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itution in RSPO4 disrupts the WNT
signaling pathway due to an abnormal binding
pattern with LGRs leading to anonychia†

Syed Irfan Raza,ac Abdul Khaliq Navid,e Zainab Noor,b Khadim Shah,a

Nasser Rashid Dar,d Wasim Ahmada and Sajid Rashid*b

R-Spondins regulate the WNT/b-catenin signaling pathway by interacting with leucine rich-repeat

containing G-protein coupled receptors (LGR4–6). These receptors share unique sequence and

structural similarities with each other. Here, we report comparative binding analysis of R-Spondin-4

(RSPO4) with LGRs through structural characterization of a missense variant (GLY67ARG) identified in

two consanguineous families of Pakistani origin. The modeled structure of RSPO4 comprises two

contiguous Furin-like cysteine-rich domains that are involved in binding with LGRs. We observed an

overall conservation of overlapping interacting residues among LGRs which recognized RSPO4 at two

specific parallel positions (sites ‘a’ and ‘b’). The residual contributions of RSPO4 reconciled previously

defined interactions of RSPO1 with LGRs. To check the comparative expression pattern of b-catenin, we

quantified b-catenin levels in normal and anonychia patients. b-catenin level was significantly reduced in

the patients exhibiting mutated RSPO4 as compared to control individuals. These findings confirm that

RSPO4 modulates the LGR-dependent WNT/b-catenin signaling pathway and may have therapeutic

potential in anonychia patients.
Introduction

R-Spondins are secretary proteins (RSPO1–4) that share
approximately 60% of sequence homology and have a close
resemblance in domain organization.1–3 Each of the four R-
Spondins contains two Furin-like cysteine rich domains at the
N-terminal, a trans-membrane domain and a basic C-terminal
tail domain.1 Several studies conrmed the involvement of R-
Spondins in WNT/b-catenin signaling.2,3 The key outcome of
the WNT signaling activation is the stabilization of b-catenin1,4,5

and subsequent formation of nuclear b-catenin/T-cell factor
dependent expression of WNT target genes. In the absence of
WNT, b-catenin is subjected to multi-protein b-catenin
destruction complex that comprises Axin, adenomatous poly-
posis coli (APC), and glycogen kinase 3 (GSK3). GSK3 constitu-
tively phosphorylates b-catenin which is subsequently degraded
through ubiquitin-dependent pathway.6,7
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WNT signaling pathway is crucial for various biological
processes like embryonic development, adult homeostasis and
diverse pathogenesis.8–10 R-Spondins (RSPO1–4) regulate WNT/
b-catenin signaling by binding to leucine rich-repeat containing
G protein-coupled receptor superfamily (LGR4–6).11–14 LGRs are
unique in having a large N-terminal extracellular domain (ECD)
which contains 17 leucine-rich repeats anked by cysteine-rich
sequences at both N- and C-termini. On the basis of expressions
in distinct types of adult tissues including stem cells,15 intes-
tine, colon,16 hair follicles,17 stomach,15 kidney,18 liver19 and
mammary glands,20 LGRs are considered as key components of
WNT signaling. The junction between ectodomain and rst
trans-membrane domain is highly conserved between LGR4
and LGR5.21 Several studies reported that WNT/b-catenin
signaling is initiated through the phosphorylation of WNT co-
receptors LRP5/6 (low-density lipoprotein receptor-related
protein) at multiple sites.6,22 It can be speculated that activa-
tion of LGR4–6 by R-Spondins may possibly enhance the activity
of one or multiple kinases that phosphorylate LRPs through an
unknown mechanism.

Defects in WNT/b-catenin signaling have been associated
with several disorders such as cancers, bone disorders, diabetes
and neurodegenerative diseases.6 Multiple cases have been re-
ported with faulty sex development and abrogated nail forma-
tion which are linked with abnormal RSPO1 and RSPO4.23–25

Despite diverse biological functions attributed to R-Spondins,
RSC Adv., 2017, 7, 17357–17366 | 17357
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the underlying exact mechanism of WNT activation and
subsequent b-catenin stabilization remains elusive.

In the present study, screening of RSPO4 in two consan-
guineous Pakistani families led to the identication of two
previously reported variants including 26 bp deletion (-9-
+17del26) and a missense c.199G>C (p.GLY67ARG) mutation.
Comparative modeling of GLY67ARG substituted 3D structure
of RSPO4 and its interaction with LGR4–6 revealed useful clues
to understand regulation of WNT signaling.

Methods
Human subjects

The present research study denes clinical and molecular
analyses of two unrelated consanguineous Pakistani families, A
and B, manifesting anonychia segregating in autosomal reces-
sive manner. Prior to start of the study, approval was obtained
from the Institution Review Board (IRB) of Quaid-i-Azam
University Islamabad, Pakistan. In writing, consent was ob-
tained from all the family members who were enrolled in the
present study. Five affected (III-6, IV-3, IV-4, IV-5, IV-6) and six
unaffected (III-1, III-4, III-5, III-7, IV-1, IV-2) members from
family-A and three affected (IV-1, IV-2, IV-3) and four unaffected
(III-2, III-3, IV-4, IV-5) members from family B (Fig. 1) partici-
pated in the study. Detailed clinical examination was performed
at Department of Dermatology Combined Military Hospital
(CMH) Rawalpindi, Pakistan. This is to certify that the experi-
ments performed for the subject purpose were performed as per
guidelines approved by Institutional Review Board of Quaid-I-
Azam University. The study was reviewed and granted
approval for implementation by the Institutional Review Board.
It was assigned protocol # IRB-QAU-160. Written informed
consents were obtained from human subjects participated in
the study.

Collection of biological samples and genotyping

Peripheral blood samples (3–5 ml) from available affected and
unaffected members in each of the two families were collected
in EDTA-containing tubes. Genomic DNA was extracted using
GenElute Blood Genomic DNA Kit (Sigma-Aldrich, MO, USA).
The extracted genomic DNA was quantied by Nano-drop-1000
(Thermo Scientic Wilmington, DE, USA).

Nail biopsy

To perform b-catenin expression analysis, biopsy samples of
complete proximal nail fold along with eponychium area of toe
thumb were collected from a female patient (IV-3, Family A)
using localized anesthesia at surgical unit of Department of
Dermatology CMH Rawalpindi, Pakistan. The biopsy sample
was immediately frozen in liquid nitrogen and stored at �80 �C
at the Centre of Excellence Laboratory, Army Medical College
Rawalpindi, Pakistan.

Genotyping and sequencing of RSPO4

Based on clinical features in affectedmembers in the families (A
and B), genotyping was performed using microsatellite markers
17358 | RSC Adv., 2017, 7, 17357–17366
(D20S103, D20S105, D20S117, D20S199, D20S906, D20S179)
mapped in the anking regions of the gene RSPO4 on chro-
mosome 20p.13 All the selected microsatellite markers were PCR
amplied in a total volume of 25 ml in a 0.2 ml PCR tube
according to standard procedure.26 The PCR was performed in
T3000 thermocycler (Biometra, Goettingen, Germany) and PCR
products were resolved on 8% non-denaturing polyacrylamide
gel. Gels were stained with ethidium bromide and genotypes
were assigned by visual inspection. Haplotype analysis estab-
lished linkage in both the families to the tested RSPO4 gene.

Exons and exon–intron boundaries of the RSPO4 gene were
PCR amplied using DNA from available affected and unaf-
fected members of the two families. The amplied PCR prod-
ucts were puried with commercially available kits (Axygen
Biosciences Central Avenue, Union City, USA). Bidirectional
DNA sequencing was performed using DTCS Quick Start
sequencing kit (Beckman Coulter, Fullerton, CA, USA) accord-
ing to the manufacturer's instructions. Sequence variants were
identied via BIOEDIT sequence alignment editor, version
6.0.7.

Western blotting

For analysis of expression of b-catenin, total protein was
extracted from nail biopsies of anonychia patients and control
individuals. Samples were subjected to SDS-PAGE and trans-
ferred to the nitrocellulose membrane, as described else-
where.27 Briey, aer blocking with nonfat milk, membrane was
incubated for 16–20 hours at 4 �C with primary antibody (Rabbit
monoclonal anti b-catenin) with a diluting ratio of 1 : 1000
(Abcam, Cambridge, MA, USA) and then treated with AP-
conjugated goat anti Rabbit IgG (Abcam, Cambridge, MA,
USA) for 1 hour at room temperature. The membrane was
treated with NBT/BCIP solution (Sigma-Aldrich, MO, USA) for
signal development.

Bioinformatics analysis

Interaction patterns of group B LGRs with wild-type and
mutated (GLY67ARG) RSPO4 (mRSPO4) were investigated.
High-resolution co-crystallized structures of LGR4 and LGR5
were retrieved through Protein Databank28 with PDB IDs: 4KT1
and 4BSR, respectively. Using sequencing information, tertiary
structures of the RSPO4 and LGR6 were generated through
comparative modeling approach.29 Primary protein sequences
for RSPO4 (ID: ENSP00000217260) and LGR6 (ID:
ENSP00000356247) were retrieved through Ensemble genome
browser30 and subjected to BLAST31 search against protein data
bank28 to nd a suitable template. MODELLER 9V8 tool32 was
used to predict RSPO4 (normal and mutated) and LGR6 struc-
tures through 4KNG-chain A (LGR5) and 4KNG-chain M
(RSPO1) as templates, respectively. Templates were chosen on
the basis of high sequence identity and query coverage values
directed from NCBI31 (Table 1). 3D structures of RSPO4 and
LGR6 were energy minimized using VEGA ZZ release 2.0.8 (ref.
33) and rened by adding charges and missing atoms using
KoBaMIN server34 and UCSF Chimera35 followed by verication
through MolProbity,36 RAMPAGE,37 ERRAT38 and Verify3D39 and
This journal is © The Royal Society of Chemistry 2017
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Fig. 1 Pedigrees and clinical manifestations of the two families. (A & B) Pedigrees of consanguineous families exhibiting autosomal recessive
anonychia. Double lines are indicative of consanguineous union. Clear symbols represent unaffected while filled symbols represent affected
individuals. Symbols with bars represent deceased individuals. The individual numbers labeled with asterisks indicate the samples which were
available for this study. (C & D) Clinical presentation of autosomal recessive anonychia congenita. Photograph of both hands of affected indi-
viduals (III-6 and IV-3) of families A and B, respectively.
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ProSA-web40 tools. Root mean square deviation (RMSD) values
of predicted proteins were also computed by comparing them
with template structures using UCSF Chimera.35 KoBaMIN
server34 performs structure renement throughminimization of
a knowledge-based potential of mean force, derived from PDB
structure. ERRAT evaluates structure by computing non-bonded
interactions between carbon, nitrogen and oxygen atoms. The
percentage of residues not included within 95 percentile is
provided as the overall quality.38 Verify3D computes model
quality through 3D–1D proling of each residue in a 21-residue
sliding window. The propensity of each amino acid to exist in
each structural environment class (alpha, beta, loop, polar and
non-polar) is statistically evaluated through known PDB
Table 1 Homology modeling of LGR6 and RSPO4

Template
Target-template identity
(%)

Q
(%

LGR6 4KNG-chain A 98 6
RSPO4 4KNG-chain M 52 9

This journal is © The Royal Society of Chemistry 2017
structures, and the nal score given to the protein structure is
the sum of propensities of the individual residues.39 The Z-score
evaluates model quality by comparing it with the Z-score values
of known crystalized protein structures. The Z-score value must
be within the range of scores found for protein chains of similar
sizes.40

Interaction analysis

To monitor the comparative interactions of normal and
mutated RSPO4 with LGR4–6, binding site analysis was per-
formed on the basis of known complexes of LGRs and RSPO1.41

Both normal and mutated RSPO4 structures were docked
against all three LGR receptors (LGR4–6), respectively.
uery coverage
)

Template resolution
(Å)

Target-template 3D
structure RMSD (Å)

6 2.50 0.7
5 2.80 0.4

RSC Adv., 2017, 7, 17357–17366 | 17359

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/c7ra00762k


RSC Advances Paper

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

0 
M

ar
ch

 2
01

7.
 D

ow
nl

oa
de

d 
on

 1
2/

2/
20

25
 4

:3
3:

17
 P

M
. 

 T
hi

s 
ar

tic
le

 is
 li

ce
ns

ed
 u

nd
er

 a
 C

re
at

iv
e 

C
om

m
on

s 
A

ttr
ib

ut
io

n 
3.

0 
U

np
or

te
d 

L
ic

en
ce

.
View Article Online
Molecular docking analysis was performed by HADDOCK server
with active and passive receptor binding residues as input
parameters.42 These parameters indicate the potential binding
regions of receptor which were analyzed through literature.41

HADDOCK score is weighted as sum of the following four terms:
Electrostatic energy (weight 0.2), Van der Waals energy (weight
1.0), Desolvation energy (weight 1.0) and Restraints violation
energies (weight 0.1).42 The more negative HADDOCK score
indicates a reliable interaction. HADDDOCK derived Z-score is
the quantitative measure of cluster standard from the average
score, more negative value of Z-score denotes more signicant
cluster. HADDOCK RMSD values demonstrate the statistical
signicance of the top scored clusters, computed on the basis of
interface and ligand RMSDs with respect to the best water
rened model. RMSD is calculated by tting the backbone
atoms (CA, C, H, O, N) of the receptor protein and reference
complexes followed by computing the RMSD of ligand–protein
residues.
Results
Clinical ndings

Available affected members in the two families (A and B) were
examined at Government Hospital Punjab Pakistan. At the time
of the study in the family A, youngest affected sibling (IV-6) was
3.5 years old while the eldest member (III-3) was 55 years old
(Fig. 1). Males and females were equally affected. The detailed
clinical report was provided by an expert Dermatologist serving
Department of Dermatology, Combined Military Hospital
(CMH) Rawalpindi Pakistan. Anonychia representing complete
absence of nger- and toe-nails was observed in all affected
members of both the families. Nail bed was normal in appear-
ance and structure; however, nail matrix was swollen (Fig. 1).
Teeth and sweat glands were normal in the affected members of
both the families. Skin disorders including ichthyosis, palmar
keratosis, hyperhidrosis and any type of pigmentation were not
observed in the family members. Results of routine laboratory
tests including white blood cell count and granulocyte function
were normal. Limb and girdle analyses failed to reveal any
abnormality. The heterozygous carriers showed normal nail
phenotype indistinguishable from healthy individuals.
Fig. 2 Western blot to detect b-catenin expression. Protein samples
isolated from the nail biopsies of normal individuals (lanes 1 and 3) and
anonychia patients (lanes 2 and 4) were resolved by 10% SDS PAGE. 5
ml protein samples were loaded in the first two lanes, while in the 3rd

and 4th lanes, 12 ml protein samples was loaded in each lane. The filter
was probed with anti-b-catenin and anti-b-tubulin antibodies.
Genotyping and sequencing analysis

Based on disease phenotype observed in the affected members
in two families, linkage was tested by genotyping microsatellite
markers (D20S117, D20S199, D20S906) mapped in the vicinity
of RSPO4 located on chromosome 20p13. Exons and exon–
intron boundaries of the RSPO4 were PCR amplied and
sequenced in all available affected and unaffected members of
families. DNA sequence analysis of RSPO4 was performed using
a control reference sequence obtained through the Ensemble
database30 (Ensemble accession ID: ENSG00000139679).

Sequence analysis revealed a previously reported 26 bp
deletion (-9- +17del26) including start codon (ATG) in exon 1 in
the family A, and a known missense variant (c.199G>C,
p.GLY67ARG) in family B. Both the variants were present in the
17360 | RSC Adv., 2017, 7, 17357–17366
heterozygous state in obligate carriers of the family. Poly-
morphic nature of both deletion and missense variants was
excluded by screening 100 ethnically matched control
individuals.
b-catenin expression studies

Western blot analysis revealed signicantly reduced levels of b-
catenin in anonychia patient samples compared to control
individuals (Fig. 2). Monoclonal anti b-tubulin was used to
monitor loading samples. The data suggested that p.GLY67ARG
substitution in RSPO4 resulted in abrogated WNT signaling
thereby affecting b-catenin expression.
Structural characterization

LGR6 shares high sequence and structural similarity with other
group B coupled receptors (LGR4, LGR5) by comprising an
extracellular domain (ECD). The 456 amino acid long (Pro28–
GLY483) solenoid-like structure encompasses 18 Leucine-Rich
Repeats (LRRs) accompanying cysteine-rich N-terminal
(LRRNT) and C-terminal (LRRCT) anking regions (Fig. 3a).
LRRs together with N–C termini generate 20 b-strands and 4 a-
helices. R-Spondin comprises of two Furin-like Cysteine-Rich
Domains (Fu-CRDs), which are involved in binding to LGRs
(Fig. 3b). Moreover, 100 amino acid (GLY32–ASN131) long
domain of RSPO4 with six b-strands (b1–b6) adopted an elon-
gated architecture and formed adjacent b-hairpins (b1–b2, b4–
b3, b5–b6) (Fig. 3b). Such structural composition has been
shown to be conserved among R-Spondin family (RSPO1–4)
members due to their high sequence similarity.

In Ramachandran plots, 93%, 97% and 95% non-glycine
residues of normal RSPO4, mutated RSPO4 and LGR6 struc-
tures were lying in the most favored regions (core areas),
respectively (Table 2). The average fraction of outliers and
residual distribution in the generously allowed region, for all
structures, are indicated in Table 2. The Verify3D analysis sug-
gested that 92.76%, 81% and 97% residues had an average 3D–
1D score higher than 0.2 for normal RSPO4, mutated RSPO4
and LGR6 structures, respectively. For predicted models used in
this study, Z-scores were also within the range of scores
This journal is © The Royal Society of Chemistry 2017
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Fig. 3 Structural analysis of LGR6. (a) 3D structure of LGR6. LRRs are
shown in green and N–C termini are shown in brown. (b) Structure of
RSPO4. Furin-like domains 1 and 2 are represented in purple and blue
colors, respectively.
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calculated from experimentally known structures, which is 0 to
�5 for all three structures (Fig. S1†). Overall, the evaluation data
indicated that predicted models with ERRAT values of 73%,
88% and 76% are of good quality for further analysis (Table 2;
Fig. S2†).

Molecular docking studies

The details of docking scores, RMSD, the number of clusters
and Z-scores for LGR4–6 and RSPO4 complexes are given in
Table S1.†

RSPO4–LGR4/5/6

LGRs exhibited a similar binding pattern for RSPO4.41 A
detailed comparative binding overview of RSPO4 with LGR4–6
depicted multiple overlapping residues at the interaction sites
of LGRs (Fig. S3†). These residues were found to be conserved
among all group B LGRs and associated with RSPO4 at two
parallel positions (site ‘a’ and ‘b’) (Fig. S3†). Site ‘a’ specic
residues were more frequently involved in the formation of
complexes as compared to site ‘b’. Docking studies demon-
strated LGR binding at Furin-like domains (Fu-CRD) of RSPO4,
revealing the importance of these domains in interactions. At
site ‘a’, LGR specic N-terminal loop residues exhibited binding
to the RSPO4 specic N-terminal b-hairpin. At site ‘b’, LGR
specic N-terminal b-sheets were binding with C-terminal b-
hairpin of RSPO4 (Fig. S3†).

In LGR4–RSPO4 complex, at site ‘a’, ASN114, ASP161,
ASP162, ASN210 and TYR234 of LGR4 formed hydrogen bonds
Table 2 Validation of modeled LGR6 and RSPO4 structures

Core
(%)

Allowed
(%)

Disallowed
(%)

Bad
backbone
bonds (%)

LGR6 95 4 1 <1
RSPO4 (normal) 93 6 1 <0.5
RSPO4
(mutated)

97 2 1 <1

This journal is © The Royal Society of Chemistry 2017
with ARG81, SER100, LYS89, ARG60 and LYS90 of RSPO4,
respectively (Fig. S3a†). Site ‘b’ exhibited binding of THR229
and GLU252 of LGR4 with LYS115 and LYS117 of RSPO4,
respectively (Fig. S3b†).

Hydrogen bonds involved in the formation of site ‘a’ of
LGR5–RSPO4 complex included ASN123, GLN125, ASP170,
ASP171 and TYR243 of LGR5 with ARG81, GLN83, SER100,
LYS89 and ARG60 residues of RSPO4 (Fig. S3a†). At site ‘b’,
GLN141, GLU237, THR238 and GLU261 residues of LGR5 were
involved in hydrogen bonding with TYR112, LYS115 and LYS117
of RSPO4, respectively (Fig. S3b†).

Subsequently, in LGR6–RSPO4 complex, LGR6 specic resi-
dues of site ‘a’ involved in bonding were ASN123, GLN125,
ARG144, ASP170, ASP171 and TYR243 with ARG81, GLN83,
CYS104, SER100, ARG87 and GLN101 of RSPO4, respectively
(Fig. S3a†). Site ‘b’ was established through bonds between
GLN189, GLU237, GLU261 of LGR6 and TYR114, LYS115,
LYS117 of RSPO4, respectively (Fig. S3b†). The detailed residual
contribution for RSPO4 and LGRs is described in Table 3.
mRSPO4–LGR4/5/6

Docking analysis of mRSPO4 and LGRs showed multiple
structural transitions in the vicinity of ARG67 at site ‘a’ as it is
located in b1-sheet of b1–b2 hairpin (Fig. S4†), while site ‘b’
remained unaffected and showed similar results as observed in
normal RSPO4. Minor binding pose transformations were
detected in mutated RSPO4 complexes with LGRs. Particularly,
at site ‘a’ of LGR, binding alterations were more prominent.

In LGR4–mRSPO4 (Fig. S4,† top), three hydrogen bonds were
detected between ASP162, ASN210 and ASP281 of LGR4 and
ARG87, LYS89 and ILE63/GLN65 of mRSPO4, respectively (Table
3). In LGR5–mRSPO4 complex, ASN123 and ASP171 of LGR5
showed binding to the GLN83 and ARG87 of mRSPO4, respec-
tively (Fig. S4,† middle). Similarly, in LGR6–mRSPO4 complex,
ASN123/GLN125, ARG144, ASP170, ASP171 and TYR243 of LGR6
formed hydrogen bonds with GLU84, SER100, LYS89, ARG87
and ARG60 of mRSPO4, respectively (Fig. S4,† bottom). Thus,
GLY67ARG substitution in Fu-CRD domain 1 of RSPO4 resulted
in signicant binding alterations with LGRs (Fig. S4†).
Discussion

Isolated congenital anonychia with total absence of nger and
toe-nails segregates in both autosomal recessive and dominant
modes. Since, Blaydon et al.25 mapped rst case of anonychia on
Bad
backbone
angles (%)

Z-
Score

Poor
rotamers
(%)

ERRAT
Score Verify3D%

<2 �5 <1 73 92.76
<0.5 �4.21 0 88 81
<1 �4.53 0 76 97
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Table 3 Interaction analysis of normal and mutated RSPO4 with LGR4–6

R-Spondin-4 Site

Binding residues

LGR4 RSPO4 LGR5 RSPO4 LGR6 RSPO4

Normal R-Spondin A Asn114 Arg81 Asn123 Arg81 Asn123 Arg81
Asp161 Ser100 Gln125 Gln83 Gln125 Gln83
Asp162 Lys89 Asp170 Ser100 Arg144 Cys104
Asn210 Arg60 Asp171 Lys89 Asp170 Ser100
Tyr234 Lys90 Tyr243 Arg60 Asp171 Arg87

Tyr243 Gln101
B Thr229 Lys115 Gln141 Tyr112 Gln189 Tyr114

Glu252 Lys117 Glu237 Lys115 Glu237 Lys115
Thr238 Lys117 Glu261 Lys117
Glu261 Lys117

Mutated R-Spondin A Asp162 Arg87 Asn123 Arg87 Asn123 Glu84
Asn210 Lys89 Asp171 Gln83 Gln125 Glu84
Asp281 Ile63 Arg144 Ser100
Asp281 Gln65 Asp170 Lys89

Asp171 Arg87
Tyr243 Arg60

B Thr229 Lys115 Gln141 Tyr112 Gln189 Tyr114
Glu252 Lys117 Glu237 Lys115 Glu237 Lys115

Thr238 Lys117 Glu261 Lys117
Glu261 Lys117
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human chromosome 20p13, several disease-causing variants
have been reported in the RSPO4 gene.25,43–46 The mammalian
family of R-Spondins includes four independent gene products
(RSPO1–4) that share 40–60% sequence similarity.1 R-Spondins
potentiate WNT/b-catenin pathway through orphan receptors
LGR4, LGR5 and LGR6.11–14 Clinical features exhibited by the
patients in the present study are coherent to those reported
previously. Mutation analysis in the present study reported a 26
bp deletion (-9-+17del26) and a missense variant (c.199G>C,
p.GLY67ARG) in two separate families. In order to evaluate the
effect of mutated RSPO4 on WNT/b-catenin pathway, in silico
analysis was performed to delineate a comparative binding
pattern of RSPO4 with leucine-rich orphan receptors (LGR4–6).

In this study, we have modeled 456 amino acid (PRO28–
GLY483) long solenoid-like structure harboring 18 Leucine-Rich
Repeats (LRRs) with anking four cysteine-rich (CYS29, CYS33,
CYS35, CYS43) N-terminal (LRRNT) domain and C-terminal
(LRRCT) region. These cysteine residues are highly conserved
in LGR4–6 and play crucial roles in maintaining LRRNT struc-
ture. Clinical studies have shown that amino acid variations in
these cysteine residues completely disrupt RSPO4 function and
result in anonychia in human.22,23 These ndings substantiate
the recently modeled LGR4–6 structures.41,47–50 LRRs together
with N- and C-termini generate 20 b-strands and 4 a-helices
which lie in the linking regions of b-sheets. In the modeled
structure of RSPO4, two contiguous Furin-like Cysteine-Rich
Domains (Fu-CRDs) are evident which are responsible for
binding to LGRs. These Furin-like domains are highly
conserved in the members of R-Spondin family.2,47,51

LGRs play important role in ZNRF3 (Zinc and Ring Finger 3)
clearance by cross-bridge formation through R-Spondin. These
observations are well-supported by the crystal structure of LGR5–
RSPO1–RNF43, where LGR5 contact with RNF43 is mediated by
17362 | RSC Adv., 2017, 7, 17357–17366
RSPO1.48 These ndings are in good agreement with our obser-
vations of RSPO4 and LGR4–6. The linking loops of R-Spondin b-
hairpins (b1–b2, b4–b3, b5–b6) participate in interaction with
LGRs. The present study reveals the binding of RSPO4 to the
concaved N-terminal LRRs of LGRs at two adjacent positions, as
evident in the crystallized LGR4–RSPO1 complex.41,47 At one site,
residues of LGR N-terminal loop exhibited binding to N-terminal
b-hairpin linking loops and b4-strand, while the other site of LGR
showed binding to the C-terminal b-hairpin loop of RSPO4.

In LGR4 and mutated RSPO4 complex, a slight alteration in
the binding pose was evident due to which ARG60, ARG81,
LYS90 and SER100 residues of mutated RSPO4 (Fig. 4a) were not
detected in binding with LGR4. Instead, three residues ASP162,
ASN210, ASP281 of LGR4 were involved in binding ARG87,
LYS89, GLN65/ILE63 of mutated RSPO4, respectively (Fig. 4b).
Similarly, in LGR5–mutated RSPO4 complex, interactions were
detected between ASN123 and ASP171 of LGR5, and GLN83 and
ARG87 of mutated RSPO4, respectively (Fig. 5). Another complex
(LGR6–mutated RSPO4) encountered loss of previous interac-
tions (Fig. 6a). Interactions of ARG81, GLN83, GLN101 and
CYS104 residues were disrupted in the mutated state. In addi-
tion, ASN123/GLN125, ARG144, ASP170, ASP171 and TYR243
residues of LGR6 showed interactions with GLU84, SER100,
LYS89, ARG87 and ARG60 of mutated RSPO4, respectively
(Fig. 6b). These outcomes validated the earlier experimental
ndings of Xu et al.47 where almost similar effects were observed
upon modeling of p.Arg87Ala RSPO1 with LGR4 which resulted
into sufficiently abrogated WNT signaling.

WNT LGRs efficiently recruit R-Spondins and adjust their
positions to interact with transmembrane E3 ubiquitin ligase
ZNRF3 and related RNF43 (Ring Finger Protein 43).41,52

The Furin1 domain of R-Spondin binds with PA (protease-
associated) domain of ZNRF3, while its Furin2 domain binds
This journal is © The Royal Society of Chemistry 2017
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Fig. 5 Comparative binding view of normal (pink) and mutated (blue) RSPO4 with LGR5 (yellow).

Fig. 4 Comparative binding view of normal (pink) and mutated (blue) RSPO4 with LGR4 (purple).
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to LGR4–6.48 As a result of this attachment, membrane clear-
ance of ZNRF3 occurs which leads to enhanced WNT signaling.
In the absence of R-Spondin, PA-domain of ZNRF3 recognizes
Frizzled, leading to poly-ubiquitination of its 7TM domain via
intracellular E3 ligase RING domain. As a result, Frizzled is
degraded via endocytosis52 leading to reduced WNT signaling
(Fig. 7). Possibly, p.GLY67ARG mutation in the Furin1 domain
of RSPO4 may hinder its binding with ZNRF3. The conserved
Furin repeat residues (SER48, ASN51, ARG66 and GLN71) of
RSPO1 involved in ZNRF3 interaction lie at a similar region
corresponding to mutated residue of RSPO4.41 Another report
This journal is © The Royal Society of Chemistry 2017
conrms that substitution of ARG66 and GLN71 residues into
ALA in the Furin1 domain of RSPO1 completely abolishes its
binding with ZNRF3.53 Intriguingly, known mutations in RSPO4
of anonychia patients reside in the dimerization interface of
ZNRF3.41,48,52,53 The ZNRF3 interaction site on R-Spondin over-
laps with the dimerization interface, including residues related
to anonychia mutations. This overlap implies that dimerization
would compete with ZNRF3 binding. Thus GLY67ARG substi-
tution in RSPO4 may disturb the balance of cross-bridge
formation among ZNRF3, RSPO4 and LGRs resulting in the
subsequent membrane clearance of ZNRF3.
RSC Adv., 2017, 7, 17357–17366 | 17363
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Fig. 7 Action mechanism of R-Spondin–LGR–ZNRF3 complex on WNT signaling.

Fig. 6 Comparative binding view of normal (pink) and mutated (blue) RSPO4 with LGR6 (green).
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Conclusion

Since R-Spondin family of proteins is well documented to
enhance b-catenin signaling inWNT-dependent manner,1,3,51,54,55

we further hypothesized that abrogated RSPO4–LGRs mediated
singling may result in insufficiently stabilized cytosolic
b-catenin to regulate the underlying LEF1/TCF-dependent
gene expression. To check this hypothesis, we quantied b-
catenin level in patients suffering from anonychia through
western blotting. b-catenin was signicantly reduced in
patients with mRSPO4 as compared to healthy control
17364 | RSC Adv., 2017, 7, 17357–17366
individuals. Thus, our ndings in conjunction with earlier
reports conrm that R-Spondins modulate LGR-dependent
WNT b-catenin signaling and that GLY67ARG substituted
RSPO4 causes a signicant reduction in cytosolic b-catenin.
As documented for bone osteolytic lesions,56–59 RSPO4
may prove to be a valuable therapeutic agent in anonychia
patients.
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