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Abstract
The aim of this study was to identify new genetic variants associated with the severity of

ankylosing spondylitis (AS). We sequenced the exome of eight patients diagnosed with AS,

selected on the basis of the severity of their clinical parameters. We identified 27 variants in

exons and regulatory regions. The contribution of candidate variants found to AS severity

was validated by genotyping two Spanish cohorts consisting of 180 cases/300 controls and

419 cases/656 controls. Relationships of SNPs and clinical variables with the Bath Ankylos-

ing Spondylitis Disease Activity and Functional Indices BASDAI and BASFI were analyzed.

BASFI was standardized by adjusting for the duration of the disease since the appearance

of the first symptoms. Refining the analysis of SNPs in the two cohorts, we found that the

rs4819554 minor allele G in the promoter of the IL17RA gene was associated with AS

(p<0.005). This variant was also associated with the BASFI score. Classifying AS patients

by the severity of their functional status with respect to BASFI/disease duration of the 60th,

65th, 70th and 75th percentiles, we found the association increased from p60 to p75 (cohort

1: p<0.05 to p<0.01; cohort 2: p<0.01 to p<0.005). Our findings indicate a genetic role for

the IL17/ILRA axis in the development of severe forms of AS.
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Introduction
Ankylosing spondylitis (AS) is a chronic inflammatory rheumatic disease that primarily
involves the axial skeleton, whose susceptibility is clearly attributable to genetic factors [1, 2].
The high frequency of HLA–B27 in patients with spondylarthropathies such as AS (95% of
patients with AS carry B27) has emerged as one of the best examples of a disease association
with an HLA marker[3, 4]. The HLA–B27 family contains a large number of allelic variants or
subtypes that differ in terms of ethnic distribution and whose heterogeneity has been previ-
ously determined in various populations[5]. However, population studies have indicated that
only 2–5% of HLA–B27positive subjects develop the disease[6, 7]. These data suggest that this
biomarker is clearly not sufficient on its own to cause disease, and it is evident that susceptibil-
ity to AS is affected by other environmental and genetic factors[8].

Recently, genome-wide association studies have shown that non-major histocompatibility
complex (non-MHC) regions are involved in disease susceptibility[9–11], specifically genomic
regions such as 1p, 2p, 2q, 3p, 9q, 10q, 11p, 16q, and 19q[12]. In fact, some studies have associ-
ated different variants of ERAP1 and IL23R and KIR genes with AS[13–16]. Despite the great
advances stemming from the GWAS studies, some unexpected challenges also emerged[17,
18]. Genetic factors also influence disease prognosis and clinical outcome, but little is known
about this association.

The functional severity, radiographic severity and activity of the AS, respectively measured
with the Bath Ankylosing Spondylitis Functional Index (BASFI), the Bath Ankylosing Spondy-
litis Radiology Index (BASRI) and the Bath Ankylosing Spondylitis Disease Activity Index
(BASDAI), can help us study the pathogenesis of the disease. Recently, several studies have
associated some biomarkers with the functional and radiographic severity status of the patient
[19, 20] and with their BASDAI score[21].

Thus, the aim of this study was to determine whether common and rare DNA variants in
the exome regions and in the promoters are associated with the risk of developing AS or have
an effect on disease severity. Exome sequencing was used for these purposes in a group of
patients with advanced disease status. It is a powerful tool that can help us identify rare genetic
traits that affect disease evolution. We extend the exome sequencing to promoter regions, iden-
tifying minor variants as possible biomarkers associated with disease severity.

Patients and Methods

Study population
Eight AS patients were selected for exome sequencing on the basis of severe clinical parameters
(mean BASFI, 6.8 ± 1.1; mean BASDAI, 6.4 ± 1.8). These patients had severe pain along the
spine and/or in the pelvis, sacroiliac joints, heels and chest. The high degree of joint damage
made it difficult for them to do their daily activities. For validation purposes, two Spanish
cohorts of patients (S1 Table) and healthy controls were also selected. Cohort 1 comprised 180
patients with AS and 300 healthy control subjects, recruited from theHospital Universitario
Central de Asturias (Oviedo, Spain) and the Hospital Universitario A Coruña (A Coruña,
Spain).For the replication phase (Cohort 2), 419 patients with AS and 656 healthy controls
were recruited from theHospital Universitario Puerta de Hierro (Madrid, Spain), which is a
participant institution in the Spanish National Spondyloarthropathies Registry (REGISPON-
SER) (Table 1). There were 599 unrelated patients with AS (mean age, 50.3 ±10.5 years; 78.3%
men) and 956 healthy controls (mean age, 52.0 ±16.0 years; 59% men). All patients were diag-
nosed in Rheumatology Units in accordance with the Modified New York Criteria and had at
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least 10 years of follow-up from the first symptoms of the disease. The disease was defined as
severe or non-severe according to the BASDAI and the BASFI.

The study was granted ethical approval by the Regional Ethics Committee for Clinical
Investigation of the participating hospitals (Regional Ethics Committee of Clinical Research of
Principado de Asturias; Ethics Committee of Clinical Research of Galicia; Regional Ethics
Committee of Clinical Research of Madrid) and conducted in accordance with the Declaration
of Helsinki. All patients and control subjects gave their written informed consent before enroll-
ing in the study.

Whole-exome sequencing and analysis
Whole-exome sequencing was performed in eight AS patients with severe forms of the disease
using SureSelect Target Enrichment Human All Exon + UTR kit (71mb) (Agilent Technolo-
gies) compatible with the SOLID platform. We evaluated the quality and quantity of DNA
patients by agarose gel electrophoresis, measuring absorbance at 260 nm withNanoDrop1000
and quantifying the results by fluorescence Qubit.

The quality and quantity of the libraries obtained were evaluated by Qubit and an Agilent
2100 Bioanalyzer. The libraries were subjected to a process of emulsion PCR for clonal amplifi-
cation fragments, followed by enrichment and chemical modification to allow loading in the
reaction chamber, employing the protocols and recommendations provided by Life Technolo-
gies for sequencing with the SOLiD 5500XL system.

The quality and quantity of the microspheres obtained from the libraries were estimated
taking into account the parameters derived from the work-flow analysis (WFA). The reactions
for obtaining sequences of 75nt+25 nt (paired-end) were subsequently carried out in a SOLiD

Table 1. A) IL17RA rs4819554 distribution in cohort 1. Statistical significance (p<0.05) was lost when a Bonferroni correction was applied. B) IL17RA
rs4819554 distribution in cohort 2.

A) Cohort 1

Allele Patients (2n = 360) Controls (2n = 600) pc OR (95% CI)

A 273 (75.8) 486 (81) NS -

G 87 (24.2) 114 (19)

Genotype Patients (n = 180) Controls (n = 300) p (AA vs. Gx) OR (95% CI)

AA 104 (57.8) 194 (64.7) NS -

AG 65 (36.1) 98 (32.7)

GG 11 (6.1) 8 (2.7)

B) Cohort 2

Allele Patients (2n = 838) Controls (2n = 1312) p OR (95% CI)

A 639 (76.3) 1052 (80.2) <0.05 1.26 (1.02–1.55)

G 199 (23.7) 260 (19.8)

Genotype Patients (n = 419) Controls (n = 656) p (AA vs. Gx) OR (95% CI)

AA 240 (57.3) 416 (63.4) <0.05 1.29 (1.01–1.66)

AG 159 (37.9) 220 (33.5)

GG 20 (4.8) 20 (3)

Cohort 1: From the Hospital Universitario Central de Asturias (Oviedo, Spain) and the Hospital Universitario A Coruña (A Coruña, Spain).

Cohort 2: From the Hospital Universitario Puerta de Hierro (Madrid, Spain) which participated in the Spanish National Spondyloarthropathies Registry

(REGISPONSER).

Notes: pc, Bonferroni-adjusted probability.

Hardy-Weinberg equilibrium: p>0.05

doi:10.1371/journal.pone.0158905.t001
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5500XL system. Data quality was assessed from the parameters estimated by the sequencing
software.

Bioscope version 1.3 was used to map and pair the reads to the NCBI human genome refer-
ence (hg19, GRCh37). Single nucleotide variants (SNVs) and indels were selected for subse-
quent analysis by the following four criteria. First, all SNPs selected were new variants that had
not previously been associated with AS. Also all the selected variants resulted in a non-synony-
mous aminoacid change in the protein that was able to modify the functionality based on a pre-
dictive model. The SNPs on the promoter should be present in regions for transcription factor
binding also based on a predictive model. Second, the MAF differences of each SNP should be
greater than 20% between selected patients and the general population. Third, the depth of cov-
erage of the exome sequencing should be greater than 30. Finally, these SNPs should be
included in genes of immunological relevance or that encode proteins associated with osteo-
genesis and/or cellular adhesion. We also searched for previously unreported protein-altering
variants that occurred in more than one subject and in the promoter.

SNVs and indels were called using Samtools-0.1.18[22], Picard tools-1.67 and the Genome
Analysis Toolkit (GATK)[23].

SNV validation
57 significant SNVs obtained from the exome sequencing analysis were reanalyzed by Sanger
sequencing.

Single nucleotide polymorphism genotyping
The SNVs confirmed by Sanger sequencing were analyzed in the two cohorts of patients and
controls. These variants were genotyped by amplifying the region containing the polymorphic
site and hybridization with fluorescent-labeled probes in an RT-PCR based on TaqMan1 SNP
Genotyping Assays (Applied Biosystems). Genomic DNA from patients and healthy donors
was extracted from peripheral blood with the Magtration-MagaZorb DNA Common Kit-200
N using the Magtration 12GC system (Precision System Science Co., Ltd., Woerrstadt, Ger-
many) and the Maxwell1 16 Blood Purification Kit using the Maxwell1 16 Instrument (Pro-
mega Corporation, Madison, Wisconsin, USA).

Statistical analysis
The χ2 test was used to examine differences in genotype and allele frequencies between the
groups and to determine deviations from the Hardy-Weinberg equilibrium. Odds ratios (ORs)
and their 95% confidence intervals (CIs) were also calculated. Student’s t test for independent
samples was used to compare differences in means between the groups. Standard linear regres-
sion was used to relate disease severity measures (BASFI and BASDAI) with the genotype. The
association between AS functional severity and the presence or absence of the IL17RA SNP
was assessed using the BASFI index. To standardize the measure of functional severity, we cor-
rected the BASFI for the duration of AS, from the onset of the disease, taken as the appearance
of the first symptoms, until the time of the last BASFI and BASDAI score measure. The average
time of evolution from disease onset was 10 years. We performed three association analyses
using the χ2 test, each with different criteria for defining the functionally severe group. Based
on the clinical features, we classified the patients in the top 60th (p60), 65th (p65), 70th (p70) or
75th (p75) percentile of BASFI/disease duration in the severe group[13]. The magnitude of
association was expressed as an OR and its 95% CI.
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Results

Exome sequencing analysis
Based on the aforementioned criteria, we established which SNPs were of potential interest in
this study. We selected 57 SNPs that we then validated by Sanger sequencing in order to
exclude false positives. This left 27 SNPs, all of which were present in genes associated with
inflammation processes, bone and cartilage synthesis, and misfolded protein or other processes
(S2 Table). The SNPs analyzed were all exon missense variants or promoter variants. A test val-
idation of the deviation from Hardy-Weinberg equilibrium was performed for each SNP.

IL17RA rs4819554 polymorphism analysis
Refining these SNPs, we found that the rs4819554 located in the IL17RA promoter region was
significantly associated with AS in cohort 1 (minor allele G, p<0.05; OR = 1.36), but not when
a Bonferroni correction was applied (Table 1). Nevertheless, when we analyzed this SNP in
cohort 2 it was clearly associated with AS (minor allele G, p<0.05; OR = 1.26) (Table 1). When
the two cohorts were combined this allele was also more frequent in patients than in the con-
trol group, (p<0.005; OR = 1.29) (data not shown).

Subsequently, we analyzed the association of rs4819554 SNP with the BASFI and BASDAI
and found that the presence of this SNP was associated with the severity of AS (Table 2). The
BASFI score was higher in patients with the Gx genotype (p<0.01) and the association per-
sisted after correcting for the duration of disease evolution (p<0.01). These patterns were also
found in cohort 2. However, the BASDAI score only had a statistically significant association
in the second cohort (p<0.05), including when we adjusted the score for the duration of disease
evolution (p<0.05). We then corrected the BASFI association for the duration of AS since the
onset of the disease [BASFI/t]. A representative of the SNP rs4819554 association with [BASFI/
t] is shown in Fig 1. The most highly significant association was with p75 (Cohort 1, p<0.01;
Cohort 2, p<0.005).

In conclusion, the rs4819554 SNP was found to be associated with patients with poor evolu-
tion, as determined by the BASFI score.

Discussion
Several genome-wide association studies (GWASs) have described many SNPs in the genome
that are associated with AS susceptibility[11, 24]. Although some studies have related various
gene variants to radiographic and functional severity in AS[19, 20], to our knowledge the

Table 2. Clinical characteristics related to disease severity with respect to the rs4819554 genotype distribution.

Cohort 1 (n = 180) Cohort 2 (n = 419) Both cohorts (n = 599)

AA genotype
n = 104

Gx genotype
n = 76

p AA genotype
n = 240

Gx genotype
n = 179

p AA genotype
n = 344

Gx genotype
n = 255

p

BASDAI, mean (SD) 3 (2.2) 3.3 (2.2) NS 3.9 (2.5) 4.4 (2.3) <0.05 3.7 (2.7) 4.1 (2.6) <0.05

BASDAI adjusted by duration
of disease evolution, mean
(SD)

0.19 (0.29) 0.23 (0.35) NS 0.18 (0.12) 0.22 (0.13) <0.05 0.19 (0.24) 0.22 (0.29) NS

BASFI, mean (SD) 3.1 (2.6) 4.2 (2.7) <0.01 3.7 (2.7) 4.3 (2.8) <0.05 3.7 (2.7) 4.2 (2.8) <0.05

BASFI adjusted by duration of
disease evolution, mean (SD)

0.15 (0.13) 0.21 (0.14) <0.01 0.15 (0.12) 0.19 (0.13) <0.01 0.15 (1.4) 0.19 (1.4) <0.01

Note: Gx genotype includes GG and GA genotypes

doi:10.1371/journal.pone.0158905.t002
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present study is the first to use exome sequencing to examine the association of allelic variants
with the functional severity of the patient, as measured by the BASFI.

We performed whole-exome sequencing plus promoter regions in a subset of severe AS
patients to identify novel and minor variants contributing to AS risk. After sequencing, we
found that the rs4819554 G minor allele, located in the promoter of IL17RA gene, was associ-
ated with AS in the two clinical cohorts. This variant has recently been related to alopecia
areata susceptibility[25] and psoriasis[26], and we had found it to be responsible for impaired
renal function[27]. Conversely, this SNP was not previously associated to AS in GWAS proba-
bly due to a different point of view in patient selection. We have incised in clinical characteris-
tics, as previously described in Patients and Methods section. Moreover, we observed that the
rs4819554 polymorphism can influence the severity of the functional status of AS patients,
measured as BASFI/t duration and BASDAI/t duration scores. These findings suggest that the
rs4819554 may be a good biomarker of the severity of the disease, and that it could be applied
early in the course of AS in patients identified as having a potentially severe functional
outcome.

The IL-17 family comprises a group of cytokines made up of six members (IL-17A to F) and
five receptors (IL-17RA to E) with an active role in the acute and chronic immune responses
[28, 29]. The prototypical member of the IL17 family, IL-17A, defines a new subset of CD4+
effector T (Th17) cells and this cytokine induces the production of inflammatory mediators
from epithelial and endothelial cells and fibroblasts[30]. In relation to AS, the levels of IL17A
are higher in the sera and synovial fluid of patients[31, 32], and a high frequency of Th17 cells

Fig 1. IL17RA rs4819554 genotype frequency (Gx) based on BASFI/t-duration. Note:Cohort 1. (BASFI/t p75 vs. controls: 48.0% vs. 35.3%, p<0.01).
R2 = 65%.Cohort 2. (BASFI/t p75 vs. controls: 53.2% vs. 36.6%, p<0.005) R2 = 95%.

doi:10.1371/journal.pone.0158905.g001
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has been found in the peripheral blood, synovial fluid and inflamed bone marrow of patients
with AS, implying a role for these cells in inflammation in AS[33, 34].

The IL17RA receptor might be crucial to the majority of IL17 family members[35]. This
receptor is expressed in many types of cells, including epithelial cells, fibroblasts, B and T lym-
phocytes, myelomonocytic cells and marrow stromal cells[29]. Several common polymor-
phisms in the genes of the IL-17 family have been linked to the risk of developing cancer, and
autoimmune and inflammatory diseases[36–38]. However, none of these studies evaluated the
rs4819554 SNP in IL-17RA.

The rs4819554 SNP is located in the promoter region of IL17RA and could thus have a
functional effect by inducing or inhibiting the transcription of the gene. Sequencing analysis
revealed other promoter polymorphisms in linkage disequilibrium with rs4819554 that were
predicted to affect the binding of transcription factors (TFs), such as those of the Ikaros (IK)
family. This family of TFs is involved in regulating Th17 cell differentiation through the pro-
motion of Th17 lineage-determining genes and in repressing the expression of genes that limit
the development of Th17[39]. A putative effect of these promoter polymorphisms on TF bind-
ing could also explain the reported differences in IL17RA protein expression and the amount
of mRNA in CD14+ peripheral blood monocytes between individuals with different genotypes
[39].

Interleukin (IL)-23 is considered to be a central cytokine that acts in AS to regulate IL17
production. It is known from a murine model of AS that IL-23+ CD3+/CD4-/CD8- resident T
cells are able to release IL-17, which is important for driving spinal inflammation. Levels of
IL17A have been found to be higher in the sera and synovial fluid of AS patients[32]. Th17
cells are particularly abundant in the peripheral blood, synovial fluid and inflamed bone mar-
row of patients with AS, suggesting that they have a role in inflammation in AS. Several other
cell types (especially Type 3 innate immune cells) defined as Lyn−IL-23R+NKp44+Tbet+RORc−

are also important sources for IL-17 production in AS. Other polymorphisms of the IL-23/IL-
17A axis, such as SNPs in TRAF3IP2 that code for the adaptor Act1, a downstream target of
IL-17R, which confers susceptibility to psoriatic arthritis, may be evaluated in AS[40]. Further
studies to determine the effect of rs4819554 on gene expression would be of particular interest.

In conclusion, we report an association between the rs4819554 SNP in the promoter region
of IL17RA and the risk of AS, with a stronger association in individuals with severe AS with
respect to the BASFI score and the duration of the disease. Our results need to be validated in
other populations, and other studies are required to measure the levels of circulating IL17RA
in blood and synovial fluid and to confirm our results concerning the effect of this polymor-
phism on gene expression. The study of new biomarkers in relation to AS progression could
help us develop a predictive algorithm based on the treatment regimen.

Supporting Information
S1 Table. Patients characteristics of two cohorts studied.
(DOCX)

S2 Table. Single nucleotide polymorphisms obtained from whole exome sequencing and
confirmed by Sanger sequencing.
(DOCX)

Author Contributions
Conceived and designed the experiments: JRV ALV RDP CLL. Performed the experiments:
JRV RDP PDB. Analyzed the data: JRV ALV RDP PMC CLL. Contributed reagents/materials/

Whole-Exome Sequencing and Functional Severity of Ankylosing Spondylitis

PLOS ONE | DOI:10.1371/journal.pone.0158905 July 14, 2016 7 / 10

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0158905.s001
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0158905.s002


analysis tools: EC PCS JBA JAP FJB AS JM RQ. Wrote the paper: JRV ALV RDP PCS CLL.
Obtained permissions from patients: EC PCS JBA JAP FJB AS JM RQ.

References
1. BrownMA, Kennedy LG, MacGregor AJ, Darke C, Duncan E, Shatford JL, et al. Susceptibility to ankylos-

ing spondylitis in twins: the role of genes, HLA, and the environment. Arthritis Rheum. 1997; 40(10):1823–
8. PMID: 9336417.

2. BrownMA, Laval SH, Brophy S, Calin A. Recurrence risk modelling of the genetic susceptibility to anky-
losing spondylitis. Ann Rheum Dis. 2000; 59(11):883–6. PMID: 11053066

3. Schlosstein L, Terasaki PI, Bluestone R, Pearson CM. High association of an HL-A antigen, W27, with
ankylosing spondylitis. N Engl J Med. 1973; 288(14):704–6. PMID: 4688372.

4. Caffrey MF, James DC. Human lymphocyte antigen association in ankylosing spondylitis. Nature.
1973; 242(5393):121. PMID: 4694299.

5. Khan MA. Remarkable polymorphism of HLA-B27: an ongoing saga. Curr Rheumatol Rep. 2010; 12
(5):337–41. PMID: 20683684. doi: 10.1007/s11926-010-0126-x

6. van der Linden S, Valkenburg H, Cats A. The risk of developing ankylosing spondylitis in HLA-B27 posi-
tive individuals: a family and population study. Br J Rheumatol. 1983; 22(4 Suppl 2):18–9. PMID:
6606472.

7. Braun J, Bollow M, Remlinger G, Eggens U, Rudwaleit M, Distler A, et al. Prevalence of spondylarthro-
pathies in HLA-B27 positive and negative blood donors. Arthritis Rheum. 1998; 41(1):58–67. PMID:
9433870.

8. Diaz-Pena R, Aransay AM, Bruges-Armas J, Lopez-Vazquez A, Rodriguez-Ezpeleta N, Mendibil I,
et al. Fine mapping of a major histocompatibility complex in ankylosing spondylitis: association of the
HLA-DPA1 and HLA-DPB1 regions. Arthritis Rheum. 2011; 63(11):3305–12. PMID: 21769851. doi: 10.
1002/art.30555

9. Burton PR, Clayton DG, Cardon LR, Craddock N, Deloukas P, Duncanson A, et al. Association scan of
14,500 nonsynonymous SNPs in four diseases identifies autoimmunity variants. Nat Genet. 2007; 39
(11):1329–37. PMID: 17952073.

10. Reveille JD, Sims AM, Danoy P, Evans DM, Leo P, Pointon JJ, et al. Genome-wide association study
of ankylosing spondylitis identifies non-MHC susceptibility loci. Nat Genet. 2010; 42(2):123–7. PMID:
20062062. doi: 10.1038/ng.513

11. Cortes A, Hadler J, Pointon JP, Robinson PC, Karaderi T, Leo P, et al. Identification of multiple risk vari-
ants for ankylosing spondylitis through high-density genotyping of immune-related loci. Nat Genet.
2013; 45(7):730–8. PMID: 23749187. doi: 10.1038/ng.2667

12. Thomas GP, BrownMA. Genetics and genomics of ankylosing spondylitis. Immunological reviews.
2010; 233(1):162–80. PMID: 20192999. doi: 10.1111/j.0105-2896.2009.00852.x

13. Szczypiorska M, Sanchez A, Bartolome N, Arteta D, Sanz J, Brito E, et al. ERAP1 polymorphisms and
haplotypes are associated with ankylosing spondylitis susceptibility and functional severity in a Spanish
population. Rheumatology (Oxford). 2011; 50(11):1969–75. PMID: 21865284.

14. Diaz-Pena R, Vidal-Castineira JR, Alonso-Arias R, Suarez-Alvarez B, Vicario JL, Solana R, et al. Asso-
ciation of the KIR3DS1*013 and KIR3DL1*004 alleles with susceptibility to ankylosing spondylitis.
Arthritis Rheum. 2010; 62(4):1000–6. PMID: 20131260. doi: 10.1002/art.27332

15. Rahman P, Inman RD, Gladman DD, Reeve JP, Peddle L, MaksymowychWP. Association of interleu-
kin-23 receptor variants with ankylosing spondylitis. Arthritis Rheum. 2008; 58(4):1020–5. PMID:
18383363. doi: 10.1002/art.23389

16. Wellcome Trust Case Control C, Australo-Anglo-American Spondylitis C, Burton PR, Clayton DG, Car-
don LR, Craddock N, et al. Association scan of 14,500 nonsynonymous SNPs in four diseases identi-
fies autoimmunity variants. Nat Genet. 2007; 39(11):1329–37. PMID: 17952073.

17. Visscher PM, Brown MA, McCarthy MI, Yang J. Five years of GWAS discovery. Am J HumGenet.
2012; 90(1):7–24. PMID: 22243964. doi: 10.1016/j.ajhg.2011.11.029

18. Beaudoin M, Goyette P, Boucher G, Lo KS, Rivas MA, Stevens C, et al. Deep resequencing of GWAS
loci identifies rare variants in CARD9, IL23R and RNF186 that are associated with ulcerative colitis.
PLoS Genet. 2013; 9(9):e1003723. PMID: 24068945. doi: 10.1371/journal.pgen.1003723

19. Schiotis R, Bartolome N, Sanchez A, Szczypiorska M, Sanz J, Cuende E, et al. Both baseline clinical
factors and genetic polymorphisms influence the development of severe functional status in ankylosing
spondylitis. PLoS One. 2012; 7(9):e43428. PMID: 22984424. doi: 10.1371/journal.pone.0043428

Whole-Exome Sequencing and Functional Severity of Ankylosing Spondylitis

PLOS ONE | DOI:10.1371/journal.pone.0158905 July 14, 2016 8 / 10

http://www.ncbi.nlm.nih.gov/pubmed/9336417
http://www.ncbi.nlm.nih.gov/pubmed/11053066
http://www.ncbi.nlm.nih.gov/pubmed/4688372
http://www.ncbi.nlm.nih.gov/pubmed/4694299
http://www.ncbi.nlm.nih.gov/pubmed/20683684
http://dx.doi.org/10.1007/s11926-010-0126-x
http://www.ncbi.nlm.nih.gov/pubmed/6606472
http://www.ncbi.nlm.nih.gov/pubmed/9433870
http://www.ncbi.nlm.nih.gov/pubmed/21769851
http://dx.doi.org/10.1002/art.30555
http://dx.doi.org/10.1002/art.30555
http://www.ncbi.nlm.nih.gov/pubmed/17952073
http://www.ncbi.nlm.nih.gov/pubmed/20062062
http://dx.doi.org/10.1038/ng.513
http://www.ncbi.nlm.nih.gov/pubmed/23749187
http://dx.doi.org/10.1038/ng.2667
http://www.ncbi.nlm.nih.gov/pubmed/20192999
http://dx.doi.org/10.1111/j.0105-2896.2009.00852.x
http://www.ncbi.nlm.nih.gov/pubmed/21865284
http://www.ncbi.nlm.nih.gov/pubmed/20131260
http://dx.doi.org/10.1002/art.27332
http://www.ncbi.nlm.nih.gov/pubmed/18383363
http://dx.doi.org/10.1002/art.23389
http://www.ncbi.nlm.nih.gov/pubmed/17952073
http://www.ncbi.nlm.nih.gov/pubmed/22243964
http://dx.doi.org/10.1016/j.ajhg.2011.11.029
http://www.ncbi.nlm.nih.gov/pubmed/24068945
http://dx.doi.org/10.1371/journal.pgen.1003723
http://www.ncbi.nlm.nih.gov/pubmed/22984424
http://dx.doi.org/10.1371/journal.pone.0043428


20. Bartolome N, Szczypiorska M, Sanchez A, Sanz J, Juanola-Roura X, Gratacos J, et al. Genetic poly-
morphisms inside and outside the MHC improve prediction of AS radiographic severity in addition to
clinical variables. Rheumatology (Oxford). 2012; 51(8):1471–8. PMID: 22495925.

21. Pedersen SJ, Sorensen IJ, Garnero P, Johansen JS, Madsen OR, Tvede N, et al. ASDAS, BASDAI
and different treatment responses and their relation to biomarkers of inflammation, cartilage and bone
turnover in patients with axial spondyloarthritis treated with TNFalpha inhibitors. Ann Rheum Dis. 2011;
70(8):1375–81. PMID: 21551511. doi: 10.1136/ard.2010.138883

22. Li H, Handsaker B, Wysoker A, Fennell T, Ruan J, Homer N, et al. The Sequence Alignment/Map for-
mat and SAMtools. Bioinformatics. 2009; 25(16):2078–9. PMID: 19505943. doi: 10.1093/
bioinformatics/btp352

23. McKenna A, HannaM, Banks E, Sivachenko A, Cibulskis K, Kernytsky A, et al. The Genome Analysis
Toolkit: a MapReduce framework for analyzing next-generation DNA sequencing data. Genome Res.
2010; 20(9):1297–303. PMID: 20644199. doi: 10.1101/gr.107524.110

24. Lin Z, Bei JX, Shen M, Li Q, Liao Z, Zhang Y, et al. A genome-wide association study in Han Chinese
identifies new susceptibility loci for ankylosing spondylitis. Nat Genet. 2012; 44(1):73–7. PMID:
22138694.

25. Lew BL, Cho HR, Haw S, Kim HJ, Chung JH, SimWY. Association between IL17A/IL17RA Gene Poly-
morphisms and Susceptibility to Alopecia Areata in the Korean Population. Annals of dermatology.
2012; 24(1):61–5. PMID: 22363157. doi: 10.5021/ad.2012.24.1.61

26. Batalla A, Coto E, Gonzalez-Lara L, Gonzalez-Fernandez D, Gomez J, Aranguren TF, et al. Associa-
tion between single nucleotide polymorphisms IL17RA rs4819554 and IL17E rs79877597 and Psoria-
sis in a Spanish cohort. Journal of dermatological science. 2015; 80(2):111–5. PMID: 26347322. doi:
10.1016/j.jdermsci.2015.06.011

27. Coto E, Gomez J, Suarez B, Tranche S, Diaz-Corte C, Ortiz A, et al. Association between the IL17RA
rs4819554 polymorphism and reduced renal filtration rate in the Spanish RENASTUR cohort. Human
immunology. 2015; 76(2–3):75–8. PMID: 25636567. doi: 10.1016/j.humimm.2015.01.027

28. Lubberts E. The role of IL-17 and family members in the pathogenesis of arthritis. Curr Opin Investig
Drugs. 2003; 4(5):572–7. PMID: 12833651.

29. Kolls JK, Linden A. Interleukin-17 family members and inflammation. Immunity. 2004; 21(4):467–76.
PMID: 15485625.

30. Zielinski CE, Mele F, Aschenbrenner D, Jarrossay D, Ronchi F, Gattorno M, et al. Pathogen-induced
human TH17 cells produce IFN-gamma or IL-10 and are regulated by IL-1beta. Nature. 2012; 484
(7395):514–8. PMID: 22466287. doi: 10.1038/nature10957

31. Sveaas SH, Berg IJ, Provan SA, Semb AG, Olsen IC, Ueland T, et al. Circulating levels of inflammatory
cytokines and cytokine receptors in patients with ankylosing spondylitis: a cross-sectional comparative
study. Scand J Rheumatol. 2015; 44(2):118–24. PMID: 25756521. doi: 10.3109/03009742.2014.
956142

32. Mei Y, Pan F, Gao J, Ge R, Duan Z, Zeng Z, et al. Increased serum IL-17 and IL-23 in the patient with
ankylosing spondylitis. Clin Rheumatol. 2011; 30(2):269–73. PMID: 21161669. doi: 10.1007/s10067-
010-1647-4

33. Jandus C, Bioley G, Rivals JP, Dudler J, Speiser D, Romero P. Increased numbers of circulating poly-
functional Th17 memory cells in patients with seronegative spondylarthritides. Arthritis Rheum. 2008;
58(8):2307–17. PMID: 18668556. doi: 10.1002/art.23655

34. Ciccia F, Guggino G, Rizzo A, Saieva L, Peralta S, Giardina A, et al. Type 3 innate lymphoid cells pro-
ducing IL-17 and IL-22 are expanded in the gut, in the peripheral blood, synovial fluid and bone marrow
of patients with ankylosing spondylitis. Ann Rheum Dis. 2015. PMID: 25902790.

35. Gaffen SL. Structure and signalling in the IL-17 receptor family. Nat Rev Immunol. 2009; 9(8):556–67.
PMID: 19575028. doi: 10.1038/nri2586

36. Catanoso MG, Boiardi L, Macchioni P, Garagnani P, Sazzini M, De Fanti S, et al. IL-23A, IL-23R, IL-17A
and IL-17R polymorphisms in different psoriatic arthritis clinical manifestations in the northern Italian
population. Rheumatol Int. 2013; 33(5):1165–76. PMID: 22955875. doi: 10.1007/s00296-012-2501-6

37. Omrane I, Baroudi O, Bougatef K, Mezlini A, Abidi A, Medimegh I, et al. Significant association between
IL23R and IL17F polymorphisms and clinical features of colorectal cancer. Immunol Lett. 2014; 158(1–
2):189–94. PMID: 24440568. doi: 10.1016/j.imlet.2014.01.002

38. McGovern DP, Rotter JI, Mei L, Haritunians T, Landers C, Derkowski C, et al. Genetic epistasis of IL23/
IL17 pathway genes in Crohn's disease. Inflamm Bowel Dis. 2009; 15(6):883–9. PMID: 19235914. doi:
10.1002/ibd.20855

Whole-Exome Sequencing and Functional Severity of Ankylosing Spondylitis

PLOS ONE | DOI:10.1371/journal.pone.0158905 July 14, 2016 9 / 10

http://www.ncbi.nlm.nih.gov/pubmed/22495925
http://www.ncbi.nlm.nih.gov/pubmed/21551511
http://dx.doi.org/10.1136/ard.2010.138883
http://www.ncbi.nlm.nih.gov/pubmed/19505943
http://dx.doi.org/10.1093/bioinformatics/btp352
http://dx.doi.org/10.1093/bioinformatics/btp352
http://www.ncbi.nlm.nih.gov/pubmed/20644199
http://dx.doi.org/10.1101/gr.107524.110
http://www.ncbi.nlm.nih.gov/pubmed/22138694
http://www.ncbi.nlm.nih.gov/pubmed/22363157
http://dx.doi.org/10.5021/ad.2012.24.1.61
http://www.ncbi.nlm.nih.gov/pubmed/26347322
http://dx.doi.org/10.1016/j.jdermsci.2015.06.011
http://www.ncbi.nlm.nih.gov/pubmed/25636567
http://dx.doi.org/10.1016/j.humimm.2015.01.027
http://www.ncbi.nlm.nih.gov/pubmed/12833651
http://www.ncbi.nlm.nih.gov/pubmed/15485625
http://www.ncbi.nlm.nih.gov/pubmed/22466287
http://dx.doi.org/10.1038/nature10957
http://www.ncbi.nlm.nih.gov/pubmed/25756521
http://dx.doi.org/10.3109/03009742.2014.956142
http://dx.doi.org/10.3109/03009742.2014.956142
http://www.ncbi.nlm.nih.gov/pubmed/21161669
http://dx.doi.org/10.1007/s10067-010-1647-4
http://dx.doi.org/10.1007/s10067-010-1647-4
http://www.ncbi.nlm.nih.gov/pubmed/18668556
http://dx.doi.org/10.1002/art.23655
http://www.ncbi.nlm.nih.gov/pubmed/25902790
http://www.ncbi.nlm.nih.gov/pubmed/19575028
http://dx.doi.org/10.1038/nri2586
http://www.ncbi.nlm.nih.gov/pubmed/22955875
http://dx.doi.org/10.1007/s00296-012-2501-6
http://www.ncbi.nlm.nih.gov/pubmed/24440568
http://dx.doi.org/10.1016/j.imlet.2014.01.002
http://www.ncbi.nlm.nih.gov/pubmed/19235914
http://dx.doi.org/10.1002/ibd.20855


39. Wong LY, Hatfield JK, BrownMA. Ikaros sets the potential for Th17 lineage gene expression through
effects on chromatin state in early T cell development. J Biol Chem. 2013; 288(49):35170–9. PMID:
24145030. doi: 10.1074/jbc.M113.481440

40. Ellinghaus E, Ellinghaus D, Stuart PE, Nair RP, Debrus S, Raelson JV, et al. Genome-wide association
study identifies a psoriasis susceptibility locus at TRAF3IP2. Nat Genet. 2010; 42(11):991–5. PMID:
20953188. doi: 10.1038/ng.689

Whole-Exome Sequencing and Functional Severity of Ankylosing Spondylitis

PLOS ONE | DOI:10.1371/journal.pone.0158905 July 14, 2016 10 / 10

http://www.ncbi.nlm.nih.gov/pubmed/24145030
http://dx.doi.org/10.1074/jbc.M113.481440
http://www.ncbi.nlm.nih.gov/pubmed/20953188
http://dx.doi.org/10.1038/ng.689

