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Abstract: Claudin-14 protein plays an essential role in
regulating calcium ions in the kidney and ear. Two pheno-
types, hearing loss and kidney stones, were reportedly
associated with variations in the CLDN14 gene. This study
aimed to understand CLDN14 mutations’ contribution to
hearing loss and renal stone formation in a Pakistani
cohort. We analyzed CLDN14 sequence variations in 100
patients, along with healthy individuals, to assess whether
specific polymorphisms were associated with the disease.
Also, we performed an in silico analysis using a mutation
database and protein annotation. The rs219779’s genotype
CT (p = 0.0020) and rs219780’s genotype AG (p = 0.0012)
were significantly associated with kidney stones. We also
found that a novel haplotype, “TA” associated with kidney
stone formation, has moderate linkage disequilibrium. The
TA haplotype was significantly correlated with a kidney
stone risk formation of 3.76-fold (OR (CI 95%) = 3.76
(1.83–7.72)) and p = 0.0016 compared to other haplotypes.
In silico analysis revealed that mutations associated with
hearing loss were not correlated with renal stone forma-
tion but affected claudin-14 protein stability. We structu-
rally mapped a novel TA haplotype of CLDN14 that, based

on our analysis, likely contributes to the pathogenesis of
renal stones.

Keywords: cell tight junction, calciumhomeostasis, nephro-
lithiasis, hearing loss, gene association

1 Introduction

Tight junctions, also known as zonula occluden, play a
significant role in cell-to-cell adhesion in epithelial or
endothelial tissues. They act as a physical barrier, con-
tinuously sealing the cell–cell junction, allowing con-
trolled transportation of water and solutes across the
paracellular space in the renal tubule and epithelium
[1]. Tight junctions consist of protein strands interwoven
into the junction lipid bilayer, making strong contacts
with protein strands of the adjacent cells [1]. Claudins
are composed of four transmembrane domains, two extra-
cellular loops, a short cytosolic N-terminus, and longer
cytosolic C-terminus. The first extracellular domain is cru-
cial for determining selectivity. Several claudin isoforms in
the renal tubule of adults and neonates have been reported
to determine the paracellular diffusion pathway’s capa-
city, selectivity, and permeability [2].

The claudin protein family comprises 27 members,
each expressed in specific tissues [3]. The integral mem-
brane protein claudin-14, encoded by the CLDN14 gene, is
a part of tight junctions. The claudin-14 protein binds
specifically to the Yes-associated protein (YAP), a novel
transcriptional co-activator [4]. Claudin-14 is attached to
a neighboring claudin-14 via an extracellular groove,
controlling calcium transportation in the junction [5].
Claudin 14 regulates calcium reabsorption in the ascending
limb [6–8]. Claudin proteins play a vital role in ion regula-
tion; any abnormality in this protein might lead to dysregu-
lation of calcium and other ions [9]. Hou [10] suggested that
the tight junction complex at the apex of the reticular
lamina requires claudin-14 as a cation-restrictive barrier to
maintain the proper ionic composition of the fluid sur-
rounding the basolateral surface of outer hair cells. The
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calcium-sensing receptor (CASR) and calcium intake may
regulate the expression of claudin-14 [11–14]. Many synon-
ymous variants in the CLDN14 gene were reportedly linked
to kidney stone formation and reduced bone mineral density
[15]. Previously, nonsynonymous homozygous mutations in
CLDN14were correlated with the autosomal-recessive nonsyn-
dromic sensorineural deafness disease [16,17]. The precise role
and regulatorymechanism of claudins are not fully explained,
and a great deal of work remains [18]. CLDN14 mutations
exhibit two phenotypes that are not reported together.
This study aimed to determine the role of the CLDN14 gene
in nephrolithiasis-affected individuals of the local Pakistani
population. We performed an in silico analysis of CLDN14 var-
iants by employing different databases for nephrolithiasis and
hearing loss phenotypes to determine the role of CLDN14 var-
iants on gene regulation and protein structural stability.

2 Material and methods

2.1 Enrolment of patients

One hundred patients from unrelated families were enrolled.
Inclusion criteria: each had one or more kidney stones, with
calcium being the main stone component. The diagnosis
wasmade using ultrasound, chemistry, and analysis of urine
and stone composition (if available). Exclusion criteria:
Patients with other kidney andmetabolic diseases, nephrosis,
diabetes, and heart patients were excluded. Clinicians (phy-
sicians) from different districts of Punjab province performed
patient enrolment. Patients were recruited from Shaikh Zahid
Hospital Lahore, General Hospital Lahore, Services Hospital
Lahore, Civil Hospital Bhawalpur, District Civil Hospital
Hafizabad, District Civil Hospital Narowal, and some
patients were recruited from home via different references.
Patient information, such as diet, cast, age, weight, and
history of other diseases, was obtained. The control sample
was taken from healthy people with no family and personal
history of stone or kidney diseases.

Informed consent: Informed consent has been obtained
from all individuals included in this study.

Ethical approval: The research related to human use has
been complied with all the relevant national regulations,
institutional policies, and in accordance with the tenets
of the Helsinki Declaration, and has been approved by the
UVAS (Institutional Review Board) IRB Ref: IRB/217/12 and
Ethical Review Board of Service Institute of Medical Sciences
(SIMS), Lahore Ref No. IRB/2017/334/SIMS.

2.2 Sequencing

Genomic DNA was extracted from blood samples using
the standard organic methods [19]. Exon 3 and the untrans-
lated regions (UTRs) of the CLDN14 gene was amplified
using a set of primers designed by Primer3 Software [20]
([forward: 5′-CTTGGCTTCATTAGGGCTCC-3′] 60.5°C; [reverse:
5′-GAACCCCTGCCTCCATTGA-3′] 59.5°C). Each amplicon was
sequenced in both orientations using Sanger dideoxy chain
termination chemistry. Sequencing polymerase chain reaction
(PCR) products were separated using ABI PRISM 3700 Genetic
Analyser (Foster City, CA, USA). PCR was carried out in the
T100TM Thermal Cycler (Bio-Rad, Hercules, CA, USA) by using
a 25 µL reaction mixture containing 50ng DNA, 1× (NH4)2SO4

buffer, 250 µM of each dNTPs, 1.5mM MgSO4, 10 µM of each
primer and 2.0 U Taq DNA polymerase. All PCR amplifications
were performed at an annealing temperature of 59°C.

2.3 Statistical analysis

The analysis of enrolled patients and control data, including
allelic and genotypic frequencies expressed as counts (per-
centages), was performed using the statistical package for
social sciences (SPSS) version 20. Using a Chi-square test,
Hardy–Weinberg equilibrium (HWE)was performed, which
served as a statistical control for systematic genotyping
error and population stratification, where CLDN14 poly-
morphisms that violated HWE, as indicated by p < 0.05
for in the control group, were not processed for further data
analyses. Odds ratios (ORs)with associated 95% confidence
intervals (CI) were determined to assess the strength of sta-
tistical association, if any, considering allelic, genotypic,
recessive, dominant, and log-additive models by the same
SNPstats program [21]. The pairwise linkage disequilibrium
and haplotype analysis for CLDN14 polymorphisms were
conducted using the Haploview program [22]. The Bonfer-
roni correction for multiple testing was performed to
calculate ORs and associated p-values for genotype
and haplotype associations between CLDN14 polymorph-
isms and kidney stones.

2.4 In silico analysis

We performed an analysis of variants associated with
renal stone formation and hearing loss using different
resources: Human Genome Mutation Database (HGMD)
[23], ClinVar, Exome Variant Server, and literature [24].
The amino acid conservation, mutation, and domain spe-
cificity analyses were carried out using Clustal Omega
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alignment of claudin-14 and orthologous sequences from
human, mouse, chicken, and frog downloaded from the
Ensemble database. The crystal structure of mouse claudin-
14 large domain, claudin-19 (3X29:A), was obtained from the
Protein Databank (https://www.rcsb.org/). PyMol [25] was
used to analyze the claudin-19 structure by studying muta-
tional interactions and structural stability.

3 Results

3.1 Cohort characteristics

The average age, body weight, and gender percentage of
the groups are presented in Table 1. In the patient group,
the average male age was 20.7 years compared to that of

the female was 22.5 years. The average male weight was
62 kg compared to that of females at 57.2 kg. Overall, the
patient’s weight and age were lower than those of con-
trols, suggesting that the stone phenotype appears at a
younger age (young-onset).

3.2 Sanger screening

We found two SNPs, rs219779 (C > T) and rs219780 (G > A),
through Sanger sequencing of CLDN14 coding exon 3 and
UTRs (Figure 1 and Table 2) in patients with kidney
stones. The patients are heterozygous for specific alleles,
i.e., the genetic score less than 1 [23] indicated the
changes are polymorphisms and not monogenic and
less pathogenic. The allelic and genetic frequencies for
all the CLDN14 polymorphisms did not violate the HWE in
the control group.

Table 1: Clinical and genetic characteristics of patients

Characteristic No. Average age (Year) Average weight (kg) Percentage

Normal (100) Male 63 29.42 66.1 63
Female 37 33.34 52.35 37

Patients (100) Male 72 20.7 62 72
Female 28 22.5 57.2 28

Figure 1: Sanger sequencing of CLDN14 in patients. Rows are annotated with coordinates of SNPs rs219779 and rs219780, respectively, in
five samples: KS_11, KS_13, KS_9, KS_2, and KS_15.
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The genotypes rs219779 CT (OR:2.8571, p: 0.0020) and
genotypes rs219780 AG (OR:2.9812, p:0.0012) have signif-
icant association with kidney stones (Table 2). We have
only genotype TT (rs219779) and AA (rs219780) in con-
trols but not in patients. So, we cannot evaluate recessive
and dominant genetic models.

3.3 Haplotype analysis and linkage
disequilibrium

The haplotype analysis was conducted on genetic data of
the patient and control groups using SNPstats software
[21]. The promising candidate haplotype was TA as evi-
denced by the p-value of 0016, Odds Ratio of 3.76, and
95% CI [1.83–7.72] (Table 3). The other haplotypes exhi-
bited higher allele frequencies in the control samples
with a low p-value (Table 3). Furthermore, the TA haplo-
type frequency was 0.1146 in the control group and 0.2291
in patients, suggesting that the association between this
haplotype and kidney stone disorders’ etiology was sta-
tistically significant. The global haplotype association
p-value was 0.0019. Pairwise LD analysis and haplotype

plot construction demonstrated moderately significant D’
measures between two pairs of both SNPs, suggesting
that these two loci pairs may be linked together. Further-
more, the trend of association persisted for the haplotype
to check the combined effect of LD analysis and shows a
moderate effect of both SNPs because both fall in the
same block with a score of 53 as shown in Appendix
Figure A2.

3.4 Conservational annotation of reported
mutations

Numerous mutations in CLDN14 were reportedly asso-
ciated with hearing loss, and all exhibited higher genetic
scores, according to the American College of Medical
Genetics and Genomics guidelines. Herein, we conducted
a conservation analysis of CLDN14 sequences with both
hearing loss- and kidney stone-associatedmutations using the
HGMD database and the literature (Figure 2 and Figure A1).
The CLDN14 orthologs were present up to fish and not in lower
organisms. Importantly, we found almost all hearing loss-
associated mutations located in the helical transmembrane

Table 2: Association of CLDN14 rs219779 and rs219780 variants with nephrolithiasis disorder considering allelic and genotype frequencies

Group Allele Case Control OR (CI 95%) p value*

rs219779 C 135 (0.68) 159 (0.80) Referent 0.0368
T 65 (0.32) 41 (0.20) 1.8672 [1.1867–2.9378]

rs219780 G 135 (0.68) 160 (0.80) Referent 0.0256
A 65 (0.32) 40 (0.20) 1.9259 [1.2211–3.0375]

rs219779 CC 35 (0.35) 60 (0.60) Referent
CT 65 (0.65) 39 (0.39) 2.8571 [1.6067–5.0809] 0.0020
TT 0 (0) 1 (0.01) 0 2.54

rs219780 GG 35 (0.35) 61 (0.61) Referent
AG 65 (0.65) 38 (0.38) 2.9812 [1.6742–5.3086] 0.0012
AA 0 1 (0.01) 0 (0) 2.556

OR: odds ratio; CI: 95% confidence interval; *p values reflect adjustment for age and gender. Bonferroni correction for multiple testing was
applied (p value threshold= 0.01). Statistically significant p values (<0.01) and associated OR values are highlighted in bold.

Table 3: Association of kidney stone risk with CLDN14 genetic variants considering haplotype analysis

Haplotypes Case (freq.) Control (freq.) Odds ratio [95%CI] p-value*

CG 0.5791 0.7096 1.00 —
TA 0.2291 0.1146 3.76 (1.83–7.72) 0.0016
TG 0.0959 0.0904 2.13 (0.91–4.96) 0.328
CA 0.0959 0.0854 2.53 (1.04–6.16) 0.172

OR: odds ratio; 95% CI: 95% confidence interval; *p values reflect adjustment for age and gender. Bonferroni correction for multiple testing
was applied (p value threshold= 0.01). Statistically significant p values (<0.01) and associated OR values are highlighted in bold.
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domain, critical for protein stability and ion transport. In con-
trast, kidney stone-associated mutations were located in the
regulatory regions and UTRs.

3.5 Protein structural analysis

The mouse claudin-19 (3X29:A) was used for protein
structure analysis as it is closely related to claudin-14.
Based on our amino acid alignment (Figure 2), the muta-
tion is conserved in the structure. We found structural
abnormalities in the mutated protein by comparing pro-
tein simulations and distance measurements of normal
and mutated proteins (Figure 3). Strong interactions are
indicated by bond lengths between 1.5 and 4.0 Å [26].
Using PyMol, we generated mutations in the following
amino acids’ crystal structure: p.P20, p.R80, p.V85, p.A94,
p.G101, and p.A163, all of which were present in the trans-
membrane region. In these mutants, amino acid interac-
tions with neighboring amino acids changed. The most
notable changes were found in the transmembrane region
(amino acids 82-102), which interact with amino acids 50-56
(Figure 3). Kidney stone-associated mutations were not

found in or around regions where hearing loss mutations
were present.

4 Discussion

Claudin-14 is an integral membrane protein with a role in
calcium regulation and ion homeostasis. Several CLDN14
variants have been associated with hearing loss and renal
stone formation. Wilcox et al. [16] reported that recessive
inheritance of CLDN14 variants was associated with hearing
loss in a Pakistani cohort. Thorleifsson et al. [15] illustrated
that the rs219780 SNP was linked to renal stone formation in
patients from a large cohort study (p-value = 4.0 × 10 (−12)
of Iceland and the Netherlands. Thorleifsson’s study also
shows the association of rs219779 with kidney stones. Inter-
estingly, rs219779 was reportedly involved in higher serum
parathyroid hormone (PTH), which regulates calcium homeo-
stasis [27]. Although these two SNPs were reported asso-
ciated with kidney stone risk in the Indian population [28],
the specific haplotype was not identified. In the Guha study,
rs219780 allele and genotype frequency were p < 0.001

Figure 2: Clustal alignment of human, mouse, chicken, frog, and fish. Mutations are coloured according to their type, whereas domains are
separated by lines.
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compared to our allele A (G referent) p = 0.0256 and geno-
type AG p = 0.0012. Their LD analysis of three SNPs
(rs219777, rs219778, and rs219780) do not suggest any
strong findings, but our findings suggest moderate asso-
ciation in one block (Figure A2). Furthermore, our study
suggests that rs219779 have a stronger association with
kidney stone compared to previous studies suggesting
rs219780 [15,28]. We identified a novel TA haplotype of
CLDN14 SNPs, rs219779 and rs219780, and its association
with the renal stone formation, which is not previously
studied in CLDN14 studies. The significant p-value (0.0016)
of the TA haplotype in our study suggests a strong associa-
tion with kidney stone risk formation. The present study’s
findings confirmed those in previous work [6], showing that
rs219779 and rs219780 were in linkage disequilibrium; this
explains the predictive role of the TA haplotype.

This suggests that mutations in intergenic parts like
UTRs and enhancer regions indirectly involved in cell
signaling can lead to increased calcium levels in specific
tissues and contribute to stone formation. Some studies
have also described the role of somatic variation of
CLDN14 in cancer [29].

We assumed stone-associated variations could make
CLDN14 susceptible to microRNA silencing in the regions
that control gene regulation. Calcium levels control the
silencing function of two microRNAs (miR-9 and miR-374).
miR-9 and miR-374 repressed the translation of claudin
14 protein by silencing the transcript in kidneys [30]. Nishi
et al. [31] reported that this protein had a similar function
in many species but the difference existed in ion regula-
tion due to the molecular location of regulatory domains.
These data indicated that protein function is evolutionarily
adapted and can change depending on epigenetics and
environmental factors like diet. These changes can affect
the signaling cascade and gene regulation as observed in
cancer [32].

Overall, we identified the TA haplotype and its asso-
ciation with kidney stone formation but no additional
monogenic or genetically strong mutations in our cohort.
We supplemented our study with an in silico analysis. We
determined that amino acids 49-60 were crucial for extra-
cellular and transmembrane interactions. Our structural
analysis suggests that the transmembrane region is vital
for structural stability and function (Figure 3) [32]. Also,

Figure 3: Crystal structure mutation annotations using PyMol. Mutations (shown in dots) were mapped onto the structure of claudin-19 with
distances in Å. Amino acid interactions are compared between wild type and mutants. The mutated amino acid is highlighted in green and is
connected via dotted lines to the interacting amino acid.
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our in silico studies showed that the mutations associated
with hearing loss were highly conserved.

5 Conclusion

We found a novel TA haplotype (p = 0.0016) of rs219779
and rs219780 SNPs, both of which were previously reported
to correlate with kidney stone formation in different popu-
lations in separate studies. Furthermore, our study sug-
gested that hearing loss was associated with genetically
strong monogenic mutations in CLDN14 causing protein
instability, whereas stone-associated variations of CLDN14
affected gene regulation.

Acknowledgement: We are thankful to the patients who
participated in the study and the clinicians for helping
with the patients’ enrolment.

Funding information: Departmental support was awarded
to IhsanUllah as aPh.D. scholar of the Institute of Biochemistry
and Biotechnology, the University of Veterinary and Animal
Sciences, Lahore, Pakistan.

Author contributions: All authors made substantial con-
tributions to the study’s conception and design and/or
acquisition of the data and/or analysis and interpretation
of the data. Each author participated in drafting the
article or revising it critically for important intellectual
content and gave the version’s final approval and any
revised version.

Conflict of interest: The authors state no conflict of
interest.

Data availability statement: The datasets generated during
and/or analyzed during the current study are available
from the corresponding author on reasonable request.

References

[1] Niessen CM. Tight junctions/adherens junctions: basic struc-
ture and function. J Invest Dermatol. 2007;127(11):2525–32.

[2] Angelow S, Alan SL. Claudins and paracellular transport: an
update. Curr Opin Nephrolhy. 2007;16(5):459–64.

[3] Furuse M, Tsukita S. Claudins in occluding junctions of
humans and flies. Trends Cell Biol. 2006;16(4):181–8.

[4] Wattenhofer M, Reymond A, Falciola V, Charollais A, Caille D,
Borel C, et al. Different mechanisms preclude mutant CLDN14

proteins from forming tight junctions in vitro. Hum Mutat.
2005;25(6):543–9.

[5] Findley MK, Koval M. Regulation and roles for claudin‐family
tight junction proteins. IUBMB life. 2009;61(4):431–7.

[6] Arcidiacono T, Simonini M, Lanzani C, Citterio L, Salvi E,
Barlassina C, et al. Claudin-14 gene polymorphisms and urine
calcium excretion. Clin J Am Soc Nephrol. 2018;13(10):1542–9.

[7] Toka HR. New functional aspects of the extracellular calcium-
sensing receptor. Curr Opin Nephrol Hypertens.
2014;23(4):352.

[8] Sato T, Courbebaisse M, Ide N, Fan Y, Hanai JI, Kaludjerovic J,
et al. Parathyroid hormone controls paracellular Ca2+

transport in the thick ascending limb by regulating the
tight-junction protein Claudin14. Natl Acad Sci USA.
2017;114(16):E3344–53.

[9] Angelow S, Alan SL. Structure-function studies of claudin
extracellular domains by cysteine-scanning mutagenesis.
J Biol Chem. 2009;284(42):29205–17.

[10] Hou J. The yin and yang of claudin‐14 function in human dis-
eases. Ann NY Acad Sci. 2012;1258:185.

[11] Toka HR, Al-Romaih K, Koshy JM, DiBartolo S, Kos CH,
Quinn SJ, et al. Deficiency of the calcium-sensing receptor in
the kidney causes parathyroid hormone–independent hypo-
calciuria. J Am Soc Nephrol. 2012;23(11):1879–90.

[12] Gong Y, Renigunta V, Himmerkus N, Zhang J, Renigunta A,
Bleich M, et al. Claudin‐14 regulates renal Ca++ transport in
response to CaSR signalling via a novel microRNA pathway.
The EMBO Journal. 2012;31(8):1999–2012.

[13] Gong Y, Hou J. Claudin-14 underlies Ca++-sensing receptor–
mediated Ca++ metabolism via NFAT-microRNA–based
mechanisms. J Am Soc Nephrol. 2014;25(4):745–60.

[14] Gong Y, Himmerkus N, Plain A, Bleich M, Hou J. Epigenetic
regulation of microRNAs controlling CLDN14 expression as a
mechanism for renal calcium handling. J Am Soc Nephrol.
2015;26(3):663–76.

[15] Thorleifsson G, Holm H, Edvardsson V, Walters GB,
Styrkarsdottir U, Gudbjartsson DF, et al. Variants in the
CLDN14 gene associated with kidney stones and bone mineral
density. Nat Genet. 2009;41(8):926.

[16] Wilcox ER, Burton QL, Naz S, Riazuddin S, Smith TN, Ploplis B,
et al. Mutations in the gene encoding tight junction claudin-14
cause autosomal recessive deafness DFNB29. Cell.
2001;104(1):165–72.

[17] Ben-Yosef T, Belyantseva IA, Saunders TL, Hughes ED,
Kawamoto K, Van Itallie CM, et al. Claudin-14 knockout mice, a
model for autosomal recessive deafness DFNB29, are deaf due
to cochlear hair cell degeneration. Hum Mol Genet.
2003;12(16):2049–61.

[18] Lal-Nag M, Morin PJ. The claudins. Genome biol.
2009;10(8):235.

[19] Grimberg J, Nawoschik S, Belluscio L, McKee R, Turck A,
Eisenberg A. simple and efficient non-organic procedure for
the isolation of genomic DNA from blood. Nucleic Acids Res.
1989;17(20):8390.

[20] Rozen S, Skaletsky H. Primer3 on the WWW for general users
and for biologist programmers. Bioinformatics methods and
protocols. Totowa, NJ: Humana Press; 2000. p. 365–386

[21] Solé X, Guinó E, Valls J, Iniesta R, Moreno V. SNPStats: a web
tool for the analysis of association studies. Bioinformatics.
2006;22(15):1928–9.

Kidney stone and CLDN14 variations  87



[22] Barrett JC, Fry B, Maller J, Daly MJ. Haploview: analysis and
visualization of LD and haplotype maps. Bioinformatics.
2005;21(2):263–5.

[23] Stenson PD, Ball EV, Mort M, Phillips AD, Shiel JA, Thomas NS,
et al. Human Gene Mutation Database (HGMD®): 2003
update. Hum Mutat. 2003;21(6):577–81.

[24] Pérez-Palma E, Gramm M, Nürnberg P, May P, Lal D. Simple
ClinVar: an interactive web server to explore and retrieve gene
and disease variants aggregated in ClinVar database. Nucleic
acids res. 2019;47(W1):W99–105.

[25] Schrödinger L, DeLano W. PyMOL [Internet]. 2020. Available
from: http://www.pymol.org/pymol.

[26] Rowland RS, Taylor R. Intermolecular nonbonded contact dis-
tances in organic crystal structures: Comparison with dis-
tances expected from van der Waals radii. J phys chem.
1996;100(18):7384–91.

[27] Zanetti D, Rao A, Gustafsson S, Assimes T, Montgomery SB,
Ingelsson E. Genetic variants associated with circulating
parathyroid hormone. J Am Soc Nephrol. 2017;28(5):1553–65.

[28] Guha M, Bankura B, Ghosh S, Pattanayak AK, Ghosh S, Pal DK,
et al. Polymorphisms in CaSR and CLDN14 genes associated
with increased risk of kidney stone disease in patients from
the eastern part of India. PloS One. 2015;10(6):e0130790.

[29] Gunzel D, Yu AS. Claudins and the modulation of tight junction
permeability. Physiol Rev. 2013;93(2):525–69.

[30] Hou J. The role of claudin in hypercalciuric nephrolithiasis.
Curr Urol Rep. 2013;14(1):5–12.

[31] Nishi H, Hashimoto K, Panchenko AR. Phosphorylation in
protein-protein binding: effect on stability and function.
Structure. 2011;19(12):1807–15.

[32] Valle BL, Morin PJ. Claudins in cancer biology. Current Topics
in Membranes. Vol. 65, Academic Press; 2010. p. 293–333

88  Ihsan Ullah et al.

http://www.pymol.org/pymol


Appendix

Figure A1: Genomic position of both SNPs and conservation of amino acid: (a) SNP rs219979, Chr21:37833751 C >T p.R 81; (b) rs219780
Chr21:37833307 G >A p.T 229.

Kidney stone and CLDN14 variations  89



Figure A2: Linkage disequilibrium (LD) analysis of rs219979 and
rs219780 SNPs of the CLDN14 gene.
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