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Summary

Introduction: Several genome-wide association studies (GWAS) and others which focused on the sclerostin gene (SOST)
have found that some SOST polymorphisms are associated with bone mass and risk of fractures. This study analyzes the
functional relevance of certain polymorphisms of the SOST promoter region, and their relationship with the expression
and methylation of this gene.

Material and methods: Alleles of the rs851054, rs851056, rs10534024, rs1234612 polymorphisms and DNA methylation
were analyzed by pyrosequencing in serum and bone samples of 33 patients undergoing hip replacement. In addition,
SOST expression was studied in bone samples. Also, different alleles of the SOST promoter were cloned into double reporter
vectors with the luciferase gene under this promoter and the alkaline phosphatase gene under a constitutive promoter.
Results: Methylation analysis of the SOST promoter region in serum free DNA and bone DNA revealed no statistically
significant differences across the alleles of the analyzed polymorphisms (p>0.05). However, transfections with reporter
vectors showed high transcriptional activity, regardless of the vector used.

Conclusion: We have not found a clear association between the different alleles and the DNA methylation of the SOST
promoter region. Further studies are needed to determine the polymorphisms’ functional effects on the methylation

and expression of the SOST gene and the consequences on bone mass.

Key words: serum free DNA, DNA methylation, polymorphisms, sclerostin, osteoporosis, gene regulation.

INTRODUCTION

Genome-wide association studies (GWAS) and candidate
gene studies have found some single nucleotide poly-
morphisms (SNPs) in the SOST gene, which encodes
sclerostin, associated with bone mineral density (BMD)
and predisposition to fractures!*. However, the mecha-
nism responsible for this association is unknown.
Among the general mechanisms by which genetic va-
riants predispose to complex diseases are epigenetic
mechanisms, such as DNA methylation, that modulate
gene transcription directly (locally) or indirectly (remo-
tely)®. In this sense, it should be noted that the DNA
methylation of the SOST promoter is inversely related to
the gene expression levels of the gene®.

DNA methylation is an epigenetic mark that consists
in the addition of a methyl group at the 5 'position of the

»

cytosine ring, usually in cytosines that precede guanine,
forming the so-called CpG sites. They are distributed
throughout the genome and abundant in some specific
regions, such as promoters, called CpG islands. Methy-
lation levels of CpG sites and/or islands have specific
profiles according to the tissue of origin and modulate
gene expression in many tissues, including bone’-°.
Circulating cell free DNA (cfDNA) is present in fluids,
such as urine, synovial fluid, plasma or serum, and it is
an interesting molecular biomarker because it is easy to
obtain without using invasive procedures!!. cfDNA is
being extensively studied as a biomarker in the oncology
field, for the amount of cfDNA increases with the pre-
sence of several tumors. In addition, tumors accumulate
specific mutations, which allow them to be differentia-
ted from other DNA sequences with different origin!212,
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Therefore, cfDNA is a promising marker for the detec-
tion, diagnosis, prognosis, monitoring and treatment of
various diseases'*.

Previously, we have demonstrated specific DNA methy-
lation patterns in osteoblast and mesenchymal stem cells
(hMSCs) derived from osteoporotic patients. These diffe-
rentially methylated regions are enriched in genes associa-
ted with cell differentiation and skeletal development, in
hMSCs®® and osteoblasts'®, respectively. Specifically, we
have previously verified that DNA methylation levels of the
SOST promoter regulate gene expression in osteoblasts.
Hence, DNA demethylation induces SOST expression, even
in cells in which this gene is normally repressed”8,

This study aims to determine DNA methylation levels in
the SOST promoter from serum free DNA and the possible
relationship with some polymorphisms previously asso-
ciated with BMD. In addition, we considered the effects of
these polymorphisms on the expression of sclerostin.

MATERIAL AND METHODS

Patient selection
Femoral heads were obtained from 33 patients under-
going hip replacement surgery for osteoporotic fracture
(FRX; n=15) or osteoarthritis (OA; n=18). Patients with
secondary osteoporosis, secondary osteoarthritis or
fractures due to high-energy trauma were excluded. Pa-
tients’ age ranged between 61 and 91 years. From each
patient, samples of bone tissue, blood and serum were
obtained. The serum was used to isolate free DNA and
study sclerostin promoter methylation. Blood samples
were used to obtain genomic DNA in order to analyze
the polymorphisms of interest.

The study was approved by the Ethics Committee in
Clinical Research of Cantabria and patients gave their
written informed consent.

DNA isolation

Trabecular bone samples from the central part of the fe-
moral heads were obtained with a trocar. They were ins-
tantly frozen with liquid nitrogen and homogenized with
a polytron in lysis buffer and proteinase K. After an over-
night incubation at 55°C, DNA was extracted with phenol:
chloroform: isoamyl alcohol, as previously published?.
Cell free serum DNA was extracted from two 1 ml aliquots
of serum, proccessed in parallel (2 ml of serum per pa-
tient for analysis). To each aliquot, in a 15 ml falcon tube,
we added 500 pl of lysis buffer (Tris-HCl, EDTA, sodium
acetate and SDS) and 5 pl of proteinase K (20 mg/ml). The
mixture was incubated for 1 hour in a water bath at 56°C.
DNA was extracted, as with bone, by using phenol: chlo-
roform: isoamyl alcohol. The pellet (not visible) was allo-
wed to dry at room temperature and resuspended with
20 pl of distilled water. Blood cell DNA was extracted with
the Illustra blood genomic kit Prep Mini Spin (GE Health-
care Life Sciences, Marlborough, USA.).

Genotyping

Blood cell DNA was quantified by the Qubit procedure
(Thermofisher Scientific, Waltham, USA). Four SOST SNPs
previously associated with bone mineral density (rs851054,
rs851056, rs1234612 and rs10534024) were analyzed by
using assays with Tagman probes (Thermofisher).

DNA methylation analysis
500 ng of bone DNA per sample was used to modify with
bisulfite with the EZ DNA Methylation-Gold methylation

kit (ZymoResearch, Irvine, USA), following the manufac-
turer's instructions. On the other hand, the whole amount
of DNA isolated from serum (20 pl of the resuspended
DNA) was used and also subjected to bisulfite modifica-
tion with the EZ DNA Methylation-Gold kit. The level of
CpG methylation in the region of the SOST promoter was
analyzed by pyrosequencing (PyromarkQ24 Advanced
System®). The primers used for PCR amplification and
sequencing were designed with the PyroMark assay de-
signer (Qiagen NV, Hilden, Germany) (Sense primer.
5'-TGGTGGGGTGATAAATGAATT-3'; Antisense primer.
5'-TGGTGGGGTGATAAATGAATT-3"; Sequencing primer
5'-ATTTGGTTTGAGAAATGG-3"). The PCR was carried out
with a biotinylated primer, which allows its purification
in a single-stranded DNA template, using the Pyro-
markQ24 vacuum workstation (Qiagen N.V,, Hilden, Ger-
many) (according to the manufacturer's instructions).
Finally, pyrosequencing reactions and methylation quan-
tification were carried out in a PyroMark Q24 Advance
System (Qiagen N.V, Hilden, Germany).

The region where methylation was studied was located
near the polymorphisms examined, approximately 300
base pairs upstream the transcription start site (Figure 1A).

SOST expression and sclerostin levels

Serum sclerostin levels were analyzed by ELISA (Teco
Medical Group, Sissach, Switzerland). The sensitivity of
this kit is 0.05-3 ng/ml.

SOST expression in bone was analyzed by quantitative
real-time PCR (RT-qPCR). RNA was extracted from frozen
bone biopsies homogenizing with trizol, isolating with
chloroform and precipitating the RNA with isopropanol.
Complementary DNA (cDNA) was synthesized with the
TaKaRa PrimeScript RT kit (TaKaRa, Shiga, Japan). We
used 1 pg of starting RNA, random hexamers and oligo-dT
as primers, with the protocol recommended by the manu-
facturer. The transcript levels were evaluated by RT-qPCR
using commercially available Tagman assays (Thermofis-
her Scientific) in an Applied Biosystems 7300 real-time
PCR system. We used GAPDH and TBP as reference genes.

Reporters vectors and analysis of transcriptional activity
The SOST promoter reporter vector (HPRM50859-
PGO04; GeneCopoeia, Rockville, USA) was acquired. In ad-
dition, a second vector was obtained with the same
sequence, but varying the haplotype (rs851054 G/A;
rs851056 C/G; rs851057 C/G). Both vectors have the lu-
ciferase gene under the SOST promoter sequence and
the bioluminescent alkaline phosphatase gene under a
constitutive promoter (Figure 1B). This dual vector
allows to normalize the signal and objectively quantify
the signal generated by each transfected promoter. Li-
kewise, we obtained a vector with an empty promoter
(pEZX-PG04; GeneCopoeia, Rockville, USA) on the luci-
ferase sequence, as a negative control for transfection.
Transfection of the different vectors was carried out
with Lipofectamine 3000 (Thermofisher Scientific, Wal-
tham, USA). For the transfection experiments 50,000
cells (HEK-293T) were seeded per well, in a 24-well
plate, by triplicate. The next day, with a confluence of
80%, approximately, 500 ng of each vector was trans-
fected, in independent wells, using Lipofectamine 3000
according to the manufacturer's recommendations. The
luciferase and alkaline phosphatase signal was analyzed
after 24 h, 48 h and 72 h, by using the Secrete-Pair Dual
Luminescence Assay Kit (GeneCopoeia, Rockville, USA).
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Analysis of the results
The presence of linkage imbalance and haplotypic dis-
tribution was analyzed with the Haploview program®°.
Statistical analyzes for this study were carried out
using version 3.6.0 of the R software. Alleles were com-
pared with respect to their level of SOST promoter
methylation and/or SOST expression in bone by analysis
of variance (ANOVA). The comparison between patient
groups was performed using Student's t. In all cases, p
values less than 0.05 were considered as significant.

ResuLts

Serum free DNA methylation samples were analyzed, in
duplicate, by pyrosequencing. DNA methylation levels
were taken as reliable when the signal strength was
solid. Variability among serum duplicates was small,
with an average standard error of 3.89%.

Serum free DNA methylation analysis did not reveal
statistically significant differences in relation to the va-
rious alleles of the analyzed polymorphisms (rs851054,
rs851056, rs1234612 and rs10534024) (Figure 2). We
did not find differences in bone DNA methylation in as-
sociation with the aforementioned polymorphisms (Fi-
gure 3).

In addition RNA was also obtained from bone biop-
sies in order to study the endogenous expression of
SOST in bone. The results obtained by RT-qPCR did not
reveal statistically significant differences in the endoge-
nous expression of SOST in bone, in relation to the poly-
morphisms analyzed (Figure 4).
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It should be noted that 3 of the 4 SNPs were in strong
linkage imbalance, with D 'of 1 and close correlation bet-
ween their alleles (R? of 0.83-1). The other polymor-
phism, rs1234612, was not part of that block (Figure 5).
Combined haplotype or genotype analysis did not reveal
statistically significant associations with methylation or
gene expression (data not shown). Transfections with
reporter vectors, which carried the promoter sequence
of the SOST gene, showed high transcriptional activity,
regardless of the alleles present in the vector. In fact, it
increased up to 20 times at 24 hours with respect to the
empty vector. However, both constructions, with oppo-
site alleles, showed a similar activity (Figure 6).

Discussion

Sclerostin is a potent inhibitor of the Wnt pathway. It
blocks the co-receptors Lrp4, 5 and 6, thus preventing
the receptor activation by Wnt ligands. Sclerostin has an
important role in bone biology. Mice with SOST gene de-
letion have ibcreased bone formation and bone mass?°.
In contrast, overexpression of SOST in osteoblasts de-
creases bone mass?™. In addition, certain SOST gene mu-
tations that cause a loss of sclerostin in humans are
associated with high bone formation activity and high
BMD, causing Van Buchem disease or sclerosteosis?*%,
Conversely, a monoclonal antibody that blocks sclerostin
(romosozumab) has recently been approved by the FDA
(US Food and Drug Administration) for osteoporosis tre-
atment, after observing that it increased bone mass in
animal studies and in humans?*25,

Figure 1. (A) Diagram of the promoter region of the SOST gene and location of the analyzed polymorphisms, with
the distance to the transcription start point (TSS). The CpG dinucleotide chosen to determine the methylation levels
of is also shown. (B) Reporter vectors with the luciferase gene (G-LUC) under SOST promoter and alkaline phospha-
tase (SEAP) under the constitutive cytomegalovirus (CMV) promoter. Two vectors were used, with a different ha-
plotype of the frequent polymorphisms of the region (rs851054, rs851056 and rs851057)
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Figure 2. Methylation level of the SOST promoter in serum cell-free DNA ofindividuals (n=33) genotyped for each of
the 4 polymorphisms (rs851054, rs851056, rs10534024 and rs1234612). P-values of the analysis of the variance
of methylation levels across genotypes

Serum free DNA-rs851054 Serum free DNA-rs851056
100 | | 100 °
[ ] ﬂ
° f’ | ®e B n
%: 90 A - %‘ 90 ° o
| |
o = P
% 80 . B A % 80 — % A
= =
= o u k= ° ]
g 70 ° A Eg 2 70 o0 A L]
X X
60 [ | 60 [}
p=0.094 p=0.152
50 50
C Both T C Both G
Serum free DNA-rs1234612 Serum free DNA-rs10534024
100 ] 100 o
| |
. AA - ° e Ty
%ﬁ 90 As n % 90 . -
A ||
=] =
o [ ] —ow
£ 80 A = £ 80 o A —
= =
g 70 ° A = g 70 (] “ ™
B X
[ ] |
60 p=0.550 L} 60 p=0.550 u
50 50
C Both T Deletion Both Insertion

Figure 3. Methylation level of the SOST promoter in bone DNA of individuals (n=33) genotyped for each of the 4

polymorphisms (rs851054, rs851056, rs10534024 and rs1234612). P-values of the analysis of the variance of
methylation levels across genotypes
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Figure 4. SOST expression in bone. Samples of
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individuals (n=33) genotyped for each of the 4 polymorphisms

(rs851054, rs851056, rs10534024 and rs1234612). Expression levels were calculated by RT-qPCR, standardized
by the reference genes (GAPDH and TBP) and are expressed as deltaCt. P-values of the analysis of the variance of

methylation levels across genotypes
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Figure 5. Linkage disequilibrium between
the polymorphisms analyzed. The numbers
represent the distance values D', which can
range from 0 to 1. The figure represents the
values multiplied by 100. In the case of
color boxes, the value is 1
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Several studies suggest that some allelic variants of the SOST gene
may influence BMD and the risk of osteoporosis?#’. Since these are non-
coding variants, presumably they influence the expression of SOST gene.
On the other hand, we have previously been able to demonstrate the im-
portance of DNA methylation in the regulation of sclerostin expression
in the osteoblastic lineage!®. Likewise, in several studies it has been
shown that genetic variants can influence DNA methylation and SOST
gene expression®. Hence, the objective of this study was to explore the
functional impact of some frequent polymorphisms in the promoter re-
gion of the SOST gene, specifically, their effect on methylation and gene
expression. However, despite its association with BMD'5, we have not
found any significant association between these allelic variants and DNA
methylation levels, nor between allelic variants and gene expression le-
vels, whether the analysis was performed at the single SNP level, or at
the combined genotype or haplotype levels. In line with this, transfection
experiments with reporter vectors have not revealed differences bet-
ween allelic variants of the promoter region and transcriptional activity.
Therefore, our study does not support the existence of an influence of
these polymorphisms on the expression of the sclerostin gene, neither
direct nor mediated through changes in promoter methylation.

There are several limitations that must be considered when inter-
preting these negative results. First, the study of association between
allelic variables and DNA methylation is limited to a specific region of
the promoter. A study of other CpG sites along the SOST region would
be needed to obtain a more comprehensive understanding of the po-
tential influence of DNA polymorphisms on DNA methylation. Second,
the effect of the polymorphisms studied may depend on other poly-
morphisms in linkage disequilibrium. In addition, those polymor-
phisms may be in regions far from the promoter, such as regulatory
regions (enhancer) or even in other chromosomes. This fact also limits
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the analysis with reporter vectors, in which only the pro-
moter region of SOST is found. Finally, reporter vectors are
transfected in vitro, and their DNA sequences are demethy-
lated, so that the in vivo situation is not properly recapitu-
lated. Another limitation of this study is the presence of
samples obtained from patients with different diseases (os-
teoporotic fractures and osteoarthritis), that may influence
methylation levels distinctly. However, similar results were
obtained in the stratified analysis. Finally, the sample size
determines the ability to demonstrate subtle differences
between polymorphisms, especially in the analysis of com-
bined polymorphisms. In any case, it is important to note
that these results do not question the importance of scle-
rostin in regulating bone cell activity, which has been de-
monstrated in numerous experimental and clinical studies.

In conclusion, we have not seen a clear association bet-
ween the different alleles and the DNA methylation of the
promoter region of the SOST gene. Therefore, the associa-
tion of these polymorphisms with BMD does not appear to
be due to direct influences on the promoter activity, or to
changes in promoter methylation. It can be assumed, the-
refore, that it is mediated by complex interactions that take
place with distant regions of the chromatin. On the other
hand, this study raises the possibility of using serum free
DNA as a biomarker in some skeletal disorders.

Funding: This study received funding from the Car-
los III Health Institute (projects PI12/615 and
PI16/915).

Figure 6. SOST promoter activity measurement by trans-
fecting vectors with different SOST sequences (promo-
ter 1 and promoter 2). Each reporter has the opposite
haplotype for polymorphisms rs851054, rs851056 and
rs851057. The relative signal was calculated as the ratio
of luciferase activity and the alkaline phosphatase acti-
vity ratio (SEAP). Subsequently it was compared with
the ratio observed after transfecting an empty vector
(this is, without the SOST promoter, but with SEAP acti-
vity). Bars show the standard error

SOST Activity
30
B Promoterl
== Promoter2
= 20
=
fou
v
= T
=]
<
2 10
0
24h 48h 72h

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



104

Del Real A, Sanudo C, Garcia-lbarbia C, Santurtin A, Zarrabeitia MT, Pérez-Nurez M, et al.

ORIGINALS

Bibliography

1.

Lhaneche L, Hald JD, Domingues A,
Hannouche D, Delepine M, Zelenika D,
etal. Variations of SOST mRNA expres-
sion in human bone are associated
with DNA polymorphism and DNA
methylation in the SOST gene. Bone.
2016;92:107-15.

Zhou P, Xu X, Zhang Z, Liao E, Chen D,
Liu J, et al. SOST polymorphisms and
response to alendronate treatment in
postmenopausal Chinese women with
osteoporosis. Pharmacogenomics. 2015;
16(10):1077-88.

Ye W, Wang Y, Mei B, Hou S, Liu X, Wu G,
et al. Computational and functional
characterization of four SNPs in the
SOST locus associated with osteopo-
rosis. Bone. 2018;108:132-44.
Kuipers AL, Zhang Y, Yu S, Kammerer
CM, Nestlerode CS, Chu Y, et al. Relative
influence of heritability, environment
and genetics on serum sclerostin. Os-
teoporos Int. 2014;25(3):905-12.
Wang H, Lou D, Wang Z. Crosstalk of
genetic variants, allele-specific DNA
methylation, and environmental fac-
tors for complex disease risk. Front
Genet. 2018;9:695.

Delgado-Calle ], Safiudo C, Bolado A,
Fernandez AF, Arozamena ], Pascual-
Carra MA, et al. DNA methylation con-
tributes to the regulation of sclerostin
expression in human osteocytes. ]|
Bone Miner Res. 2012;27(4):926-37.
Christensen BC, Houseman EA, Marsit CJ,
Zheng S, Wrensch MR, Wiemels JL, et al.
Aging and environmental exposures
alter tissue-specific DNA methylation
dependent upon CpG island context.
Schiibeler D, editor. PLoS Genet. 2009;5
(8):€1000602.

Ghayor C, Weber F. Epigenetic regula-
tion of bone remodeling and its im-
pacts in osteoporosis. Int ] Mol Sci.
2016;17(9):1446.

Wang P, Cao Y, Zhan D, Wang D, Wang B,
Liu Y, et al. Influence of DNA methyla-
tion on the expression of OPG/ RANKL
in primary osteoporosis. Int ] Med Sci.

10.

11.

12.

13.

14.

15.

16.

17.

18.

2018;15(13):1480-5.

Reppe S, Lien TG, Hsu Y-H, Gautvik VT,
Olstad OK, Yu R, et al. Distinct DNA
methylation profiles in bone and
blood of osteoporotic and healthy pos-
tmenopausal women. Epigenetics.
2017;12(8):674-87.

Nagy B. Cell-free nucleic acids in pre-
natal diagnosis and pregnancy-asso-
ciated diseases. EJIFCC. 2019;30(2):
215-23.

Yang X, Zhang K, Zhang C, Peng R, Sun C.
Accuracy of analysis of cfDNA for de-
tection of single nucleotide variants
and copy number variants in breast
cancer. BMC Cancer. 2019;19(1):465.
Herrmann S, Zhan T, Betge ], Rauscher B,
Belle S, Gutting T, et al. Detection of
mutational patterns in cell free DNA
(cfDNA) of colorectal cancer by cus-
tom amplicon sequencing. Mol Oncol.
2019;13(8):1669-83.

P6s O, Bir6 O, Szemes T, Nagy B. Circu-
lating cell-free nucleic acids: characte-
ristics and applications. Eur ] Hum
Genet. 2018;26(7):937-45.

del Real A, Pérez-Campo FM, Fernandez
AF, Saftudo C, Ibarbia CG, Pérez-Nuiiez
M], et al. Differential analysis of genome-
wide methylation and gene expression
in mesenchymal stem cells of patients
with fractures and osteoarthritis. Epige-
netics. 2017;12(2):113-22.
Delgado-Calle ], Fernandez AF, Sainz |,
Zarrabeitia MT, Safiudo C, Garcia-Renedo
R, et al. Genome-wide profiling of bone
reveals differentially methylated regions
in osteoporosis and osteoarthritis. Arth-
ritis Rheum. 2013;65(1):197-205.
Delgado-Calle ], Pérez-Campo FM, Rian-
cho JA. Avances en el estudio de los me-
canismos involucrados en la modulacién
de la expresion de esclerostina en células
humanas. Rev Osteoporos Metab Miner.
2014;6(4):103-8.

Delgado-Calle ], Safiudo C, Bolado A,
Fernandez AF, Arozamena J, Pascual-
Carra MA, et al. DNA methylation con-
tributes to the regulation of sclerostin

19.

20.

21.

22.

23

24.

25.

26.

27.

Rev Osteoporos Metab Miner. 2019;11(4):98-104

expression in human osteocytes. ]
Bone Miner Res. 2012;27(4):926-37.
Barrett JC, Fry B, Maller ] DM. Haplo-
view: analysis and visualization of LD
and haplotype maps. Bioinformatics.
2005;21(2):263-5.

Sebastian A, Loots GG. Genetics of
Sost/SOST in sclerosteosis and van
Buchem disease animal models. Meta-
bolism. 2018;80:38-47.

Pérez-Campo FM, Santurtin A, Garcia-
Ibarbia C, Pascual MA, Valero C, Garcés
C, et al. Osterix and RUNX2 are Trans-
criptional Regulators of Sclerostin in
Human Bone. Calcif Tissue Int. 2016;
99(3):302-9.

He W, Chen C, Pan C, Zhang M, Yu X,
Wang D, et al. Sclerosteosis caused by
a novel nonsense mutation of SOST in
a consanguineous family. Clin Genet.
2016;89(2):205-9.

Loots GG, Kneissel M, Keller H, Baptist
M, ChangJ, Collette NM, et al. Genomic
deletion of a long-range bone enhan-
cer misregulates sclerostin in Van Bu-
chem disease. Genome Res. 2005;15
(7):928-35.

Cosman F, Crittenden DB, Adachi JD,
Binkley N, Czerwinski E, Ferrari S, et al.
Romosozumab Treatment in Postmeno-
pausal Women with Osteoporosis. N
Engl ] Med. 2016;375(16):1532-43.
McClung MR. Romosozumab for the
treatment of osteoporosis. Osteoporos
Sarcopenia. 2018;4(1):11-5.
Uitterlinden AG, Arp PP, Paeper BW,
Charmley P, Proll S, Rivadeneira F, et
al. Polymorphisms in the sclerosteo-
sis/van Buchem disease gene (SOST)
region are associated with bone-mine-
ral density in elderly whites. Am ]
Hum Genet. 2004;75(6):1032-45.
Lhaneche L, Hald JD, Domingues A,
Hannouche D, Delepine M, Zelenika D,
etal. Variations of SOST mRNA expres-
sion in human bone are associated
with DNA polymorphism and DNA
methylation in the SOST gene. Bone.
2016;92:107-15.




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /All
  /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 /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /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
    /Arial-Black
    /Arial-BlackItalic
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialUnicodeMS
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /Impact
    /LucidaConsole
    /Tahoma
    /Tahoma-Bold
    /TimesNewRomanMT-ExtraBold
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /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 150
  /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 <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. 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 suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /ESP <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice




