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Abstract

Background: Lung cancer patients with mutations in the epidermal growth factor receptor (EGFR) are primary
candidates for EGFR-targeted therapy. Reliable analyses of such mutations have previously been possible only in
tumour tissue. Here, we demonstrate that mutations can be detected in plasma samples with allele-specific PCR assays.

Methods: Pairs of the diagnostic biopsy and plasma obtained just prior to start of erlotinib treatment were collected
from 199 patients with adenocarcinoma of non-small-cell lung cancer. DNA from both sample types was isolated and
examined for the presence of mutations in exons 18–21 of the EGFR gene, employing the cobas® EGFR Tissue Test and
cobas® EGFR Blood Test (in development, Roche Molecular Systems, Inc., CA, USA).

Results: Test results were obtained in all 199 (100%) plasma samples and 196/199 (98%) of the biopsies.
EGFR-activating mutations were identified in 24/199 (12%) plasma samples and 28/196 (14%) biopsy samples,
and 17/196 (9%) matched pairs contained the same mutation. Six EGFR mutations were present only in plasma
samples but not in the biopsy samples. The overall concordance of the EGFR gene mutations detected in plasma
and biopsy tissue was 179/196 (91%) (kappa value: 0.621).

Conclusion: Mutational analysis of the EGFR gene in plasma samples is feasible with allele-specific PCR assays
and represents a non-invasive supplement to biopsy analysis.

Trial registration: M-20080012 from March 10, 2008 and reported to ClinicalTrials.gov: NCT00815971.
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Background
Activating mutations in the tyrosine kinase domain of
the EGFR gene in tumour tissue predict clinical response
of advanced non-small-cell lung cancer (NSCLC) to
tyrosine kinase inhibitors (TKI’s) such as gefitinib and
erlotinib [1-4]. However, obtaining adequate tumour
tissue from patients with NSCLC for molecular analysis
can be challenging. First, the biopsies are often small,
and the number of tumour cells retrieved may be too
low to allow such analysis. Second, the biopsy may not
be representative of the total burden of mutated cells,
especially in patients with metastases. A third problem
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is that genetic changes may take place during the interval
between removal of the biopsy and start of TKI treatment,
especially in patients receiving chemotherapy or radiother-
apy [5]. Previous reports showed that EGFR mutations
can be detected in patient’s serum or plasma [6-11], but
the success rates for detecting EGFR in blood appear to
vary according to the technology used [7-12].
The cobas® EGFR Tissue and Blood tests are allele-

specific PCR assays designed to detect EGFR gene
mutations in exons 18–21. Here, we evaluated these
allele-specific PCR assays’ ability to detect EGFR muta-
tions in plasma samples removed just prior to start of
treatment with erlotinib, as compared to the results
obtained for the diagnostic biopsy.
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ommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and
iginal work is properly credited.
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Methods
Patients
A cohort of 199 patients with advanced adenocarcinoma
(or mixed tumours with an adenocarcinoma component)
treated at the Department of Oncology, University Hospital
of Aarhus, from October 2008 to October 2011, were
used for the study. During 2008–2011, the standard
treatment for all patients with adenocarcinoma of the
lung was carboplatine (AUC 5) i.v. and oral vinorelbine
60–80 mg/kg as first line and erlotinib as second line
(Table 1). Archived plasma samples from blood taken
prior to erlotinib treatment (within 2 days) were used for
EGFR testing, and the diagnostic biopsies were retrieved
for tissue testing. Only 196 diagnostic biopsy samples were
tested because no tumour cells could be identified in
Table 1 Patients and tumour characteristics for 199 lung
cancer patients scheduled for treatment with erlotinib

Number Percent

Gender

Male 101 51

Female 98 49

Ethnicity

Asian 1 <1

Caucasian 198 >99

Smoking history

Current smoker 64 32

Former smoker 118 59

Never smoker 17 9

ECOG performance status*

0 26 13

1 99 49

2 63 32

3 11 6

Tumour type

Adenocarcinoma 190 95

Adenosquamous carcinoma 9 5

Tumour stage

IIA + IIB 2 1

IIIA + IIIB 29 15

IV 168 84

Erlotinib therapy

First-line 22 11

Second-line 156 78

Third-line 16 8

Fourth-line 5 3

Age (years, mean (range)) 64 (33–87)

*Eastern Cooperative Oncology Group scale to assess how the disease affects
the daily living abilities of the patient.
two biopsy samples, and one biopsy did not contain a
sufficient quality of DNA for the mutation analysis.
Patient characteristics were obtained for all 199 patients

(Table 1).

Trial registration
The project was approved by the Central Denmark Region
Committees on Biomedical Research Ethics (M-20080012)
and reported to ClinicalTrials.gov (NCT00815971). Writ-
ten informed consent for participation in the study was
obtained from all participants.

Tumour and plasma samples
In all, 197 of 199 patients had tumour cells in the diagnos-
tic biopsy (99%). In 92 of 197 patients (47%), the diagnostic
tissue was from a fine-needle aspiration biopsy (cytology),
whereas in the other 105 patients (53%), the diagnostic
tissue consisted of formalin-fixed paraffin-embedded tissue
from a gross-needle biopsy or from a surgical specimen.
All samples were re-evaluated by the same pathologist to
confirm the original diagnosis and classified using the 2004
World Health Organisation (WHO) classification. If more
than one block or several smears were available from the
same biopsy, the one that contained the highest number of
tumour cells was used for testing. The pathologist evaluated
the percentage of tumour cells. The tumour cell content
was below 30% in most samples (64.5%) and below 10%
in 12.7% of the samples. Most biopsies (102) were from
the primary tumour, but for 22 and 75 patients, mutation
detection was performed on biopsies from lymph node
metastasis or distant metastasis, respectively. Blood samples
were collected in collection tubes (©Terumo, Europe NV)
containing EDTA prior to the erlotinib treatment (within
2 days). Centrifugation was performed at 1000 rpm for
15 min, and plasma was removed and stored at −80°C.
The plasma samples were collected at a median of

10.5 months after the diagnostic biopsy had been taken,
and our results are therefore not a direct comparison of
the presence of mutated EGFR in biopsies and plasma
collected at the same time.

DNA extraction from paraffin-embedded tissue sections
Five slices were cut from the paraffin-embedded blocks.
The two outermost sections were stained with haema-
toxylin/eosin. If tumour cells could be identified in both
sections, the three middle slices were used for DNA
extraction. Sections were deparaffinised by submersion in
xylene and rehydrated with ethanol. DNA was extracted
using the QIAamp DNA FFPE Tissue Kit (Qiagen,
Germany) according to the manufacturer’s protocol.

DNA extraction from archived cytological slides
Manual macro-dissection was performed in 4% of the
samples when the tumour cells were clustered in small



Table 2 EGFR mutations in paired samples of plasma DNA
and biopsy samples (n = 199)

Plasma DNA

Biopsy DNA Mutated Wild-type Total

Mutated 17 11 28

Wild-type 6 162 168

Not classified 1 2 3

Total 24 175 199
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areas. The selected cells were carefully removed from the
slide surface. In the remaining 96% of the samples, all of
the cells were taken. The slides were rinsed in 96% etha-
nol. PBS (phosphate buffered saline) was added on the
smear surface before the cells were gently scraped from
the slide. DNA was extracted using the QIAamp DNA
Mini Kit (Qiagen, Germany) according to the manufac-
turer’s protocol. The resulting DNA was measured with a
Nanodrop UV–vis Spectrophotometer and then diluted
with DNA SD (sample diluent) to 2 ng/μL concentration.

DNA extraction from plasma
For each testing 2 mL of the plasma was used. In the
cobas® DNA Sample Preparation kit, Proteinase K, WBI
(wash buffer I) and WBI (wash buffer II) were prepared
according to the manufacturer’s instructions. The plasma
was mixed with 250 μL Proteinase K and 2 mL DNA PBB
(binding buffer) and incubated at room temperature for
30 minutes. Then 500 μL isopropanol was mixed with
the lysate and transferred into the High Pure Extender
Assembly. The High Pure Extender Assemblies were
centrifuged at 4000 × g for 1 min. The extenders were
removed from the filters; the filters were placed in new
collection tubes and washed with WBI and WBII
according the manufacturer’s instructions. The DNA
was eluted in 100 μL DNA EB (elution buffer).

Mutation analysis
The cobas® EGFR Tissue Test was used for mutation
detection. The test is designed to detect G719A/C/S in
exon 18; 29 deletions in exon 19; S768I, T790M and 5
insertions in exon 20; and L858R in exon 21. In
addition to mutations detected in the tissue test, the
cobas EGFR Blood Test also detects L861Q in exon 21.
For the FFPET samples, 50 ng genomic DNA was used
for each PCR reaction, and for the plasma samples,
25 μL of the DNA eluate was used for each PCR reaction.
The cobas® 4800 SR2 System Software v2.0 and EGFR
Analysis Package Software v1.0 were used for tissue
analysis. For the blood testing, the EGFR Blood Ana-
lysis Package Software (in development) was used. The
cobas® EGFR tissue and blood tests were provided by
Roche Molecular Systems, Inc. free of charge as the
result of research collaboration.

Statistical analysis
False-positive and false-negative rates could not be
determined, as no reference or gold standard has been
defined for EGFR mutation analysis. To test the difference
between paired samples (biopsy and plasma), McNemar’s
test was used. The difference was considered statistically
significant when p < 0.05. The statistical software SPSS
(18) for Windows; SPSS Inc., Chicago, IL, USA) was used
for the calculations.
Results
The EGFR mutation status was determined in all plasma
samples (199/199), giving a success rate of 100%. In the
199 biopsy samples from the same patients, the success
rate was 98% (196/199). One tissue sample did not contain
sufficient DNA, and other two tissue samples did not
contain any tumour cells. Interestingly, in one of these
three patients, an L858R mutation was found in the
plasma DNA. Among 199 advanced adenocarcinoma
patients, 24/199 (12%) were EGFR-mutation positive in
plasma and 28/196 (14%) were EGFR-mutation positive
in tumour DNA.
A comparison of EGFR mutations in plasma and tumour

DNA is shown in Table 2. The overall concordance of
EGFR mutation status in plasma and tumour biopsy was
91% (179/196). In all, 17/196 (9%) patients had the same
EGFR mutations in plasma as in their original diagnostic
biopsy, and 162/196 (82%) patients remained mutation
negative. There was no statistically significant differ-
ence between the frequency of samples with mutations
detected in plasma and biopsy DNA (p = 0.332) as tested
by McNemar’s test. In this study, a difference in EGFR
mutation status in plasma and original biopsy was observed
in 17 of 196 (9%) patients. Of the 23 patients that were
EGFR-mutation positive in plasma DNA, 6 were positive
in the plasma only, and of the 28 patients that were EGFR
mutation positive in tumour DNA, 11 were mutation
positive in the tumour only. These differences could
reflect the limitation of assay technology with circulating
cell-free DNA in the plasma, tumour heterogeneity, and/
or the effect of chemotherapy.
Deletions in exon 19 were the most common mutation

and were found in 75% and 82% of all mutations in the
biopsy and plasma samples, respectively. Point mutations
in exon 21 (L858R) represented 21% and 18% of the
mutations found in tumour tissue and plasma samples,
respectively. A single exon 20 insertion was found in a
biopsy sample, but none were observed in plasma DNA.
We found the same mutation rate in cytology and hist-

ology specimens (15% vs. 14%), supporting the notion
that both specimens are suitable for DNA extraction and
EGFR mutation analysis. For the patients with mutations
in the blood but not in the biopsy, the tumour cell count
in the biopsy was similar to that in the rest of the
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tumour samples in the study (between 10% and 50%). The
fraction of cytology samples was 50% (three cytology and
three histology samples) and resembled the rest of the
tumour samples in the study.
Patients with activating EGFR mutations in plasma DNA

had a longer progression-free survival than patients without
these mutations (p = 0.01) as illustrated in Figure 1. Median
progression-free survival was 5.7 months in the patients
with EGFR mutations versus 2.8 months in the patients
without these mutations.

Discussion
In this study, we show that it is feasible to detect EGFR
mutations in plasma from patients with advanced lung
cancer. Among 199 patients, there were 24 that carried
EGFR mutations that could be identified in plasma samples
taken just prior to start of treatment with the EGFR-
directed drug erlotinib.
The primary objective of this study was to explore the

use of a newly developed method for identification of
EGFR mutations in plasma. In addition, we compared
the mutation status in plasma to the mutation status in
the original diagnosis biopsy from the same patients.
Plasma samples were collected at a median of 10.5 months
after the biopsy was obtained. Thus our results do not
represent a direct comparison of the presence of mutated
EGFR in biopsies and plasma collected at the same time.
Figure 1 Kaplan-Meyer curve showing progression-free survival (PFS)
EGFR mutations identified in the plasma DNA. The group with activatin
without these mutations, with a p-value of 0.01.
Despite this, several interesting findings were observed.
First, the allele-specific PCR assay is robust and produced
test results for 100% of the plasma samples. Second, for
17 patients whose EGFR mutations were detected in both
the diagnostic biopsy and the plasma sample identical
mutations were found in both the diagnostic biopsy and
plasma sample collected prior to their 2nd line treatment.
Interestingly, EGFR mutations were detected only in the

biopsy in 11 patients or only in the plasma in 6 patients.
The results could reflect the sensitivity limitation of
allele-specific PCR or biological differences in blood
when patients progressed from first-line chemotherapy.
A mutation found only in the diagnostic biopsy but not
in plasma removed several months later may reflect the
disappearance of the mutated cells, and an investigation
of biopsies and plasma samples taken at the same time
could elucidate this. Most of our patients (78%) were
primarily treated with conventional chemotherapy and
radiotherapy until progression and then erlotinib treat-
ment was started. Currently, it is unknown whether
biomarker status changes after exposure to chemother-
apy or on progression, but a recent study by Bai et al.
demonstrates that chemotherapy might reduce EGFR
mutation frequency in both plasma and biopsy samples
[5]. That insufficient mutated DNA is released to the
plasma to allow detection is another possibility in patients
with mutations in biopsies but not in plasma. Also, the
of patients with (green line) or without (blue line) activating
g EGFR mutations has a significantly longer PFS than the group
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occurrence of mutated DNA in plasma despite a wild-type
result in the diagnostic biopsy is of interest. This may
reflect the appearance of mutated cells between the taking
of the diagnostic biopsy and the plasma sample but may
also reflect the presence of mutated metastases not
reflected in the diagnostic biopsy. Another explanation
could be that some tumours contain several clones of
which only some contain mutations in the EGFR gene
and that the biopsy was taken in a clone without EGFR
mutation. So far the therapeutic consequences of muta-
tions present only in the plasma remain unknown, and
the seven patients identified in this study are too few to
allow us to analyse this question.
In our study, we demonstrated that patients with activat-

ing EGFR mutations in plasma DNA have a significantly
longer progression-free survival than observed in the group
without these mutations, with a median progression-free
survival of 5.7 vs. 2.8 months, respectively. This suggests
that mutation detection in plasma DNA has clinical utility,
but larger studies are required to clarify this.
Previous studies have compared the presence of mutated

EGFR in plasma and in biopsies. These studies are all rela-
tively small, and comparisons are hampered by variation in
design, use of either plasma or serum, and in differences in
methods used for the detection of EGFR mutations
[5-9,11,12]. The concordance between EGFR status in
tumour and plasma/serum samples varies from 58% to
93% in these studies. This variance might be explained
by different sensitivities of the methods used. Most of
these studies were retrospective and based on only a
few selected patients. In the IPASS study, serum and
tissue samples were collected before any therapy, but
the concordance was only 66% [8]. A recent study found a
concordance rate between tumour and serum DNA of
92%, but this study was based on only 22 patients [12].
Thus, the concordance of 91% in our large cohort of
unselected patients is high compared to other studies.
A discordance of EGFR mutations in primary tumours

and corresponding metastases has been reported [13] as
well as intratumoural heterogeneity. Only a few studies
have investigated the influence of this heterogeneity on
treatment response, but a recent study suggests that the
mutation status in the metastasis has a high impact on
treatment outcome [13]. Even though this heterogeneity
is known in many cancers and especially in NSCLC, a
clinical decision is often based on only one biopsy. As
the blood mirrors the entire tumour burden, the use of
plasma DNA for EGFR mutation might be more precise
and informative. It is well known that mutations causing
TKI resistance that cannot be detected in the pre-
treatment specimen in patients responding to TKIs may
be detected later when the patients relapse [10]. Tumour
genotyping by using plasma DNA isolated immediately
before and during treatment may therefore be more
informative than tumour genotyping of the diagnostic
biopsy and may prove useful to monitor therapy response
and/or disease progression.

Conclusion
We demonstrated the feasibility of measuring EGFR mu-
tations in plasma. Our results warrant further studies in
order to clarify whether plasma can replace biopsies for
the detection of EGFR mutations and to what extent serial
measurements of mutations in plasma may help the clin-
ician in choosing the optimal therapy for the patient.

Competing interests
The cobas® EGFR tissue and blood tests were provided by Roche Molecular
Systems, Inc. free of charge as the result of research collaboration.

Authors’ contributions
BW analysed tumour DNA, participated in the design of the study, and was
involved with the statistics and drafting of the manuscript. PM was involved
with the design and coordination of the study and helped to draft the
manuscript. HH did the pathological examinations of the tumour samples. LW
participated in the design of the study and evaluated the mutation results. WW
participated in the design of the study and analysed the mutation data. JT
participated in designing the study and in analysing the data. AK was involved
in the design of the study and in performing the statistical analyses. EN was
involved in the design of the study and helped to draft the manuscript. BSS
participated in the design and coordination of the study and helped to draft
the manuscript. All authors read and approved the final manuscript.

Acknowledgements
Funding source: Funded by The Danish Cancer Society (R2-A247) and the
Lundbeck Foundation (R-100-A-9523). B. Weber received a research grant from
Roche. The cobas® EGFR tissue and blood tests were provided by Roche
Molecular Systems, Inc. free of charge as the result of research collaboration.
Michael Væth, Department of Public Health, Section for Biostatistics, Aarhus
University, for helpful advice with the statistical analyses, and Tine Meyer, Lene
Dabelstein, Alice Villemoes, and Birgit Westh Mortensen for laboratory help.
The work was supported with grants from the Danish Cancer Society (8301)
and the Danish Medical Research Council (09–063528).

Author details
1Department of Clinical Biochemistry, Aarhus University Hospital,
Norrebrogade 44, Aarhus 8000, Denmark. 2Department of Oncology, Aarhus
University Hospital, Aarhus, Denmark. 3Department of Pathology, Aarhus
University Hospital, Aarhus, Denmark. 4Department of Genomics and
Oncology, Roche Molecular Systems, Inc, Pleasanton, CA, USA.

Received: 13 August 2013 Accepted: 14 April 2014
Published: 28 April 2014

References
1. Lynch TJ, Bell DW, Sordella R, Gurubhagavatula S, Okimoto RA, Brannigan BW,

Harris PL, Haserlat SM, Supko JG, Haluska FG, Louis DN, Christiani DC,
Settleman J, Haber DA: Activating mutations in the epidermal growth
factor receptor underlying responsiveness of non-small-cell lung
cancer to gefitinib. N Engl J Med 2004, 350(21):2129–2139.

2. Paez JG, Janne PA, Lee JC, Tracy S, Greulich H, Gabriel S, Herman P, Kaye FJ,
Lindeman N, Boggon TJ, Naoki K, Sasaki H, Fujii Y, Eck MJ, Sellers WR,
Johnson BE, Meyerson M: EGFR mutations in lung cancer: correlation with
clinical response to gefitinib therapy. Science 2004, 304(5676):1497–1500.

3. Pao W, Miller V, Zakowski M, Doherty J, Politi K, Sarkaria I, Singh B, Heelan R,
Rusch V, Fulton L, Mardis E, Kupfer D, Wilson R, Kris M, Varmus H: EGF
receptor gene mutations are common in lung cancers from "never
smokers" and are associated with sensitivity of tumors to gefitinib and
erlotinib. Proc Natl Acad Sci U S A 2004, 101(36):13306–13311.

4. Sharma SV, Bell DW, Settleman J, Haber DA: Epidermal growth factor
receptor mutations in lung cancer. Nat Rev Cancer 2007, 7(3):169–181.



Weber et al. BMC Cancer 2014, 14:294 Page 6 of 6
http://www.biomedcentral.com/1471-2407/14/294
5. Bai H, Wang Z, Chen K, Zhao J, Lee JJ, Wang S, Zhou Q, Zhuo M, Mao L, An T,
Duan J, Yang L, Wu M, Liang Z, Wang Y, Kang X, Wang J: Influence of
chemotherapy on EGFR mutation status among patients with non-small-cell
lung cancer. J Clin Oncol 2012, 30(25):3077–3083.

6. Bai H, Mao L, Wang HS, Zhao J, Yang L, An TT, Wang X, Duan CJ, Wu NM,
Guo ZQ, Liu YX, Liu HN, Wang YY, Wang J: Epidermal growth factor
receptor mutations in plasma DNA samples predict tumor response in
Chinese patients with stages IIIB to IV non-small-cell lung cancer. J Clin
Oncol 2009, 27(16):2653–2659.

7. Brevet M, Johnson ML, Azzoli CG, Ladanyi M: Detection of EGFR mutations
in plasma DNA from lung cancer patients by mass spectrometry
genotyping is predictive of tumor EGFR status and response to EGFR
inhibitors. Lung cancer 2011, 73(1):96–102.

8. Goto K, Ichinose Y, Ohe Y, Yamamoto N, Negoro S, Nishio K, Itoh Y, Jiang H,
Duffield E, McCormack R, Saijo N, Mok T, Fukuoka M: Epidermal growth
factor receptor mutation status in circulating free DNA in serum: from
IPASS, a phase III study of gefitinib or carboplatin/paclitaxel in non-small
cell lung cancer. J Thorac Oncol 2012, 7(1):115–121.

9. Kimura H, Kasahara K, Kawaishi M, Kunitoh H, Tamura T, Holloway B, Nishio K:
Detection of epidermal growth factor receptor mutations in serum as a
predictor of the response to gefitinib in patients with non-small-cell lung
cancer. Clin Cancer Res 2006, 12(13):3915–3921.

10. Yam I, Lam DC, Chan K, Chung-Man Ho J, Ip M, Lam WK, Chan TK, Chan V:
EGFR array: uses in the detection of plasma EGFR mutations in non-small
cell lung cancer patients. J Thorac Oncol 2012, 7(7):1131–1140.

11. Zhao X, Han RB, Zhao J, Wang J, Yang F, Zhong W, Zhang L, Li LY, Wang MZ:
Comparison of epidermal growth factor receptor mutation statuses in
tissue and plasma in stage I-IV non-small cell lung cancer patients.
Respiration 2013, 85(2):119–125.

12. Hu C, Liu X, Chen Y, Sun X, Gong Y, Geng M, Bi L: Direct serum and tissue
assay for EGFR mutation in non-small cell lung cancer by high-resolution
melting analysis. Oncol Rep 2012, 28(5):1815–1821.

13. Han HS, Eom DW, Kim JH, Kim KH, Shin HM, An JY, Lee KM, Choe KH, Lee KH,
Kim ST, Koo JH, Lee HC, Lee OJ: EGFR mutation status in primary lung
adenocarcinomas and corresponding metastatic lesions: discordance in
pleural metastases. Clin Lung Canc 2011, 12(6):380–386.

doi:10.1186/1471-2407-14-294
Cite this article as: Weber et al.: Detection of EGFR mutations in plasma
and biopsies from non-small cell lung cancer patients by allele-specific
PCR assays. BMC Cancer 2014 14:294.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusion
	Trial registration

	Background
	Methods
	Patients
	Trial registration
	Tumour and plasma samples
	DNA extraction from paraffin-embedded tissue sections
	DNA extraction from archived cytological slides
	DNA extraction from plasma
	Mutation analysis
	Statistical analysis

	Results
	Discussion
	Conclusion
	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


