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Objective—Two functional single nucleotide polymorphisms (SNP) in the PTPN22 gene
(rs24746601 and rs33996649) have been associated with autoimmunity. The aim of this study was
to investigate the role of the R263Q SNP for the first time and to re-evaluate the role of the
R620W SNP in the genetic predisposition to systemic sclerosis (SSc) susceptibility and clinical
phenotypes.

Methods—3422 SSc patients (2020 with limited cutaneous SSc and 1208 with diffuse cutaneous
SSc) and 3638 healthy controls of Caucasian ancestry from an initial case--control set of Spain
and seven additional independent replication cohorts were included in our study. Both rs33996649
and rs2476601 PTPN22 polymorphisms were genotyped by TagMan allelic discrimination assay.
A meta-analysis was performed to test the overall effect of these PTPN22 polymorphisms in SSc.

Results—The meta-analysis revealed evidence of association of the rs2476601 T allele with SSc
susceptibility (PEpRcorrected=0.-03 pooled, OR 1.15, 95% CI 1.03 to 1.28). In addition, the
rs2476601 T allele was significantly associated with anticentromere-positive status
(PFDRcorrected=0-02 pooled, OR 1.22, 95% CI 1.05 to 1.42). Although the rs33996649 A allele was
significantly associated with SSc in the Spanish population (Prpreorrected=0.-04, OR 0.58, 95% ClI
0.36 to 0.92), this association was not confirmed in the meta-analysis (p=0.36 pooled, OR 0.89,
95% CI1 0.72 to 1.1).

Conclusion—The study suggests that the PTPN22 R620W polymorphism influences SSc
genetic susceptibility but the novel R263Q genetic variant does not. These data strengthen
evidence that the R620W mutation is a common risk factor in autoimmune diseases.

Systemic sclerosis (SSc) is a complex disease with an autoimmune origin in which extensive
fibrosis, vascular alterations and autoantibodies against various cellular antigens are among
the principal features.! There are two major subgroups in the actual classification of SSc:
limited cutaneous (IcSSc) and diffuse cutaneous (dcSSc).2 In IcSSc, fibrosis is mainly
restricted to the hands, arms and face. Anticentromere antibodies (ACA) occur in 50-90% of
IcSSc patients. Conversely, dcSSc is a rapidly progressing disorder that affects a large area
of skin and compromises one or more internal organs. Antitopoisomerase | antibodies
(ATA) are more frequently associated with this form of SSc.12

SSc occurs in genetically predisposed individuals who have encountered specific
environmental factors and/or other stochastic factors.1-3 Similar to other autoimmune
disorders, the most consistent and reproducible genetic association with SSc corresponds to
the major histocompatibility complex.3 Genes encoding molecules involved in immune
function have also recently been associated with susceptibility to SSc, such as IRF5, STAT4
genes and the C8orf13-BLK region.# In spite of these findings, the complete genetic
background of SSc, the nature of its genetic determinants and how they contribute to SSc
susceptibility and clinical manifestations are still poorly understood.13

The protein tyrosine phosphatase non-receptor 22 (PTPN22) gene encodes the protein
tyrosine phosphatase lymphoid tyrosine phosphatase, which is a critical gatekeeper of T-cell
receptor (TCR) signalling. In T cells, lymphoid tyrosine phosphatase potently inhibits
signalling through dephosphorylation of several substrates, including the Src family kinases
Lck and Fyn, as well as ZAP-70 and TCRzeta.19-12 Interestingly, PTPN22 has emerged as
an important genetic risk factor for human autoimmunity. In particular, two missense single
nucleotide polymorphisms (SNP) are associated with autoimmune disorders. The R620W
(C1858T, rs2476601) polymorphism in PTPN22 exon 14 was first associated with type 1
diabetes!3 and subsequently with other autoimmune disorders such as rheumatoid arthritis
(RA)1415 and systemic lupus erythematosus (SLE)1® and others (reviewed in Lee et al).1’
Interestingly, the role of the R620W polymorphism in SSc has also been investigated and
shows a trend of association.28-21 Another polymorphism in PTPN22 that is associated with
autoimmunity is R263Q (G788A; rs33996649) in exon 10, which alters an amino acid in the
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catalytic domain of the enzyme. The R263Q polymorphism is a protective factor to SLE.22
Both polymorphisms seem to have functional relevance in the immune response.1322-26

In this study, we evaluated the role of the PTPN22 R263Q polymorphism in SSc for the first
time and re-evaluated the influence of the R620W polymorphism in the genetic background
of SSc and its clinical phenotypes.

MATERIALS AND METHODS

Patients

A total of 3422 SSc patients and 3638 controls was included in this study. First, we analysed
an initial case—control set of 636 SSc patients (370 with 1cSSc and 182 with dcSSc) and
1128 healthy controls of Spanish Caucasian ancestry. In addition, seven independent
replication cohorts were analysed (Belgium 120 IcSSc, 58 dcSSc and 256 controls; England
344 1cSSc, 128 dcSSc and 373 controls; Germany 164 1cSSc, 128 dcSSc and 288 controls;
Italy 292 1cSSc, 115 dcSSc and 371 controls; The Netherlands 131 1cSSc, 41 dcSSc and 277
controls; USA 607 1cSSc, 388 dcSSc and 693 controls; and Sweden 270 1cSSc, 191 dcSSc
and 280 controls).

All of the patients fulfilled the 1980 American College of Rheumatology (ACR)
classification criteria for SSc.2” In addition, patients were classified as having limited or
diffuse SSc. When patients with SSc have cutaneous involvement distal to the elbows and
knees, they fulfil definitions for limited sclero-derma.2 Those SSc patients with cutaneous
changes proximal to the elbows and knees were classified as having diffuse SSc.28 In
addition, the following clinical data were collected to ascertain the clinical SSc phenotype:
age, gender, disease duration, the presence of SSc-specific autoantibodies and the presence
of ACA and ATA (anti-Scl70). The methods used to determine the autoantibodies were the
same in all contribution centres and have been described previously.2% Lung involvement
was assessed according to international guidelines.2® Pulmonary fibrosis was assessed by a
CT scan. Restrictive syndrome and diffusion capacity of the lungs was defined as a forced
vital capacity of less than 75% of the predicted value and a diffusion capacity for carbon
monoxide of less than 75% of the predicted value (based on age, sex, height and ethnic
origin). All of the populations studied and their recruiting centres have been reported and
described previously.6892030 The main clinical features of the SSc patients from all of the
analysed case sets are summarised in table 1.

Clinical records about the co-occurrence of other autoimmune disorders in SSc patients were
not available for all study cohorts. Therefore, to follow a homogeneous inclusion criteria in
all case—control sets patients having a concomitant autoimmune condition were not excluded
from the analyses. The control population consisted of unrelated, healthy individuals
recruited in the same geographical region as the SSc patients and was matched by age, sex
and ethnicity with the SSc patients groups. The study was approved by the local ethical
committees from all of the participating centres, and written informed consent was obtained
from both patients and controls.

PTPN22 genotyping

DNA from patients and controls was obtained using standard methods. Samples were
genotyped for the rs33996649 PTPN22 polymorphism using TagMan 5’ allelic
discrimination assay technology, designed by Custom TagMan SNP Genotyping Assays
(Applied Biosystems, Foster City, California, USA). The rs2476601 PTPN22 polymorphism
was genotyped using a pre-designed SNP genotyping assay provided by Applied Biosystems
(part number: C__16021387_20). The PCR were performed as described previously.1®
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All samples were genotyped in the same centre to avoid inconsistencies. To verify
genotyping accuracy, randomly selected samples were genotyped twice and showed 99%
identical genotypes; the call rate was higher than 90% for all studied populations.

Statistical analysis

RESULTS

We tested Hardy—Weinberg equilibrium (HWE) for each case—control set using the program
FINETI (http://ihg.gsf.de/cgi-bin/hw/hwa2.pl). Significance was calculated with 2x2
contingency tables and Fisher’s exact test to obtain p values, OR and 95% CI using PLINK
V.1.07 (http://pngu.mgh.harvard.edu/purcell/plink/). p Values less than 0.05 were
considered statistically significant. Multiple testing was corrected by false discovery rate
control (pepR). Linkage disequilibrium measurements (r2) between rs33996649 and
rs2476601 were estimated by the expectation-maximisation algorithm using HAPLOVIEW
version 4.1 (Broad Institute of MIT and Harvard).

A search of the literature was made using Medline citations to identify available articles in
which the association of the rs2476601 PTPN22 (C1858T, R620W) polymorphism with SSc
disease had been examined. The medical subject heading terms and text words used were
‘protein tyrosine phosphatase’, ‘PTPN22’, ‘scleroderma’ and ‘SSc’. A previously published
study was included in the meta-analysis if (1) it was published by October 2009, (2) it was
original data (independent among studies), (3) it provided enough data to calculate the OR
and (4) it included SSc patients diagnosed by the 1980 ACR classification criteria for SSc.2’
An article was excluded if (1) it contained overlapping data, (2) the number of null and wild
genotypes could not be ascertained and (3) the patients and controls included were related.
We obtained (via personal communication) the frequencies of the R620W polymorphism in
the SSc subtypes and autoantibodies if they were not provided in the selected manuscripts.
Dieudé et al®® thus provided a more complete dataset for their French cohort, and Gourh et
al20 provided genotypic frequency distribution in the subtypes of SSc.

The analysis of the combined data from all populations was performed using Stats Direct
version 2.6.6 (StatsDirect Ltd, Cheshire, UK) for global SSc, the clinical subgroups of the
disease (IcSSc and dcSSc) and the autoantibody classification (ACA and ATA).
Homogeneity of the OR among cohorts was calculated using Breslow-Day and Cochran’s Q
test methods. Higgins’ test (12) was used to determine if the percentage of total variation
across the studies is due to heterogeneity rather than chance (12 <25% low, 12 50% moderate
and 12 >75% high).3! The pooled OR were calculated under a fixed-effects model (Mantel—
Haenszel meta-analysis if 12 <25% or 12 50%) or random effects model (DerSimonian-Laird
if 12 >75%).32 The estimation of the statistical power of the study was performed using the
CaTS-Power Calculator (Andrew Skol and Gongalo Abecasi, 2006).

The PTPN22 R263Q polymorphism is associated with SSc in the Spanish population

First, we conducted an association study in a case—controls set of Spanish Caucasian
ancestry. The distribution of the allelic frequencies of the two studied polymorphisms,
R263Q and R620W, was in HWE in both Spanish SSc patients and controls (table 2). The
allele frequencies for the R620W variant in the Spanish population (minor allelic frequency
(MAF) 0.07) were very similar to that reported previously in Caucasian populations,
including the international HapMap project (MAF 0.1) (http://www.hapmap.org) and
previous studies (MAF 0.05-0.1).13-17

After comparing the genotypic and allelic frequencies of the R263Q and R620W PTPN22
genetic variants between SSc Spanish patients and healthy controls, we observed that the
R263Q A allele was associated with SSc (p=0.02 (PrpRecorrected=0-04), OR 0.58, 95% ClI
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0.36 to 0.92). However, we did not observe any significant difference for the R620W
polymorphism in this population (p=0.98, OR 0.99, 95% CI 0.77 to 1.29) (table 2).

In addition, we performed an analysis stratifying the patients according to their clinical
outcome, that is, dcSSc, IcSSc, ACA or ATA-positive patients. Interestingly, we observed
that the frequency of the A allele of the R236Q polymorphism was higher in healthy
controls (3%) compared with IcSSc Spanish patients (2%) (p=0.02 (PepReorrected=0-04), OR
0.49, 95% C1 0.27 to 0.91) (table 3). However, no significant association was found between
R620W and the subtypes of the disease or between the R263Q or R620W PTPN22
polymorphisms and ACA and ATA-positive subsets of SSc (tables 3 and 4).

A replication study and meta-analysis showed that the R620W polymorphism is associated
with SSc and ACA-positive patients

In view of the interesting findings observed in the Spanish population, we conducted a large
replication study including seven independent populations with Caucasian ancestry. All
analysed control populations were in HWE for both PTPN22 R263Q and R620W genetic
variants. As previously reported,22 no linkage disequilibrium between the PTPN22 R263Q
and R620W genetic variants in any population was observed (r2<0.03 for all studied
populations).

None of the seven replication cohorts showed a significant association of the R263Q
PTPN22 polymorphism with SSc susceptibility (table 2), with the disease subtypes (IcSSc
and dcSSc) (table 3), or with ACA and ATA status (table 4). Neither did the meta-analysis
confirm the significant association of the R263Q genetic variant and SSc, observed in the
Spanish population (p=0.36, pooled OR 0.89, 95% CI 0.72 to 1.12) (figure 1A and table 2).

The replication study of the PTPN22 R620W polymorphism showed a slightly increased
frequency of the T allele in SSc patients compared with controls in most cohorts (table 2).
However, this difference was statistically significant after FDR correction only in the
English population (p=0.02 (PrpRreorrected=0-04), OR 1.50, 95% CI 1.07 to 2.12) (table 2,
figure 1B). In this regard, the frequency of the T allele was significantly increased in IcSSc
English patients (11%) compared with healthy controls (7%) (p=0.005 (PepRrcorrected=0-01),
OR 1.67, 95% CI 1.17 to 2.40) (table 3). To evaluate the overall effect of the classic
PTPN22 R620W genetic variant in SSc susceptibility, we performed a meta-analysis
including the seven case—control sets analysed in this study (from Spain, Belgium, England,
Germany, Italy, The Netherlands and Sweden), together with previously published reports.
Four studies that analysed the PTPN22 R620W polymorphism in SSc were identified
through a Medline search (published in October 2009),18-21 but two of these studies were
excluded due to overlapping data,2118 The authors of the selected manuscripts were
contacted to obtain more detailed data information (see Materials and methods).

Heterogeneity was not observed, and the inconsistency was low in the meta-analysis of the
R620W PTPN22 polymorphism and SSc (Q=12.08, p=0.15, 12=33.8%). Accordingly, in this
pooled analysis, the T allele was significantly associated with susceptibility to develop SSc
(p=0.010 (PrpRcorrected=0-03), OR 1.15, 95% CI 1.03 to 1.28) (figure 1B and table 2).
Moreover, the meta-analysis of the T allele of PTPN22 R620W and the 1cSSc form showed
a significant association under the fixed effects model (p=0.02, OR 1.15, 95% CI 1.02 to
1.31). However, heterogeneity was detected (Q=19.84, p=0.01, 12=59.8%), and the final
result was based on the random effects model that showed no significant association
between the variant allele and the IcSSc subtype (p=0.12, OR 1.18, 95% CI 0.96 to 1.44)
(figure2A and table 3). Neither the meta-analysis for the R620W polymorphism nor for the
dcSSc form showed significant association (p=0.10, pooled OR 1.15, 95% CI 0.97 to 1.35)
(table 3). However, the meta-analysis performed after stratifying SSc patients according to
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autoantibody status showed that the T allele of the PTPN22 R620W polymorphism was a
risk factor for the ACA-positive subset of SSc (p=0.01 (PrpReorrected=0-02), pooled OR
1.22, 95% CI 1.05 to 1.42) (figure 2B and table 4). In this line, we performed a meta-
analysis for the PTPN22 R620W polymorphism between the ACA-positive versus ACA-
negative patients in the available data cohorts and we observed the same direction of the OR
but the results did not reach significant difference (p=0.16, pooled OR 1.15, 95% CI 0.95 to
1.39, see supplementary figure 1, available online only).

DISCUSSION

A loss-of-function PTPN22 variant (R263Q, G788A, rs33996649), which is less effective in
reducing TCR signalling, was recently associated with SLE.22 Recent findings also
demonstrate an overlap in the genetic factors involved in both SLE and SSc, with consistent
associations of genetic variants in the STAT4, IRF5 and BANK1 genes.6-920303334 Thjs fact
prompted us to analyse the possible influence of the R263Q PTPN22 mutation in the genetic
component of SSc and its clinical manifestations. We studied eight Caucasian cohorts and
performed a pooled analysis. Although we observed a significant association with the 788A
allele in SSc and its IcSSc subtype in the Spanish cohort, this was not confirmed in the
pooled analysis that included seven Caucasian ancestry replication cohorts. Considering the
statistical power reached by the pooled analysis (97%), we suggest that the R263Q PTPN22
polymorphism does not influence the genetic background of SSc. In spite of the lack of
significant association, the pooled OR shows a protective trend (0.87) in the meta-analysis
for the R263Q variant and SSc, the same direction observed for the association of this
polymorphism in SLE.22 In order to determine with greater accuracy if this polymorphism is
implicated in the clinical outcome of SSc or the ACA and ATA autoantibody subsets (the
statistical power for these analyses range between 42% and 81%), further studies are needed.

Conversely, in the present study, we wanted to re-evaluate the role of the PTPN22 R620W
(C1858T, rs24746601) polymorphism in SSc genetic susceptibility by taking advantage of
our large Caucasian cohort and performing a meta-analysis, which is a robust tool for
resolving contradictory results and increasing the statistical power in genetic association
studies.35-37 Our meta-analysis had high statistical power (100% for the global SSc disease,
100% for SSc in the 1cSSc clinical subgroup, 99% for dcSSc, 99% for SSc ACA
autoantibody status and 97% for ATA) and showed evidence of association of the 1858T
allele with SSc, the ACA subset, and (to a lesser extent) the IcSSc form. Our data confirm
and extend previous reports showing a trend of association of the R620W PTPN22 variant
with SSc.1920 For instance, Gourh et al?? observed an increased frequency of the T allele in
SSc patients compared with controls in a Caucasian population (p=0.13, OR 1.25).
Similarly, Dieudé et al'® conducted a meta-analysis including three Caucasian cohorts, and
they observed a trend of association between the T allele and SSc (p=0.12, OR 1.18). Data
from our more powerful meta-analysis showed a statistically significant association of the T
allele with SSc¢ (PrrDcorrected=0-03, OR 1.15), which highlights the need for large cohorts
and a meta-analysis approach to detect minor associations in genetic studies.3>-37 The major
discrepancies between our study and previous reports are related to the association of the
R620W PTPN22 variant with autoantibody status. Gourh et al29 showed a significant
association between the 1858 T allele and both ACA and ATA-positive status. However,
Dieudé et al® observed a weaker effect (OR 1.08) between the CT/TT genotypes and ATA
but not ACA-positive status. In our large study, we only observed an association between
the 1858T allele and ACA-positive status. Interestingly, a meta-analysis for this allele
between the ACA-positive versus ACA-negative status confirmed this tendency and showed
that the OR maintains the risk direction (OR 1.15) but due to the statistical power (75%) we
could not detect a significant difference (see supplementary figure 1, available online only).
The discrepancies between these results could be explained partly by the clinical
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heterogeneity of the disease between populations.38 In addition, it is now clear that the
R620W polymorphism displays a wide range of allele frequencies in normal Caucasian
populations.3’

The observed effect magnitude of the 1858T allele on genetic susceptibility to SSc (OR
1.15) seems to be weaker than that of other autoimmune diseases, such as SLE and RA,
indicating that the PTPN22 gene contributes to a lesser extent to SSc genetic susceptibility.
However, the specific immunological mechanisms of each disease may explain such
results.3739

Some limitations could be attributed to our study, as patients with SSc complicated by other
autoimmune diseases could not be excluded from the analysis. Therefore, given that the
R620W polymorphism is associated with multiple autoimmune phenotypes, it can be argued
that our findings may result from the genetic background of those SSc patients presenting
with another autoimmune disease associated with the PTPN22 gene. Although this
possibility cannot be completely discounted, this seems not to be the case, because the most
frequent co-autoimmune disease reported in SSc patients, Sjogren’s syndrome, is not
associated with R620W in Caucasian populations.1740 In this regard, it is worth mentioning
that Sjogren’s syndrome frequently presents concomitantly with other autoimmune diseases.
This association is well described for RA or SLE in which the PTPN22 gene is an important
genetic factor.4!

Conversely, SLE and SSc fit within the same spectrum of interferon-mediated diseases. A
subset of SSc patients shows a “lupus-like” high interferon-inducible gene expression
pattern,33 and recently Kariuki and Niewold24 demonstrated skewing of serum cytokine
profiles in SLE patients carrying the 1858T risk allele towards high serum IFN-a. This
implies that the 1858T allele could be a heritable risk factor for SSc through the interferon
pathway. On the other hand, other functional studies have shown that primary T cells from
patients with autoimmunity (type 1 diabetes and RA) carrying the W620 allele exhibited
reduced IL-2 response to TCR engagement.#243 IL-2 is known as one of the molecules that
shapes immune responses and tolerance.** All this together points out the pathways by
which the R620W PTPN22 variant influence autoimmunity, but further functional genetics
studies are needed to solve this completely. In conclusion, our results suggest that the
R263Q PTPN22 variant is not associated with SSc, in contrast to the R620W polymorphism
that is a known susceptibility factor for SSc and the ACA-positive subset. Our results
indicate that compared with the predisposition conferred by the R620W variant in
autoimmunity, the protective effect of R263Q appears to be weaker. One possible
explanation for these observations is that the loss-of-function effect on TCR signalling due
to the R263Q variant may be more easily compensated for than a gain-of-function effect
caused by the R620W variant.22

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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(A) Forest plot for the meta-analysis of the PTPN22 R263Q (G788A; rs33996649)
polymorphism in systemic sclerosis in eight Caucasian cohorts. (B) Forest plot of the
PTPN22 R620W (C1858T; rs2476601) polymorphism and SSc in seven Caucasian cohorts

and two previous studies.
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(A) Forest plot for the meta-analysis of the PTPN22 the R620W (C1858T; rs2476601)

Page 12

polymorphism and limited cutaneous systemic sclerosis subtype, in seven Caucasian cohorts

and previous studies. (B) Forest plot for the meta-analysis of the PTPN22 the R620W

(C1858T; rs2476601) polymorphism and anticentromere antibody-positive autoantibody

status of systemic sclerosis, in seven Caucasian cohorts and previous studies.
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