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Aim: TNF inhibitor drugs are a treatment option for rheumatoid arthritis, but response is not universal.
Response is typically measured using the composite 4-component (4C) disease activity score 28 (DAS28)
which contains more subjective measures. This study used a validated 2-component (2C) DAS28 score to
determine whether SNPs associated with response were replicated in the UK population. Materials &
methods: A literature review identified TNF inhibitor response SNPs. Linear regression was conducted to
replicate associations with 4C or 2C-DAS28 response. Results: Eighteen independent SNPs were analyzed
in 1828 patients. One and four associations with 4C and 2C-DAS28 response respectively were identified
(p ≤ 0.05). Conclusion: Further genetic associations were replicated using the 2C-DAS28 which may reflect
the objective nature of 2C-AS28.
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Rheumatoid arthritis (RA) is a heterogeneous disease ranging from mild joint inflammation (synovitis) to progressive
joint damage with multisystem involvement. Distinct immunophenotypes are recognized with anticitrullinated
protein antibody positive and negative disease. Treatment is based on controlling inflammation; TNF inhibitor
(TNFi) medications have significantly improved patient outcomes, but response is not universal. Approximately
40% of patients will experience primary or secondary TNFi failure [1]. Time on ineffective medication may lead to
irreversible joint damage and increasing healthcare costs [2]. The discovery of genetic markers of response would be
a considerable advance in RA treatment, leading to more targeted therapeutic prescribing.

The heritability of RA susceptibility is estimated to be up to 65% [3], in the past decade, significant advances
have been made in understanding and identifying genetic susceptibility markers with approximately 100 loci
identified [4]. These studies show how genetic association can inform insight into the pathogenesis of RA, but do
not have immediate clinical impact. The identification of genetic markers associating with treatment response,
pharmacogenetics, potentially could be translated more quickly and several groups have conducted genome-wide
and association studies to identify predictors of TNFi response (reviewed by Bek et al. [5]); however, replication
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of findings across studies has been very limited. RA treatment response can be measured in a number of ways.
The National Institute for Health and Care Excellence recommends measuring TNFi response using the European
Union League Against Rheumatism (EULAR) response criteria which utilize the four component (4C) disease
activity score (DAS) 28 [6,7]. The 4C-DAS28 is a composite score of a 28 swollen and tender joint count (SJC and
TJC), a visual analogue score (VAS: 0–100mm) of patient global assessment of arthritis activity and an objective
biochemical marker of inflammation erythrocyte sedimentation rate (ESR) or C-reactive protein (CRP). The 4C-
DAS28 was developed to reflect treatment decisions in the era before modern imaging techniques were undertaken
in routine clinical practice and biologic therapies were not available. In the finalized 4C-DAS28 the TJC was given
a greater weight than the SJC. The VAS and TJC can be elevated, however, due to illnesses other than active
RA such as depression and fibromyalgia, which can lead to elevation of the 4C-DAS28 that is not due to active
synovitis [8,9]. One TNFi pharmacogenetic study has evaluated the heritability of the separate components of the
4C-DAS28 and shown that the heritability of change in ESR and SJC are 48 and 39%, respectively, but when
evaluating the more subjective measures the heritability of the change in TJC and VAS is nonexistent [10]. Taken
together, these observations suggest that using the change in 4C-DAS28 as an outcome measure may impede
the identification of genetic markers of TNFi response. More recently, a revised DAS28 score was developed in
cohorts of patients with early RA with different weights applied to most accurately reflect ultrasound-determined
synovitis. When considering ultrasound-confirmed synovitis, only SJC and CRP were significantly associated. This
revised 2C-DAS28 was validated in additional cohorts and was demonstrated to show greater association with the
progression of radiographic erosions, compared with the 4C-DAS28 [11].

The aim of the current study was to investigate the association of previously identified TNFi response SNPs to
determine whether a greater number of SNPs are associated with 2C-DAS28 response compared with the original
4C-DAS28 in a large UK cohort.

Materials & methods
Identifying SNPs associated with TNFi response
A literature review was conducted in Medline during April 2018 to identify SNPs with previous evidence of
association with TNFi response discovered using a Genome-Wide Association Study (GWAS) approach that
reached a p-value of <10-5 or <10-3 and with validation in an independent cohort (p < 0.05), see Supplementary
data for search terms.

Patients
Patients commencing a TNFi were recruited prospectively to the Biologics in Rheumatoid Arthritis Genetics and
Genomics Study Syndicate (BRAGGSS; www.braggss.co.uk) observational cohort study as described previously [10].
Blood samples were obtained for DNA extraction from TNFi treated patients with RA who met the following
inclusion criteria: a physician diagnosis of RA; aged >18 years; self-reported Caucasian ancestry; baseline com-
ponents of the 4C-DAS28 available and; starting the TNFis infliximab, etanercept, adalimumab, certolizumab or
golimumab. Participants’ written consent was obtained. Ethical approval for BRAGGSS was given by the North
West Ethics Research Committee (COREC 04/Q1403/37).

Clinical & demographic data collection
Clinical measurements included SJC28, TJC28, ESR/CRP and VAS at baseline and again at follow-up (6 months).
4C-DAS28 and 2C-DAS28 were calculated as previously described [7,11]. CCP levels were measured using a
commercial ELISA (Axis-Shield Diagnostics Limited, Dundee, UK). Anti-CCP levels >5 U/ml were regarded as
positive as per the assay guidance. Clinico-demographic details were recorded including age, gender and current
medication. Data were collected at baseline (prior to TNFi initiation) and at 6 months after TNFi initiation.

Statistical analysis
Multivariate linear regression was performed to assess the association between each SNP genotype and absolute
change in 4C-DAS28 and 2C-DAS28 following TNFi treatment at 6 months of follow-up. Regression analyses were
adjusted for baseline 4C-DAS28 or 2C-DAS28 as appropriate. All SNPs associated were analyzed with reference
to the minor allele. These analyses were performed using Plink statistical software (version 1.07; http://pngu.m
gh.harvard.edu/purcell/plink/). Using binomial testing in R, independent SNPs (r2 <0.2) were investigated to
evaluate whether the number of associations (p ≤ 0.05) were statistically significant or would be expected by chance
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Table 1. Baseline clinico-demographic characteristics.
Baseline characteristic n (%) Missing (n)

Anti-CCP positive 840 (79.4) 754

Current DMARD 1483 (81.8) 0

Concurrent MTX 1185 (90.7) 506

Female 1387 (76.6) 2

Age, median (IQR) 57.7 (49.9–64.7) 0

Baseline 4CDAS28; mean (SD) 6.15 (0.95) 0

Baseline 2CDAS28; mean (SD) 4.58 (1.22) 0

TNFi

– Infliximab 471 (26.0)

– Etanercept 640 (35.3)

– Adalimumab 583 (32.1)

– Certolizumab 92 (5.1)

– Golimumab 26 (1.4)

CDAS: Component disease activity score; DMARD: Disease modifying antirheumatic drug; IQR: Interquartile range; MTX: Methotrexate; SD: Standard deviation; TNFi: TNF inhibitor.

Table 2. Association of prior identified SNPs with the response to treatment with anti-TNF agents in the BRAGGSS
cohort.
SNP Gene 4C-DAS28 (n = 1620) 2C-DAS28 (n = 1643)

� p-value � p-value‡

rs885814 ALPL 0.02 0.76 0.11 0.04

rs1350948† Intergenic -0.09 0.16 -0.13 0.04

rs12081765† Intergenic -0.12 0.01‡ -0.10 0.04

rs13393173† CERS6 -0.01 0.91 -0.11 0.05

rs17301249† EYA4 0.12 0.07 0.12 0.05

† Included in binomial test due to linkage disequilibrium with other SNPs (r2 �0.2).
‡P ≤ 0.05.

alone [12]. Where SNPs were in linkage disequilibrium, the SNP with the lowest p-value identified in the literature
review was taken forward for binomial testing. In addition, a sensitivity analysis of anti-CCP positive only patients
was undertaken.

Results
Thirty-six SNPs were identified in the literature review and selected for analysis, following quality control of
the genotype data, 26 remained available for analysis and 18 were independent (r2 ≤0.2) (Supplementary Table
1). In total, 1812 patients were eligible for analysis, of which 1620 and 1643 had complete 4C-DAS28 and
2C-DAS28 6 month follow-up data respectively. Baseline clinico-demographic features are shown in Table 1.
Following 6 months of TNFi treatment the mean absolute change in 2C-DAS28 and 4C-DAS28 was 2.13 and
2.46, respectively, (Supplementary Figure 1).

In the initial multivariate analysis, using the absolute change in 4C-DAS28 over 6 months as the primary outcome
measure adjusting for baseline 4C-DAS28, one SNP was associated with response (rs12081765; intergenic p = 0.01)
which was also associated with 2C-DAS28 response (p = 0.04). Using 2C-DAS28 as the outcome measure, adjusting
for baseline 2C-DAS28 five SNPs were associated with response (Table 2 & Supplementary Table 2). Using binomial
testing, there were more significant associations with change in 2C-DAS28 at p ≤ 0.05 than would be expected by
chance (p = 0.01). In comparison, the number of SNP associations with change in 4C-DAS28 at p ≤ 0.05 was not
significant (p = 0.61). Restricting the analysis to anti-CCP positive patients only (n = 840) revealed one SNP was
associated with 4C-DAS28 and six with 2C-DAS28 (Supplementary Table 3).

Discussion
Existing therapies for RA aim to induce disease remission and control joint inflammation. No single therapy is
universally effective, and a number of patients will experience a trial and error process before an effective treatment
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is initiated. Furthermore, pain can persist despite achieving DAS28 remission, which can be mistaken as active
inflammatory disease, leading to inappropriate escalation of therapy and misinterpretation of clinical trials [13].
Previous studies have suggested that the more subjective measures, the TJC and VAS, may affect the ability of the
4C-DAS28 to detect ultrasound-determined synovitis and radiographic progression of joint damage and synovitis
on MRI [11,14,15]. The 4C-DAS28 is a multivariable construct, which includes markers of inflammation, pain and
patient assessment of disease activity. While the 4C-DAS28 was a significant achievement in the development
of a DAS to homogenize patient assessment, TNFis are designed to target joint inflammation, and the 4C-
DAS28 may not accurately measure joint inflammation alone. Refining the measure to more closely reflect
ultrasound-determined synovitis may be a more appropriate measure for pharmacogenetic studies. This study
aimed to investigate whether moving from the conventional 4C-DAS28 to the recently developed 2C-DAS28
can help approach the goal of improving prediction of treatment response using genetic biomarkers. The study
demonstrated that when the absolute change in 2C-DAS28 was used to assess post-treatment disease activity at
6 months, more SNPs demonstrated association compared with the original 4C-DAS28. These findings are in
keeping with a recent study that demonstrated that the reweighted 2C-DAS28 shows stronger association with
ultrasound measured synovitis in three independent cohorts and radiographic progression of RA, when compared
with the original 4C-DAS28 [11].

Studies have shown that there is a substantial degree of heritability in response to TNFi therapy [16] and that
the heritability is higher for the more objective measures of the 4C-DAS28, the SJC and inflammatory blood
markers [10]. A major limitation in previous pharmacogenetic TNFi treatment response studies may therefore have
been the inclusion of the subjective (TJ28 and VAS) measures in the DAS28 calculation. In this study, more SNPs
were associated with treatment response using the reweighted 2C-DAS28 than would have been expected by chance
suggesting that it could be a preferred outcome measure in future clinical research in the assessment of disease
response as it more accurately reflects ultrasound-determined synovitis.

Our study has some limitations that require discussion. First, due to the relatively modest sample size of this
study, the power to detect associations may be limited. While previous studies regarding RA susceptibility loci
have analyzed >100,000 samples, most TNFi response studies have used modest sample sizes (n <3000) [4,17]. In
order to replicate previous associations, a relatively lenient statistical threshold of p ≤ 0.05 was chosen, increasing
the risk of false-positive associations. Our aim however, was to validate association. Therefore, it is recommended
that further research to validate the 2C-DAS28 associations in independent collections is undertaken. Classifying
outcome according to response criteria may be more clinically relevant as opposed to change in DAS28 however, the
majority of association studies identified in the literature review utilised change in 4C-DAS28 to define response
(Supplementary Table 1). As response classification criteria for the 2C-DAS28 are yet to be defined, analysis was
undertaken using multivariate linear regression, it is therefore not known whether patients would be reclassified as
responders utilizing the 2C-DAS28 compared with the 4C-DAS28.

Second, pharmacogenomic studies are frequently collaborative and there is some overlap of samples analyzed
here with previous studies [17–19] where we have collaborated. As part of Cui et al. 2010 [18] 81 patients and in
Cui et al. 2013 [17] 140 patients were initially used to detect association with an additional 595 samples from
BRAGGSS. The Plant et al. [19] study was undertaken in BRAGGSS patients. While this overlapmay inflate the
Type 1 error, this would apply to both the 4C-DAS28 and the 2C-DAS28.

Third, lack of adherence to therapy inevitably translates to poorer clinical outcomes which can also have an
impact on the analysis of treatment response as patients genetically predicted to respond are unlikely to do so if
they do not adhere to their treatment [20]; this has not been adjusted for in this study or others before it.

At last, though RA can present relatively similarly in clinical presentation, it is possible that it is, in fact, a number
of diseases with differing mechanisms. To illustrate the latter, studies have demonstrated that there are significant
genetic and clinical differences between anticitrullinated protein antibody positive and negative RA patients [21].
This study has not differentiated between subsets of RA which would have reduced the power to identify genetic
association.

Conclusion
This study has replicated five SNPs associated with TNFi treatment response when using the validated 2C-DAS28
(as opposed to one with the conventional 4C-DAS28). With the importance of early treat to target approaches,
the major aim of future research is to identify a molecular biomarker that will enable prediction of TNFi treatment
response in RA. Taking a precision medicine approach, patients would ideally be stratified into treatment response
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groups and treated accordingly, thereby avoiding the current trial and error process of treatment optimization.
Future research should consider using the 2C-DAS28 as a disease outcome measure in pharmacogenetic RA studies
which more accurately reflects joint inflammation and may identify hitherto undiscovered associations.

Summary points

• TNF inhibitors (TNFi) are treatment options for patients with rheumatoid arthritis (RA).
• Approximately 40% of RA patients experience TNFi failure.
• There is a substantial degree of heritability in response to TNFi treatment.
• Replication of SNPs associated with TNFi response is partial with many SNPs failing to replicate.
• Response to TNFi is measured using the 4C-DAS28 which includes more subjective measures that can be affected

by other illnesses such as depression.
• The 2C-DAS28 has been developed to more closely represent joint inflammation.
• Utilizing the 2C-DAS28 more SNPs are significantly replicated with association compared with the 4C-DAS28.
• Researchers should consider using the 2C-DAS28 as a disease outcome measure in pharmacogenetic RA studies.

Supplementary data

To view the supplementary data that accompany this paper, as well as the list of BRAGGS Consortium members, please visit the

journal website at: www.futuremedicine.com/doi/suppl/10.2217/pgs-2020-0043

Author contributions

All authors made substantial contributions to the conception or design of the work; or the acquisition, analysis or interpretation

of data for the work; drafted the work or revised it critically for important intellectual content, gave final approval of the version

to be published; and agreed to be accountable for all aspects of the work in ensuring that questions related to the accuracy or

integrity of any part of the work are appropriately investigated and resolved.

Disclaimer

The views expressed in this article are those of the authors and not necessarily those of the NHS, National Institute for Health

research or the Department of Health.

Financial & competing interests disclosure

This work was supported by Versus Arthritis (21754), MRC (MR/K015346/1) and the NIHR Manchester, Newcastle and Leeds

Biomedical Research Centers. J Bluett has received a research grant award from Pfizer and travel bursaries from UCB and Pfizer.

A Morgan has received research grants from Roche and Schering Plough and undertaken consultancy for Roche, GSK, Sanofi and

Regeneron for studies unrelated to RA and this manuscript. K Hyrich has received honoraria from AbbVie and research grants

from Pfizer and BMS. The authors have no other relevant affiliations or financial involvement with any organization or entity with a

financial interest in or financial conflict with the subject matter or materials discussed in the manuscript apart from those disclosed.

No writing assistance was utilized in the production of this manuscript.

Ethical conduct of research

The authors state that they have obtained institutional review board approval from North West Ethics Research Committee (COREC

04/Q1403/37) for the research described. In addition, they have obtained written informed consent from the patients for the

inclusion of their medical and treatment history within this work.

Open access

This work is licensed under the Creative Commons Attribution 4.0 License. To view a copy of this license, visit http://creativecomm

ons.org/licenses/by/4.0/

References
1. Gibbons LJ, Hyrich KL. Biologic therapy for rheumatoid arthritis: clinical efficacy and predictors of response. BioDrugs 23(2), 111–124

(2009).

2. Finckh A, Liang MH, Van Herckenrode CM, De Pablo P. Long-term impact of early treatment on radiographic progression in
rheumatoid arthritis: a meta-analysis. Arthritis Rheum. 55(6), 864–872 (2006).

future science group www.futuremedicine.com 1155

http://www.futuremedicine.com/doi/suppl/10.2217/pgs-2020-0043
http://creativecommons.org/licenses/by/4.0/
https://www.futuremedicine.com/action/showLinks?pmid=17139662&crossref=10.1002%2Fart.22353&citationId=p_2
https://www.futuremedicine.com/action/showLinks?pmid=19489652&crossref=10.2165%2F00063030-200923020-00004&coi=1%3ACAS%3A528%3ADC%252BD1MXovFSnsbg%253D&citationId=p_1


Research Article Gilani, Nair, Plant et al.

3. Macgregor AJ, Snieder H, Rigby AS et al. Characterizing the quantitative genetic contribution to rheumatoid arthritis using data from
twins. Arthritis Rheum. 43(1), 30–37 (2000).

4. Okada Y, Wu D, Trynka G et al. Genetics of rheumatoid arthritis contributes to biology and drug discovery. Nature 506(7488),
376–381 (2014).

5. Bek S, Bojesen AB, Nielsen JV et al. Systematic review and meta-analysis: pharmacogenetics of anti-TNF treatment response in
rheumatoid arthritis. Pharmacogenomics J. 17(5), 403–411 (2017).

6. National Institute of Health and Care Excellence (NICE). TA375: adalimumab, etanercept, infliximab, certolizumab pegol, golimumab,
tocilizumab and abatacept for rheumatoid arthritis not previously treated with DMARDs or after conventional DMARDs only have
failed. https://www.nice.org.uk/guidance/ta375/

7. Prevoo ML, van ’t Hof MA, Kuper HH, van Leeuwen MA, van de Putte LB, van Riel PL. Modified disease activity scores that include
twenty-eight-joint counts. Development and validation in a prospective longitudinal study of patients with rheumatoid arthritis. Arthritis
Rheum. 38(1), 44–48 (1995).

8. Cordingley L, Prajapati R, Plant D et al. Impact of psychological factors on subjective disease activity assessments in patients with severe
rheumatoid arthritis. Arthritis Care Res. 66(6), 861–868 (2014).

9. Inanc N, Yilmaz-Oner S, Can M, Sokka T, Direskeneli H. The role of depression, anxiety, fatigue, and fibromyalgia on the evaluation of
the remission status in patients with rheumatoid arthritis. J. Rheumatol. 41(9), 1755–1760 (2014).

10. Massey J, Plant D, Hyrich K et al. Genome-wide association study of response to tumour necrosis factor inhibitor therapy in rheumatoid
arthritis. Pharmacogenomics J. 18(5), 657–664 (2018).

11. Hensor EMA, Mckeigue P, Ling SF et al. Validity of a two-component imaging-derived disease activity score for improved assessment of
synovitis in early rheumatoid arthritis. Rheumatology (Oxford) doi:10.1093/rheumatology/kez049 (2019) (Epub ahead of print).

12. Wagner-Menghin MM. Binomial test. In: Encyclopedia of Statistics in Behavioral Science. Everitt BS, Howell DC (Eds). John Wiley &
Sons, Chichester, UK (2005). https://www.worldcat.org/title/encyclopedia-of -statistics-in-behavioral-science/oclc/367956663

13. Lee YC, Cui J, Lu B et al. Pain persists in DAS28 rheumatoid arthritis remission but not in ACR/EULAR remission: a longitudinal
observational study. Arthritis Res. Ther. 13(3), R83 (2011).

14. Baker JF, Conaghan PG, Smolen JS et al. Development and validation of modified disease activity scores in rheumatoid arthritis:
superior correlation with magnetic resonance imaging-detected synovitis and radiographic progression. Arthritis Rheumatol. 66(4),
794–802 (2014).

15. Studenic P, Radner H, Smolen JS, Aletaha D. Discrepancies between patients and physicians in their perceptions of rheumatoid arthritis
disease activity. Arthritis Rheum. 64(9), 2814–2823 (2012).

16. Umicevic Mirkov M, Janss L, Vermeulen SH et al. Estimation of heritability of different outcomes for genetic studies of TNFi response
in patients with rheumatoid arthritis. Ann. Rheum. Dis. 74(12), 2183–2187 (2015).

17. Cui J, Stahl EA, Saevarsdottir S et al. Genome-wide association study and gene expression analysis identifies CD84 as a predictor of
response to etanercept therapy in rheumatoid arthritis. PLoS Genet. 9(3), e1003394 (2013).

18. Cui J, Saevarsdottir S, Thomson B et al. Rheumatoid arthritis risk allele PTPRC is also associated with response to anti-tumor necrosis
factor alpha therapy. Arthritis Rheum. 62(7), 1849–1861 (2010).

19. Plant D, Bowes J, Potter C et al. Genome-wide association study of genetic predictors of anti-tumor necrosis factor treatment efficacy in
rheumatoid arthritis identifies associations with polymorphisms at seven loci. Arthritis Rheum. 63(3), 645–653 (2011).

20. Bluett J, Morgan C, Thurston L et al. Impact of inadequate adherence on response to subcutaneously administered anti-tumour necrosis
factor drugs: results from the Biologics in Rheumatoid Arthritis Genetics and Genomics Study Syndicate cohort. Rheumatology
(Oxford) 54(3), 494–499 (2015).

21. van der Helm-van Mil AH, Verpoort KN, Breedveld FC, Toes RE, Huizinga TW. Antibodies to citrullinated proteins and differences in
clinical progression of rheumatoid arthritis. Arthritis Res. Ther. 7(5), R949–958 (2005).

1156 Pharmacogenomics (2020) 21(16) future science group

https://www.nice.org.uk/guidance/ta375/
http://www.123
https://www.futuremedicine.com/action/showLinks?pmid=16207336&crossref=10.1186%2Far1767&citationId=p_21
https://www.futuremedicine.com/action/showLinks?pmid=7818570&crossref=10.1002%2Fart.1780380107&coi=1%3ASTN%3A280%3ADyaK2M7hvVeqtA%253D%253D&citationId=p_7
https://www.futuremedicine.com/action/showLinks?pmid=20309874&coi=1%3ACAS%3A528%3ADC%252BC3cXht1aqsL7F&citationId=p_18
https://www.futuremedicine.com/action/showLinks?pmid=25086073&crossref=10.3899%2Fjrheum.131171&citationId=p_9
https://www.futuremedicine.com/action/showLinks?pmid=21651807&crossref=10.1186%2Far3353&citationId=p_13
https://www.futuremedicine.com/action/showLinks?pmid=24390342&crossref=10.1038%2Fnature12873&coi=1%3ACAS%3A528%3ADC%252BC2cXivVCjs78%253D&citationId=p_4
https://www.futuremedicine.com/action/showLinks?pmid=22810704&crossref=10.1002%2Fart.34543&citationId=p_15
https://www.futuremedicine.com/action/showLinks?pmid=25213131&crossref=10.1093%2Frheumatology%2Fkeu358&citationId=p_20
https://www.futuremedicine.com/action/showLinks?pmid=30166627&crossref=10.1038%2Fs41397-018-0040-6&coi=1%3ACAS%3A528%3ADC%252BC1cXhs1Wkt7bE&citationId=p_10
https://www.futuremedicine.com/action/showLinks?pmid=23555300&crossref=10.1371%2Fjournal.pgen.1003394&coi=1%3ACAS%3A528%3ADC%252BC3sXlvVyjsrY%253D&citationId=p_17
https://www.futuremedicine.com/action/showLinks?crossref=10.1002%2Facr.22249&citationId=p_8
https://www.futuremedicine.com/action/showLinks?pmid=10643697&crossref=10.1002%2F1529-0131%28200001%2943%3A1%3C30%3A%3AAID-ANR5%3E3.0.CO%3B2-B&coi=1%3ASTN%3A280%3ADC%252BD3c7gs1Cqsw%253D%253D&citationId=p_3
https://www.futuremedicine.com/action/showLinks?pmid=21061259&crossref=10.1002%2Fart.30130&coi=1%3ACAS%3A528%3ADC%252BC3MXksFWrsrw%253D&citationId=p_19
https://www.futuremedicine.com/action/showLinks?pmid=24757132&crossref=10.1002%2Fart.38304&citationId=p_14
https://www.futuremedicine.com/action/showLinks?pmid=28607508&crossref=10.1038%2Ftpj.2017.26&coi=1%3ACAS%3A528%3ADC%252BC2sXhtVamsLzJ&citationId=p_5
https://www.futuremedicine.com/action/showLinks?pmid=25114059&crossref=10.1136%2Fannrheumdis-2014-205541&citationId=p_16


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (Coated FOGRA39 \050ISO 12647-2:2004\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 400
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 400
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ([Based on 'PPG Indesign CS4_5_5.5'] [Based on 'PPG Indesign CS3 PDF Export'] Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks true
      /AddPageInfo false
      /AddRegMarks true
      /BleedOffset [
        8.503940
        8.503940
        8.503940
        8.503940
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions false
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 600
        /LineArtTextResolution 2400
        /PresetName (Pureprint flattener)
        /PresetSelector /UseName
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 8.835590
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


