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Abstract: SOST encodes the sclerostin protein, which acts as a key extracellular inhibitor of the
canonical Wnt pathway in bone, playing a crucial role in skeletal development and bone homeostasis.
The objective of this work was to assess the functionality of two variants previously identified
(the rare variant rs570754792 and the missense variant p.Vall0lle) and to investigate the physical
interactors of the SOST proximal promoter region in bone cells. Through a promoter luciferase
reporter assay we show that the minor allele of rs570754792, a variant located in the extended TATA
box motif, displays a significant decrease in promoter activity. Likewise, through western blot studies
of extracellular and intracellular sclerostin, we observe a reduced expression of the p.Vall0lle mutant
protein. Finally, using a circular chromosome conformation capture assay (4C-seq) in 3 bone cell
types (MSC, hFOB, Saos-2), we have detected physical interactions between the SOST proximal
promoter and the ECR5 enhancer, several additional enhancers located between EVT4 and MEOX1
and a distant region containing exon 18 of DHX8. In conclusion, SOST presents functional regulatory
and missense variants that affect its expression and displays physical contacts with far reaching
genomic sequences, which may play a role in its regulation within bone cells.

Keywords: sclerostin; bone; 4C-seq; luciferase reporter assay; HBM

1. Introduction

Sclerostin (encoded by the SOST gene) is a potent antagonist of the canonical Wnt path-
way and of bone formation, exerting its function by blocking LRP5/6 co-receptors [1,2]. To
perform this function, sclerostin binds to LRP4, which enhances its suppressive effect [3-5].
Sclerostin is a monomeric protein with a NxI motif and an eight-membered cysteine knot
motif, all of them implicated in LRP5/6 binding [6-8].

In humans, SOST mutations are associated with inherited high bone mass conditions
characterized by excessive bone formation, with a sclerosis phenotype particularly promi-
nent in the skull, jaw and long bones. The clinical spectrum of these conditions ranges from
severe craniodiaphyseal dysplasia to non-pathological high bone mass, with the severity
of the condition being inversely proportional to sclerostin abundance. Craniodiaphyseal
dysplasia (CDD, MIM 122860) is the most severe sclerostin bone dysplasia, characterized by
an absence of extracellular sclerostin and a dominant negative effect. It is an extremely rare
autosomal dominant condition, with less than 20 cases reported [9,10]. Sclerosteosis (MIM
269500) is another severe sclerostin disease with autosomal recessive inheritance [11,12].
Nine loss-of-function mutations (either truncating or missense) have been described in
SOST [12-19]. Additionally, three loss-of-function mutations in LRP4, have been described
in sclerosteosis-2 [4,20]. Van Buchem’s disease (MIM 239100), a third sclerostin clinical
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entity, is caused by a 52-kb deletion of a regulatory region located 32 kb downstream of
SOST and necessary for the correct expression of the gene [21,22]. The difference in severity
lies in that in patients with Van Buchem, wild-type sclerostin is low, whereas in patients
with sclerosteosis it is absent [23,24]. In line with these findings, a heterozygous truncating
mutation in SOST has been associated with the non-pathological High Bone Mass (HBM)
phenotype, which is characterized by unusually dense bones and a very strong skeleton
practically eliminating fracture occurrence [25-28]. Furthermore, it was described that
mutations in LRP5 causing the HBM phenotype showed a loss of affinity of LRP5 for
sclerostin [29,30].

Sclerostin is mainly expressed in mature osteocytes, although relatively high levels of
mRNA have been found in different tissues [31]. In addition, SOST/sclerostin expression
is altered in certain pathogenic conditions, including postmenopausal osteoporosis, os-
teoarthritis and rheumatic joint disease [32]. Genetically modified mice add another line of
evidence to the role of SOST in bone mineral density (BMD) determination: Sost-knock-out
(KO) mice show high BMD and bone strength, with a high number of osteoblasts and
increased bone formation that reproduce the phenotype observed in patients with scleros-
teosis or Van Buchem'’s disease [33,34]. In contrast, mice that overexpress this gene present
with low bone mass, lower bone resistance, low number of osteoblasts and reduced bone
formation [35-38].

The transcription of SOST is finely regulated by a large number of signals. SOST
expression is controlled by the proximal promoter region (~1.4 kb upstream of SOST) and
by a 225-bp bone-specific distal enhancer called ECR5 (Evolutionary conserved region
5), located 32 kb downstream of the gene [31,39]. ECR5 is deleted in patients with Van
Buchem’s disease, and its deletion in mice causes a drastic decrease in sclerostin levels in
osteocytes [39]. ECR5 stimulates the expression of SOST, in part through the binding of the
transcription factor Myocyte-enhancer factor 2c (Mef2c) [35,39].

Humanized monoclonal antibodies against sclerostin have been developed for the
treatment of different bone disorders such as osteoporosis or osteogenesis imperfecta,
and they have been approved in Japan, US, EU and Canada [40-44]. Antibody treatment
against sclerostin stimulates bone formation, decreases bone resorption and, thus, increases
bone mass and strength, and decreases the risk of fragility fracture in both animals and
humans [40-42,44-46].

Taking into account the crucial role of SOST in bone growth, we hypothesized that
partial loss-of-function mutations in its gene might be associated with variations in BMD
in the general population. In this line, we previously identified 2 variants in SOST that
captured our interest. First, the rare variant rs570754792 located in the extended TATA box,
which was only present in 3 women with low bone mass; and second, the low-frequency
variant rs17882143 (p.Vall0lle), which modified the signal peptide of sclerostin, and whose
minor allele was associated with high BMD [47].

Our objective in this work was to assess the functionality of these variants and to
detect the main physical interactors of the SOST proximal promoter. We verified the loss of
function of rs570754792 and rs17882143, which produced a decrease in gene expression and
protein abundance, respectively. In addition, we were able to detect physical interactions
of the SOST proximal promoter with several enhancers in the region, including the ECR5
distal enhancer.

2. Results
2.1. The Minor Allele of a Variant in the Extended TATA Box of SOST Displays Lower
Transcriptional Capacity

The rare variant rs570754792 (MAF = 0.004464, gnomAD v2.1.1) lies in the SOST
proximal promoter, specifically in the extended TATA box. To test its effect, we performed
a luciferase reporter assay in Saos-2 cells, testing a 520-bp fragment, which contains either
of the variant alleles. Our results show that this region harbors promoter activity (20-fold
increased transcription vs. empty vector, for the wild-type allele; Figure 1) and show
significant differences between the two alleles tested, where the minor allele displays
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lower transcription capacity (about 25% less than the major allele; Figure 1). The COL1A1
promoter (SP construct in [48]), used as positive control, showed 31.6-fold increased
promoter activity compared to the empty vector (Figure 1).
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Figure 1. Functional testing of a rare variant in the extended TATA box of SOST. rs570754792 (g.41836179 G > A in
GRCh37.p13) belongs to the extended TATA box of SOST, which is encoded in the negative strand of chromosome 17,
thereby generating a C > T substitution. In black, a scheme of the location of the variant (asterisk) in the SOST upstream
region and in green the constructs tested. We used the luciferase gene without promoter as a negative control and the
COL1A1 promoter as a positive control. Relative luciferase units (RLU; see material & methods) are normalized to the
negative control. The experiment was performed four times in triplicate. **** indicates p < 0.0001.

2.2. Lower Protein Abundance for the Minor Allele of rs17882143, Both in the Intracelullar and
Extracellular Spaces

The rs17882143 SNP is a missense change (p.Vall0lle; MAF = 0.0109 gnomAD v.2.1.1)
within the signal peptide of the sclerostin protein. To assess whether the change might affect
the subcellular localization of the mutated protein or its abundance, we performed western
blot studies with extracellular and intracellular protein extracts (Figure 2). In addition
to this mutation, we tested 5 of the most frequent sclerostin mutations in the general
population according to gnomAD (p.Argl9His, p.Gly150Arg, p.Asn53del, p.Ala28Val,
p-Pro111GIn; Figure 2A), as well as two positive controls (p.Val21Leu and p.Cys167Arg;
Figure 2A) whose absence in the extracellular space had been previously described [10,17].
All these changes are depicted along the sclerostin protein domains in Figure 2A. We
verified that the positive control proteins SOST-p.Val21Leu and SOST-p.Cys167Arg showed
a dramatic decrease in the extracellular space. However, while the SOST-p.Cys167Arg
showed an increase in the amount of intracellular protein, the SOST-p.Val21Leu showed a
decrease in intracellular levels (Figure 2B,C). Similarly to the results of these two positive
control proteins (p.Val21Leu and p.Cys167Arg), we observed a lower abundance of SOST-
p-Vall0lle and SOST-p.Gly150Arg proteins in the extracellular space and, for the SOST-
p-Vall0lle, SOST-p.Val21lle, SOST-p.Ala28Val, SOST-p.Asn53del and SOST-p.Pro111GlIn, a
lower abundance in the intracellular compartment. The other mutant proteins behaved
similarly to the WT protein (Figure 2B,C).
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Figure 2. Western blot of variant sclerostin proteins transfected into Saos-2 cells. Variants were generated by in vitro

mutagenesis into a SOST expression vector and subsequently transfected and heterologously expressed in Saos-2 cells.

(A) Tested amino acid variants, displayed along a scheme of the sclerostin, with indication of specific domains (SP: signal

peptide; CTCK: C-terminal cystine-knot; NXI:NXI(R/K) sequence motif; asterisks denote the glycosylation N-linked

(GIcNAC) asparagine). In red, the mutation present in a patient with sclerosteosis [17]; in purple, the mutation found in
a patient with CDD [10] and in pale pink, the mutation associated with high BMD [47] (B) Detection of sclerostin in the
extracellular media. Above, image of the first biological replicate; below, quantification of the sclerostin bands from images

of 6 equivalent blots, normalizing to the extracellular levels of WT sclerostin. (C) Detection of intracellular sclerostin. Above,

image of the first biological replica of sclerostin and their corresponding tubulin; below, the quantification of the ratios of

sclerostin/tubulin protein from images of 3 equivalent blots, normalizing to the ratio of WT sclerostin/tubulin.

2.3. Physical Interaction between the SOST Proximal Promoter and Several Distal Regulatory
Elements in Bone Cells

To identify important regulators of SOST expression presence in three bone-related
cells (mesenchymal stem cells—MSC-; human fetal osteoblasts—hFOB- and an osteosar-
coma cell line—Saos-2-), we performed a 4C-seq assay using the SOST proximal promoter
(chr17:41838135-41838123, GRCh37/hg19) as a viewpoint (Figure 3). Using an algorithm
to discern the significant contacts, we only observed interactions of this viewpoint with
sequences included in a genomic region spanning 288 kb centromeric to the viewpoint.
Within this region, we confirmed the strong physical interaction between the proximal
promoter and the ECR5 distal enhancer in the 3 cell types. Moreover, we found interactions
in the three cell types between the viewpoint and several genomic regions located between
MEOX1 and ETV4, described as enhancers according to GeneHancer [49] and displaying
strong H3K4mel, H3K4me2, H3K4me3, H3K27ac and H2AFz histone marks in osteoblasts
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(ENCODE; Supplementary Figure S1). In addition, we observed an interaction with a
region containing exon 18 of the DHXS gene that displays strong H3K4mel and H3K27Ac
histone marks in osteoblasts (ENCODE), suggesting a potential regulatory role for this
region, too. Finally, we saw a significant interaction with the DHX8 promoter in hFOB and
Saos-2 cells, which displays H3K4me2, H3K4me3, H3K27ac, H3K79m3 and H2AFz histone
marks in osteoblasts (ENCODE; Figure 3 and Supplementary Figure S1).
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Figure 3. Chromatin interactions of the SOST proximal promoter region as detected by 4C-
seq in human fetal osteoblasts (hFOB), mesenchymal stem cells (MSC) and the Saos-2 cell
line. Panel (A): Graphical representation of a 350-kb Chr.17 region containing SOST and
all the genomic elements found to interact with it displaying both the read depths (Interac-
tion strength) and their corresponding significance (arched lines). The dashed vertical line
marks the SOST promoter, used as the viewpoint. Color scale corresponds to the strength
of the significant interactions. Panel (B): Genes in this region: DHX8_1 (ENST00000262415.3),
DHX8_2 (ENST00000540306.1), ETV4_1 (ENST00000319349.5), ETV4_2 (ENST00000545954.1),
ETV4_3 (ENST00000591713.1), ETV4_4 (ENST00000545089.1), MEOX1_1 (ENST00000520305.1),
MEOX1_3 (ENST00000393661.2), SOST (ENST00000301691.2), DUSP3 (ENST00000226004.3), MPP3
(ENST00000398389.4) from GRCh37/hg19. In purple the ECRS5 position [35]. Panel (C): Representa-
tion of the GeneHancer (GH) track (enhancers -grey- and promoters -red-).
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2.4. The rs17882143 (p.Val10lle) Variant Present in One HBM Woman

To further explore the putative genetic association of SOST with bone density phe-
notypes, we resequenced the SOST gene and the ECR5 enhancer, in 11 HBM women
(described in [50]. We identified eight variants in SOST and one variant in ECR5, all of
them previously described (Table 1). Interestingly, we found the variant p.VallOlle in
heterozygosity in one HBM woman (HBM13) with a high sum Z-score (lumbar spine +
femoral neck BMD Z-score = 5.2). In addition, we found the ECR5 variant rs552004150 in
heterozygosity in another HBM woman (HBM16) with a Sum Z-score = 5.3. However, it
did not co-segregate with the phenotype in the HBM16 family (Supplementary Figure S2a).
This variant lies approximately 50 bp from the MEF2C binding site and does not modify
the binding of any known transcription factor according to TRANSFAC (Supplemen-
tary Figure 52b). Variants rs1237278, rs851058, rs10534024, rs17882143, rs17886183 and
rs17881550, found in our HBM cohort, are listed as eQTLs for different genes and tissues in
the GTEx database (Supplementary Table S1). In addition, variants rs1237278, rs851058 and
rs17885799 are described as affecting the binding site of various transcription factors, and
the rare variant rs17885799 may generate a new exonic splicing enhancer (ESE) according
to SNP function prediction (Supplementary Table S2). Furthermore, SNPs rs17883310 and
rs17886183 show allele-specific differences in miRNA binding predictions (Supplementary
Table S2).

Table 1. Variants in SOST and ECR5 found in women with an HBM phenotype.

Position rs Number Type MATF (EUR) MAF (HBM Cohort) Predicted Functionality
SOST
g.41838229C > T rs1237278 5" UP 0.355 (C) 045 (C) eQTL; TFBS
g.41837719G > A 15851058 5 UP 0.402 (A) 0.35 (A) eQTL; TFBS
g.41837510_41837512del ~ rs10534024 5’ UP 0.352 (TCCTCCT) 0.45 (TCCTCCT) eQTL
p-VallOlle rs17882143 M 0.018 (T) 0.05 (T) eQTL T; B; LB
c-22G>A rs17885799 5 UTR - 0.05 (A) TFBS, ESE
c*320C>T rs17883310 3’ UTR 0.013 (T) 0.05 (T) miRNA
c.*1004G > A rs17886183 3’ UTR 0.004 (A) 0.05 (A) eQTL miRNA
€.*1266_*1267insG rs17881550 3’ UTR 0.412 (ins) 0.35 (ins) eQTL
ECR5
g.41774092G > A rs552004150 3D 0.003 (A) 0.05 (A)

M: Missense variant; 5 UP: 5’ Upstream; 5 UTR: 5’ UTR variant; 3’ UTR: 3’ UTR variant; 3’ D 3’ downstream variant; MAF(EUR) from
1000 genomes. eQTL: described as eQTL in GTEx. TFBS: Transcription factor binding site; ESE: Exon Splicing enhancer; T: Tolerated by
SIFT; B: Benign by Polyphen-2; LB: Likely Benign by CADD; miRNA: allelic differences in the miRNA binding prediction.

3. Discussion

Sclerostin is an important bone protein, strongly associated with different bone scle-
rosing dysplasias. In this work, we undertook a functional study to test two sclerostin
variants (rs570754792 and rs17882143) and to define the physical interactions of the SOST
proximal promoter region. We experimentally demonstrate the partial loss of function of
these two variants that cause a loss of expression (rs570754792) and a reduction of protein
levels (p.Vall0Olle). Furthermore, we detect physical interactions of the SOST promoter
with ECR5, with a region containing exon 18 of the DHX8 gene and with several enhancers
between MEOX1 and ETV4, in 3 bone cell types.

Regarding the rare variant rs570754792, it was found in heterozygosity in only
three women of the BARCOS cohort of postmenopausal women of the Barcelona area,
all three with BMD values below the mean (lumbar spine BMD: 0.767, 0.694, 0.822 vs.
0.850 g/cm?) [47]. According to the established inhibitory role of SOST in the canonical
Wnt pathway, we investigated whether SOST was expressed at levels higher than normal
using a luciferase reporter assay. Surprisingly, we observed just the opposite: lower levels
of expression in the presence of the minor allele (T). This result, however, is not totally
unexpected, since the rare variant is part of the extended TATA box, and the major and
minor alleles represent the canonical and non-canonical base at the position -6, respectively.
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At this point it is hard to reconcile the low BMD values observed in the three carriers
and the lower SOST expression levels of the variant. The lack of genomic context of the
luciferase experiments might provide an explanation for these contradictory results. On
the other hand, it may just be that this variant has low penetrance, and in these women
an alternative mechanism is responsible for their phenotype, (i.e., a different mutation
or environmental component with a larger effect, masking that of the mutation in the
extended TATA box of SOST). In fact, it could be a situation similar to that of van Buchem’s
disease, in which two copies of a low expressing allele are needed to show the phenotype.

Using western blot analysis, we studied the expression levels of sclerostin containing
the SNP rs17882143 (SOST-p.Vall0Olle). As this variant is located in the signal peptide of the
protein, we expected a lower translocation to the extracellular space. However, we found
lower amounts of it, both in the extracellular and the intracellular compartments, which
seems to indicate a defect in a previous stage to protein translocation and secretion. This
result is supported by an analysis using the SignallP signal peptide prediction program [51]
that predicts no functional differences in the signal peptide. Our result could be explained
by reduced transcription or translation levels or increased mRNA or protein degradation.
In particular, it has been described that missense mutations can result in an altered sec-
ondary mRNA structure which compromises the accessibility of the protein translational
machinery [52-54]. In our case, this hypothesis is supported by the Mfold web server [55],
which predicts a secondary structure that has a different free energy depending on the
allele of the SOST-p.Vall0lle. The p.Vall0lle mutation is the most frequent SOST missense
variant according to gnomAD (MAF 0.0109). In silico functional predictors scored it as
benign (SIFT; 0.43), tolerated (Polyphen; 0.001) and likely benign (CADD; 0 and REVEL;
0.123). In a previous study of our group [47], this variant showed nominal association with
lumbar spine BMD, where the minor allele (Ile) was protective. Furthermore, we have now
found that a woman with an HBM phenotype (with a sum Z-score of 5.2) is heterozygous
for this variant (Table 1), and it was also detected in 8 additional HBM cases in the work of
Gregson et al. [25]. All things considered, it could be speculated that people carrying this
mutation show high non-pathogenic BMD due to a reduction of sclerostin expression.

The SOST-p.GIn150Arg protein showed a decreased secretion to the extracellular space
compared to the WT. This mutation, which is present in the general population with a
frequency of 0.000333, is the third most frequent missense mutation in SOST and functional
predictors consider it deleterious (SIFT; 0.02), possibly damaging (Polyphen; 0.651) or likely
benign (CADD; 23 and REVEL; 0.295). Similarly to SOST-p.Vall0lle, it could be speculated
that people carrying p.GIn150Arg may present a non-pathogenic HBM due to low levels of
sclerostin in the extracellular space. In the future, BMD analyses of carriers will be helpful
to test this prediction.

Regarding the two mutants previously described that we used as positive controls,
we obtained similar results to those described by Piters et al., for p.Cys167Arg [17], while
we obtained some discrepant results for p.Val21Leu, compared to data from Kim et al. [10].
In particular, we found that intracellular protein abundance of SOST-p.Val21Leu was
approximately 50% of that of WT, while Kim et al. [10] showed values similar to wild-type
sclerostin. Technical differences, including different cell types (HEK293 vs. Saos-2) and
antibodies (anti-myc vs. anti-sclerostin), may explain this discrepancy.

Finally, through 4C-seq we showed for the first time the physical interaction between
ECRb5 and SOST in 3 bone-relevant cell lines. Further, we identified the interaction of the
proximal SOST promoter with several putative enhancer elements between MEOX1 and
EVT4, which display regulatory histone marks in osteoblasts (ENCODE). Even though
they appear as non-tissue specific elements according to GeneHancer, in the future it will
be interesting to investigate the role of these enhancers in bone-specific SOST expression.
We also identified a significant interaction between the promoter and a distal regulatory
element overlapping exon 18 of DHXS8, a gene encoding a spliceosome component, which
may be unrelated to bone mass. In the overall emerging picture, several long-distance
enhancers may participate in the regulation of SOST in bone cells. Whether they work in
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an additive way or as alternative redundant enhancers is an interesting question for future
research.

Sclerostin is a key component of the canonical Wnt pathway in bone and, as such, it
plays a crucial role in skeletal development and bone homeostasis. A detailed understand-
ing of its developmental and tissue regulation together with the knowledge of the effect of
variation at its locus is key to developing prediction algorithms or therapeutic strategies
based on this gene/protein. Our results add functional evidence for the participation of
the p.Vall0lle variant in non-pathogenic HBM phenotype and also provide regulatory
evidence for certain enhancer elements in the SOST genomic region. In the future, more
experiments are needed to gain a functional understanding of the regulation of sclerostin
expression.

4. Materials and Methods
4.1. Cell Culture

The human osteosarcoma cell line Saos-2 was used for luciferase reporter assays, west-
ern blot experiments and 4C-seq assays. It was obtained from the American Type Culture
Collection (ATCC®, Manassas, VA, USA) and grown in Dulbecco’s Modified Eagle Medium
(DMEMV; Sigma-Aldrich, St Louis, MO, USA), supplemented with 10% Fetal Bovine Serum
(FBS; Gibco, Life Technologies, Carlsbad, CA, USA) and 1% penicillin/streptomycin (p/s;
Gibco, Life Technologies, Carlsbad, CA, USA), at 37 °C and 5% of CO,. Human fetal os-
teoblast 1.19 (hFOB) cell line and human medulla-derived mesenchymal stem cells (MSCs)
were used for 4C-seq assays. The hFOB 1.19 cell line was obtained from ATCC (ATCC®,
Manassas, VA, USA) and grown in DMEM: F12 (1:1) medium without phenol red (Gibco,
Life Technologies, Carlsbad, CA, USA), supplemented with 10% FBS and 0.3 mg/mL
Geneticin (Gibco, Life Technologies, Carlsbad, CA, USA), at 34 °C and 5% of CO,. MSCs
were kindly provided by Dr. José Manuel Quesada Gémez, from Instituto Maiménides de
Investigacion Biomédica, Hospital Universitario Reina Sofia, Cordoba, Spain [56]. These
cells were grown in alpha-MEM medium (Gibco, Life Technologies, Carlsbad, CA, USA),
supplemented with 10% FBS, 1% p/s and 1x Glutamax (Gibco, Life Technologies, Carlsbad,
CA, USA), at 37 °C and 5% of CO,.

4.2. Luciferase Reporter Constructs, SOST Expression Vectors and Site-Directed Mutagenesis

The 520-bp fragment of the SOST upstream region (chr17:41,836,117-41,836,636,
GRCh37/hg19) was PCR-amplified and cloned into the pGL3 basic Luciferase Re-
porter Vector (Promega, Madison, WI, USA). Constructs harboring the two alleles
of the rare variant rs570754792 were cloned using the Kpnl and BglII restriction
sites (Primers used: ATACTAGGTACCGTCAAACAGAAACGCCTT and TATCTTAA-
GATCTCTTCCAGTAGCACAGGC). The SOST/pcDNA3.1+ expression vector was a
gift from Xi He (Addgene plasmid # 10842; http://n2t.net/addgene: 10842; RRID:
Addgene_10842). The missense mutations p.Vall0Olle, p.Argl19His, p.Val21Leu (pos-
itive control), p.Ala28Val, p.Asn53del, p.Pro111GIn, p.Gly150Arg and p.Cys167Arg
(positive control) were introduced into the expression vector using the QuickChange
Site-Directed Mutagenesis kit (Agilent, Santa Clara, CA, USA), following the manufac-
turer’s instructions. In all cases, the presence of point mutations and absence of errors
were verified through Sanger sequencing.

4.3. Luciferase Gene Reporter Assay

For the luciferase gene reporter assay, 3 x 10° Saos-2 cells per well were cultured
in 6-well plates, 24 h before the transfection. We transfected the cells with the renilla
luciferase vector (pRL-TK) and either the empty pGL3 basic vector (negative control),
the SOST-upstream region with each of the two alleles, or the basal promoter of COL1A1
(positive control from [48]). The total amount of DNA transfected per well was 2.2 pg.
Fugene HD was used following the manufacturer’s instructions. Forty-eight hours after
transfection, cells were lysed and the luciferase activities of Photinus pyrali and Renilla
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reniformis were measured using a Glomax Multi+ luminometer (Promega, Madison, WI,
USA), following the instructions of the Dual-luciferase reporter assay system (Promega,
Madison, WI, USA). Each experiment included 3 replicates and was repeated independently
in 4 separate experiments. The ratio of firefly and renilla luciferase measurements was
calculated (relative luciferase units; RLU). All luciferase data were normalized using the
empty vector activity (pGL3-basic).

4.4. Western Blot Assay

For the western blot assay, 3 x 10° Saos-2 cells per well were cultured in 6-well plates,
24 h before transfection. We transfected 2 pg of the SOST expression plasmid (WT or
any of the missense variants: p.VallOlle, p.Arg19His, p.Val21Leu, p.Ala28Val, p.Asn53del,
p-Prol111GIn, p.Gly150Arg and p.Cys167Arg). For the negative control, we transfected
2 ug of the empty pcDNA3 vector (data not shown). Fugene HD was used following the
manufacturer’s instructions. After 24 h, the medium was changed, reducing from 2 to 1 mL
of DMEM, without FBS or antibiotics. Forty-eight hours after transfection, the supernatant
(conditioned medium) of each condition was collected and the cells were lysed with RIPA
buffer. Proteins in the conditioned medium were concentrated using 10K Amicon Ultra
filters (Merck-Millipore, Burlington, MA, USA). Extracellular proteins (concentrated con-
ditioned medium) and intracellular proteins (RIPA extraction) were quantified using the
PierceTM BCA Protein Assay Kit (ThermoFisher Scientific, Waltham, MA, USA). Proteins
from concentrated conditioned medium (10 pg/lane) and intracellular proteins (5 ug/lane)
were separated by electrophoresis in an SDS-polyacrylamide gel (SDS-PAGE) and trans-
ferred to a hydrophobic PVDF transfer membrane (Merck-Millipore, Burlington, MA, USA).
We used the ab63097 antibody against sclerostin (Abcam, Cambridge, UK) and antibody
against Tubulin (Abcam, Cambridge, UK) was used as the intracellular loading control. The
images were developed using a peroxidase-conjugated secondary antibody [Anti-Rabbit
IgG (A0545) for sclerostin antibody and Anti-Mouse IgG (A5906) for «-Tubulin antibody
(Sigma-Aldrich, St Louis, MO, USA)]. For the extracellular protein, samples were obtained
from 3 biological replicates that were quantified twice by BCA (ThermoFisher Scientific,
Waltham, MA, USA). Each one of these quantifications was used to perform an SDS-PAGE
experiment, producing a total of 2 experiments for each biological replica. For the intracel-
lular protein, samples were obtained from 3 biological replicates and quantified once by
BCA.

4.5. PCR Amplification and Sequencing

Resequencing of SOST and the SOST enhancer ECR5 was performed in a small cohort
of 11 HBM women described elsewhere [50]. Specifically, we resequenced the complete
coding region, the 5" and 3’ UTR regions and the intronic flanking regions of SOST, in
addition to 1 Kb of the SOST proximal promoter and the ECR5 enhancer region. PCR-
amplification of each of these fragments was performed using the GoTaq Flexi DNA
polymerase (Promega, Madison, WI, USA). The PCR fragments were analyzed by agarose
gel electrophoresis and purification was done in MultiScreen TM Vacuum Manifold 96-
well plates (Merck Millipore, Burlington, MA, USA). The purified PCR products were
sequenced by the Sanger method in the CCiTUB genomic service (Gendmica, Parc Cientific,
Barcelona, Spain), using the BigDye™ Terminator v3.1 Cycle Sequencing Kit. Detection and
electrophoresis were performed on automated capillary sequencer models 3730 Genetic
Analyzer and 3730x] Genetic Analyzer. The sequence of the primers and the conditions
used were previously described [47].

4.6. Bioinformatic Analysis and in Silico Predictions of the Effect of the Variants

To identify and characterize all the variants, we used information from the Ensembl
database GRCh37.p13 (http:/ /www.ensembl.org). Information was sought on the MAF of
each of the variants found in the European population (EUR). We used SIFT (http:/ /sift.bii.a-
star.edu.sg/), PolyPhen (http:/ /genetics.bwh.harvard.edu/pph2/), CADD (https://cadd.gs.
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washington.edu/) and REVEL [57] to test the effect of the missense variants. The SNP Func-
tion Prediction (snpinfo.niehs.nih.gov/snpinfo/snpfunc.html), MirSNP http:/ /bioinfo.bjmu.
edu.cn/mirsnp/), PolymiRTS Database 3.0 (http:/ /compbio.uthsc.edu/miRSNP/search.php)
and MicroSNiPer (http://vm24141.virt.gwdg.de/services/microsniper/) were used to anal-
yse the binding of miRNAs to the variants in the 3'UTR region. Only those results that
coincided with at least two different programs have been considered. The GTEx database
(www.gtexportal.org/home/) was used to identify variants that act as eQTLs. The SNP
Function Prediction (snpinfo.niehs.nih.gov/snpinfo/snpfunc.html) was used to predict tran-
scription factor binding sites (TFBS) and new exonic splicing enhancers (ESE). To characterize
regions that include the variants found, the UCSC Genome Browser GRCh37/hg19 was
enriched with ENCODE data from osteoblasts.

4.7. 4C-Seq

4C-seq was carried out at the Functional Genomics Service of the Centro Andaluz
de Biologia del Desarrollo (CABD, Sevilla, Spain). 4C-seq libraries were generated from
Saos-2, hFOB 1.19 and hMSC cell lines as described previously [58,59]. Four-bp cutters were
used as primary (Dpnll) and secondary (Cspé6l) restriction enzymes. For each cell line, a
total of 1.6 pg of library was PCR amplified (primers used: CCTGCTGTGACATCTTCTGC
and CCATTCAGAGGGGTGTGGATC). Samples were sequenced with Illumina Hi-Seq
technology according to standard protocols at the Genomics Service of the Centro Nacional
de Investigaciones Cardiovasculares (CNIC, Madrid, Spain). 4C-seq data were generated
as described previously [60]. Briefly, raw sequencing data were demultiplexed and mapped
to the corresponding reference genome (GRCh37). Reads located in fragments flanked
by two restriction sites of the same enzyme, in fragments smaller than 40 bp or within a
window of 10 kb around the viewpoint were filtered out. 4C-seq data were normalized by
the total weight of reads within +2 Mb around the viewpoint.

4C-seq data were analyzed with the AFourC software (Martinez-Gil, N., Herrera, C.,
Gritti, N., Roca-Ayats, N., Ugartondo, N., Garcia-Giralt, N., Ovejero, D., Nogués, X., Garcia-
Fernandez, J., Grinberg, D. & Balcells, S., submitted) following and adapting previously
described pipelines [61,62]. Briefly, we assumed that the 4C signal profile relative to the
viewpoint v with coordinate xv on chromosome N is formed by three independent contri-
butions: a constant background level, a negative exponential representing the monotonic
decay of the 4C signal with the genomic distance from the viewpoint [62] and N gaussians
representing the interaction peaks:

N (x—x)?

Sac(x) = B+ Ly, -e”(F7%)/A 4 Y P(xi)-e 20
i=1

To estimate the genomic distance-dependent monotonic decay, we assumed a symmet-
ric trend around the viewpoint and performed the exponential fit on the left-right averaged
profile. Statistically significant peaks were detected using a p-value of 0.0005. The software
package is publicly available at https:/ /github.com/Nikoula86 / AFourC.git.

4.8. Statistical Analyses

In the luciferase assays, the differences between the two alleles were evaluated using
the Welch Two Sample t-test, and the homogeneity of variances was confirmed using
Bartlett test and normality was confirmed using Shapiro test. Statistical significance was
set at p-value < 0.05. The statistical evaluation was carried out with Rstudio Version 3.6.1.
The representations were performed using Graphpad (Graphpad Prism 8, San Diego, CA,
USA).

In the analysis of the western blots, we used the ImageJ 1.52a software to quantify the
intensity of the bands and the GraphPad 8 software for the graphical representation of the
means and standard deviations of each mutant sclerostin.

The specific statistics for the 4C-seq experiments have been detailed in Section 4.7.


https://cadd.gs.washington.edu/
https://cadd.gs.washington.edu/
http://bioinfo.bjmu.edu.cn/mirsnp/
http://bioinfo.bjmu.edu.cn/mirsnp/
http://compbio.uthsc.edu/miRSNP/search.php
http://vm24141.virt.gwdg.de/services/microsniper/
www.gtexportal.org/home/
snpinfo.niehs.nih.gov/snpinfo/snpfunc.html
https://github.com/Nikoula86/AFourC.git

Int. . Mol. Sci. 2021, 22, 489 11 of 14

Supplementary Materials: Supplementary materials can be found at https:/ /www.mdpi.com /1422
-0067/22/2/489/s1.

Author Contributions: Conceptualization, N.M.-G., D.O., X.N., D.G. and S.B.; methodology, N.M.-G.,
N.R.-A., M.C. and N.G.-G; formal analysis, N.M.-G.; writing—original draft preparation, N.M.-G.,
S.B. and D.G.; writing—review and editing, N.M.-G., D.G. and S.B.; supervision, D.G. and S.B.;
funding acquisition, D.G. and S.B. All authors have read and agreed to the published version of the
manuscript.

Funding: This research was funded by grants SAF2014-56562-R, SAF2016-75948-R and PID2019-
107188RB-C21 (Spanish MINECO), and CIBERER (U720). NMG is a recipient of a FI predoctoral
fellowship from Generalitat de Catalunya; NRA was a recipient of a FPU predoctoral fellowship
from the Spanish Ministerio de Educacién Cultura y Deporte.

Institutional Review Board Statement: The study was conducted according to the guidelines of the
Declaration of Helsinki, and approved by the Institutional Review Board of Universitat de Barcelona
(IRB00003099, October 20, 2016).

Informed Consent Statement: Informed consent was obtained from all subjects involved in the
study.

Data Availability Statement: Data is contained within the article or supplementary material and the
software for 4C-seq analysis is publicly available at https://github.com/Nikoula86/AFourC.git.

Conflicts of Interest: The authors declare no conflict of interest.
Abbreviations

BMD  Bone mineral density

CDD Craniodiaphyseal dysplasia
HBM High bone mass

KO Knock-out

References

1. Li, X.; Zhang, Y.; Kang, H.; Liu, W,; Liu, P.; Zhang, J.; Harris, S.E.; Wu, D. Sclerostin binds to LRP5/6 and antagonizes canonical
Wnt signaling. J. Biol. Chem. 2005, 280, 19883-19887. [CrossRef] [PubMed]

2. Seménov, M.; Tamai, K.; He, X. SOST is a ligand for LRP5/LRP6 and a Wnt signaling inhibitor. . Biol. Chem. 2005,
280, 26770-26775. [CrossRef] [PubMed]

3. Choi, HY,; Dieckmann, M.; Herz, ].; Niemeier, A. Lrp4, a novel receptor for Dickkopf 1 and sclerostin, is expressed by osteoblasts
and regulates bone growth and turnover in vivo. PLoS ONE 2009, 4, €7930. [CrossRef]

4. Leupin, O.; Piters, E.; Halleux, C.; Hu, S.; Kramer, I.; Morvan, F.,; Bouwmeester, T.; Schirle, M.; Bueno-Lozano, M.; Fuentes, FJ.R.;
et al. Bone overgrowth-associated mutations in the LRP4 gene impair sclerostin facilitator function. J. Biol. Chem. 2011,
286, 19489-19500. [CrossRef] [PubMed]

5. Chang, M.-K,; Kramer, I.; Huber, T.; Kinzel, B.; Guth-Gundel, S.; Leupin, O.; Kneissel, M. Disruption of Lrp4 function by
genetic deletion or pharmacological blockade increases bone mass and serum sclerostin levels. Proc. Natl. Acad. Sci. USA 2014,
111, E5187-E5195. [CrossRef] [PubMed]

6. Veverka, V.; Henry, A.J.; Slocombe, PM.; Ventom, A.; Mulloy, B.; Muskett, EW.; Muzylak, M.; Greenslade, K.; Moore, A.;
Zhang, L.; et al. Characterization of the structural features and interactions of sclerostin: Molecular insight into a key regulator of
Wnt-mediated bone formation. J. Biol. Chem. 2009, 284, 10890-10900. [CrossRef] [PubMed]

7. Kattamuri, C.; Luedeke, D.M.; Nolan, K.; Rankin, S.A.; Greis, K.D.; Zorn, A.M.; Thompson, T.B. Members of the DAN family are
BMP antagonists that form highly stable noncovalent dimers. J. Mol. Biol. 2012, 424, 313-327. [CrossRef]

8. Bourhis, E.; Wang, W.; Tam, C.; Hwang, J.; Zhang, Y.; Spittler, D.; Huang, O.W.; Gong, Y.; Estevez, A.; Zilberleyb, L ; et al. Wnt
antagonists bind through a short peptide to the first 3-propeller domain of LRP5/6. Structure 2011, 19, 1433-1442. [CrossRef]

9.  Schaefer, B.; Stein, S.; Oshman, D.; Rennert, O.; Thurnau, G.; Wall, J.; Bodensteiner, J.; Brown, O. Dominantly inherited
craniodiaphyseal dysplasia: A new craniotubular dysplasia. Clin. Genet. 1986, 30, 381-391. [CrossRef]

10. Kim, SJ.; Bieganski, T.; Sohn, Y.B.; Kozlowski, K.; Seménov, M.; Okamoto, N.; Kim, C.H.; Ko, A.-R.; Ahn, G.H.; Choi, Y.-L.; et al.

Identification of signal peptide domain SOST mutations in autosomal dominant craniodiaphyseal dysplasia. Hum. Genet. 2011,
129, 497-502. [CrossRef] |


https://www.mdpi.com/1422-0067/22/2/489/s1
https://www.mdpi.com/1422-0067/22/2/489/s1
https://github.com/Nikoula86/AFourC.git
http://doi.org/10.1074/jbc.M413274200
http://www.ncbi.nlm.nih.gov/pubmed/15778503
http://doi.org/10.1074/jbc.M504308200
http://www.ncbi.nlm.nih.gov/pubmed/15908424
http://doi.org/10.1371/journal.pone.0007930
http://doi.org/10.1074/jbc.M110.190330
http://www.ncbi.nlm.nih.gov/pubmed/21471202
http://doi.org/10.1073/pnas.1413828111
http://www.ncbi.nlm.nih.gov/pubmed/25404300
http://doi.org/10.1074/jbc.M807994200
http://www.ncbi.nlm.nih.gov/pubmed/19208630
http://doi.org/10.1016/j.jmb.2012.10.003
http://doi.org/10.1016/j.str.2011.07.005
http://doi.org/10.1111/j.1399-0004.1986.tb01895.x
http://doi.org/10.1007/s00439-011-0947-3

Int. . Mol. Sci. 2021, 22, 489 12 of 14

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

Balemans, W.; Van Den Ende, J.; Freire Paes-Alves, A.; Dikkers, F.G.; Willems, PJ.; Vanhoenacker, E.; de Almeida-Melo, N.;
Alves, C.F; Stratakis, C.A.; Hill, S.C.; et al. Localization of the gene for sclerosteosis to the van Buchem disease-gene region on
chromosome 17q12-q21. Am. |. Hum. Genet. 1999, 64, 1661-1669. [CrossRef]

Balemans, W.; Ebeling, M.; Patel, N.; Van Hul, E.; Olson, P.; Dioszegi, M.; Lacza, C.; Wuyts, W.; Van Den Ende, ].; Willems, P; et al.
Increased bone density in sclerosteosis is due to the deficiency of a novel secreted protein (SOST). Hum. Mol. Genet. 2001,
10, 537-543. [CrossRef]

Brunkow, M.E.; Gardner, ].C.; Van Ness, ].; Paeper, B.W.; Kovacevich, B.R.; Proll, S.; Skonier, ].E.; Zhao, L.; Sabo, PJ.; Fu, Y.; et al.
Bone dysplasia sclerosteosis results from loss of the SOST gene product, a novel cystine knot-containing protein. Am. J.
Hum. Genet. 2001, 68, 577-589. [CrossRef]

Belkhribchia, M.R.; Collet, C.; Laplanche, J.-L.; Hassani, R. Novel SOST gene mutation in a sclerosteosis patient from Morocco:
A case report. Eur. J. Med. Genet. 2014, 57, 133-137. [CrossRef]

Whyte, M.P.,; Deepak Amalnath, S.; McAlister, W.H.; Pedapati, R.; Muthupillai, V.; Duan, S.; Huskey, M.; Bijanki, V.N.; Mumm, S.
Sclerosteosis: Report of type 1 or 2 in three Indian Tamil families and literature review. Bone 2018, 116, 321-332. [CrossRef]
Yagi, H.; Takagi, M.; Hasegawa, Y.; Kayserili, H.; Nishimura, G. Sclerosteosis (craniotubular hyperostosis-syndactyly) with
complex hyperphalangy of the index finger. Pediatr. Radiol. 2015, 45, 1239-1243. [CrossRef]

Piters, E.; Culha, C.; Moester, M.; Van Bezooijen, R.; Adriaensen, D.; Mueller, T.; Weidauer, S.; Jennes, K.; de Freitas, F.;
Lowik, C.; et al. First missense mutation in the SOST gene causing sclerosteosis by loss of sclerostin function. Hum. Mutat. 2010,
31, E1526-E1543. [CrossRef]

Bhadada, S.K.; Rastogi, A.; Steenackers, E.; Boudin, E.; Arya, A.; Dhiman, V.; Bhansali, A.; Van Hul, W. Novel SOST gene mutation
in a sclerosteosis patient and her parents. Bone 2013, 52, 707-710. [CrossRef]

Fayez, A.; Aglan, M.; Esmaiel, N.; El Zanaty, T.; Abdel Kader, M.; El Ruby, M. A Novel Loss-of-Sclerostin Function Mutation in a
First Egyptian Family with Sclerosteosis. BioMed Res. Int. 2015, 2015, 517815. [CrossRef]

Fijalkowski, I.; Geets, E.; Steenackers, E.; Van Hoof, V.; Ramos, E]J.; Mortier, G.; Fortuna, A.M.; Van Hul, W.; Boudin, E. A Novel
Domain-Specific Mutation in a Sclerosteosis Patient Suggests a Role of LRP4 as an Anchor for Sclerostin in Human Bone. . Bone
Miner. Res. 2016, 31, 874-881. [CrossRef]

Van Hul, W.; Balemans, W.; Van Hul, E.; Dikkers, F.G.; Obee, H.; Stokroos, R.J.; Hildering, P.; Vanhoenacker, F.; Van Camp, G.;
Willems, PJ. Van Buchem disease (hyperostosis corticalis generalisata) maps to chromosome 17q12-q21. Am. J. Hum. Genet. 1998,
62,391-399. [CrossRef] [PubMed]

Balemans, W.; Patel, N.; Ebeling, M.; Van Hul, E.; Wuyts, W.; Lacza, C.; Dioszegi, M.; Dikkers, F.G.; Hildering, P.; Willems, PJ.; et al.
Identification of a 52 kb deletion downstream of the SOST gene in patients with van Buchem disease. |. Med. Genet. 2002,
39,91-97. [CrossRef] [PubMed]

van Lierop, A.H.; Hamdy, N.A.; Hamersma, H.; van Bezooijen, R.L.; Power, J.; Loveridge, N.; Papapoulos, S.E. Patients
with sclerosteosis and disease carriers: Human models of the effect of sclerostin on bone turnover. J. Bone Miner. Res. 2011,
26, 2804-2811. [CrossRef] [PubMed]

van Lierop, A.H.; Hamdy, N.A.T.; van Egmond, M.E.; Bakker, E.; Dikkers, EG.; Papapoulos, S.E. Van Buchem disease: Clinical,
biochemical, and densitometric features of patients and disease carriers. |. Bone Miner. Res. 2013, 28, 848-854. [CrossRef]
Gregson, C.L.; Wheeler, L.; Hardcastle, S.A.; Appleton, L.H.; Addison, K.A.; Brugmans, M.; Clark, G.R.; Ward, K.A.; Paggiosi, M.;
Stone, M.; et al. Mutations in Known Monogenic High Bone Mass Loci Only Explain a Small Proportion of High Bone Mass
Cases. J. Bone Miner. Res. 2016, 31, 640-649. [CrossRef]

Johnson, M.L.; Gong, G.; Kimberling, W.; Reckér, S.M.; Kimmel, D.B.; Recker, R.B. Linkage of a gene causing high bone mass to
human chromosome 11 (11q12-13). Am. J. Hum. Genet. 1997, 60, 1326-1332. [CrossRef]

Little, R.D.; Carulli, J.P.; Del Mastro, R.G.; Dupuis, J.; Osborne, M.; Folz, C.; Manning, S.P.; Swain, PM.; Zhao, S.-C.;
Eustace, B.; et al. A mutation in the LDL receptor-related protein 5 gene results in the autosomal dominant high-bone-mass trait.
Am. J. Hum. Genet. 2002, 70, 11-19. [CrossRef]

Boyden, L.M.; Mao, J.; Belsky, J.; Mitzner, L.; Farhi, A.; Mitnick, M.A.; Wu, D.; Insogna, K,; Lifton, R.P. High bone density due to a
mutation in LDL-receptor-related protein 5. N. Engl. ]. Med. 2002, 346, 1513-1521. [CrossRef]

Semenov, M.V.; He, X. LRP5 mutations linked to high bone mass diseases cause reduced LRP5 binding and inhibition by SOST.
J. Biol. Chem. 2006, 281, 38276-38284. [CrossRef]

Ellies, D.L.; Viviano, B.; McCarthy, J.; Rey, J.-P.; Itasaki, N.; Saunders, S.; Krumlauf, R. Bone density ligand, Sclerostin, directly
interacts with LRP5 but not LRP5G171V to modulate Wnt activity. J. Bone Miner. Res. 2006, 21, 1738-1749. [CrossRef] [PubMed]
Sebastian, A.; Loots, G.G. Genetics of Sost/SOST in sclerosteosis and van Buchem disease animal models. Metabolism 2018,
80, 38-47. [CrossRef]

Weivoda, M.M.; Youssef, S.J.; Oursler, M.]. Sclerostin expression and functions beyond the osteocyte. Bone 2017, 96, 45-50.
[CrossRef] [PubMed] |


http://doi.org/10.1086/302416
http://doi.org/10.1093/hmg/10.5.537
http://doi.org/10.1086/318811
http://doi.org/10.1016/j.ejmg.2014.02.007
http://doi.org/10.1016/j.bone.2018.07.022
http://doi.org/10.1007/s00247-015-3292-1
http://doi.org/10.1002/humu.21274
http://doi.org/10.1016/j.bone.2012.10.009
http://doi.org/10.1155/2015/517815
http://doi.org/10.1002/jbmr.2782
http://doi.org/10.1086/301721
http://www.ncbi.nlm.nih.gov/pubmed/9463328
http://doi.org/10.1136/jmg.39.2.91
http://www.ncbi.nlm.nih.gov/pubmed/11836356
http://doi.org/10.1002/jbmr.474
http://www.ncbi.nlm.nih.gov/pubmed/21786318
http://doi.org/10.1002/jbmr.1794
http://doi.org/10.1002/jbmr.2706
http://doi.org/10.1086/515470
http://doi.org/10.1086/338450
http://doi.org/10.1056/NEJMoa013444
http://doi.org/10.1074/jbc.M609509200
http://doi.org/10.1359/jbmr.060810
http://www.ncbi.nlm.nih.gov/pubmed/17002572
http://doi.org/10.1016/j.metabol.2017.10.005
http://doi.org/10.1016/j.bone.2016.11.024
http://www.ncbi.nlm.nih.gov/pubmed/27888056

Int. . Mol. Sci. 2021, 22, 489 13 of 14

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

Li, X.; Ominsky, M.S.; Niu, Q.-T.; Sun, N.; Daugherty, B.; D’Agostin, D.; Kurahara, C.; Gao, Y.; Cao, J.; Gong, ].; et al. Targeted
deletion of the sclerostin gene in mice results in increased bone formation and bone strength. . Bone Miner. Res. 2008, 23, 860-869.
[CrossRef]

Krause, C.; Korchynskyi, O.; de Rooij, K.; Weidauer, S.E.; de Gorter, D.].].; van Bezooijen, R.L.; Hatsell, S.; Economides, A.N.;
Mueller, T.D.; Lowik, C.W.G.M.; et al. Distinct modes of inhibition by sclerostin on bone morphogenetic protein and Wnt signaling
pathways. J. Biol. Chem. 2010, 285, 41614-41626. [CrossRef]

Loots, G.G.; Kneissel, M.; Keller, H.; Baptist, M.; Chang, ].; Collette, N.M.; Ovcharenko, D.; Plajzer-Frick, I.; Rubin, E.M. Genomic
deletion of a long-range bone enhancer misregulates sclerostin in Van Buchem disease. Genome Res. 2005, 15, 928-935. [CrossRef]
Rhee, Y.; Allen, M.R.; Condon, K.; Lezcano, V.; Ronda, A.C.; Galli, C.; Olivos, N.; Passeri, G.; O’Brien, C.A.; Bivi, N.; et al.
PTH receptor signaling in osteocytes governs periosteal bone formation and intracortical remodeling. J. Bone Miner. Res. 2011,
26, 1035-1046. [CrossRef]

Winkler, D.G.; Sutherland, M.K.; Geoghegan, J.C.; Yu, C.; Hayes, T.; Skonier, ].E.; Shpektor, D.; Jonas, M.; Kovacevich, B.R;;
Staehling-Hampton, K.; et al. Osteocyte control of bone formation via sclerostin, a novel BMP antagonist. EMBO J. 2003,
22, 6267-6276. [CrossRef]

Tu, X; Rhee, Y.; Condon, K.W,; Bivi, N.; Allen, M.R.; Dwyer, D.; Stolina, M.; Turner, C.H.; Robling, A.G.; Plotkin, L.I; et al. Sost
downregulation and local Wnt signaling are required for the osteogenic response to mechanical loading. Bone 2012, 50, 209-217.
[CrossRef]

Collette, N.M.; Genetos, D.C.; Economides, A.N.; Xie, L.; Shahnazari, M.; Yao, W.; Lane, N.E.; Harland, R M.; Loots, G.G. Targeted
deletion of Sost distal enhancer increases bone formation and bone mass. Proc. Natl. Acad. Sci. USA. 2012, 109, 14092-14097.
[CrossRef]

Cosman, F; Crittenden, D.B.; Adachi, ].D.; Binkley, N.; Czerwinski, E.; Ferrari, S.; Hofbauer, L.C.; Lau, E.; Lewiecki, EM.;
Miyauchi, A.; et al. Romosozumab Treatment in Postmenopausal Women with Osteoporosis. N. Engl. . Med. 2016, 375, 1532-1543.
[CrossRef]

McClung, M.R,; Grauer, A.; Boonen, S.; Bolognese, M.A.; Brown, ]J.P; Diez-Perez, A.; Langdahl, B.L.; Reginster, J.-Y.;
Zanchetta, ].R.; Wasserman, S.M.; et al. Romosozumab in postmenopausal women with low bone mineral density. N. Engl.
J. Med. 2014, 370, 412-420. [CrossRef] [PubMed]

Recker, R.R.; Benson, C.T.; Matsumoto, T.; Bolognese, M.A.; Robins, D.A.; Alam, J.; Chiang, A.Y.; Hu, L.; Krege, ].H.; Sowa, H.;
et al. A randomized, double-blind phase 2 clinical trial of blosozumab, a sclerostin antibody, in postmenopausal women with low
bone mineral density. J. Bone Miner. Res. 2015, 30, 216-224. [CrossRef]

Glorieux, EH.; Devogelaer, ].-P.; Durigova, M.; Goemaere, S.; Hemsley, S.; Jakob, F.; Junker, U.; Ruckle, J.; Seefried, L.; Winkle, PJ.
BPS804 Anti-Sclerostin Antibody in Adults With Moderate Osteogenesis Imperfecta: Results of a Randomized Phase 2a Trial.
J. Bone Miner. Res. 2017, 32, 1496-1504. [CrossRef] [PubMed]

Langdahl, B.L.; Libanati, C.; Crittenden, D.B.; Bolognese, M.A.; Brown, J.P.; Daizadeh, N.S.; Dokoupilova, E.; Engelke, K;
Finkelstein, J.S.; Genant, H.K.; et al. Romosozumab (sclerostin monoclonal antibody) versus teriparatide in postmenopausal
women with osteoporosis transitioning from oral bisphosphonate therapy: A randomised, open-label, phase 3 trial. Lancet 2017,
390, 1585-1594. [CrossRef]

Li, X.; Ominsky, M.S.; Warmington, K.S.; Morony, S.; Gong, J.; Cao, J.; Gao, Y.; Shalhoub, V.; Tipton, B.; Haldankar, R.; et al.
Sclerostin antibody treatment increases bone formation, bone mass, and bone strength in a rat model of postmenopausal
osteoporosis. ]. Bone Miner. Res. 2009, 24, 578-588. [CrossRef] [PubMed]

Ominsky, M.S.; Vlasseros, F,; Jolette, J.; Smith, S.Y.; Stouch, B.; Doellgast, G.; Gong, J.; Gao, Y.; Cao, J.; Graham, K,; et al. Two doses
of sclerostin antibody in cynomolgus monkeys increases bone formation, bone mineral density, and bone strength. . Bone Miner.
Res. 2010, 25, 948-959. [CrossRef]

Martinez-Gil, N.; Roca-Ayats, N.; Monistrol-Mula, A.; Garcia-Giralt, N.; Diez-Pérez, A.; Nogués, X.; Mellibovsky, L.; Grinberg, D.;
Balcells, S. Common and rare variants of WNT16, DKK1 and SOST and their relationship with bone mineral density. Sci. Rep.
2018, 8, 10951. [CrossRef]

Garcia-Giralt, N.; Enjuanes, A.; Bustamante, M.; Mellibovsky, L.; Nogués, X.; Carreras, R.; Diez-Pérez, A.; Grinberg, D.; Balcells, S.
In vitro functional assay of alleles and haplotypes of two COL1Al-promoter SNPs. Bone 2005, 36, 902-908. [CrossRef]
Fishilevich, S.; Nudel, R.; Rappaport, N.; Hadar, R.; Plaschkes, I.; Iny Stein, T.; Rosen, N.; Kohn, A.; Twik, M.; Safran, M.; et al.
GeneHancer: Genome-wide integration of enhancers and target genes in GeneCards. Database 2017, 2017. [CrossRef]

Sarrién, P.; Mellibovsky, L.; Urreizti, R.; Civit, S.; Cols, N.; Garcia-Giralt, N.; Yoskovitz, G.; Aranguren, A.; Malouf, J.;
Di Gregorio, S.; et al. Genetic analysis of high bone mass cases from the BARCOS cohort of Spanish postmenopausal women.
PLoS ONE 2014, 9, €94607. [CrossRef]

Almagro Armenteros, ].J.; Tsirigos, K.D.; Senderby, C.K.; Petersen, T.N.; Winther, O.; Brunak, S.; von Heijne, G.; Nielsen, H.
SignalP 5.0 improves signal peptide predictions using deep neural networks. Nat. Biotechnol. 2019, 37, 420-423. [CrossRef]
[PubMed] |


http://doi.org/10.1359/jbmr.080216
http://doi.org/10.1074/jbc.M110.153890
http://doi.org/10.1101/gr.3437105
http://doi.org/10.1002/jbmr.304
http://doi.org/10.1093/emboj/cdg599
http://doi.org/10.1016/j.bone.2011.10.025
http://doi.org/10.1073/pnas.1207188109
http://doi.org/10.1056/NEJMoa1607948
http://doi.org/10.1056/NEJMoa1305224
http://www.ncbi.nlm.nih.gov/pubmed/24382002
http://doi.org/10.1002/jbmr.2351
http://doi.org/10.1002/jbmr.3143
http://www.ncbi.nlm.nih.gov/pubmed/28370407
http://doi.org/10.1016/S0140-6736(17)31613-6
http://doi.org/10.1359/jbmr.081206
http://www.ncbi.nlm.nih.gov/pubmed/19049336
http://doi.org/10.1002/jbmr.14
http://doi.org/10.1038/s41598-018-29242-8
http://doi.org/10.1016/j.bone.2004.12.012
http://doi.org/10.1093/database/bax028
http://doi.org/10.1371/journal.pone.0094607
http://doi.org/10.1038/s41587-019-0036-z
http://www.ncbi.nlm.nih.gov/pubmed/30778233

Int. ]. Mol. Sci. 2021, 22, 489 14 of 14

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

Mencarelli, M.; Zulian, A.; Cancello, R.; Alberti, L.; Gilardini, L.; Di Blasio, A.M.; Invitti, C. A novel missense mutation in the
signal peptide of the human POMC gene: A possible additional link between early-onset type 2 diabetes and obesity. Eur. |.
Hum. Genet. 2012, 20, 1290-1294. [CrossRef] [PubMed]

Mohren, S.; Weiskirchen, R. Non-synonymous gene polymorphisms in the secretory signal peptide of human TGF-betal affect
cellular synthesis but not secretion of TGF-betal. Biochem. Biophys. Res. Commun. 2009, 379, 1015-1020. [CrossRef]

Cheng, Y; Liu, S.; Lu, C.; Wu, Q.; Li, S,; Fu, H.; Wang, G.; Lv, C.; Nie, L.; Zhang, Y.; et al. Missense mutations in the signal peptide
of the porcine GH gene affect cellular synthesis and secretion. Pituitary 2016, 19, 362-369. [CrossRef]

Zuker, M. Mfold web server for nucleic acid folding and hybridization prediction. Nucleic Acids Res. 2003, 31, 3406-3415.
[CrossRef]

Casado-Diaz, A.; Santiago-Mora, R.; Jiménez, R.; Caballero-Villarraso, J.; Herrera, C.; Torres, A.; Dorado, G.; Quesada-Gémez, ].M.
Cryopreserved human bone marrow mononuclear cells as a source of mesenchymal stromal cells: Application in osteoporosis
research. Cytotherapy 2008, 10, 460-468. [CrossRef] [PubMed]

Ioannidis, N.M.; Rothstein, J.H.; Pejaver, V.; Middha, S.; McDonnell, SK.; Baheti, S.; Musolf, A.; Li, Q.; Holzinger, E.;
Karyadi, D.; et al. REVEL: An Ensemble Method for Predicting the Pathogenicity of Rare Missense Variants. Am. . Hum. Genet.
2016, 99, 877-885. [CrossRef] [PubMed]

Fernandez-Mifnan, A.; Bessa, J.; Tena, J.J.; Gomez-Skarmeta, J.L. Assay for transposase-accessible chromatin and circularized
chromosome conformation capture, two methods to explore the regulatory landscapes of genes in zebrafish. Methods Cell Biol.
2016, 135, 413-430. [PubMed]

van de Werken, H.].G.; de Vree, P].P.; Splinter, E.; Holwerda, S.J.B.; Klous, P; de Wit, E.; de Laat, W. 4C technology: Protocols and
data analysis. Methods Enzymol. 2012, 513, 89-112. [PubMed]

Noordermeer, D.; Leleu, M.; Splinter, E.; Rougemont, J.; De Laat, W.; Duboule, D. The dynamic architecture of Hox gene clusters.
Science 2011, 334, 222-225. [CrossRef]

Irastorza-Azcarate, I.; Acemel, R.D.; Tena, J.J.; Maeso, I.; Gémez-Skarmeta, ].L.; Devos, D.P. 4Cin: A computational pipeline for
3D genome modeling and virtual Hi-C analyses from 4C data. PLoS Comput. Biol. 2018, 14, e1006030. [CrossRef] [PubMed]
Smemo, S.; Tena, J.J.; Kim, K.-H.; Gamazon, E.R.; Sakabe, N.J.; Gomez-Marin, C.; Aneas, 1.; Credidio, F.L.; Sobreira, D.R.;
Wasserman, N.F,; et al. Obesity-associated variants within FTO form long-range functional connections with IRX3. Nature 2014,
507, 371-375. [CrossRef] [PubMed]


http://doi.org/10.1038/ejhg.2012.103
http://www.ncbi.nlm.nih.gov/pubmed/22643178
http://doi.org/10.1016/j.bbrc.2009.01.011
http://doi.org/10.1007/s11102-016-0713-6
http://doi.org/10.1093/nar/gkg595
http://doi.org/10.1080/14653240802192644
http://www.ncbi.nlm.nih.gov/pubmed/18608349
http://doi.org/10.1016/j.ajhg.2016.08.016
http://www.ncbi.nlm.nih.gov/pubmed/27666373
http://www.ncbi.nlm.nih.gov/pubmed/27443938
http://www.ncbi.nlm.nih.gov/pubmed/22929766
http://doi.org/10.1126/science.1207194
http://doi.org/10.1371/journal.pcbi.1006030
http://www.ncbi.nlm.nih.gov/pubmed/29522512
http://doi.org/10.1038/nature13138
http://www.ncbi.nlm.nih.gov/pubmed/24646999

	Introduction 
	Results 
	The Minor Allele of a Variant in the Extended TATA Box of SOST Displays Lower Transcriptional Capacity 
	Lower Protein Abundance for the Minor Allele of rs17882143, Both in the Intracelullar and Extracellular Spaces 
	Physical Interaction between the SOST Proximal Promoter and Several Distal Regulatory Elements in Bone Cells 
	The rs17882143 (p.Val10Ile) Variant Present in One HBM Woman 

	Discussion 
	Materials and Methods 
	Cell Culture 
	Luciferase Reporter Constructs, SOST Expression Vectors and Site-Directed Mutagenesis 
	Luciferase Gene Reporter Assay 
	Western Blot Assay 
	PCR Amplification and Sequencing 
	Bioinformatic Analysis and in Silico Predictions of the Effect of the Variants 
	4C-Seq 
	Statistical Analyses 

	References

