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MicroRNA-21 expression is associated with overall
survival in patients with glioma
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Abstract

Background: MicroRNA-21 has been proved to be associated with glioma proliferation and invasion; thus, we
sought to clarify the clinical value of miR-21 expression in glioma tissues with WHO grade I to IV.

Methods: One hundred and fifty-two pairs of human gliomas and non-neoplastic brain tissues were evaluated
using real-time PCR. The association of miR-21 expression with clinicopathological factors or the prognosis of glioma
patients was also analyzed. In this study, survival analysis was performed using the Kaplan-Meier method and Cox’s
proportional hazards model.

Results: MiR-21 was more greatly expressed in glioma tissues compared to the corresponding non-neoplastic brain
tissues (P < 0.001). This observed high miR-21 expression was significantly associated with high pathological grades
and the Karnofsky performance score of glioma patients. In addition, overall patient survival for those with low
miR-21 expression was significantly longer than those patients with high miR-21 expression (P < 0.001). Moreover,
multivariate Cox regression analysis indicated that miR-21 might be an independent prognostic marker for glioma
patient survival.

Conclusions: Our data show that miR-21 may be a candidate independent marker for gliomas, especially those with
high pathological grades, and this could also be a potential therapeutic target for molecular glioma therapy.

Virtual slide: The virtual slide(s) for this article can be found here: http://www.diagnosticpathology.diagnomx.eu/vs/
1445749171109834.
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Background
Glioma, the most common primary malignant brain
tumor arising from the brain orspinal cord tissue, has a
tendency to invade the surrounding brain tissue. Gli-
omas represent approximately one-third of all intrinsic
neoplasms of the central nervous system in both adults
and children. The World Health Organization (WHO)
classification divides gliomas into grades I through IV,
and these values correspond to increasing levels of
malignancy, including well-differentiated low grade,
astrocytomas and glioblastoma multiforme [1]. Glioma
has a poor prognosis due to the characteristic progressive
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overgrowth and diffuse invasion. Although the WHO clas-
sification can serve as a criterion to predict the patient clin-
ical outcomes, several recent studies have indicated that
this criteria alone may not be sufficient to estimate patient
prognosis [2,3]. Therefore, investigating molecular mecha-
nisms of gliomas may produce better prognostic markers
to anticipate patient survival.
MicroRNAs (miRNAs) are a class of small, evolution-

arily conserved, short non-coding endogenous RNA
molecules that regulate gene expression at the post-
transcriptional level [4]. Primary transcripts of miRNAs
(pri-miRNA) are generated by RNA polymerase II and
then they are sequentially processed by RNase III enzymes,
Drosha and Dicer, to first produce pre-miRNAs and finally
mature miRNAs. MiRNAs act by base-pairing with their
target mRNAs according to the degree of complementar-
ities with their target 3′ untranslated regions (UTRs) lead-
ing to their translational regulation and/or direct cleavage
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Table 1 The clinicopathological features and the
treatment strategies of all 152 patients with gliomas

Features WHO
I

WHO
II

WHO
III

WHO
IV

No. of cases 31 30 32 59

Mean age (Year) 44.1 45.9 42.9 46.5

Gender

Male 18 14 17 29

Female 13 16 15 30

KPS

≥70 29 20 10 3

<70 2 10 22 56

Surgery

Total resection 31 30 22 32

Partial resection 0 0 10 27

Adjuvant treatment

Radiotherapy 0 0 23 29

Chemotherapy 0 2 4 1

Radiotherapy + chemotherapy 0 0 4 29
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[5,6]. MiRNAs have been demonstrated to play normal
physiologic roles in cell proliferation and differentiation,
epithelial-mesenchymal transition, apoptosis and metabol-
ism [7,8]. In addition, studies suggest that miRNAs also
play important roles in tumorigenesis and tumor progres-
sion, acting as oncogenes or tumor suppressors depending
on their target genes. Finally, some miRNAs may be
markers for cancer diagnosis and prognosis [9,10].
In the present study, we focus on miR-21, which has been

demonstrated to act as either an oncogenic miRNA or an
anti-oncomiR (miRNA that negatively regulates oncogenes)
in various human malignancies including glioma [11-15].
However, to our knowledge, no correlation between miR-
21 and patient prognosis has not been addressed in glioma
at this time. To investigate this problem, miR-21 expression
in human gliomas and nonneoplastic brain tissues was
measured using real-time quantitative RT-PCR assay. The
association of miR-21 with clinicopathological factors or
glioma patient prognosis was also statistically analyzed.

Methods and materials
Patients and tissue samples
This study was approved by the Research Ethics Committee
of Tangdu Hospital of Fourth Military Medical University,
P. R. China. Written informed consent for the following
pathological analysis or experiments was obtained from all
of the patients before his/her surgery. All specimens were
handled and made anonymous according to the ethical and
legal standards.
One hundred and fifty-two pairs of glioma tissues includ-

ing adjacent non-neoplastic brain tissues were selected, and
the pathological information was retrieved from the ar-
chives of the Pathology Department of Tangdu Hospital,
Fourth Military Medical University, P. R. China, from 2000
and 2009. None of the patients had received chemotherapy
or radiotherapy prior to surgery. All the samples were
resected from primary surgery, and the tumor tissues and
the adjacent non-neoplastic brain tissues were divided by
tissue laser microdissection [16]. The specimens were snap-
frozen in liquid nitrogen and stored at -80°C for real-time
PCR assay. The clinicopathological features and the treat-
ment strategies of all the patients were indicated in Table 1.

Isolation of total RNA and real-time PCR analysis
MiR-21 expression in glioma and adjacent nonneoplastic
brain tissues was measured by real-time quantitative RT-
PCR. Total RNA was isolated from frozen samples using
Trizol reagent (Invitrogen, CA, U.S.A.) according to the
manufacturer’s protocol. The TaqMan microRNA assay
and TaqMan universal PCR master mix were used to de-
tect the expression of miRNA-21, and the U6 gene was
used as an internal control to normalize variances. Rela-
tive quantification of target miRNA expression was evalu-
ated using the comparative cycle threshold (CT) method.
Each sample was examined in triplicate and the raw data
were presented as the relative quantity of target miRNA,
normalized with respect to U6.

Statistical analysis
Statistical analysis was performed using the SPSS 13.0 for
Windows (SPSS Inc, IL, USA). The associations between
miR-21 expression and clinical characteristics were evalu-
ated by Mann-Whitney U test. Survival curves were esti-
mated by the Kaplan-Meier method, and data were
analyzed with the log-rank test. Cox proportional hazards
analysis was performed to calculate the hazard ratio
(HR) and the 95% confidence interval (CI) to evaluate
the association between miR-21 expression and sur-
vival. In addition, a multivariate Cox regression was
performed to adjust for other covariates. A value of P < 0.05
was considered statistically significant.

Results
Characteristics of patients
The characteristics of the 152 glioma patients involved
in the study cohort are shown in Table 1. Of the 152 gli-
oma patients, 74 were female (78 were male). The mean
patient age was 45.1 years (range: 5-80 years-of-age).
According to the WHO classification, 31, 30, 32, and 59
of the 152 glioma patients were classified as grade I, II,
III, and IV, respectively. The Karnofsky performance
score (KPS) to assess the well-being of 62 glioma pa-
tients was higher than 70 (able to care for self but un-
able to do active work), and the KPS of 90 patients was
lower than 70.



Table 2 Association of miR-21 expression level in glioma
tissues with gender, age, Karnofsky performance score
(KPS) and World Health Organization (WHO) grade

Clinicopathological
features

No. of
cases

miR-21 expression P

Low (n, %) High (n,%)

WHO Grade <0.001

I 31 31 (100%) 0 (0%)

II 30 30 (100%) 0 (0%)

III 32 18 (56.3%) 14 (43.7%)

IV 59 3 (5%) 56 (95%)

Gender 0.34

Male 78 45 (57.7%) 33 (42.3%)

Female 74 37 (50%) 37 (50%)

Age 0.23

<50 91 49 (53.8%) 42 (46.2%)

≥50 61 33 (54.1%) 28 (45.9%)

KPS <0.001

≥70 62 57 (91.9%) 5 (8.1%)

<70 90 25 (27.8%) 65 (72.2%)
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Increased expression of miR-21 in glioma tissues
MiR-21 expression was detected in 152 pairs of glioma
and adjacent non-neoplastic brain tissues. Normalized to
the U6 gene, the relative miR-21 expression in glioma
samples was 20.99 ± 13.04 (mean ± SD), whereas the
relative miR-21 expression detected in adjacent non-
neoplastic normal tissues was 0.73 ± 0.05 (Figure 1A).
We also observed that miR-21 expression in high-grade
(III-IV) gliomas was higher than that observed in low-
grade (I-II) gliomas (P < 0.001) (Figure 1B) and this in-
crease was statistically significant.

Association between miR-21 expression and clinicopatho-
logical characteristics of gliomas
The correlation of miR-21 expression with different clin-
icopathological parameters in gliomas was illustrated in
Table 2. A close correlation was observed between miR-
21 expression and the WHO glioma pathological grade
(P < 0.001). Based on these data, the median miR-21 ex-
pression in all 152 glioma tissues was 20.99, thus we
classified all glioma samples into 2 groups: low expres-
sion (mean expression value 3.25, n = 61), and high ex-
pression groups (mean expression value 32.87, n = 91). A
significant relationship was also observed between miR-
21 expression and the KPS (P < 0.001). However, there
was no significant association between miR-21 expres-
sion and gender or age at diagnosis (Table 2).

Relationship of miR-21 expression with overall glioma
patient survival
To investigate the relationship between miR-21 expression
and clinical outcomes, we reviewed the clinical informa-
tion for all 152 glioma patients. During the follow-up
period, 36 glioma patients (23.68%) were still alive, but
116 patients (76.32%) died (85 from high miR-21 ex-
pression group, and 31 from low miR-21 expression group).
Kaplan-Meier survival curves suggested that glioma
Figure 1 The expression levels of miR-21 in 152 pairs of glioma and a
analysis. (A) Expression levels of miR-21 in glioma and non-neoplastic bra
tissues with pathological grades I to IV and homologous non-neoplastic br
patients with low miR-21 expression had a significantly
longer survival time than those with high miR-21 ex-
pression (P < 0.001; Figure 2). The survival rate of high
miR-21 expression was lower than the survival of other
patients, as determined by the log-rank test (p < 0.001).
The Cox proportional hazards model was adjusted for
several clinical parameters, and these data are shown in
Table 3. The Cox proportional hazards model indicated
that KPS and WHO grades were associated with overall
mortality, but that age, gender, the extent of resection
and type of adjuvant treatment were not. Multivariate
analysis also showed that high miR-21 expression was a
significant and independent indicator of poor prognosis
for patients with glioma.
djacent non-neoplatic brain tissues detected by Real-Time PCR
in tissues respectively. (B) Expression levels of miR-21 in 152 glioma
ain tissues.



Table 3 Cox multivariate analysis

Parameter Risk 95% confidence interval P

Age 1.01 0.996-1.018 0.22

Gender 1.12 0.873-2.214 0.56

WHO grade 8.17 1.529-5.158 <0.001

KPS 0.29 0.204-1.131 <0.001

MiR-21 expression level 3.17 2.39-4.179 <0.001
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Discussion
Glioma is one of the most common malignant tumors
with a low survival rate, especially in the face of high
WHO tumor grades (III, IV). Accurately predicting post-
operative outcomes in glioma patients and choosing the
correct adjuvant therapy is a present and persistent prob-
lem. At this time, traditional pathologic variables are used
to make such predictions. Currently, WHO glioma grades
are the gold standard for determining glioma patient prog-
nosis, but this information is less useful for individual pa-
tients and often fails to discriminate the biological nature
of a large number of gliomas. Therefore patients at the
same disease stage often have significant discrepancies in
survival times. Until now, there are several studies showed
that single molecule could be the relapse and prognosis
indicator [17,18]. Thus, discovering more molecular
markers associated with the relapse and prognosis of
glioma is essential.
To date, studies have shown that miRNA expression is

correlated with clinical and biological features of tumors,
including tissue type, differentiation and aggressiveness,
which can be a potential biomarker for therapy and
prognosis [10,12-14]. MiR-21 is one of the first discov-
ered miRNAs that is known to be widespread in human
tissues. Up-regulation of miR-21 has been observed in
numerous human cancers [13,15]. Several publications
confirm that miR-21 can promote cell proliferation and
invasion and that it inhibits cell apoptosis [19-21]. Inhib-
ition of miR-21 could upregulate the expression of a
miRNA-target tumor suppressor gene such as protein
tyrosine phosphatase (PTEN) and B cell translocation
gene 2 (BTG2), and thereby decreases tumor progression
[22-24]. However, to date there has been no research on
the prognostic role of miR-21 in glioma. New molecular
Figure 2 Kaplan-Meier survival curves for 152 glioma patients with h
of 152 glioma patients with high or low miR-21 expression; (B) The 5-year
and II) in high or low miR-21 expression group. (C) The 5-year overall survi
high or low miR-21 expression group.
prognostic factors for glioma may contribute to a better
assessment of survival probability and the tailoring of
treatments for individual patients.
We investigated miR-21 expression in glioma and deter-

mined if this marker could predict disease relapse and pa-
tient outcomes. We observed that increased miR-21
expression was evident in human glioma tissues compared
with non-neoplastic brain tissues. High miR-21 expression
in glioma tissues was significantly correlated with aggres-
sive clinicopathological features as well. Kaplan-Meier
analysis revealed that glioma patients with high miR-21
expression had poorer overall survival. Moreover, multi-
variate analysis revealed that high miR-21 expression was
a marker of worse patient outcomes which was independ-
ent of known clinical prognostic indicators such as KPS
and WHO grades. Gliomas with grade I have different
genetic abnormality compared with other grade gliomas.
In this study, we divided all the gliomas into two groups:
low grade glioma (WHO grade I and II) and high grade
glioma (WHO III and IV) and performed multivariate
analysis. The result also indicated that miR-21 could be
the marker of poor outcomes in these two groups (Rela-
tive Risk is 4.947, P value < 0.001, 95% confidence interval
is 3.12-7.843). All these data indicate that increased ex-
pression of miR-21 is correlated with poor glioma patient
igh or low expression of miR-21. (A) The 5-year overall survival rate
overall survival rate of glioma patients with lower grade (WHO Grades I
val rate of glioma patients with high grade (WHO Grades III and IV) in
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outcomes. Thus, miR-21 expression may serve as a poten-
tial biomarker for overall survival prediction in this patient
population.

Conclusions
Our results revealed that miRNA-21 was overexpressed
in glioma tumors and that high expression level of
miRNA-21 was strongly associated with poor prognosis,
but further prospective studies are needed to determine
the actual clinical relevance of this observation. Our data
suggest that miR-21 may be an appropriate prognostic
marker for evaluating advanced tumors with high patho-
logical grades and that this marker may assist with the
appropriate choice of adjuvant chemotherapy as well as
serve as a potential therapeutic target in molecular ther-
apy for glioma.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
ZZ and JZ designed the study. LW participated in the design and
coordination, performed the molecular genetic evaluation, and drafted the
manuscript. All the patients were followed up by GL and HQ. And DF
performed the statistical analysis, and joined into drafting the manuscript.
WL, ZZ and JZ all contributed to improving the draft of the manuscript. All
authors have read and approved the final manuscript.

Acknowledgements
We appreciate all the pathologists from the Department of Pathology in
Tangdu Hospital. We also thank LetPub for its linguistic assistance during the
preparation of this manuscript.

Author details
1Department of Biochemistry and Molecular Biology, State Key Laboratory of
Cancer Biology, the Fourth Military Medical University, Xi’an, China.
2Department of Neurosurgery and Institute for Functional Brain Disorders,
Tangdu Hospital, the Fourth Military Medical University, Xi’an, China.
3Department of Pathology, Tangdu Hospital, the Fourth Military Medical
University, Xi’an, China. 4Postdoctoral research station of Neurosurgery,
Wuhan General Hospital of Guangzhou Command, PLA, Wuhan, China.

Received: 4 October 2013 Accepted: 4 December 2013
Published: 10 December 2013

References
1. Louis DN, Ohgaki H, Wiestler OD, Cavenee WK, Burger PC, Jouvet A,

Scheithauer BW, Kleihues P: The 2007 WHO classification of tumours of
the central nervous system. Acta Neuropathol 2007, 114:97–109.

2. Dellaretti M, Reyns N, Touzet G, Dubois F, Gusmao S, Pereira JL, Blond S:
Diffuse brainstem glioma: prognostic factors. J Neurosurg 2012, 117:810–
814.

3. Johnson DR, Galanis E: Incorporation of prognostic and predictive factors
into glioma clinical trials. Curr Oncol Rep 2013, 15:56–63.

4. Ambros V: The functions of animal microRNAs. Nature 2004, 431:350–355.
5. Bartel DP: MicroRNAs: target recognition and regulatory functions.

Cell 2009, 136:215–233.
6. Shukla GC, Singh J, Barik S: MicroRNAs: processing, maturation, target

recognition and regulatory functions. Mol Cell Pharmacol 2011, 3:83–92.
7. Haapa-Paananen S, Chen P, Hellstrom K, Kohonen P, Hautaniemi S,

Kallioniemi O, Perala M: Functional profiling of precursor MicroRNAs
identifies MicroRNAs essential for glioma proliferation. PLoS One 2013,
8:e60930.

8. Sanchez-Diaz PC, Hsiao TH, Chang JC, Yue D, Tan MC, Chen HI, Tomlinson
GE, Huang Y, Chen Y, Hung JY: De-regulated microRNAs in pediatric
cancer stem cells target pathways involved in cell proliferation, cell cycle
and development. PLoS One 2013, 8:e61622.

9. Wang ZX, Bian HB, Wang JR, Cheng ZX, Wang KM, De W: Prognostic
significance of serum miRNA-21 expression in human non-small cell lung
cancer. J Surg Oncol 2011, 104:847–851.

10. Li G, Zhang Z, Tu Y, Jin T, Liang H, Cui G, He S, Gao G: Correlation of
microRNA-372 upregulation with poor prognosis in human glioma.
Diagn Pathol 2013, 8:1.

11. Sun Q, Hang M, Guo X, Shao W, Zeng G: Expression and significance of
miRNA-21 and BTG2 in lung cancer. Tumour Biol 2013. Epub ahead of print.

12. Wang XC, Wang W, Zhang ZB, Zhao J, Tan XG, Luo JC: Overexpression of
miRNA-21 promotes radiation-resistance of non-small cell lung cancer.
Radiat Oncol 2013, 8:146.

13. Kumar S, Keerthana R, Pazhanimuthu A, Perumal P: Overexpression of
circulating miRNA-21 and miRNA-146a in plasma samples of breast
cancer patients. Indian J Biochem Biophys 2013, 50:210–214.

14. Gao W, Lu X, Liu L, Xu J, Feng D, Shu Y: MiRNA-21: a biomarker predictive
for platinum-based adjuvant chemotherapy response in patients with
non-small cell lung cancer. Cancer Biol Ther 2012, 13:330–340.

15. Zhang HL, Yang LF, Zhu Y, Yao XD, Zhang SL, Dai B, Zhu YP, Shen YJ, Shi
GH, Ye DW: Serum miRNA-21: elevated levels in patients with metastatic
hormone-refractory prostate cancer and potential predictive factor for
the efficacy of docetaxel-based chemotherapy. Prostate 2011, 71:326–331.

16. Li G, Zhang Z, Jin T, Liang H, Tu Y, Gong L, Chen Z, Gao G: High frequency
of the X-chromosome inactivation in young female patients with
high-grade glioma. Diagn Pathol 2013, 8:101.

17. Wang Q, Deng J, Yuan J, Wang L, Zhao Z, He S, Zhang Y, Tu Y: Oncogenic
reg IV is a novel prognostic marker for glioma patient survival.
Diagn Pathol 2012, 7:69.

18. Lind-Landstrom T, Varughese RK, Sundstrom S, Torp SH: Expression and
clinical significance of the proliferation marker minichromosome
maintenance protein 2 (Mcm2) in diffuse astrocytomas WHO grade II.
Diagn Pathol 2013, 8:67.

19. Han L, Yue X, Zhou X, Lan FM, You G, Zhang W, Zhang KL, Zhang CZ,
Cheng JQ, Yu SZ, Pu PY, Jiang T, Kang CS: MicroRNA-21 expression is
regulated by beta-catenin/STAT3 pathway and promotes glioma cell in-
vasion by direct targeting RECK. CNS Neurosci Ther 2012, 18:573–583.

20. Quintavalle C, Donnarumma E, Iaboni M, Roscigno G, Garofalo M, Romano
G, Fiore D, De Marinis P, Croce CM, Condorelli G: Effect of miR-21 and miR-
30b/c on TRAIL-induced apoptosis in glioma cells. Oncogene 2012,
36:4001–4008.

21. Ling M, Li Y, Xu Y, Pang Y, Shen L, Jiang R, Zhao Y, Yang X, Zhang J, Zhou J,
Wang X, Liu Q: Regulation of miRNA-21 by reactive oxygen species-
activated ERK/NF-kappaB in arsenite-induced cell transformation. Free
Radic Biol Med 2012, 52:1508–1518.

22. Zhang JG, Wang JJ, Zhao F, Liu Q, Jiang K, Yang GH: MicroRNA-21 (miR-21)
represses tumor suppressor PTEN and promotes growth and invasion in
non-small cell lung cancer (NSCLC). Clin Chim Acta 2010, 411:846–852.

23. Liu M, Wu H, Liu T, Li Y, Wang F, Wan H, Li X, Tang H: Regulation of the
cell cycle gene, BTG2, by miR-21 in human laryngeal carcinoma. Cell Res
2009, 19:828–837.

24. Yang CH, Yue J, Pfeffer SR, Handorf CR, Pfeffer LM: MicroRNA miR-21 regu-
lates the metastatic behavior of B16 melanoma cells. J Biol Chem 2011,
286:39172–39178.

doi:10.1186/1746-1596-8-200
Cite this article as: Wu et al.: MicroRNA-21 expression is associated with
overall survival in patients with glioma. Diagnostic Pathology 2013 8:200.


	Abstract
	Background
	Methods
	Results
	Conclusions
	Virtual slide

	Background
	Methods and materials
	Patients and tissue samples
	Isolation of total RNA and real-time PCR analysis
	Statistical analysis

	Results
	Characteristics of patients
	Increased expression of miR-21 in glioma tissues
	Association between miR-21 expression and clinicopathological characteristics of gliomas
	Relationship of miR-21 expression with overall glioma patient survival

	Discussion
	Conclusions
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /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
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments 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
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 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
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /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
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /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)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


