
Abstract. Platelet-derived growth factor receptors (PDGFR)
regulate several processes in normal cells including cellular
proliferation, differentiation and migration, and are widely
expressed in a variety of malignancies. In astrocytoma, PDGF
ligand and receptor are often overexpressed and PDGFR activity
deregulation has been linked to pathogenesis. The issue of the
functional capacity of PDGFR has only occasionally been
addressed in glioma cells by measuring the proliferative response
induced by exogenous PDGF. In the present study, PDGFR·
expression was evaluated in human grade 2 and 4 astrocytoma cell
lines and tissue specimens by immunocytochemistry. The receptor
responsiveness to exogenous PDGF was determined in
astrocytoma cells with an MTT assay. It was found that
astrocytoma cells express PDGFR· and respond to PDGF
mitogenic action in a grade-dependent manner. The receptor was
found to be functional since it induced cell proliferation at different
ligand concentrations. We can thus conclude that the proliferative
response of human astrocytoma cells is related to their malignancy
and receptor status before PDGF stimulation, suggesting a role for
PDGFR· inhibitors as blockers of malignant cell proliferation.

Tyrosine kinase proteins constitute a large family of
molecules that behave as important regulators of
intracellular signal transduction pathways (1). Their
activities regulate a range of fundamental cellular functions
such as proliferation, differentiation, apoptosis, adhesion
and migration (2, 3). The deregulation of protein kinase
activity has been shown to play a central role in the
pathogenesis of many human cancers (4-6).

Platelet-derived growth factor (PDGF), a member of this
family, is a potent mitogen for mesenchymal cells, playing an
essential role in cellular growth, proliferation, differentiation
and migration (7). PDGF is produced by a number of cell
types, including platelets, endothelial cells, smooth muscle
cells, macrophages and glial cells (8), and its function is linked
to interaction with specific cell surface receptors. Active PDGF
molecules show a dimeric structure that includes A, B, C and
D chain homodimers, and AB heterodimer. These isoforms
bind two structurally and functionally similar PDGF receptors,
denoted · and ‚, with different specificity (9). The ·-receptor
binds three different isoforms (PDGF-AA, -AB, -BB) with
high and comparable affinity, in the same way as the ‚-receptor
binds PDGF-BB (10). PDGF binding to its receptor causes
receptor dimerization, leading to autophosphorylation and
activation of a number of intracellular signalling pathways that
induce cell proliferation and several other crucial processes
(11, 12). In astrocytoma, several alterations of the
PDGF/PDGFR signal transduction pathway, including protein
overexpression, and autocrine and paracrine ligand
stimulation, have been described (13). In fact, different studies
have demostrated that normal astrocytes in culture express
functional PDGFRs and are targets for PDGF action;
moreover the overexpression of the PDGF gene and the
coexpression of PDGFRs represent an important step in
malignant astrocytoma development and progression (13, 14). 

Astrocytomas are aggressive brain tumours that
numerically exceed all other primary intracerebral
neoplasms, characterized by infiltration of surrounding brain
tissue, fast tumour growth and fatal outcome within months
or a few years (15). According to WHO, astrocytomas are
classified into pilocytic astrocytoma (grade I), diffuse
astrocytoma (grade II), anaplastic astrocytoma (grade III)
and glioblastoma multiforme (GBM) (grade IV) (16). 

A few previous studies assessed the functional capacity of
PDGFR on human glioma by measuring cellular
proliferative response to exogenous PDGF (9, 17). The aims
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of the present study were to evaluate PDGFR· immuno-
cytochemical expression in astrocytoma biopsies and cell
lines, to investigate the cell line response to exogenous
PDGF and to analyse the relationship between PDGFR·
expression and its functional capacity.

Materials and Methods

Cell cultures. The human low-grade astrocytoma cell line IPDDC-A2
and glioblastoma cell lines A172 and T98G were purchased from the
European Collection of Cell Culture (ECACC, UK). The glioblastoma
cell line PRT-Hu2 was obtained from a patient biopsy (18).

A172 and IPDDC-A2 cells were routinely cultured as a
monolayer in Dulbecco’s modified Eagle’s medium (DMEM)
supplemented with 10% heat-inactivated fetal bovine serum (FBS),
2 mmol/l L-glutamine, 100 units/ml penicillin and 100 Ìg/ml
streptomycin (Sigma-Aldrich, St. Louis, MO, USA). T98G and PRT-
Hu2 were cultured in RPMI-1640 medium supplemented with 10%
heat-inactivated FBS, 2 mmol/l L-glutamine, 1 mM sodium pyruvate,
100 units/ml penicillin and 100 Ìg/ml streptomycin (Sigma-Aldrich).
Cells were maintained in a humidified 5% CO2 atmosphere at 37ÆC
and the medium was replaced every 2 to 3 days. 

Tissue specimens. Archival formalin-fixed, paraffin-embedded
human astrocytoma sections were obtained from diagnostic
biopsies or resection specimens from 10 patients treated at the
Foundation IRCCS Policlinico S. Matteo (Pavia, Italy), after
approval of the local ethics committee. All cases included in this
study were histologically confirmed by a neuropathologist and
classified according to WHO classification as diffuse astrocytoma
(DA, n=5) or glioblastoma multiforme (GBM, n=5).

Immunocytochemistry. Immunocytochemical analysis with prediluted
monoclonal anti-human PDGFR· antibody (GeneTex, S. Antonio,
TX, USA) was performed on astrocytoma cell lines and sections. 

Cells (3x104) were seeded in duplicate on cover slips and
incubated with complete fresh medium for 24 h. Thereafter, cells
were fixed in cold 70% ethanol for 10 min at room temperature.
The cells were incubated with the primary antibody for 1 h at room
temperature. Immunostaining was performed with EnVisionì
(DakoCytomation, Carpinteria, CA, USA) according to the
manufacturer's protocol. 

In addition, the immunocytochemical study was performed on
diffuse astrocytoma (DA) samples: 5-Ìm paraffin-embedded
sections were dewaxed in xylene and rehydrated through a series of
ethanols to water. Antigen retrieval was obtained in 10 mM citrate
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Figure 1. PDGFR· expression in astrocytoma cells. Representative immunocytochemical stainings of PDGFR· in human astrocytoma cell lines (original
magnification x1000): (a) IPDCC-A2; (b) T98G; (c) A172; (d) PRT-Hu2.



buffer (pH 6.0) for 15 min (3x5 min) in a microwave at 750 W. After
cooling to room temperature for 20 min, sections were rinsed with
phosphate-buffered saline (PBS). Subsequently, the sections were
incubated with anti-PDGFR· antibody for 1 h at room
temperature. Detection of immunostaining was performed with
EnVisionì (DakoCytomation) according to the manufacturer's

protocol, and counterstaining with Mayer’s hematoxylin. Negative
controls were obtained by omitting the primary antibodies.

In astrocytoma samples, the immunocytochemical staining was
independently assessed by two observers at 400-fold magnification,
using a semi-quantitative 4-score intensity scale (0, negative; 1,
light; 2, moderate; 3, strong; 4, very strong). Interobserver variation
of less than 5% was seen.

MTT assay. The effects of PDGF on astrocytoma cell
proliferation were determined in 96-well plates by MTT assay. A
total of 104 cells in complete fresh medium were distributed into
each well of a flat-bottomed microplate and incubated overnight.
The medium was removed and cells incubated for 24 and 48 h
with serum-free medium containing 10 or 20 or 30 ng/ml PDGF
(Sigma-Aldrich). Control cells were maintained in serum-free
medium. Thereafter the medium was removed and MTT solution
(0.5 mg/ml in RPMI without phenol red) was added to each well
and incubated for 1 h. The MTT solution was then removed and
the converted dye was solubilized by addition of acidic
isopropanol (0.04 N HCl in absolute isopropanol). The
absorbance (optical density, OD) of converted dye was measured
at 540 nm with a microplate reader. Each experiment was
perfomed in duplicate. 

Statistical analysis. The statistical significance of experimental
results was assessed with the unpaired Student’s t-test. One-way
ANOVA was performed to determine whether the proliferation
differences among cell lines, under increasing PDGF
concentrations, were statistically significant. A p value of <0.05 was
considered significant.

Results

PDGFR· immunocytochemical expression. We firstly
investigated whether astrocytoma cells express PDGFR·.
As shown in Figure 1, PDGFR· immunocytochemical
reactions showed a well defined reaction pattern, with very
low background stain, with some difference related to
malignancy grade. In the low-grade astrocytoma cell line
IPPDC-A2, PDGFR· expression was of moderate intensity
and localized to the perinuclear cytoplasm (Figure 1a). In
T98G, A172 and PRT-Hu2 cell lines (GBM), diffuse
cytoplasmic reactivity was observed, with slight membrane
enhancement in some cases (Figure 1b-d).

Subsequently, we evaluated PDGFR· expression in
astrocytoma samples. Immunohistochemistry in DA and
GBM samples revealed a PDGFR· expression score
ranging from 1 to 3 and 2 to 4, respectively (Table I). All
samples were immunoreactive for PDGFR·. Four GBM
samples showed cytoplasmatic and membrane staining
(Figure 2a) with different intensities among sections,
while one showed exclusive membrane expression
(Figure 2b). The PDGFR· reaction pattern seen in 5
DAs was similar to that observed in GBM samples,
although with a lower intensity (Figure 2c). Moreover, in
DA we observed remarkable staining heterogeneity
within the same section. 
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Figure 2. PDGFR· expression in astrocytoma sections. Immunocytochemistry
for PDGFR· in glioblastoma multiforme (a, b) and diffuse astrocytoma (c)
formalin-fixed, paraffin-embedded sections (original magnification x400):
cytoplasmatic and membrane staining with high (a) and moderate (c)
reaction intensity and solely membrane pattern staining (b). 



Effects of PDGF on proliferation. The effect of PDGF on
cellular proliferation was assessed by the MTT assay. As
shown in Figure 3, PDGF stimulated proliferation in all cell
lines in a concentration-dependent manner. At the lowest
PDGF concentration, only A172 cells significantly increased
their proliferation rate as compared to under the serum-free
condition, both after 24 and 48 h of incubation; 20 ng/ml of
PDGF caused a significant increase of cell proliferation in
IPDDC-A2 cells at 24 and 48 h and in PRT-Hu2 at 48 h. At
30 ng/ml we observed a significant (p<0.05) increase in cell
proliferation in all cell lines at both time points. 

In IPPDC-A2 and PRT-Hu2 cell lines, the effects of
PDGF on cellular proliferation were found to be time-
dependent (Figure 3a, d). In fact, a significant difference in
cell proliferation between 24 and 48 h was observed in
IPDDC-A2 cells at 20 and 30 ng/ml, and at all tested
concentrations in PRT-Hu2 cells. In the other two cell lines,
no significant differences were observed between 24 and 48
h at any concentration. 

In addition, at 24 h we saw a significant difference
(p<0.05) among glioblastoma and low grade astrocytoma
cell line responses at all PDGF concentrations, but this
significance was lost at 48 h for 20 and 30 ng/ml (Figure 4). 

Discussion

PDGFR is a growth factor receptor with intrinsic tyrosine
kinase activity that is deregulated in several human diseases,
including tumours. In gliomas, an increased expression of
PDGF and its receptor has been described, suggesting that
autocrine and paracrine mechanisms of activation of this
signalling pathway might play a role in glioma cell
proliferation (19).

In this study, we have described immunocytochemical
PDGFR· expression in astrocytoma cell lines and tumor
tissue. Several studies have already reported the presence
of this receptor in human astrocytoma (9, 20, 21). In the
present study, we focused our attention on its
immunocytochemical expression in relation to its functional
capacity in four human astrocytoma cell lines (IPDDC-A2,
A172, T98G and PRT-Hu2), measuring the proliferative
response induced by exogenous PDGF with the MTT test. 

Firstly, we analyzed PDGFR· expression in astrocytoma
samples to confirm its ex vivo presence. In accordance with
other studies, we observed that GBM (IV grade)
immunohistochemical staining intensity was higher than that
found in DA (grade II) samples (22). The analysis of
PDGFR· expression in astrocytoma cell lines showed a
grade-dependent staining intensity and localization.
Interestingly, we observed some correlation between the
proliferative response of astrocytoma cells to exogenous
PDGF stimulation and PDGFR· immunocytochemical
localization. In IPDDC-A2 cells, immunocytochemistry
showed that the receptor protein was mainly present in the
cytoplasm around the nucleus, where it was likely associated
with the endosomal compartment (Figure 1a). This suggests
that the cells are in a receptor down-regulation status. In
fact, under physiological conditions, endocytosis negatively
regulates tyrosine kinase signalling pathways: ligand-induced
down-regulation leads to a significant reduction of both the
total receptor pool (23) and growth factor stimulation. In
particular, the binding of PDGF on its surface receptors
induces rapid endocytosis of ligand-receptor complexes via
clathrin-coated pits. Internalized receptors pass through the
endosomal compartment where they are efficiently sorted
to the lysosomal degradation pathways. The pattern of
PDGFR· expression observed in IPDDC-A2 cells suggests
that these cells may be able to balance endogenously
produced PDGF signalling, inducing a receptor down-
regulation, analogously to what has been described in other
glioma cell lines (9). In IPDDC-A2 cells, PDGFR·
expression is moderate if compared to glioblastoma lines,
therefore these cells seem to be able to balance PDGF
signalling, inducing receptor down-regulation. In contrast,
glioblastoma cells are not in a down-regulated condition, as
highlighted by our immunocytochemical study, likely
because PDGFR overexpression causes an inefficient
receptor down-regulation due to the inability of the
endocytic machinery to work with large amounts of
activated receptors (24). 

Therefore, the higher proliferative response of
glioblastoma cells to PDGF stimulation as compared to that
of the low grade astrocytoma cell line, might be explained
by the larger receptor pool present on the cell membrane
surface, as documented both in immunohistochemical and
immunocytochemical reactions. In fact, in IPDDC-A2 the
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Table I. PDGFR· immunohistochemical scores. Immunohistochemical
intensity score of PDGFR· in astrocytoma formalin-fixed, paraffin-
embedded sections.

Samples Score

DA 
1 2
2 1
3 2
4 1
5 3

GBM 
1 3
2 2
3 3
4 4
5 4

DA: diffuse astrocytoma; GBM: glioblastoma multiforme; 0 = negative;
1= light; 2 = moderate; 3 = strong; 4 = very strong.



receptor down-regulation might reflect a reduced number
of functional receptors on the membrane and consequently
a quantitatively lower response to exogenous PDGF
stimulation. The observation that 48 h after PDGF

stimulation IPDDC-A2 cells responded similarly to
glioblastoma cells led us to hyphothesize that after the
down-regulation, newly synthesized PDGF receptors on the
membrane surface are displayed.
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Figure 3. Effect on proliferation of human astrocytoma cell lines under control conditions (CR) or in the presence of PDGF (10, 20 and 30 ng/ml): (a)
IPDCC-A2; (b) T98G; (c) A172; (d) PRT-Hu2. Cell proliferation was evaluated measuring the absorbance (optical density, O.D.) at 540 nm. (* p<0.05
treated vs. control at 24 h; # p<0.05 treated vs. control at 48 h; ¨ p<0.05 48 h vs. 24 h).

Figure 4. Comparison of the effect on proliferation of different PDGF concentrations (10, 20 and 30 ng/ml) of four human astrocytoma cell lines
(IPDCC-A2, T98G, A172, PRT-Hu2) (a) 24 h and (b) 48 h after stimulation. Cell proliferation was evaluated measuring the absorbance (optical density,
O.D.) at 540 nm. (¨ p<0.05; ANOVA).



Concerning PRT-Hu2 cells, we observed a time-
dependent response with PDGF without a down-regulation
of the receptor. This effect is likely to be due to the
heterogeneity of this cell line as shown by flow cytometry
(data not shown); therefore we hypothesize that the overall
PDGF effect is the result of an average of the effects
induced in each cell population related to their PDGF
sensitivity.

The results of the present study indicate that astrocytoma
cell lines express PDGFR· and respond to PDGF mitogenic
action. Therefore these receptors are functional since they
mediate a proliferative response with increasing PDGF
concentrations. These observations imply that PDGFR·
inhibitors might be candidates as effective blockers of
malignant cell proliferation. In fact, there is increasing
evidence supporting a role for PDGFR antagonists in the
treatment of cancer patients. In astrocytoma cells, where the
PDGF/PDGFR signal trasduction pathway is important,
PDGFR blockage can provide a new therapeutic approach.

References

1 Seedorf K: Intracellular signaling by growth factors. Metabolism
44: 24-32, 1995.

2 Hunter T: Oncoprotein networks. Cell 88: 333-346, 1997.
3 Marshall CJ: Specifity of receptor tyrosine kinase signaling:

Transient versus substained extracellular signal-regulated kinase
activation. Cell 80: 179-185, 1995.

4 Hanahan D and Weinberg RA: The hallmarks of cancer. Cell
100: 57-70, 2000.

5 Al-Obeidi FA and Lam KS: The protein tyrosine kinase family
of the human genome. Oncogene 19: 5548-5557, 2000.

6 Shih AH and Holland EC: Platelet-derived growth factor
(PDGF) and glial tumorigenesis. Cancer Lett 232: 139-147,
2006.

7 Klominek J, Baskin B and Hauzenberger D: Platelet-derived
growth factor (PDGF) BB acts as a chemoattractant for human
malignant mesothelioma cells via PDGF receptor ‚-integrin
·3‚1 interaction. Clin Exp Metastasis 16: 529-539, 1998.

8 Raines EW and Ross R: Platelet-derived growth factor in vivo.
In: Biology of Platelet-derived Growth Factor. Westermark B
and Sorg C (eds.). Basel, Karger, pp. 74-114, 1993.

9 Nister M, Claesson-Welsh L, Eriksson A, Heldin CH and
Weestermark B: Differential expression of platelet-derived
growth factor receptor in human malignant glioma cell lines. J
Biol Chem 266: 16755-16763, 1991.

10 Matsumoto H, Nasu K, Nishida M, Ito H, Bing S and Miyakawa
I: Regulation of proliferation, mobility, and contractility of
human endometrial stromal cells by platelet-derived growth
factor. J Clin Endocrinol Metab 90: 3560-3567, 2005.

11 Ostman A and Heldin CH: Involvement of platelet-derived
growth factor in disease: development of specific antagonists.
Adv Cancer Res 80: 1-38, 2001.

12 Tallquist M and Kazlaushas A: PDGF signalling in cells and
mice. Cytokine Growth Factor Rev 15: 205-213, 2004.

13 Heldin CH, Westermark B and Wastenson A: Specific
receptors for platelet-derived growth factor in cells derived
from connective tissue and glia. Proc Natl Acad Sci USA 78:
3664-3668, 1981.

14 Maxwell M, Naber SP, Wolfe HJ, Galanopoulos T, Hedley-
Whyte ET, Black PM and Antoniades HN: Coexpression of
platelet-derived growth factor (PDGF) and PDGF-receptor
genes by primary human astrocytomas may contribute to their
development and maintenance. J Clin Invest 86: 131-140, 1990.

15 Preusser M, Haberler C and Hainfellner JA: Malignant glioma:
neuropathology and neurobiology. Wien Med Wochenschr 11-
12: 332-337, 2006.

16 Kleihues P, Soylemezoglu F, Schauble B, Scheithauer BW and
Burger PC: Histopathology, classification, and grading of
gliomas. Glia 15: 211-221, 1995.

17 Pollack IF, Randall MS, Kristofik MP, Kelly RH, Selker RG
and Vertosick FT: Response of malignant glioma cell lines to
epidermal growth factor and platelet-derived growth factor in a
serum-free medium. J Neurosurg 73: 106-112, 1990.

18 Bacciocchi G, Gibelli N, Zibera C, Pedrazzoli P, Bergamaschi
G, De Piceis Polver P, Danova M, Mazzini G, Palomba L,
Tupler R and Robustelli Della Cuna G: Establishment and
characterization of two cell lines derived from human
glioblastoma multiforme. Anticancer Res 3: 853-861, 1992.

19 Akbasak A and Sunar-Akbasak B: Oncogenes: cause or
consequence in the development of glial tumours. J Neurol Sci
111: 119-133, 1992.

20 Hermanson M, Funa K, Hartman M, Claesson-Welsh L, Heldin
CH, Westermark B and Nister M: Platelet-derived growth
factor and its receptor in human glima tissue: expression of
messanger RNA and protein suggests the presence of autocrine
and paracrine loops. Cancer Res 52: 3213-3219, 1992.

21 van der Valk P, Lindeman J and Kamphorst W: Growth factor
profiles of human gliomas. Do non-tumour cells contribute to
tumour growth in glioma? Ann Oncol 8: 1023-1029, 1997.

22 Heldin CH and Westermark B: Mechanism of action and in
vivo role of platelet-derived growth factor. Physiol Rev 4: 1283-
1316, 1999.

23 Sorkin A: Endocytosis and intracellular sorting of receptor
tyrosine kinases. Front Biosci 3: 729-738, 1998.

24 Di Fiore PP and Kraus MH: Mechanisms involving an
expanding erbB/EGF receptor family of tyrosine kinases in
human neoplasia. Cancer Treat Res 61: 139-160, 1992.

Received February 28, 2007
Revised April 24, 2007
Accepted May 7, 2007

ANTICANCER RESEARCH 27: 2161-2166 (2007)

2166



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (None)
  /CalCMYKProfile (Japan Color 2001 Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.00000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Average
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.00000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308030d730ea30d730ec30b9537052377528306e00200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /FRA <>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 793.701]
>> setpagedevice


