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Abstract

Despite recent advances in understanding the immune mechanisms of cervical cancer (CC), relapse remains still an actual issue and
recognition of new predictive biomarkers is essential. Aim: The purpose of this retrospective study was to investigate neo-angiogenesis in
CC and its possible utility as prognostic biomarker. Material and Methods: Paraffin-embedded tissue samples from 61 consecutive women
with CC were immunostained for CD34 and E-cadherin. Statistical analysis was performed in SPSS-12 software, p<0.05. Results:
Statistically significant differences between CD34 distribution among three interest tumor regions: micro-vessels density increase from
central to peripheral area (x2, p<0.05); statistically significant correlation between CD34 expression, particularly in stromal and peripheral
sites, E-cadherin (Spearman r1=-0.321) and lymphatic invasion (Spearman r.=0.455) (p<0.05) were reported. Overall five-year survival is
clearly dependent on level and distribution of tumor angiogenesis among defined area of interest as suggested by Kaplan-Meier analysis.
Conclusions: Angiogenesis is essential for guiding CC evolution and prognosis, particularly in squamous invasive types.
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=& Introduction

Cervical cancer (CC) represents an important cause
of morbidity and mortality in women worldwide.
Despite complex therapeutic opportunities, ranging
from classical surgery to newly approved anti-Human
Papilloma Virus (HPV) vaccines, relapse still occurs in
about 40% of women with CC [1].

At least three key factors are involved in tumor
aggressiveness including wuncontrolled proliferation
activity, adhesion, migration and tumor cell inva-
siveness, and tumor neo-angiogenesis, resulting in a
complex vicious circle [2—4].

Neo-angiogenesis or new micro-vessels formation
advances through a multifaceted interaction between
pro- and anti-angiogenic signals released by endothelial
and stromal tumor cells and is critical for tumor growth,
progression and metastases. The angiogenic activity,
revealed by the development of novel micro-vessels in
tumor tissue, can be quantified by intra-tumoral micro-
vessel density, which, in turn, can be assessed by tissue
expression of several representative molecules involved
in angiogenesis such as VEGF (Vascular Endothelial
Growth Factor), factor VIll-related antigen/von Wille-
brand’s factor, CD31 (Platelet Endothelial Cell Adhesion
Molecule, PECAM-1), TSP-1 (Thrombospondin-1),
UEA-1 (Ulex Europaeus Lectin 1) and CD34 [1-4].

The CD34 antigen, a member of a sialomucin
family, is a single heavily chain transmembrane 67 kDa
glycoprotein, expressed mainly on human hematopoietic

stem and progenitor cells, vascular endothelial cells, but
absent on fully differentiated hematopoetic cells; while
the main function of CD34 is intercellular adhesion,
anti-CD34 antibody is a highly sensitive biomarker for
endothelial cell differentiation, that has been extensively
studied in tumor angiogenesis [1-5].

Both classical (including tumor size, depth of stromal
invasion, lymphatic metastasis, positive resection mar-
gins, histological type, tumor grading) and modern
prognostic factors (tumor and immune biomarkers) have
already been described, but not yet validated in cervical
cancer [1, 2]. However, new predictive biomarkers are
still necessary to identify and stratify patients according
to their risk of relapse and to optimize disease manage-
ment, especially in early cervical cancer.

Despite increased knowledge on tumor angiogenesis,
research in cervical cancer have suggested rather
conflicting data regarding the potential prognostic value
of (neo)angiogenesis [6-9].

The aim of this work was to investigate cervical
cancer angiogenesis by assessing tissue expression of
CD34 and to evaluate the association between micro-
vessel density and classical prognostic factors in cervical
cancer.

& Material and Methods

We performed a retrospective observational study on
sixty-one consecutive women diagnosed with invasive
cervical cancer undergoing radical hysterectomy with or
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without bilateral pelvic lymphadenectomy; all patients
have attended Gynecology Department of “Cuza-Voda”
Hospital in Iassy between 2000 and 2003 and data
regarding five-years overall free survival were retrieved
from regional oncology files.

Paraffin-embedded cervical tissues were processed
at the time of diagnosis at the Pathology Department of
“Cuza-Voda” Hospital and immunohistochemistry (IHC)
was done at the Immunopathology and Genetics Labo-
ratory of “Sf. Spiridon” Hospital in lassy. The study
was approved by the local Ethics Committee.

Immunohistochemistry

To identify neo-angiogenesis, tissue sections were
immunostained for CD34 biomarker (CD34 class II
mouse monoclonal antibody, Clone QBEnd, Code
M7165, DAKO, in dilution of 1:25) and streptavidin—
biotin method was used [10]. CD34 was assessed in
tumor gradient on five representative microscopic
fields, three area of interest being selected (central,
median, stromal and peripheral tissue); distinction
between low, mild and high micro-vessel density was
based on micro-vessel count: 0-33, 33-66, and 66-99
vascular elements per examined field. Micro-vessels
were counted in the area with the highest density
(hot spot”), after the identification with a smaller
magnification; a brown-staining endothelial cell obvi-
ously separated from adjacent micro-vessels, tumor
cells and other connective tissue elements was conside-
red a single quantifiable micro-vessel.

Tissues have also been stained also for E-cadherin
antibodies (DAKO); assessed as brown color of the cell
membrane, E-cadherin was classified either negative
(loss of expression), meaning loss of intercellular
adhesion and increased tumor invasiveness, or positive,
non-homogenous reaction.

Statistical analysis

Descriptive statistics, non-parametrical tests (Spear-
man’s correlation, Mann—Whitney and chi-squared
tests) and Kaplan—Meier survival analysis were perfor-
med in SPSS—12 software, p<0.05.

=& Results

Baseline characteristics of selected cases with cervi-
cal cancer related to classical prognostic factors are
shown in Table 1.

Table 1 — Patients’ distribution based on classical
prognostic factors

Percentage of

Variable cases [%]
Tumor size
<4 cm 50.8
>4 cm 49.2
Tumor grading
G1 (well-differentiated) 24.6
G2 (moderate differentiated) 49.2
G3 (undifferentiated) 9.8
Histological type
Invasive squamos cervical cancer (SICC) 68.9
Micro-invasive cervical cancer (MICC) 16.4

Percentage of

Variable cases [%]
FIGO classification
1A 19.7
1B 31.1
1A 4.9
1B 39.3

Lymph node invasion

With invasion 31.1
Without invasion 68.9
Five-years overall survival

Death 42.6
Survival 57.4

Relapse
With 55.7
Without 443

Figure 1 presents different aspects of CD34 expre-
ssion in cervical cancer, as defined by THC.

Several critical differences regarding the distribution
of CD34 expression between three-tumor area of interest
and their relation with classical prognostic factors have
been suggested in our study.

CD34 expression in central tumor area —
association between immunostaining and
clinico-pathological variables

CD34 expression in central tumor area — association
between immunostaining and clinico-pathological varia-
bles: (i) no difference between levels of angiogenesis in
CC in young, while patients aged more than 55-year-old
mainly presented with low micro-vessel counts (72%);
(i) low CD34 expression in the up to 90% of micro-
invasive CC, but also in more than half of squamous
invasive type (55%); (iii) low micro-vessels count in
both G1 (67%) and G2 (60%) grading; (iv) low angio-
genesis in the majority (62%) of CC without lymph
node metastasis (moreover, no lymphatic invasion has
been reported in highly vascularized central tumor
areas); (v) moderate neo-angiogenesis in 56% of
recurrences, while (vi) increased global survival rate in
CC with low CD34 expression (60%) have been noted
in our study.

CD34 expression in median tumor area —
association between immunostaining and
clinico-pathological variables

CD34 expression in median tumor area — association
between immunostaining and clinico-pathological
variables: (i) no significant differences between young
and elder CC based on angiogenesis in above mentioned
area; moderate CD34 expression in the more than half
of cases (67% under 35-year-old, 54% between 35-55-
year-old, 61% above the age of 55 years); (ii) moderate
neo-angiogenesis in about 50% MICC and 60% of
SICC; (iii) moderate count of micro-vessels per field
in Gl (73%) and G2 (47%) tumors; (iv) moderate
angiogenesis in CC with lymphatic invasion (53%);
(v) moderate angiogenesis in 65% of relapsed CC and
(vi) worse five-years overall survival rate for women
with moderate CD34 expression (65%) have been
showed in studied CC.
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Figure 1 — CD34 expression in CC, IHC (DAKO monoclonal mouse antibody, brown staining, ob. 10%): (a) median
tumor region micro-vessels (ob. 10%); (b) tumor stromal micro-vessels (ob. 10%); (c) tumor area micro-vessels
(0b. 10%); (d) stromal and peritumoral micro-vessels (ob. 10%).

CD34 expression in stromal and peripheral
tumor tissue — association between immuno-
staining and clinico-pathological variables

CD34 expression in stromal and peripheral tumor
tissue — association between immunostaining and
clinico-pathological variables: (i) no difference in CD34
expression under 35-year-old, but highly vascularized
CC after 35-year-old (57% between 35-55-year-old,
67% after 55-year-old); (ii) high micro-vessel density in
about 40% of MICC and 60% of SICC; (iii) high CD34
expression in both G1 (47%) and G2 (53%) tumors;
(iv) highly vascularized CC in the majority (72%) of
tumors with pelvic lymph node invasion; (v) increased
angiogenesis in relapse (68%), while (vi) abundant
angiogenesis in CC with decreased survival (69%) have
been reported in our research.

We have noted a distinctive pattern of CD34
distribution in selected areas resulting in intra-tumoral
heterogeneity, as follows: low vascular density in
central zone, moderate angiogenic activity in median
areas, while highest neo-angiogenesis was demonstrated
in stromal and peripheral tumor sites (X12=16.262,
p<0.001; 3,°=16.754; p<0.001).

Correlations

Several statistically significant correlations, mainly
related to micro-vessel count in stromal and peripheral
tumor tissues and certain cancer variables have been
established:

= indirect moderate correlation with E-cadherin
expression (Spearman r=-0.321, p<0.05): higher is
angiogenesis, higher is CC aggressiveness as defined by
loss of E-cadherin expression; the same, but stronger
tendency was reported in particular cases of types 16
and/or 18 HPV-positive cervical cancer (Spearman
r=-0.626, p<0.01);

= direct mild correlation with lymph node metastases
(Spearman =0.455, p=0.001): high micro-vessel counts
in stromal and peripheral tumor area are commonly
associated with pelvic lymph node invasion;

= indirect moderate correlation type 16 and/or 18
HPV-infection (Spearman »=-0.401, p=0.001); positive
HPV-infection is associated with higher vascular density
in peripheral sites;

= direct moderate correlation with cancer type
(Spearman r=0.306; p=0.016); the most important
vascularization have been in endo-cervical and mixed
CG;

= direct moderate correlation between CD34 expre-
ssion in both central and median tumor areas and
median and peritumoral tissues (Spearman r;=0.496,
p<0.01; r,=0.352, p<0.01);

No statistically significant correlation have been
demonstrated between CD34 expression and other
classical prognostic factors, relapse or survival.

Furthermore, multiple regression analysis has
revealed two additional factors for relapse in cervical
cancer: E-cadherin and CD34 expression in median
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tumoral area: R’=0.368; ANOVA: F=4.085, p=0.001;
t-Student (E-cadherin): =-2.227, p=0.030; ¢-Student
(CD34 median area): #=2.233 p=0.030; loss of
E-cadherin expression combined with high micro-vessel
count in median tumor compartment account for 36.8%
of CC relapse.

Kaplan—Meier survival analysis

Low micro-vascular density assigned to central
tumor sites is associated with high five-years overall
survival rate in cervical cancer as suggested by
Kaplan—Meier survival analysis (Figure 2a). Moreover,
lower CD34 expression in median tumor area, higher

disease free survival; as we have shown predominantly
moderate CD34 expression in this particular area,
we have reported an increased number of deaths during
the monitoring interval. Survival rate was settled at
40% in both moderate and high angiogenesis CC and
increases at 60% for those with low vascularized CC
(Figure 2b).

High CD34 expression in stromal and peripheral
area is associated with decreased free survival; about
30% of CC with high tumor angiogenesis in the above
mentioned area and up to 90% of low vascularized CC
are still alive five years after diagnosis (Figure 2c).
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Figure 2 — Kaplan—Meier survival analysis based on tumor CD34 expression in three interest compartments:
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Figure 3 — Kaplan—Meier survival analysis based on tumor CD34 expression in squamous invasive cervical cancer:
central tumor area (a), median tumoral area (b), stromal and peripheral sites (c).

In the particular case of squamous invasive CC,
Kaplan—Meier survival analysis based on micro-vessel
density in central tumor area has suggested a dramatic
course of the disease. Five-years global survival rate
achieve only 25% for moderate neo-angiogenesis
tumors, while low-vascular density up to 30%, suggest-
ing that certain specific factors stimulate such an
aggressive pattern (Figure 3a). Also, highly vascularized
median tumor region denoted significant decrease in
survival rate (about 20%), while mild micro-vessel
density account for 30% survival rate; CC with low
angiogenesis featured the best survival rate (40%)
(Figure 3b).

According to CD34 expression in the last region of
interest (stromal and peripheral area), low vascularized
SICC displayed a good survival rate (up to 80%),
while both moderate and high micro-vessel density
resulted in decreased survival (mean value of 20%)
(Figure 3c).

=& Discussion

Although performed on a limited number of patients
(61 cases) and designed to evaluate vascular density in
cervical cancer and the possible relation to clinical
outcome, this study has pointed out on several particular
aspects of angiogenesis in cervical cancer.

While other studies bring into attention several
biomarkers for cervical neoplasia including anti-BNH9,
anti-VEGF, anti-CD31 [3, 12, 13], we have applied only
CD34 endothelial cell marker for the quantification of
neo-angiogenesis. Commonly, the information acquired
admit the data from literature with certain differences.

We have demonstrated a distinctive pattern of CD34
expression among three region of interest (low CD34
level in central tumor region, moderate angiogenesis in
median area, while high micro-vessel formation was
reported in stromal and peri-tumoral tissues) which is
statistically significant (x>, p=0.001). Micro-vessels
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density significantly increases from central to peripheral
area. In addition we have studied differences in CD34
distribution according to age, tumor grading, histologi-
cal type, HPV-infection, pelvic lymph node metastases,
relapse and 5-years overall survival rate.

Other studies have also reported major differences of
CD34 expression among the above mentioned intra-
tumoral regions [11]; moreover, intra-tumoral variation
of the micro-vascular density has been demonstrated
especially in poor differentiated carcinoma where the
highest angiogenesis is reported in central and extra-
tumoral area [11]. The same authors have also
suggested significant discrepancy in CD34 expression
based on tumor grading. Besides, the spatial variation of
tumor angiogenesis is considered of predictive value for
relapse and survival in women diagnosed with CC [11].

We have identified several relevant correlations
between CD34 expression, mainly CD34 in stroma and
peri-tumor tissues, and other factors of negative
prognosis, such as E-cadherin expression (high peri-
tumor neo-angiogenesis is associated with loss of
E-cadherin expression) and lymphatic invasion (high
neo-angiogenesis in peri-tumor tissues illustrated the
direct spread of CC to lymph node). The same corre-
lation between CD34 level and lymphatic metastases
was suggested by Francu DL et al.; higher angiogenesis,
higher potential of metastasis and poor prognosis [11].

As demonstrated by Vieira SC et al., higher micro-
vessel density in frequently reported in squamous
invasive CC type and undifferentiated carcinoma
[12,13].

Furthermore, research studies in literature reported
statistically significant correlation between the intensity
of angiogenesis and the presence of lymphatic invasion
[12-14] as well as vascular involvement [14]. Also,
anti-CD34 antibody reactivity is associated with patho-
anatomical features indicative of poorer prognosis in
cervical carcinoma [12, 13], particularly in SICC [14].

As reflected by Kaplan—Meier analysis, five-year
overall median survival in our study is clearly
dependent on micro-vessel density in selected tumor
sites: lower CD34 expression among central and median
tumor areas is associated with increased survival, while
higher CD34 in stromal and peripheral tumor tissues
advanced with decreased five-years overall survival.
Moreover, the presence of a high angiogenesis in
median tumor tissue associated with lymph node
metastasis dramatically affects free survival; the same
tendency was reported by Francu DL et al. [11].

Data from literature also support the idea that the
five-year overall survival rate for patients with high
micro-vessel density was significantly worse than for
those with low angiogenesis [11, 14].

At the same time, Kaplan—Meier survival analysis
for squamous invasive CC displayed a comparable
pattern for CD34 expression in stroma and peri-tumor
tissues, supporting the concept that high angiogenesis
promote cancer invasion and death; the same is valuable
for micro-vessel density in median tumor, while central
tumor vascularization lead to a different design; specific
squamous invasive CC factors result in aggressive
disease pattern.

& Conclusions

(Neo)angiogenesis (assessed by CD34 expression)
and tumor invasiveness (defined by E-cadherin)
represent additional factors that promote tumor
aggressiveness. Moreover, angiogenesis is essential for
guiding cervical cancer evolution and prognosis,
particularly in squamous invasive types. However,
larger cohort studies are necessary for the validation of
CD34 as prognostic biomarker in cervical cancer.

Acknowledgments

The authors would like to acknowledge the collabo-
ration of C. Bertea-Hanganu, S.C. Profit, Medical
Research & Human Development (biostatistics).

References

[11 HATcH DK, Fu YS, Cervical and vaginal cancer. In:
BEREK JS (ed), Novak’s Gynecology, Callisto Medical
Press, Turkey, 1999, 1111-1155.

[2] MAzBRADA J, RITTA M, MONDINI M, DE ANDREA M,
AzzIMONTI B, BORGOGNA C, CioTTI M, ORLANDO A,
SURICO N, CHIUSA L, LANDOLFO S, GARIGLIO M, Interaction
between inflammation and angiogenesis during different
stages of cervical carcinogenesis, Gynecol Oncol, 2008,
108(1):112-120.

[3] KARAVASILIS V, MALAMOU-MITSI V, BRIASOULIS E, TSANOU E,
KiTsou E, KALOFONOS H, FOuNTzILAS G, FoTsis T,
PAVLIDIS N, Angiogenesis in cancer of unknown primary:
clinicopathological study of CD34, VEGF and TSP-1,
BMC Cancer, 2005, 5:25.

[4] MATTHEWS-GREER J, DEBENEDETTIA, TUCKER A, DEMPSEY S,
BLACK D, TURBAT-HERRERA E, A model for angiogenesis in
HPV-mediated cervical neoplasia, J Appl Res Clin Exp
Ther, 2002, 2(1):77-86.

[5] PILcH H, SCHAFFER U, SCHLENGER K, HAWIGHORST H,
TANNER B, BAHLMANN F, HOCKEL M, KANPSTEIN PG,
Angiogenesis in cervical cancer, Gynecol Obstet Fertil,
2000, 28(1):29-37.

[6] ABULAFIA O, TRIEST WE, SHERER DM, Angiogenesis in
squamous cell carcinoma in situ and microinvasive
carcinoma of the uterine cervix, Obstet Gynecol, 1996,
88(6):927-932.

[7] BREMER GL, TIEBOSCH AT, VAN DER PUTTEN HW,

SCHOUTEN HJ, DE HAAN J, ARENDS JW, Tumor
angiogenesis: an independent prognostic parameter
in cervical cancer, Am J Obstet Gynecol, 1996,

174(1 Pt 1):126-131.

[8] KaINz C, SPEISER P, WANNER C, OBERMAIR A, TEMPFER C,
SLIUTZ G, REINTHALLER A, BREITENECKER G, Prognostic
value of tumour microvessel density in cancer of the
uterine cervix stage IB to 1IB, Anticancer Res, 1995,
15(4):1549-1551.

[9] OBERMAIR A, WANNER C, BILGI S, SPEISER P, KAIDER A,
REINTHALLER A, LEODOLTER S, GITSCH G, Tumor angio-
genesis in stage IB cervical cancer: correlation of micro-
vessel density with survival, Am J Obstet Gynecol, 1998,
178(2):314-319.

[10] Hsu SM, RAINE L, FANGER H, Use of avidin-biotin—
peroxidase complex (ABC) in immunoperoxidase
techniques: a comparison between ABC and unlabeled
antibody (PAP) procedures, J Histochem Cytochem, 1981,
29(4):577-580.

[11] FRANCU DL, FRANCU LL, CRAUCIUC E, PANDELI R, COZMA L,
CALIN DL, TomMA O, The assessment of angiogenesis in the
uterine cervix carcinogenesis, Analele Stiintifice ale
Universitatii ,Alexandru loan Cuza” din lasi. Sectiunea
Genetica si Biologie Moleculara, 2008, 1X:11-15.

[12] VIEIRA SC, ZEFERINO LC, DA SILVA BB, APARECIDA PINTO G,
VASSALLO J, CARASAN GAF, DE MORAES NG, Quantification
of angiogenesis in cervical cancer: a comparison among
three endothelial cell markers, Gynecol Oncol, 2004,
93(1):121-124.




294 Codrina Ancuta et al.

[13] VIEIRA SC, SILVA BB, PINTO GA, VASSALLO J, MORAES NG,  [14] LENCZEWSKI A, TERLIKOWSKI SJ, SULKOWSKA M, FAMULSKI W,

SANTANA JOI, SANTOS LG, CARVASAN GAF, ZEFERINO LC, SULKOWSKI S, KULIKOWSKI M, Prognostic significance of
CD34 as a marker for evaluating angiogenesis in cervical CD34 expression in early cervical squamous cell carcinoma,
cancer, Pathol Res Pract, 2005, 201(4):313-318. Folia Histochem Cytobiol, 2002, 40(2):205-206.

Corresponding author
Codrina Ancuta, Lecturer, MD, PhD, Faculty of Medicine, “Grigore T. Popa” University of Medicine and Pharmacy,
lassy, Romania; Phone +40740-036 387, e-mail: alexia02ro@yahoo.com

Received: September 1 6”1, 2009

Accepted: April 15", 2010





<<
  /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
  /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 <<
    /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 <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


