extracellular
matrix. We employed in vitro stimulation of human proxi-
mal tubule cells with recombinant endostatin for 6 and 24
hours (Fig. 4). qPCR analysis demonstrated that endo-
statin failed to induce expression of TGF-b1, CTGF and
osteopontin in HK2, suggesting that endostatin does not
modulate genes involved with extracellular matrix and
fibrosis.

TGF-b1 induces expression of endostatin in vitro

Collagen XVIII/endostatin was highly expressed in UUO.
However, in vitro administration failed to trigger the
expression of fibrosis-related genes. To confirm that colla-
gen XVIII/endostatin expression was a consequence of
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Fig. 2 - Endostatin expression after UUO. A) qPCR analysis of
collagen XVIII relative expression in obstructed/contralateral
kidney, normalized by glyceraldehyde-3-phosphate dehydro-
genase (GAPDH). Each bar represents mean ± SEM, n=5;
*p<0.05, **p<0.01, vs. contralateral. B) Western blot analysis
of endostatin and CD31 protein levels in contralateral and
obstructed kidneys. GAPDH protein expression was
employed as loading control for the experiment. C)
Densitometry of Western blot. Samples were quantified, nor-
malized by GAPDH levels and obstructed to contralateral
ratio was presented. Each bar represents mean ± SEM, n=3;
*p<0.05, vs. contralateral.



fibrosis, we employed in vitro stimulation of human proxi-
mal tubule cells with TGF-b1 for 6 or 24 hours (Fig. 5).
qPCR analysis demonstrated that TGF-b1 induces colla-
gen XVIII expression in proximal tubular cells in vitro (2.3 ±
0.2 fold change, n=4, p<0.05), corroborating the data
observed in vivo.

DISCUSSION

This study describes the expression of endostatin, an
antiangiogenic protein, in progression of tubulointerstitial
fibrosis induced by UUO in mice. Progressive renal disor-
ders are accompanied by development of tubulointerstitial
modifications characterized by interstitial infiltration of
mononuclear cells, epithelial-to-mesenchymal transition
and accumulation of matrix proteins, leading to fibrosis (1). 
Decreased peritubular capillary density correlates with
progression of renal disease (12). Of note, peritubular cap-
illary regression occurs and might contribute to progres-
sive tubulointerstitial fibrosis (13). During the progression
of tubulointerstitial fibrosis, prominent regression of per-
itubular capillary networks take place toward the end of
the disease period. 

One of the key players in angiogenesis is endostatin,
which inhibits proliferation and migration and induces cell-
cycle arrest of endothelial cells in vitro (10). Endostatin’s
role in adult tissue includes inhibition of tumor develop-
ment and angiogenesis by suppressing endogenous
expression of VEGF-A (14) and blocking VEGF-mediated
proangiogenic signaling (15). 
In the present study, we employed the UUO model to
demonstrate the expression of endostatin in the progres-
sion of tubulointerstitial fibrosis. It is reasonable to confirm
that progression of kidney injury induced by UUO involves
endostatin modulation and release in the fibrotic milieu, as
confirmed by collagen XVIII mRNA expression and endo-
statin protein levels. In this context, we hypothesized that
endostatin does not allow the recovery of blood flow
through formation of new peritubular capillaries, which
possibly enhances hypoxia triggered by injury. CD31
analysis by Western blot corroborated our theory, demon-
strating that expression of this endothelial cell surface
marker decreased in UUO, while the endostatin fragment
is significantly increased at the same time points evaluat-
ed. We do not address the question of whether endostatin
changes CD31 expression or if that capillary density actu-
ally changes in consequence of endostatin up-regulation
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Fig. 3 - Immunohistochemistry for endostatin after UUO. Photomicrographs representing negative control staining using nor-
mal rabbit serum (A); contralateral (B) and kidney subjected to UUO (C) on day 1, day 3 (D) and day 5 (E).  Each image was ran-
domly acquired from the cortex area and is representative of 5 animals. Magnification ×200.



after UUO. We are currently engaged in pursuing that
question, and we presume that chronic ischemia in later
stages of the UUO model could be in part explained by
the expression and release of endostatin. 
In addition to the aforementioned theory regarding endo-
statin, a recent study demonstrated that collagen (I and
IV), laminin and fibronectin improve endostatin-mediated
inhibition of VEGF (16).  We have not addressed this ques-
tion. However, if we consider that extracellular matrix
components and endostatin levels were increased in
UUO, blockade of peritubular capillary recovery could be
improved in kidney disease.
Others have already indicated that the primary mechanism
of UUO is related to tubular injury and subsequent activa-
tion of vasoactive factors, initiating fibrosis (17). In UUO,
fibrosis somewhat preceded peritubular capillary regres-
sion in early stages of the disease; however, as mentioned
before, peritubular capillary loss was often correlated with
degree of tubulointerstitial injury. This finding suggests
that expression of endostatin even at early stages con-
tributes to accelerate or trigger the regression of peritubu-
lar capillaries.
Several studies demonstrated that hypoxia stimulates
tubular cell proliferation, osteopontin expression, TGF-b1
synthesis and CTGF release (18, 19). However, in vitro
administration of endostatin in tubular cells did not modify
expression of the genes mentioned above, suggesting
that endostatin did not play a role in the expression of
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Fig. 4 - Expression of fibrosis markers after endostatin
administration. qPCR analysis for CTGF (A), TGF-b1 (B) and
osteopontin (C) mRNA levels in HK2 cells treated with
recombinant endostatin (200 ng/mL) for 6 or 24 hours.
Expression levels were normalized by GAPDH and compared
with baseline. Each bar represents mean ± SEM, n=4-8.
Results were not statistically significant vs. control.

Fig. 5 - Collagen XVIII mRNA expression in vitro. qPCR analy-
sis of collagen XVIII mRNA expression in HK2 cells treated
with TGF-b1 (2 ng/mL) for 6 or 24 hours. Expression levels
were normalized by GAPDH and compared with baseline.
Each bar represents mean ± SEM, n=4; *p<0.05, vs. control. 



fibrosis-related genes. Interestingly, TGF-b1 was signifi-
cantly up-regulated in vivo, and stimulation of tubular cells
with TGF-b1 in vitro increased expression of collagen
XVIII, supporting evidence that modulation of endostatin
took place as a consequence of renal fibrosis develop-
ment.
Our group has recently published a study of the expres-
sion of endostatin in the murine model of ischemia/reper-
fusion-induced acute renal failure (20). Other reports have
demonstrated that endostatin reduces fibrosis in models
of peritoneal sclerosis and diabetic nephropathy (21, 22),
and elevated serum endostatin levels were observed in
patients with systemic sclerosis accompanying pulmonary
fibrosis (23). However, endostatin effects in renal fibrosis
still have to be evaluated in knockout mice or interven-
tions that block endostatin activity.
In summary, we confirmed the expression and release of
endostatin during the progression of tubulointerstitial
injury induced by the UUO model. Our findings suggest
that synthesis of collagen XVIII and subsequent release of
endostatin may inhibit neovascularization of damaged kid-
ney and renewal of adjacent peritubular capillaries, result-
ing in antiangiogenic changes and a poor prognostic for

kidney disease. We are currently working on the analysis
of endostatin-releasing proteases and endostatin recep-
tors in the UUO model, as well as an attempt to demon-
strate the mechanism of endostatin-mediated peritubular
capillary regression.  

ACKNOWLEDGEMENTS

This study was supported by FAPESP (grant 2004/08311-6).

Conflict of interest statement: None declared.

Address for correspondence:
Thiago Trovati Maciel
Nephrology Division
Federal University of São Paulo
Rua Botucatu 740
04023-900, São Paulo, SP, Brazil
thiagotrovati@uol.com.br

759

JNEPHROL 2008; 21: 753-760

REFERENCES

1. Nath KA. Tubulointerstitial changes as a major determinant
in the progression of renal damage. Am J Kidney Dis.
1992;20:1-17.

2. Klahr S, Schreiner G, Ichikawa I. The progression of renal
disease. N Engl J Med. 1988;318:1657-1666.

3. Sharma AK, Mauer SM, Kim Y, Michael AF. Interstitial fibro-
sis in obstructive nephropathy. Kidney Int. 1993;44:774-
788.

4. Klahr S, Morrissey J. Obstructive nephropathy and renal
fibrosis. Am J Physiol Renal Physiol. 2002;283:F861-F875.

5. Eckardt KU, Bernhardt WM, Weidemann A, et al. Role of
hypoxia in the pathogenesis of renal disease. Kidney Int
Suppl. 2005;68:S46-S51.

6. Nangaku M. Hypoxia and tubulointerstitial injury: a final
common pathway to end-stage renal failure. Nephron Exp
Nephrol. 2004;98:e8-e12.

7. Higgins DF, Biju MP, Akai Y, Wutz A, Johnson RS, Haase
VH. Hypoxic induction of Ctgf is directly mediated by Hif-1.
Am J Physiol Renal Physiol. 2004;287:F1223-F1232.

8. Li X, Kimura H, Hirota K, et al. Synergistic effect of hypoxia
and TNF-alpha on production of PAI-1 in human proximal
renal tubular cells. Kidney Int. 2005;68:569-583.

9. Zhang B, Liang X, Shi W, et al. Role of impaired peritubular
capillary and hypoxia in progressive interstitial fibrosis after
56 subtotal nephrectomy of rats. Nephrology (Carlton).
2005;10:351-357.

10. O’Reilly MS, Boehm T, Shing Y, et al. Endostatin: an
endogenous inhibitor of angiogenesis and tumor growth.
Cell. 1997;88:277-285.

11. O’Riordan E, Mendelev N, Patschan S, et al. Chronic NOS
inhibition actuates endothelial-mesenchymal transforma-
tion. Am J Physiol Heart Circ Physiol. 2007;292:H285-H294.

12. Morrissey J, Klahr S. Transcription factor NF-kappaB regu-
lation of renal fibrosis during ureteral obstruction. Semin
Nephrol. 1998;18:603-611.



13. Ohashi R, Shimizu A, Masuda Y, et al. Peritubular capillary
regression during the progression of experimental obstruc-
tive nephropathy. J Am Soc Nephrol. 2002;13:1795-1805.

14. Hajitou A, Grignet C, Devy L, et al. The antitumoral effect of
endostatin and angiostatin is associated with a down-regu-
lation of vascular endothelial growth factor expression in
tumor cells. FASEB J. 2002;16:1802-1804.

15. Kim YM, Hwang S, Pyun BJ, et al. Endostatin blocks vascu-
lar endothelial growth factor-mediated signaling via direct
interaction with KDR/Flk-1. J Biol Chem. 2002;277:27872-
27879.

16. Delaney CE, Weagant BT, Addison CL. The inhibitory effects
of endostatin on endothelial cells are modulated by extra-
cellular matrix. Exp Cell Res. 2006;312:2476-2489.

17. Chevalier RL, Thornhill BA, Wolstenholme JT. Renal cellular
response to ureteral obstruction: role of maturation and
angiotensin II. Am J Physiol. 1999;277:F41-F47.

18. Epstein FH, Agmon Y, Brezis M. Physiology of renal hypox-
ia. Ann N Y Acad Sci. 1994;718:72-81. Discussion 81-72.

19. Fine LG, Bandyopadhay D, Norman JT. Is there a common
mechanism for the progression of different types of renal
diseases other than proteinuria? Towards the unifying
theme of chronic hypoxia. Kidney Int Suppl. 2000;75:S22-
S26.

20. Bellini MH, Coutinho EL, Filgueiras TC, Maciel TT, Schor N.
Endostatin expression in the murine model of
ischaemia/reperfusion-induced acute renal fai lure.
Nephrology (Carlton). 2007;12:459-465.

21. Ichinose K, Maeshima Y, Yamamoto Y, et al. Antiangiogenic
endostatin peptide ameliorates renal alterations in the early
stage of a type 1 diabetic nephropathy model. Diabetes.
2005;54:2891-2903.

22. Tanabe K, Maeshima Y, Ichinose K, et al. Endostatin pep-
tide, an inhibitor of angiogenesis, prevents the progression
of peritoneal sclerosis in a mouse experimental model.
Kidney Int. 2007;71:227-238.

23. Sumi M, Satoh H, Kagohashi K, Ishikawa H, Sekizawa K.
Increased serum levels of endostatin in patients with idio-
pathic pulmonary fibrosis. J Clin Lab Anal. 2005;19:146-
149.

Received: August 07, 2007
Revised: October 19, 2007
Accepted: November 26, 2007

© Società Italiana di Nefrologia

760

Maciel et al: Endostatin is expressed in UUO model



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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 /Error
  /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
  /SyntheticBoldness 1.00
  /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 <<
    /ENU (Use these settings to create PDF documents with higher image resolution for high quality pre-press printing. The PDF documents can be opened with Acrobat and Reader 5.0 and later. These settings require font embedding.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308030d730ea30d730ec30b9537052377528306e00200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /FRA <>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /KOR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe7f6e521b5efa76840020005000440046002065876863ff0c5c065305542b66f49ad8768456fe50cf52068fa87387ff0c4ee575284e8e9ad88d2891cf76845370524d6253537030028be5002000500044004600206587686353ef4ee54f7f752800200020004100630072006f00620061007400204e0e002000520065006100640065007200200035002e00300020548c66f49ad87248672c62535f0030028fd94e9b8bbe7f6e89816c425d4c51655b574f533002>
    /CHT <FEFF4f7f752890194e9b8a2d5b9a5efa7acb76840020005000440046002065874ef65305542b8f039ad876845f7150cf89e367905ea6ff0c9069752865bc9ad854c18cea76845370524d521753703002005000440046002065874ef653ef4ee54f7f75280020004100630072006f0062006100740020548c002000520065006100640065007200200035002e0030002053ca66f465b07248672c4f86958b555f300290194e9b8a2d5b9a89816c425d4c51655b57578b3002>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.000 842.000]
>> setpagedevice


