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Summary

Objetive: Our main objective was to evaluate the development of sclerostin levels in patients with liver transplantation,
and to investigate their relationship with other bone remodeling markers.

Material and method: Prospective observational study of 83 patients with liver transplantation. Sclerostin, 3-crosslaps,
bone alkaline phosphatase, osteocalcin and C-reactive protein values were determined the week before the transplant
and subsequently, at 1, 3, 6 and 12 months. The hydroxy-vitamin D and the paratohormone were determined basally. In
each revision, the existence of fractures was evaluated. The development of the markers compared to the baseline value
was determined by the t-Student test. A p-value less than 0.05 was considered statistically significant.

Results: 56 men and 27 women (mean age: 56.2+10.4 years). Baseline sclerostin levels (0.76+0.35 ng/ml) decreased
significantly early (0.55+0.22 ng/ml in the first month, p=0.034), a trend that remained until 12 months (0.62+0.22
ng/ml, p=0.047). On the contrary, the basal levels of osteocalcin (17+10.3 ng/ml) and (-crosslaps (0.44+0.3 ng/ml) in-
creased significantly throughout the study; in the case of osteocalcin, up to 12 months (37.27+26.84 ng/ml, p<0.01) and
[-crosslaps, up to 6 months (0.62+0.34 ng/ml, p<0.01), with a subsequent decrease (0.47+0.31 ng/ml, p=0.2).
Conclusions: There is a decrease in the levels of sclerostin after liver transplantation, as opposed to the elevation of
other markers of remodeling, 3-crosslaps and osteocalcin. More studies are needed to determine if these changes have
an impact on the occurrence of osteoporosis in patients undergoing transplantation.
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INTRODUCTION

Solid organ transplantation is an effective alternative in
the final stage of multiple chronic diseases, increasing pa-
tients’ survival. However, this improvement is associated
with certain complications, such as a higher incidence of
osteoporosis and an increased risk of fractures!. Nume-
rous studies have concluded that there is a loss of bone
mass after transplantation, more marked between the first
three and six months, which lasts up to a year after the
same. Subsequently there is a stabilization and even reco-
very of bone mass in the two subsequent years?*.

Liver transplantation is considered an independent
risk factor in the development of osteoporosis!?. In the

case of patients with a liver graft, the incidence of frac-
ture is estimated at 10-43%?*, with the spine location
being the most frequent?*. Among the factors that con-
tribute to the increased risk of osteoporosis and fractures
in these patients are: prolonged treatment with immu-
nosuppressants (mainly calcineurin inhibitors)?5-® and
glucocorticoids®!, vitamin D deficiency (very common
due to malnutrition) and alterations in liver function
found in most patients with cirrhosis!3.

The biochemical markers of bone remodeling offer
information based on the dynamic prediction of the
same, its accepted clinical application being the evalua-
tion of the therapeutic response with antiresorptives!'1?
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and its potential relationship with the risk of fracture.
However, at present, there is no consensus regarding the
determination of biochemical markers of bone remode-
ling in patients with liver transplantation®. Sclerostin
(SOST) is a protein synthesized by the osteocyte that
plays a central role in the regulation of bone remodeling,
since it simultaneously acts as a negative regulator of
bone formation and stimulates bone resorption through
the RANK-ligand?!3. Its usefulness as a biochemical mar-
ker of bone remodeling, particularly in liver transplant
patients, has not been established.

Thus, our study aims to assess the development of
sclerostin levels in patients with liver transplantation,
and investigate their relationship with other markers of
bone remodeling.

PATIENTS AND METHODS

Study design and patient selection

This is a prospective observational study, developed
from 2015 to 2017, in a single center: the University
Hospital 12 de Octubre (Bone Metabolism Unit of the
Endocrinology and Nutrition Service). We included 83
Caucasian patients, fulfilling the condition of being can-
didates for a liver transplant (regardless of the etiology
of the liver disease). Patients who had received drugs
that could interfere with bone remodeling prior to trans-
plantation were excluded. The center's Ethics Commit-
tee approved the study and a signed informed consent
was obtained from all the participants. In all patients, a
descending steroid regimen was used up to a mainte-
nance dose of prednisone of 20 mg over the first six
months (as part of the usual center transplant protocol).
The SOST, B-crosslaps (CTX), bone alkaline phosphatase
(BAP), osteocalcin (OC) and C-reactive protein (CRP) va-
lues were determined the week before the transplant
and subsequently, at 1, 3, 6 and 12 months. The deter-
mination of 25 hydroxy-vitamin D [25 (OH) D] and intact
parathyroid hormone (PTH) was carried out basally. Li-
kewise, in each of the reviews, the existence of fractures
was evaluated.

Biochemical determinations

The patients' serum samples were obtained between
8:00 and 9:00 hours, after an overnight fast, and they
were kept frozen at -702C. Bone metabolism markers
included: OC (Cobas €602, electrochemiluminescence,
normal range: 8-48 ng/ml) and BAP (IDS, Roche Diag-
nostics, enzyme immunoassay, normal range: 4.0-20.0
ng/ml) as parameters of bone formation, and CTX
(Cobas €602, electrochemiluminescence, normal
range: 0.200-0.704 ng/ml) as a resorption parameter.
Likewise, SOST was determined by enzyme immuno-
assay (Human Sclerostin, TECO Medical Group, normal
range: 0.22-1.1 ng/ml). PTH levels were determined by
electrochemiluminescence (Cobas e602, normal range:
7.0-57.0 pg/ml). Serum levels of 25 (OH) D were deter-
mined by chemiluminescence (Architect 2000, Abbot
Diagnostics). Although there is currently no criterion
on the optimal serum levels of 25 (OH) D, most authors
define a deficiency of values below 20 ng/ml as defi-
ciency. Serum levels between 21 and 29 ng/ml can be
considered as relative insufficiency, and higher than 30
ng/ml indicate sufficiency of the same'*. PCR was de-
termined by immunoturbidimetry (C-Reactive Protein
Gen.3, Roche Diagnostics, normal range less than 0.1-
0.5 mg/dL).
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Fractures

In each of the revisions made to the patients, the exis-
tence of fractures was evaluated by means of clinical
anamnesis made to the patient and re-evaluation of risk
factors for them. In the case of suspicion of asymptoma-
tic or paucisymptomatic osteoporotic fractures (such as
vertebral crushing), a thoracolumbar radiography was
carried out®®.

Statistic analysis

The statistical analysis was carried out using the Statis-
tical Package for the Social Sciences, SPSS (version 21.0,
IBM, Armonk, New York, USA). The normal distribution
was confirmed by the Shapiro Wilks test. The evolution
of the markers with respect to the baseline value was
determined by the t-Student test. All results were ex-
pressed as mean * standard deviation (SD). A p-value of
less than 0.05 was considered statistically significant.

REesuLts

A total of 83 patients receiving a liver transplant (56
males and 27 females) were included in the study. The
average age of the patients was 56.2+10.4 years. The
group's average weight was 72.1+18.7 kg and its BMI
was 27.7+£7.5 kg/m?.

Evolution of markers of bone remodeling

The basal levels of SOST were 0.76+0.35 ng/ml and de-
creased significantly early (0.55+0.22 ng/ml in the first
month, p=0.034), a trend that was maintained until the
end of the study. of the study (0.62+0.22 ng/ml,
p=0.047) (Table 1). There were no significant differen-
ces between both sexes in the evolution of the aforemen-
tioned marker. The SOST levels did not correlate with
the development of fractures. On the contrary, OC levels
(17+10.35 ng/ml) showed a progressive and significant
increase from the 3rd month after transplantation
(31.85£26 ng/ml, p<0.01), which it was maintained
until the end of the follow-up period (37.27+26.84
ng/ml, p<0.01). In both sexes, the evolution of OC levels
was similar.

In relation to CTX, the levels prior to transplantation
were 0.44+0.35 ng/ml. One month after transplantation,
a significant increase was observed (0.81+0.47 ng/ml,
p<0.01) that persisted until 6 months (0.62+0.34 ng/ml,
p<0.01) compared to basal level. At 12 months, there
was a marked decrease in CTX towards the value before
transplantation (0.47+0.31 ng/ml, p=0.2). There were
no differences regarding CTX development between
both sexes but, since the third month, the group of
women had significantly higher levels than men
(0.94£0.62 ng/ml and 0.61+0,34 ng/ml, respectively,
p<0.01). The levels of PA presented discrete variations
throughout the study, without showing significant chan-
ges in any of the determinations (Table 1), nor differen-
ces between sexes.

There were no statistically significant correlations
between the different markers of bone metabolism in
the study.

Vitamin D and PTH

At the time of transplantation, 25 (OH) D levels were in
the deficiency range: 10.4£6.5 ng/ml. 82.1% of the pa-
tients had deficiency (levels of 25 (OH) D <20 ng/ml)
and 17.9% levels of relative insufficiency. As for the PTH,
the initial mean value was slightly above the high limit
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Table 1. Development of sclerostin and the rest of the markers of bone remodeling throughout the study (mean *

standard deviation)

Basal 1st month
0C (ng/ml) 17 +10.35 17.95 + 12.40
AP (ng/ml) 34.87 +17.8 30.16 + 13.77
CTX (ng/ml) 0.44 + 0.35 0.81 +0.47
SOST (ng/ml) 0.76 + 0.35 0.55 + 0.22

3rd month 6th month 12th month
31.85+ 26 35.75 + 32.63 37.27 + 26.84
2797 £11.93 42.07 £21.23 31.05+11.41
0.72 £ 0.48 0.62 + 0.34 0.47 £ 0.31
0.63 £ 0.23 0.63 £ 0.30 0.62 £ 0.22

OC: osteocalcin; AP: alkaline phosphatase; CTX: 3-crosslaps; SOST: sclerostin.

of the normal range (78.8+52 pg/ml). No correlations of
interest were found between the serum values of PTH
and 25(0OH)D and the markers of bone remodeling in-
cluded in the study.

Inflammation

C-reactive protein (CRP) levels were elevated before
transplantation (4.77+3.8 mg/dL). After the interven-
tion, there was a progressive and significant decrease
during the first 3 months of the study, up to a figure of
1.3+3.5 mg/dL (p<0.005).

Fractures

Throughout the year of follow-up, 3 fractures were ob-
served: a vertebral crush, and 2 Colles fractures (one of
them after a trauma in an accident). There was no sta-
tistically significant correlation between the develop-
ment of fracture after transplantation and the different
markers of bone metabolism.

Discussion

In recent years it has been proposed that SOST, glycopro-
tein of 213 amino acids secreted by the osteocyte, and
that produces an inhibition of bone formation by sup-
pressing the Wnt/3-catenin intracellular signaling path-
way, could be a biomarker of central importance in the
evaluation of bone remodeling'®. However, there is little
information about SOST levels after a solid organ trans-
plant, although patients undergoing this procedure suffer
osteoporosis very often and, in particular, vertebral frac-
tures. Thus, in a study carried out on bone biopsies of pa-
tients undergoing different types of transplantation
(kidney, liver; heart), an increase in SOST expression eva-
luated by immunohistochemistry has been described'’.

In the present observational prospective study, the evo-
lution of the levels of sclerostin (SOST) and other markers
of bone remodeling during 12 months after a liver trans-
plant was evaluated. Our results show a significant decre-
ase in the serum levels of SOST, as opposed to an increase
in the rest of remodeling markers (OC and CTX).

These results are similar to those described in pa-
tients with kidney transplantation, in whom a marked
decrease (30-60%) in serum levels of SOST after trans-
plantation is observed!'®!?, especially in the first 2
months after the intervention. In our study the most
marked decrease also occurs in the first month. Until
now, it has not been possible to establish a relationship
between the levels of SOST in patients with kidney
transplants and the risk of fractures or cardiovascular

events, although it does occur with the presence of vas-
cular calcifications?°.

In renal transplantation, one of the main factors that
justify the initial reduction of SOST could be an increased
loss of urine due to tubular dysfunction due to overload,
typical of the initial period after transplantation?. In the
case of the liver, previous studies have shown that in cer-
tain diseases that may require transplant, such as primary
biliary cirrhosis, patients had increased sclerostin levels?2
Among the possible factors that would justify the initial
decrease in SOST could be the imporved pro-inflamma-
tory situation after surgery and immunosuppression.

Regarding inflammation, in our study CRP levels were
basally elevated and decreased significantly throughout
the year (although there was no correlation between the
value of SOST and that of CRP). However, in the literature
there are examples in which the possible relationship
between SOST and inflammation has not been confir-
med. Thus, in a previous study in patients with rheuma-
toid arthritis treated with TNF inhibitors (tumor
necrosis factor) no effect of anti-inflammatory treatment
on the levels of SOST was evidenced?.

The decrease in SOST observed in the patients of our
study could be one of the causes that justifies the impro-
vement in mineral metabolism after the intervention,
just as it has been considered in patients undergoing a
kidney transplant18,19. One of the proposed hypotheses
is that the changes in the SOST would reflect the optimi-
zation of osteocyte function after transplantation?~.

In a study previously carried out in kidney transplant
patients, men had a similar SOST level than women be-
fore surgery'’. Similarly, in our study we did not observe
any difference between SOST serum concentrations in
both sexes, neither at the beginning of the study nor du-
ring the follow-up.

Regarding the rest of the bone remodeling markers, in
our study we observed an increase in markers of bone
formation (OC), as well as those of bone resorption (CTX).
These results are consistent with those already presented
in the literature, after liver transplantation25. Recently,
an increase in CTX and N-terminal propeptide of type I
procollagen (P1NP) was observed 6 months after liver
transplantation?®. These results, similar to those of our
group, seem to confirm the existence of a high bone re-
modeling in patients undergoing a transplant. In this con-
text, it is worth highlighting the influence of steroids (as
part of the treatment after transplantation), favoring re-
sorption and suppressing bone formation, especially du-
ring the first six months after surgery®:°.
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In addition to the determination of bone remodeling
markers, in our study a high 25 (OH) D deficiency rate
prior to transplantation (82.1%) was also confirmed.
After adequate supplementation, a significant improve-
ment in 25 (OH) D levels was observed, until the mean
value was placed in the insufficiency range. In parallel,
slightly elevated levels of PTH were observed (in a pro-
bable context of hyperparathyroidism secondary to vi-
tamin D deficiency) before surgery, with normalization
at 12 months, after improvement in the 25 (OH) D figu-
res. There are multiple factors that influence the insuf-
ficient levels of 25 (OH) D prior to transplantation:
proinflammatory state, higher prevalence of malnutri-
tion, loss of liver contribution by hydroxylation of its
precursor, etc.3 Several previous studies have reported
high rates of 25 (OH) D deficiency, although not as high
as those shown in our cohort. Thus, in a group of pa-
tients undergoing liver transplantation, a deficiency rate
of 25 (OH)D of 37% was observed, improved at 6
months, with a deficiency rate of 17%2.

Our study presents several strengths. First, its optimal
sample size (n=83) and the fact that this is a longitudinal
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and prospective study. Finally, it is the first study that in-
cludes SOST determination after liver transplantation.
Despite this, the study has certain limitations. Bone mine-
ral density was not evaluated, nor the etiology of the liver
disease that motivated the transplant. On the other hand,
the low number of fractures observed does not allow us
to draw conclusions about the real impact of these chan-
ges on the risk of post-transplant osteoporosis?®.

In summary, our results show a decrease in SOST le-
vels after liver transplantation, which goes in the oppo-
site direction to the variations observed in other
remodeling markers such as CTX and OC.

Deficiency of 25 (OH) vitamin D pre-transplant is
high and improves after supplementation. More studies
are needed to determine if these changes have a signifi-
cant impact on the occurrence of osteoporosis or long-
term cardiovascular disease in patients undergoing
transplantation.

Financing: The study received an economic endow-
ment within the PIE project 13/00045. Carlos IIl Health
Institute.

Conflict of interests: The authors declare no conflict of interest.



ORIGINALS  Different development of serum sclerostin compared to other bone remodeling markers in the first year after a liver transplant 2
Rev Osteoporos Metab Miner. 2019;11(1):25-29

Bibliography

1.

10.

Lan GB, Lan GB, Xie XB, Peng LK, Liu L,
Song L, Dai HL. Current status of rese-
arch on osteoporosis after solid organ
transplantation: pathogenesis and ma-
nagement. Biomed Res Int. 2015;
2015:413169.

Kulak CA, Borba VZ, Kulak Junior J,
Custédio MR. Bone disease after trans-
plantation: osteoporosis and fractures
risk. Arq Bras Endocrinol Metabol.
2014;58(5):484-92.

Yadav A, Carey EJ. Osteoporosis in
chronic liver disease. Nutr Clin Pract.
2013;28(1):52-64.

Premaor MO, Das TK, Debiram I, Par-
ker RA, Ninkovic M, Alexander GT, et
al. Fracture incidence after liver trans-
plantation: results of a 10-year audit.
QJM. 2011;104(7):599-606.

Marcén R, Caballero C, Pascual ], Te-
ruel JL, Tenorio M, Ocaia J, et al. Lum-
bar bone mineral density in renal
transplant patients on neoral and ta-
crolimus: a four-year prospective
study. Transplantation. 2006;81(6):
826-31.

Monegal A, Navasa M, Guanabens N,
Peris P, Pons F, Martinez de Osaba M],
et al. Bone mass and mineral metabo-
lism in liver transplant patients trea-
ted with FK506 or cyclosporine A.
Calcif Tissue Int. 2001;68(2):83-6.
Dissanayake IR, Goodman GR, Bow-
man AR, Ma Y, Pun S, Jee WS, et al.
Mycophenolate mofetil: a promising
new immunosuppressant that does
not cause bone loss in the rat. Trans-
plantation. 1998;65(2):275-8.

Bryer HP, Isserow JA, Armstrong EC,
Mann GN, Rucinski B, Buchinsky F], et
al. Azathioprine alone is bone sparing
and does not alter cyclosporin A-indu-
ced osteopenia in the rat. ] Bone Miner
Res. 1995;10(1):132-8.

Canalis E, Delany AM. Mechanisms of
glucocorticoid action in bone. Ann N Y
Acad Sci. 2002;966:73-81.

Kogianni G, Mann V, Ebetino F Nuttall M,
Nijweide P, Simpson H, et al. Fas/CD95
is associated with glucocorticoid-indu-

11.

12.

13.

14.

15.

16.

17.

18.

ced osteocyte apoptosis. Life Sci.
2004;75(24):2879-95.

Melton LJ. Khosla S, Atkinson EJ, O'Fa-
llon WM, Riggs BL. Relationship of
bone turnover to bone density and
fractures. ] Bone Miner Res. 1997;12:
1083-91.

Bauer DC, Black DM, Bouxsein ML, Lui LY,
Cauley JA, de Papp AE, et al. Founda-
tion for the National Institutes of He-
alth (FNIH) Bone Quality Project.
Treatment-related changes in bone
turnover and fracture risk reduction in
clinical trials of anti-resorptive drugs:
a meta-regression. | Bone Miner Res.
2018;33(4):634-42.

Selling ASK, Harslgf T, Langdahl B. The
clinical potential of romosozumab for
the prevention of fractures in postme-
nopausal women with osteoporosis.
Ther Adv Musculoskelet Dis. 2018;10
(5-6):105-15.

Holick MF, Binkley NC, Bischoff-Ferrari
HA, Gordon CM, Hanley DA, Heaney RP,
et al. Evaluation, treatment, and pre-
vention of vitamin D deficiency: an En-
docrine Society clinical practice
guideline. J Clin Endocrinol Metab.
2011;96(7):1911-30.

Bousson V, Royer M, Cortet B. Osteo-
porotic fractures: challenging cases
and diagnostic pitfalls. Joint Bone
Spine. 2012;79(Suppl 2):S91-5.
Weivoda MM, Oursler M]. Develop-
ments in sclerostin biology: regulation
of gene expression, mechanisms of ac-
tion, and physiological functions. Curr
Osteoporos Rep. 2014;12(1):107-14.
Pereira RC, Valta H, Tumber N, Salusky IB,
Jalanko H, Makitie O, et al. Altered os-
teocyte-specific protein expression in
bone after childhood solid organ
transplantation. PLoS One. 2015;
10(9):e0138156.

Makéwka A, Gtyda M, Majewska ER,
Nowicki M. Varying patterns of bio-
markers of mineral and bone metabo-
lism after kidney transplantation.
Horm Metabolism Res. 2017;49(8):
618-24.

19.

20.

21l

22.

23.

24.

25.

26.

Evenepoel P, Claes K, Viaene L, Bam-
mens B, Meijers B, Naesens M, et al. De-
creased circulating sclerostin levels in
renal transplant recipients with persis-
tent hyperparathyroidism. Transplanta-
tion. 2016;100:2188-93.

Jorgensen HS, Winther S, Dupont L,
Bgttcher M, Rejnmark L, Hauge EM, et
al. Sclerostin is not associated with
cardiovascular event or fracture in
kidney transplantation candidates.
Clin Nephrol. 2018;90(1):18-26.
Evenepoel P, Goffin E, Meijers B, Ka-
naan N, Bammens B, Coche E, et al.
Sclerostin serum levels and vascular
calcification progression in prevalent
renal transplant recipients. ] Clin En-
docrinol Metab. 2015;100: 4669-76.
Guafiabens N, Ruiz-Gaspa S, Gifre L,
Miquel R, Peris P, Monegal A, et al.
Sclerostin expression in bile ducts of
patients with chronic cholestasis may
influence the bone disease in primary
biliary cirrhosis. ] Bone Miner Res.
2016;31(9):1725-33.

Adami G, Orsolini G, Adami S, Viapiana O,
Idolazzi L, Gatti D, et al. Effects of TNF
inhibitors on parathyroid hormone
and wnt signaling antagonists in rheu-
matoid arthritis. Calcif Tissue Int.
2016;99:360-4.

Rojas R, Carlini RG, Clesca P, Arminio A,
Suniaga O, De Elguezabal K, et al. The
pathogenesis of osteodystrophy after
renal transplantation as detected by
early alterations in bone remodeling.
Kidney Int. 2003;63:1915-23.
Schreiber PW, Bischoff-Ferrari HA,
Boggian K, Bonani M, van Delden C,
Enriquez N, et al. Bone metabolism
dynamics in the early post-transplant
period following kidney and liver
transplantation. PLoS One. 2018;
13(1):€0191167.

Nanda KS, Ryan EJ, Murray BF, Brady J],
McKenna MJ, Nolan N, et al. Effect of
chronic hepatitis C virus infection on
bone disease in postmenopausal
women. Clin Gastroenterol Hepatol.
2009;7(8):894-9.




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /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 true
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 350
  /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 350
  /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 <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /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 <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /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.)
    /ESP <>
  >>
  /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




