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Abstract: Interleukin-6 (IL-6) has been shown to be involved in the pathogenesis of several bone diseases characterized by
an imbalance between bone resorption and formation. The aim of the study was to estimate serum markers of bone turnover:
osteoclast-derived tartrate-resistant acid phosphatase form 5a (TRACP 5b) and osteocalcin in IL-6-deficient mice to assess
the role of IL-6 in bone metabolism in hypothyroidism in mice. C57BL/6J (wild-type; WT) and C57BL/6JL67Kopf (IL-6
knock-out; IL6KO) mice randomly divided into 4 groups with 10 in each one: 1/ WT mice in hypothyroidism (WT-ht), 2/
WT controls, 3/ IL6KO mice with hypothyroidism (IL6KO-ht) and 4/ IL6KO controls. Experimental model of hypothy-
roidism was induced by intraperitoneal injection of propylthiouracyl. The serum levels of TRACP 5b and osteocalcin were
determined by ELISA. Serum concentrations of TRACP 5b (median and interquartile ranges) were significantly decreased
in both groups of mice with hypothyroidism: WT (3.2 (2.5-4.7) U/l) and IL6KO (2.6 (1.8-3.5) U/l) as compared to the
respective controls. Similarly, serum osteocalcin levels were significantly reduced in both groups of mice in experimental
hypothyroidism: WT (25.8 (23.0-28.2) ng/ml) and IL6KO (21.5(19.0-24.6) ng/ml) in comparison to the respective controls.
There were no significant differences in bone turnover markers between IL6KO and WT mice both in hypothyroid and con-
trol animals. The results of the present study suggest that IL-6 does not play an important role in bone turnover in both euthy-
roid and hypothyroid mice.

Key words: IL-6 - Hypothyroidism - IL-6 knockout mice - Bone turnover

Introduction

Activation of the signaling pathway mediated by gly-
coprotein(gp)-130 by interleukin-6 (IL-6) and its solu-
ble receptor (sIL-6R) was regarded as a pivotal mech-
anism for the regulation of osteoclastogenesis [1,2].
Nevertheless, in IL-6 knockout (IL6KO) mice no spe-
cific changes in bone structure were found [3.,4].
Moreover, in gp-130 deficient mice the amount of
osteoclasts was highly elevated [5]. These data suggest
that IL-6 does not influence resorption and normal
bone turnover. However, IL6KO mice were protected
against increased bone resorption after acute estrogen
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depletion owing to ovariectomy [6]. IL-6 was also
shown to be involved in other processes associated
with accelerated bone turnover such as Paget disease,
multiple myeloma, rheumatoid arthritis and renal
osteodystrophy [7-10]. Moreover selective inhibitor of
IL-6 activity has been documented to suppress bone
mass reduction [11]. However, recently published
results of the study on IL6KO mice have demonstrat-
ed that in hyperparathyroidism IL-6 is not required for
the osteoclast formation and bone loss [12]. Lately we
have observed highly elevated osteocalcin levels in
IL6KO mice in thyrotoxicosis, suggesting crucial role
of IL-6 in bone formation in hyperthyroidism [13].
Data on role of IL-6 in bone turnover in hypothy-
roidism are lacking.

Thus, the aim of the present study was to estimate
serum markers of bone turnover: osteoclast-derived
tartrate-resistant acid phosphatase form 5a (TRACP
5b) reflecting resorption, and osteocalcin as a marker
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of bone formation in IL-6-deficient mice to assess the
role of IL-6 in the bone turnover in hypothyroidism.

Materials and Methods

Experimental animals. The study was performed on forty, 14-15
weeks old, female mice: C57BL/6J (wild-type; WT) and
C57BL/6JL6-Kopf (TL6KO) weighing 18-22 g at the beginning of
the experiment. The IL6KO mice used in this study were obtained
from the Department of Cardiology and Angiology of Medical
School in Hannover. All animals had free access to standard gran-
ulated diet and drinking water. The animals were housed in plastic
cages at 22.1°C and constant humidity, with a 12/12 light/dark
cycle, beginning at 7 am.

The mice were randomly divided into 4 groups with 10 mice in
each one: 1/ WT mice in hypothyroidism (WT-ht), 2/ WT controls
(WT-ctrl), 3/ IL6KO mice in hypothyroidism (IL6KO-ht) and 4/
IL6KO controls. Experimental model of hypothyroidism was
induced by intraperitoneal injection of propylthiouracyl at the dose
of 60 ug/kg daily over 21 days. Control mice were injected vehicle
under the same experimental conditions.

Genotyping. Genomic DNA for IL-6 genotyping was isolated from
mouse tails using "Genomic mini" kit (A&A Biotechnology, Gdansk,
Poland) according to the enclosed protocol. PCR was performed
using DNA polymerase Taq "Marathon" (A&A Biotechnology,
Gdansk, Poland) and custom made primers (F 5-AAGTGCATC
ATCGTTGTTCATAC-3"; R 5'-CCATCCAGTTGCCTTCTTG-3").
Twenty nine PCR cycles were performed under following condi-
tions: 94°C 5 seconds, 94°C 20 seconds, 55°C 30 seconds, 72°C 2
min 50 seconds, 72°C 7 seconds, 10°C at the end of the procedure.
Then DNA was separated by electrophoresis on the 1% agarose gel
with ethidium bromide.

Thyroid tissues. To verify an animal model of hypothyroidism mice
were thyreoidectomized. Both thyroid lobes were fixed in Bouin's
fluid for 24 hours in temperature of +4°C and embedded in paraffin
in a routine procedure. The specimens were cut into 5 um slices and
stained by haematoxylin-eosin. The histological preparations were
subjected to analysis, using Olympus Bx50 microscope.

Osteodensitometry. Bone mineral density (BMD) was examined
in a-p position by the dual X-ray absorptiometry using Lunar DPX
densitometer (Lunar Corporation, Madison, WI, USA) with small
animal software. BMD measurements were performed by the same
experienced operator. The densitometer was calibrated everyday
with a standard phantom specimen. The following sites were
examined: the total body, tibia, trochanter and vertebrae L2-L4.
BMD results were obtained in absolute values (mg/cm?).

Blood specimens. At the end of the experiment, the animals were
anaesthetized with ketamine (100 mg/kg) and xylazine-HCL (10
mg/kg), their abdomen was opened by midline incision and the
blood was taken from the abdominal aorta of each mouse for meas-
urement of serum concentrations of osteoclast-derived tartrate-
resistant acid phosphatase form 5a (TRACP 5b), osteocalcin and
creatinine. The blood was collected to polypropylene tubes without
anticoagulant and was incubated in room temperature until the clot
was formed and then centrifuged (2500 x g, 15 minutes). The
supernatant (serum) was removed and stored at -70°C until a con-
sequtive analysis. The serum levels of TRACP 5b and osteocalcin
were determined by enzyme-linked immunosorbent assay com-
mercial kits: TRACP 5b (MouseTRAP Assay, SBA Sciences,
Turku, Finland; sensitivity 0.1 U/l; intra-assay precision 6.5%;
inter-assay variation 8%) and osteocalcin (Mouse Osteocalcin EIA
kit, Biomedical Technologies Inc., Stoughton, USA; sensitivity 1
ng/ml; intra-assay precision 6%; inter-assay variation 8%). Serum
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Fig. 1. IL-6 Genotyping of wild-type and IL6KO animals. DNA
electrophoresis on agarose gel. Lane 1- DNA ladder, lanes 2 and
3- wild-type (C57BL/6J) animals, lane 4 to 6- C57BL/6JIL6--Kopf
mice.

creatinine concentration was measured by autoanalyzer using stan-
dard laboratory methods.

Statistical analysis. The statistical significance was estimated by
Mann-Whitney U-test. To evaluate relationships between variables
Spearman's test was performed using Statistica 6.0 for Windows
XP (StaSoft, Tulsa, USA).

Ethical issues. All procedures were performed in compliance with
the European Communities Council Directive of 24 November
1986 (86/609/EEC) and were approved by the Local Ethics Com-
mittee in Bialystok.

Results
IL-6 genotyping

Material from wild-type animals yielded DNA frag-
ments with size ca. 900 bp, whereas DNA fragments
from IL6KO animals contained also a fragment of
neomycin cassette and were size about 1400 bp (Fig. 1).

Thyroid specimens

The efficacy of the animal model of hypothyroidism
has been confirmed by the histological picture of thy-
roid glands. The thyroids had a follicular, encapsulat-
ed structure in the control and experimental mice. The
differences between the central and peripheral follicles
in thyroids obtained from both IL6KO and WT control
mice were observed. The central follicles had a small-
er diameter, the colloid was less dense, and the follic-
ular epithelium was higher, whereas the peripheral fol-
licles were larger, delimited by flat cuboid epithelium
and homogenous, intensely stained colloid (Fig. 2A
and 2B). Examination of thyroid sections of IL6KO
and WT animals treated with propylthiouracyl pointed
to thyroid function blockade with predominance of
microfollicular hyperplasia with poor in colloid hyper-
plastic follicles of irregular shape. (Fig. 2C and 2D).

Osteodensitometry

BMD values (in mg/cm?) are shown in Table 1. We
have not found any significant differences between
hypothyroid an control WT and IL6KO mice.
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Fig. 2. Light micrograph of thyroid gland (magnitude x 400.000): (A) C57BL/6J, (B) C57BL/6JL07-Kopf (C) C57BL/6J treated with
propylthiouracyl, (D) C57BL/6J'L07Korf treated with propylthiouracyl.

Bone turnover serum markers

Moreover, significantly diminished values of TRACP
5b and osteocalcin as markers of bone turnover in
propylthiouracyl injected mice as compared to relative
controls may also serve as the confirmation of efficacy
of the animal model of hypothyroidism. Serum con-
centrations of TRACP 5b (median and interquartile
ranges) were significantly decreased in both groups of
mice with hypothyrosis (Fig. 3): WT (3.2 (2.5-4.7)
U/1) and IL6KO (2.6 (1.8-3.5) U/l) as compared to the
respective controls: WT (8.4 (6.4-10.5) U/l) and
IL6KO (8.0 (5.0-9.8) U/).

Also, as can be seen in Fig.4, serum osteocalcin
concentrations (median and interquartile ranges) were
significantly diminished in both groups of mice in
experimental hypothyroidism: WT (25.8 (23.0-28.2)
ng/ml) and IL6KO (21.5(19.0-24.6) ng/ml) as com-
pared to the respective controls: WT (32.5 (27.6-37.3)
ng/ml) and IL6KO (30.5 (26.3-42.5) ng/ml).

There were no significant differences between cre-
atinine serum concentrations (median and interquartile
ranges) in studied groups of mice with hypothy-
roidism: WT (0.17 (0.12-0.22) mg/dl) and IL6KO
(0.18 (0.12-0.25) mg/dl) as compared to the respective

controls: WT (0.17 (0.12-0.23) mg/dl) and IL6KO
(0.20 (0.13-0.28) mg/dl).

Discussion

The exact mechanism by which thyroid hormones reg-
ulate osteoblasts and osteoclasts function at a cellular
level remains unclear. Osteoblasts were documented to
synthesize thyroid receptors [14]. The presence of
osteoblasts seems to be a necessary condition for
osteoclasts to resorp bone in response to triiodotyro-
nine [15]. Triiodotyronine was reported to stimulate

Table 1. Bone Mineral Density measures of total body, tibia,
trochanter and lumbar vertebrae 2-4 of studied mice (in mg/cm?).
No significant differences between groups were found (p>0.05).

WT-ht | WT-ctrl | IL6KO-ht | IL6KO-ctrl
Total body 22046 22045 22248 21946
Tibia 151+7 15448 150+8 153+7
Trochanter 153+9 15610 154+£10 154+8
Vertebrae
1214 15148 15448 15348 15346
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osteoblast activity both directly and indirectly via
growth factors and cytokines [16,17]. The action of tri-
iodotyronine on osteoclastic bone resorption has been
suggested to be mediated predominantly by osteoblast-
derived osteotrophic cytokines such as IL-1, IL-6, IL-
8 and Tumour Necrosis Factor o [16,18]. Data from
the studies on osteoblastic bone marrow stromal cells
and osteoblast cell lines have reported that triiodotyro-
nine stimulates IL-6 expression and augments [L-1-
induced stimulation of IL-6 production [19,20].

IL-6 has been shown to be involved in the patho-
genesis of several bone diseases characterized by a
negative balance between bone resorption and forma-
tion. We have found lately unexpectedly increased
osteocalcin serum concentration in response to elevat-
ed bone resorption in IL6KO mice in experimental

thyrotoxicosis [13]. This finding suggest that IL-6
inhibits osteocalcin production and probably generally
bone formation in hyperthyroidism in mice. There are
no data in literature on the role of IL-6 in bone
turnover in hyperthyrosis. Our present study has
shown that both bone formation and resorption mark-
ers are decreased in hypothyroidism both in WT and
IL6KO. There were no differences between WT and
IL6KO hypothyroid mice as to BMD and TRACP 5b,
reflecting resorption rate as well as to osteocalcin, as
bone formation marker. Diminished indicators of bone
turnover in both IL6KO and WT mice may serve as an
indirect confirmation of efficacy of hypothyroidism.
Decreased bone metabolism markers were found in
hypothyroid patients [21]. Comparable levels of
TRACP 5b in IL6KO and WT mice may suggest that
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IL-6 does not play an important role in the induction of
bone resorption in normal and hypothyroid mice, as far
as TRACP 5b molecules has been considered a useful
marker of bone resorption rate [22,23]. IL-6 was sug-
gested to be not a powerful bone-resorping factor in its
own right, but a molecule capable to enhance the
effects of other factors on bone resorption, such as NF-
kappa B ligand (RANK-L) [24]. Moreover, in culture
IL-6 was found to stimulate osteoclast formation and
bone resorption of mouse calvaria only slightly in
comparison to IL-1 [25]. Also in hyperthyroid patients
the increase in the levels of serum IL-6 was not relat-
ed directly with bone resorption seen in hyperthy-
roidism [26]. Experimentally induced increase in bone
resorption leading to bone loss is in general accompa-
nied with elevated bone formation, probably as an
attempt of the organism to maintain the bone balance
[27]. In the previous study in thyrotoxic IL-6 lacking
mice we observed greatly higher elevation of osteocal-
cin, suggesting a crucial role of this cytokine in inhibi-
tion of bone formation. Osteocalcin is an osteoblast
product that constitutes the most abundant noncollage-
nous protein present in bone and its serum levels close-
ly correlate with histomorphometric parameters of
bone formation [28]. In the present study lack of dif-
ference in serum osteocalcin as well as TRACP 5b in
hypothyroid WT and IL6KO mice suggest that IL-6 is
not crucial for the maintenance of the balance between
bone resorption and formation in hypothyroidism in
mice. It seems that IL-6 is in general an important
osteotropic factor in the state of increased bone
turnover and has minor role in physiological bone
remodeling and during processes associated with
inhibited bone turnover.

To sum up, the results of the present study suggest
that IL-6 does not play an important role in bone
turnover in both euthyroid and hypothyroid mice.

Acknowledgements: Authors wish to thank prof. Helmut Drexler
and dr Denise Hilfiker-Kleiner from Hannover Medical School for
generous gift of mouse strain. This work was supported by AMB
Grant 3-50693L (to JM) and KBN Grant 2P05B01826 (to KK).

References

[ 1] Roodman GD. Interleukin-6: an osteotropic factor? J Bone
Miner Res. 1992;7:475-478.

[ 2] Hofbauer LC, Lacey DL, Dunstan CR, Spelsberg TC, Riggs
BL, Khosla S. Interleukin-1beta and tumor necrosis factor-
alpha, but not interleukin-6, stimulate osteoprotegerin ligand
gene expression in human osteoblastic cells. Bone. 1999;25:
255-259.

[ 3] Palmqvist P, Persson E, Conaway HH, Lerner UH. IL-6,
leukemia inhibitory factor, and oncostatin M stimulate bone
resorption and regulate the expression of receptor activator
of NF-kappa B ligand, osteoprotegerin, and receptor activa-
tor of NF-kappa B in mouse calvariae. J Immunol. 2002;
169:3353-3362.

[ 4] Kopf M, Baumann H, Freer G, Freudenberg M, Lamers M,
Kishimoto T, Zinkernagel R, Bluethmann H, Kohler G.

391

Impaired immune and acute-phase responses in interleukin-6-
deficient mice. Nature. 1994;368:339-342.

[ 5] Kawasaki K, Gao YH, Yokose S, Kaji Y, Nakamura T, Suda
T, Yoshida K, Taga T, Kishimoto T, Kataoka H, Yuasa T, Nori-
matsu H, Yamaguchi A. Osteoclasts are present in gp130-defi-
cient mice. Endocrinology. 1997;138:4959-4965.

[ 6] PoliV, Balena R, Fattori E, Markatos A, Yamamoto M, Tana-
ka H, Ciliberto G, Rodan GA, Costantini F. Interleukin-6 defi-
cient mice are protected from bone loss caused by estrogen
depletion. EMBO J. 1994;13:1189-1196.

[ 7] Neale SD, Schulze E, Smith R, Athanasou NA. The influence
of serum cytokines and growth factors on osteoclast forma-
tion in Paget's disease. QJM. 2002;95:233-240.

[ 8] Verdelli D, Mattioli M, Fabris S, Nobili L, Intini D, Guerneri
S, Todoerti K, Zanella A, Deliliers GL, Lombardi L, Neri A.
Molecular and biological characterization of three novel
interleukin-6-dependent human myeloma cell lines. Haema-
tologica. 2005;90:1541-1548.

[ 9] Nowell MA, Richards PJ, Fielding CA, Ognjanovic S, Topley
N, Williams AS, Bryant-Greenwood G, Jones SA. Regulation
of pre-B cell colony-enhancing factor by STAT-3-dependent
interleukin-6 trans-signaling: implications in the pathogenesis
of rheumatoid arthritis. Arthritis Rheum. 2006;54:2084-2095.

[10] Steddon SJ, Mclntyre CW, Schroeder NJ, Burrin JM, Cun-

ningham J. Impaired release of interleukin-6 from human

osteoblastic cells in the uraemic milieu. Nephrol Dial Trans-
plant. 2004;19:3078-3083.

Hayashi M, Rho MC, Enomoto A, Fukami A, Kim YP,

Kikuchi Y, Sunazuka T, Hirose T, Komiyama K, Omura S.

Suppression of bone resorption by madindoline A, a novel

nonpeptide antagonist to gp130. Proc Natl Acad Sci USA.

2002;12:14728-14733.

[12] O'Brien CA, Jilka RL, Fu Q, Stewart S, Weinstein RS,
Manolagas SC. IL-6 is not required for parathyroid hormone
stimulation of RANKL expression, osteoclast formation and
bone loss in mice. Am J Physiol Endocrinol Metab. 2005;289:
E784-E793.

[13] Mysliwiec J, Zbucki R, Winnicka MM, Sawicki B, Nikolajuk
A, Kaminski K, Mysliwiec P, Musial W, Bondyra Z, Walecki
J, Gorska M. A crucial role of interleukin-6 in the pathogene-
sis of thyrotoxicosis-related disturbances of bone turnover in
mice. Hormon Metab Res (in press).

[14] Williams GR, Bland R, Sheppard MC. Characterization of
thyroid hormone (T3) receptors in three osteosarcoma cell
lines of distinct osteoblast phenotype: interactions among T3,
vitamin D3, and retinoid signaling. Endocrinology. 1994;135:
2375-2385.

[15] Manolagas SC, Jilka RL. Bone marrow, cytokines and bone
remodelling. N Engl J Med. 1995; 332:305-311.

[16] Pereira RC, Jorgetti V, Canalis E. Triiodothyronine induces
collagenase-3 and gelatinase B expression in murine
osteoblasts. Am J Physiol Endocrinol Metab. 1999;277:E496-
E504.

[17] Stevens DA, Harvey CB, Scott AJ, O'Shea PJ, Barnard JC,
Williams AJ, Brady G, Samarut J, Chassande O, Williams
GR. Thyroid Hormone Activates Fibroblast Growth Factor
Receptor-1 in Bone. Mol Endocrinol. 2003;17:1751-1766.

[18] Siddiqi A, Monson JP, Wood DF, Besser GM, Burrin JM.
Serum cytokines in thyrotoxicosis. J Clin Endocrinol Metab.
1999;84:435-439.

[19] Siddiqi A, Burrin JM, Wood DF, Monson JP. Tri-iodothyro-
nine regulates the production of interleukin-6 and interleukin-
8 in human bone marrow stromal and osteoblast-like cells.
J Endocrinol. 1998;157:453-461.

[20] Kim CH, Kim HK, Shong YK. Thyroid hormone stimulates
basal and interleukin (IL)-1-induced IL-6 production in human
bone marrow stromal cells: a possible mediator of thyroid hor-
mone-induced bone loss. J Endocrinol. 1999;160:97-102.

[1

—_



392

[21] Meier C, Beat M, Guglielmetti M, Christ-Crain M, Staub JJ,
Kraenzlin M. Restoration of euthyroidism accelerates bone
turnover in patients with subclinical hypothyroidism: a ran-
domized controlled trial. Osteoporos Int. 2004;15:209-216.

[22] Hallen JM, Alatalo SL, Suominen H, Cheng S, Janckila AJ,
Vaannen HK. Tartrate-resistant acid phosphatase 5b: a novel
serum marker of bone resorption. J Bone Miner Res. 2000;
15:1337-1345.

[23] Marshall K, Nash K, Haussman G, Cassady I, Hume D, de
Jersey J, Hamilton S. Recombinant human and mouse purple
acid phosphatases: expression and characterization. Arch
Biochem Biophys. 1997;345:230-236.

[24] O'Brien CA, Gubrij I, Lin SC, Saylors RL, Manolagas SC.
STAT3 activation in stromal osteoblastic cells is required for
induction of the receptor activator of NF-?B ligand and stim-
ulation of osteoclastogenesis by gp130-utilizing cytokines or
interleukin-1 but not 1,25-dihydroxyvitamin D3 or parathy-
roid hormone. J Biol Chem. 1999;274:19301-19308.

[25] Kusano K, Miyaura C, Inada M, Tamura T, Ito A, Nagase H,
Kamoi K, Suda TRegulation of Matrix Metalloproteinases

J. MySliwiec et al.

(MMP-2, -3, -9, and -13) by Interleukin-1 and Interleukin-6 in
Mouse Calvaria: Association of MMP Induction with Bone
Resorption. Endocrinology. 1998;139:1338-1345.

[26] Akalin A, Colak O, Alatas O, Efe B. Bone remodelling mark-
ers and serum cytokines in patients with hyperthyroidism.
Clin Endocrinol (Oxf). 2002;57:125-129.

[27] Varga F, Spitzer S, Rumpler M, Klaushofer K. 1,25-Dihy-
droxyvitamin D3 inhibits thyroid hormone-induced osteocal-
cin expression in mouse osteoblast-like cells via a thyroid
hormone response element. J Mol Endocrinol. 2003;30:49-57.

[28] Kousteni S, Chen JR, Bellido T, Han L, Ali AA, O'Brien CA,
Plotkin L, Fu Q, Mancino AT, Wen Y, Vertino AM, Powers
CC, Stewart SA, Ebert R, Parfitt AM, Weinstein RS, Jilka RL,
Manolagas SC. Reversal of bone loss in mice by
nongenotropic signaling of sex steroids. Science. 2002;298:
843-846.

Submitted: 10 April, 2007
Accepted after reviews: 5 August, 2007




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  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 /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


