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DYRK?2 Expression May be a Predictive Marker for
Chemotherapy in Non-small Cell Lung Cancer
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Abstract. Background: The possibility of a dual-specificity
tyrosine-(Y)-phosphorylation-regulated kinase gene, DYRK2,
predicting benefit from chemotherapy for patients with
recurrent non-small cell lung cancer (NSCLC) was
investigated. Materials and Methods: Forty patients with
recurrent disease after surgery received several combinations
of platinum-based chemotherapy. The chemotherapy
effectiveness was evaluated according to RECIST (response
evaluation criteria in solid tumors). Immunohistochemical
(IHC) analysis was used to determine the expression of
DYRK?2. Results: Although the response rates between the two
groups did not show statistical differences, the disease control
rate of the DYRK2-positive group (15 out of 17, 88% ) was
significantly different from the DYRK2-negative group (8 out
of 23, 35%, p=0.001). The median time to the progression
(TTP) of disease was significantly different between the two
groups (310 days in the positive group, 120 days in the
negative, HR=2.12, 95% CI=[1.1-4.09], p=0.024). Multivariate
analysis showed that negative DYRK?2 expression was a strong
predictor of disease progression (HR=3.01, 95% CI=[1.45-
6.26], p=0.003). Conclusion: Patients with high DYRK2
expression could be good candidates for chemotherapy.

Non-small cell lung cancer (NSCLC) represents approximately
80% of all lung carcinomas. Although early-stage (I and II)
NSCLC patients are treated surgically with curative intent,
30% to 60% develop recurrence and die as a result of their
disease (1, 2).

A number of anticancer agents have become available for
the treatment of recurrent NSCLC, including the taxanes,
gemcitabine and vinorelbine with platinum (3). The
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combination of one or more of these agents has resulted in high
response rates and prolonged survival at one year in an Eastern
Cooperative Oncology Group (ECOG) study (4). Additionally,
cisplatin-based chemotherapy for metastatic NSCLC has
resulted in improved survival, as compared with supportive
care alone (5). However, the absolute improvement in time to
progression (TTP) was modest, suggesting that only a minority
of patients may benefit from the administration of these drugs.

Recently, predictive markers which may influence and
predict the outcome of treatment in terms of either response
or survival benefit have been reported, such as the expression
of DNA excision repair cross complementing-1 (ERCC1) in
NCSLC (6), tau protein in gastric (7) and breast cancer (8),
and p53 in breast cancer (9). Nevertheless, a predictive
marker of chemotherapy efficacy remains undetermined.

DYRK?2, a dual-specificity tyrosine-(Y)-phosphorylation-
regulated kinase gene, has been identified as the most
frequently amplified and overexpressed gene in lung
adenocarcinomas and esophageal carcinoma (10). DYRK genes
have the potential to phosphorylate both Ser/Thr and Tyr (10)
and DYRK family genes are involved in regulating processes
such as cell proliferation, cytokinesis, and cell differentiation. It
has also previously been reported that DYRK?2 regulates p53
to induce apoptosis in response to DNA damage via
phosphorylation of Ser 45 (11). As knocking down of the
DYRK?2 function attenuates ADR (adriamycin)-induced
apoptosis, DYRK?2 has a key role in p53-induced apoptosis. In
addition, DYRK?2 can induce apoptosis in a p53-independent
manner (11). However, the functional significance of DYRK?2
has not been reported and still remains unclear.

Herein an evaluation of this marker and the ability to
predict benefit from chemotherapy for patients with recurrent
NSCLC is reported.

Materials and Methods

Patients and samples. Forty samples from surgically treated
NSCLC patients were obtained at Oita University Hospital
(Oita, Japan) between 2000 and 2007. All samples were
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formalin-fixed, paraffin-embedded and histologically diagnosed
for primary non-small cell lung cancer by hematoxylin and
eosin (H&E) staining.

Chemotherapy regimens and evaluations. Several regimens of
chemotherapy for recurrent disease were used. 30 mg
vinorelbine/m? with 80 mg/m? cisplatin were administered on day 1,
of a four-week cycle; 175 mg/m? paclitaxel was administered on
day 1, followed on the same day by carboplatin at a dose calculated
to produce an area under the curve (AUC) of 5 mg/ml/min, in a
three-week cycle, gemcitabine was given to the patients at 1,000
mg/m? on days 1, 8, and 15 with carboplatin AUC 5 on day 1. Other
regimens included 5-fluorouracil (5-FU), tegafur plus 5-chloro-2.4-
dihydroxypyridine and potassium oxonate (TS-1), tegafur uracil
(UFT) and irinotecan (CPT 11) in variable combinations. Cisplatin
was combined with vinorelbine in 14 patients; cisplatin with other
agents in 10 patients; carboplatin with paclitaxel in 11 patients;
carboplatin with gemcitabine in 4 patients and carboplatin with
other agents in 1 patient.

Prior irradiation at the target sites was evaluable if the radiation
therapy was completed before chemotherapy was initiated. Stable
brain metastases after irradiation were evaluable. All the indicator
sites were evaluated according to the RECIST (response evaluation
criteria in solid tumors) (12) and targeted lesions were measured by
CT scan. The disease control rate or clinical benefit was defined as
the rate of the sum total of CR (complete response), PR (partial
response) and SD (stable disease) (13). Metastatic sites included 20
at a single site (13 lymph nodes, 5 lung, 2 chest wall) and 20 in
multiple organs (hilar or mediastinum lymph nodes, lung, chest
wall, bone, brain and liver).

Immunohistochemical (IHC) analysis. Four-micrometer sections
were prepared for tissue slides. Antigen retrieval was performed at
121°C for 10 minutes in an autoclave with citrate buffer (pH 6.0)
after deparaffinization. Ten percent goat serum (Nichirei Tokyo,
Japan) was used for blocking of nonspecific binding. Staining with
anti-P53 antibody (M7001; Dako, Glostrup, Denmark) and with
polyclonal anti-DYRK?2 antibody (AP7534a; Abgent, San Diego,
CA, USA) with diluent, 1:50 was performed overnight at 4°C. After
reaction with 3% hydrogen peroxide for 20 minutes at room
temperature, polymer anti-rabbit (goat) antibody (K4002; Dako) for
DYRK?2 and anti-mouse antibody (K4000; Dako) for p53 was
applied and incubated for 30 minutes at room temperature. Negative
controls were incubated without the primary antibody.

The THC staining was evaluated as follows: 0, no staining or
faint cytoplasmic staining in less than 10% of the tumor cells; 1+,
faint cytoplasmic staining in more than 10% of the tumor cells; 2+,
weak or moderate cytoplasmic staining in more than 10% of tumor
cells; 3+, more than 10% of strong cytoplasmic staining. Since
DYRK?2 IHC staining study has not been reported previously, O or
1+ staining intensity was considered as DYRK?2 negative and 2+
or 3+ staining was considered as positive according to a previous
report referring to HER-2 (Human epidermal growth receptor-2)
protein (14). p53 staining was evaluated as previously described
(2). For reliability of evaluation, two independent assessors (M.C.
and S. T. (pathologists)) estimated positivity by the staining of two
serial sections.

Statistical analyses. All the statistical analyses were performed

using the Stat View J5.0 (SAS Institute Inc Tokyo, Japan). The
supplier detail different variables of the tumors and normal tissues
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Table 1. Characteristics of the patients.

Characteristics All patients DYRK?2 (+) DYRK?2 (-) p-Value

Age (years)

<70 29 13 16 0.63
>70 11 4 7
Gender
male 30 13 17 0.85
female 10 4
p-Stage
1 11 4 7 0.25
1T 7 5 2
11 20 8 12
v 2 0 2
Tumor
T1 14 5 9 0.64
T2 19 9 10
T3 3 2 1
T4 4 1 3
Nodal status
(=) 21 10 11 0.49
(+) 19 7 12
Histological type
Ad 26 12 14 0.55
Sq 5 1 4
Other 9 4 5
Chemotherapy 1 0.76
CDDP 24 10 14
CBDCA 15 7 8
Chemotherapy 2 0.9
PTX 11 5 6
VNR 14 6 8
Other 15 6 9
Time to recurrence 1042+661 788+675 0.08

(days, mean+SD)

CDDPcisplatin; CBDCA, carboplatin; PTX, paclitaxel; VNR, vinorelbine;
Ad, adenocarcinoma; Ad, adenocarcinoma; Sq, squamous cell carcinoma.

were analyzed by Chi-square test or Fisher’s exact tests. Time-to-
progression (TTP) was analyzed using the Kaplan-Meier method
and evaluated by the log-rank test. Statistical significant differences
were accepted at p<0.05.

Results

Clinicopathological characteristics. The relationship
between the clinicopathological characteristics and DYRK?2
expression was investigated and as shown in Table I, no
correlation between age, sex, pathological stage, tumor size,
nodal status, histological type, chemotherapy regimen
(cisplatin compared with carboplatin or paclitaxel with
vinorelbine) or time to recurrence and DYRK?2 expression
was found. The expression pattern of DYRK?2 is shown in
Figure 1. Positive cases showed strong granular staining in
the cytoplasm of the cancer cells (Figure 1 A and B).
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negative

Figure 1. Representative DYRK?2 protein expression in NSCLC by inmunohistochemistry. (A) 0 or 1+ were considered negative and 2+ or 3+ were
considered positive staining of adenocarcinoma, (x100). (B) Cytoplasm of cancer cells was stained strongly in 3+ cases (x400).

Clinical benefit according to DYRK2 expression. As the
treatment regimen was basically the combination of one or more
taxanes, vinorelbine, gemcitabine with a platinum compound,
the effectiveness of a cisplatin-based regimen and a carboplatin-
based regimen were analyzed together. Table II shows the
relationship between the disease control rate (CR, PR and SD)
and the DYRK?2 expression. The overall response rate was 24%
(4 out of 17) in the DYRK2-positive group compared with 4%
(1 out of 23) in the negative group and the response rates

between the two groups did not show a statistical difference
(p=0.14, Fisher’s exact test). On the other hand, the disease
control rate of the DYRK2-positive group (15 out of 17, 88% )
was significantly different from that of the DYRK2-negative
group (8 out of 23, 35% , p=0.001, Fisher’s exact test).

Progression-free survival. Figure 2 shows the progression-

free survival according to the DYRK2 expression. The
median TTP of disease was 310 days in the DYRK2-positive
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Table II. Disease control rates and DYRK2 expression.

Clinical All patients DYRK2 (+) DYRK2 (-) p-Value
response (%) (%)

CR - - -

PR 5 4 1

SD 18 11 7

PR+SD 23 15 (88) 8 (35) p=0.001
PD 17 2 (12) 15 (65)

Total 40 17 23

CR, Complete response; PR, partial response; SD, stable disease; PD,
progressive disease.

Table III. Multivariate Cox proportional hazard model.

Characteristics HR 95% CI p-Value
Age [<70 vs. 70=] 1.36 0.62-2.97 0.44
Stage [I vs. II-1V] 1.51 0.67-3.43 0.32
Histology [adenocarcinoma

vs. non-adenocarcinomal) 1.32 0.61-2.84 0.49
DYRK?2 [positive vs. negative] 301 1.45-6.26 0.003

HR, Hazard ratio; CI, confidense interval.

group, as compared with 120 days in the DYRK2-negative
group (HR=2.12, 95% CI=[1.1-4.09], p=0.024). In the
multivariate Cox regression analysis, negative DYRK2
expression was a strong predictor of disease progression
(HR=3.01,95% Cl=[1.45-6.26], p=0.003, Table III).

Discussion

In the present study, 42.5% of DYRK2-positive cases were
found which was higher than in previous reports (10). This
difference might have been due to the staining methods, the
use of a different antibody or the evaluation of IHC. As in a
previous report (10), no correlation between the
clinicopathological factors and DYRK2 expression was
found. More number of patients should be investigated to
determine this relationship.

As only five patients showed a partial response, the overall
response rate was quite low and DYRK?2 expression was not
a good tool to stratify between the good and poor responders
for chemotherapy. However, SD is a benefit of chemotherapy
for patients in the clinical setting, and the disease control rate
(including CR, PR, and SD) according to the expression of
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Figure 2. Time to progression according to DYRK2 expression. Median
time to progression, 310 days in the DYRK2-positive group and 120 in
the negative group.

DYRK?2, showed a positive correlation with clinical benefit.
Additionally, the DYRK2-positive group had longer TTP
than the negative group and multivariate analysis showed that
DYRK2 was a strong predictor of disease progression.
However, as several combinations of anticancer agents, such
as taxanes, gemcitabine, and vinorelbine with platinum were
used, bias due to the power of these drugs cannot be ruled
out. More patients treated with the same anticancer agents
will be needed to clarify this possibility. When the
relationship between the effectiveness of preoperative
induction chemotherapy and DYRK2 expression was
investigated in 16 patients, no significant correlation was
found (data not shown). It is possible that DYRK2-positive
cells underwent apoptosis induced by the induction
chemotherapy but negative cells survived because of
resistance. Accordingly, the discrepancy between clinical
effectiveness and DYRK2 expression may be due to the
modification of chemotherapy.

The p53 positivity was quite low (37.5% , 15 out of 40
cases) and no relationships between p53 expression and the
clinical effectiveness of chemotherapy was found, which may
have been due to the antibody or the scoring methods used.
Although the power of this study was low because of the
limited sample size, a tendency toward clinical benefit for
chemotherapy in combination with p53-negative and
DYRK2-positive tumors was shown (data not shown). If p53
negativity can exert an effect on normal function, DYRK?2
which is upstream of the p53 gene has a critical role for
inducing apoptosis with chemotherapy. However, as it has
been reported that p53 mutation and protein overexpression
are not significant prognostic or predictive factors in NCSLC
(15), DYRK?2 may induce apoptosis in a pS3-independent
manner or another effector of apoptosis located downstream
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of DYRK?2 may persist. Taken together, it is quite difficult to
define the DYRK2 effect because of the complexity
concerning p53 status. Further investigation will be needed.
Whereas DYRK2 is a promising single gene marker of
sensitivity to chemotherapy, it is also clear that many tumors
are not fully sensitive to treatment, suggesting additional
pathways of resistance. Multigene predictors from several
distinct molecular pathways of resistance will be more
powerful than any single gene.

In conclusion, although the sample size was small,
patients with DYRK?2-positive tumors in recurrent NSCLC
had a substantial benefit from chemotherapy, as compared
with patients with DYRK2-negative tumors. DYRK2 might
be a powerful tool for stratifying favorable candidate groups
in lung cancer patients and further investigation might offer
new insight into this possibility.

Acknowledgements

We appreciate the technical support of Ms. Yoko Miyanari from the
Department of Surgery II, Oita University Faculty of Medicine.

This paper was presented at the Eighth International Conference
of Anticancer Research, Kos, Greece, 17-22 October, 2008.

References

1 Mountain CF: Revisions in the International System for Staging
Lung Cancer. Chest /77: 1710-1717, 1997.

2 Tsao MS, Aviel-Ronen S, Ding K, Lau D, Liu N, Sakurada A,
Whitehead M, Zhu CQ, Livingston R, Johnson DH, Rigas J,
Seymour L, Winton T and Shepherd FA: Prognostic and
predictive importance of p53 and RAS for adjuvant chemotherapy
in non-small cell lung cancer. J Clin Oncol 25: 5240-5247, 2007.

3 Schiller JH, Harrington D, Belani CP, Langer C, Sandler A,
Krook J, Zhu J and Johnson DH; Eastern Cooperative Oncology
Group: Comparison of four chemotherapy regimens for
advanced non-small cell lung cancer. N Engl J] Med 346: 92-98,
2002.

4 Bonomi P, Kim K, Fairclough D, Cella D, Kugler J, Rowinsky
E, Jiroutek M and Johnson D: Comparison of survival and
quality of life in advanced non-small cell lung cancer patients
treated with two dose levels of paclitaxel combined with
cisplatin versus etoposide with cisplatin: results of an Eastern
Cooperative Oncology Group trial. J Clin Oncol /8: 623-631,
2000.

5 Hotta K, Fujiwara Y, Matsuo K, Suzuki T, Kiura K, Tabata M,
Takigawa N, Ueoka H and Tanimoto M: Recent improvement in
the survival of patients with advanced non-small cell lung cancer
enrolled in phase III trials of first-line, systemic chemotherapy.
Cancer 109: 939-948, 2007.

6 Olaussen KA, Dunant A, Fouret P, Brambilla E, André F,
Haddad V, Taranchon E, Filipits M, Pirker R, Popper HH, Stahel
R, Sabatier L, Pignon JP, Tursz T, Le Chevalier T and Soria JC;
IALT Bio Investigators: DNA repair by ERCC1 in non-small cell
lung cancer and cisplatin-based adjuvant chemotherapy. N Engl
J Med 355: 983-991, 2006.

7 Mimori K, Sadanaga N, Yoshikawa Y, Ishikawa K, Hashimoto
M, Tanaka F, Sasaki A, Inoue H, Sugimachi K and Mori M:
Reduced tau expression in gastric cancer can identify candidates
for successful paclitaxel treatment. Br J Cancer 94: 1894-1897,
2006.

8 Rouzier R, Rajan R, Wagner P, Hess KR, Gold DL, Stec J, Ayers
M, Ross JS, Zhang P, Buchholz TA, Kuerer H, Green M, Arun
B, Hortobagyi GN, Symmans WF and Pusztai L: Microtubule-
associated protein tau: a marker of paclitaxel sensitivity in breast
cancer. Proc Natl Acad Sci USA 7102: 8315-8320, 2005.

9 Anelli A, Brentani RR, Gadelha AP, Amorim De Albuquerque A
and Soares F: Correlation of p53 status with outcome of
neoadjuvant chemotherapy using paclitaxel and doxorubicin in
stage IIIB breast cancer. Ann Oncol /4: 428-432, 2003.

10 Miller CT, Aggarwal S, Lin TK, Dagenais SL, Contreras JI,
Orringer MB, Glover TW, Beer DG and Lin L: Amplification
and overexpression of the dual-specificity tyrosine-(Y)-
phosphorylation regulated kinase 2 (DYRK2) gene in esophageal
and lung adenocarcinomas. Cancer Res 63: 4136-4143, 2003.

11 Taira N, Nihira K, Yamaguchi T, Miki Y and Yoshida K: DYRK?2
is targeted to the nucleus and controls p53 via Ser46
phosphorylation in the apoptotic response to DNA damage. Mol
Cell 25: 794-796, 2007.

12 Therasse P, Arbuck SG, Eisenhauer EA, Wanders J, Kaplan RS,
Rubinstein L, Verweij J, Van Glabbeke M, van Oosterom AT,
Christian MC and Gwyther SG: New guidelines to evaluate the
response to treatment in solid tumors. European Organization for
Research and Treatment of Cancer, National Cancer Institute of
the United States, National Cancer Institute of Canada. J Natl
Cancer Inst 92: 205-216, 2000.

13 Ardavanis A, Koumna S, Fragos I, Malliou S, Kyriakou F,
Mantzaris I, Scorilas A and Rigatos G: Erlotinib monotherapy in
patients with advanced non-small cell lung cancer: an effective
approach with low toxicity. Anticancer Res 28: 2409-2415, 2008.

14 Pothos A, Plastira K, Plastiras A, Vlachodimitropoulos D,
Goutas N and Angelopoulou R: Comparison of chromogenic in
situ hybridisation with fluorescence in situ hybridisation and
immunohistochemistry for the assessment of her-2/neu oncogene
in archival material of breast carcinoma. Acta Histochem
Cytochem 417: 59-64, 2008.

15 Schiller JH, Adak S, Feins RH, Keller SM, Fry WA, Livingston
RB, Hammond ME, Wolf B, Sabatini L, Jett J, Kohman L and
Johnson DH: Lack of prognostic significance of p53 and K-ras
mutations in primary resected non-small cell lung cancer on
E4592: a Laboratory Ancillary Study on an Eastern Cooperative
Oncology Group prospective randomized trial of postoperative
adjuvant therapy. J Clin Oncol 79: 448-457, 2001.

Received January 28, 2009
Revised April 13, 2009
Accepted May 5, 2009

2757




<<
  /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


