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Abstract (Portuguese) 

A espondiloartrite axial (axSpA) é uma doença reumática inflamatória, caracterizada 

principalmente pelo envolvimento da coluna e articulações sacroilíacas, e geralmente 

apresenta-se como dor crónica nas costas e rigidez. À medida que a doença progride, a 

mobilidade da coluna vertebral e a função física são prejudicadas podendo afetar as atividades 

da vida diária. A genética e os fatores ambientais (microbiota e microtrauma) são as causas 

conhecidas da suscetibilidade e progressão da doença. Esta tese teve como objetivo melhorar 

o nosso conhecimento atual da fisiopatologia da axSpA, caracterizando as propriedades 

musculares axiais e periféricas e identificando biomarcadores genéticos e proteicos que possam 

explicar tais propriedades. Realizamos um estudo transversal com 54 participantes: 27 

pacientes com axSpA e 27 controles saudáveis (HC), pareados por idade, sexo e nível de 

atividade física. Dados epidemiológicos, clínicos e de caracterização muscular (propriedades 

físicas musculares, força, massa e desempenho) foram registados e comparados entre pacientes 

com axSpA e HC. Foi ainda colhido sangue periférico para abordagens ómicas. A 

transcriptómica e a proteómica foram realizadas por sequenciação de RNA e tecnologias de 

espectrometria de massa, respectivamente. Os nossos resultados indicam que pacientes com 

axSpA (idade média de 36,5 (DP 7,5) anos, 67% do sexo masculino e duração média da doença 

de 6,5 (3,2) anos) não apresentaram diferença significativa na rigidez muscular segmentar em 

comparação com os HC, apesar de apresentarem uma discreta menor rigidez lombar. Pacientes 

com axSpA, comparados com os HC, apresentaram menor força total, bem como menor força 

nos membros superiores e inferiores, independentemente das propriedades físicas dos 

músculos. Os pacientes também apresentaram velocidades de marcha significativamente 

menores do que o HC. As características da marcha podem representar um potencial 

biomarcador em pacientes com axSpA. A análise de enriquecimento de genes expressos 

diferencialmente permitiu revelar vias metabólicas significativas (como sinalização de IL6 e 

vias do sistema imunológico) com papel patológico para esse grupo de pacientes. Salienta-se 

ainda que níveis séricos aumentados de várias citocinas pró-inflamatórias em pacientes com 

axSpA foram observados em correlação adequada com os parâmetros de atividade da doença. 

Além disso, foram identificados genes expressos diferencialmente associados ao músculo 

(como NACA, FRG1 e ARPC5L) desempenham papeis no desenvolvimento de miotubos e 

montagem de actina, afetando eventualmente a força muscular em pacientes com axSpA. 

Finalmente, a integração dos resultados da transcriptómica e da proteómica mostra que a 

análise dos genes e proteínas diferencialmente expressos permite obter uma clara 
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discriminação entre pacientes com axSpA e HCs, possibilitando ainda avançar no diagnóstico, 

prognóstico e eventuais opções terapêuticas para esse grupo de pacientes. Globalmente, os 

resultados aqui obtidos permitem oferecer algumas possibilidades interessantes para explicar 

o papel do músculo na patogénese da axSpA. 

Palavras-chave: Espondiloartrite Axial, Músculo, Microtrauma, Transcritómica, Proteómica. 
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Abstract (English) 

Axial spondylarthritis (axSpA) is an inflammatory rheumatic disease, characterized primarily 

by the involvement of the spine and sacroiliac joints, and usually presenting as chronic back 

pain and stiffness. As the disease progresses, impaired spinal mobility and physical function 

may impact activities of daily living. Genetics and environmental factors (microbiota and 

microtrauma) are the known causes of disease susceptibility and progression. This thesis aimed 

to improve our current knowledge of axSpA physiopathology by characterizing axial and 

peripheral muscle properties and identifying genetic and protein biomarkers that might explain 

such properties. We performed a cross-sectional study on 54 participants: 27 patients with 

axSpA and 27 healthy controls (HC), matched by age, gender, and level of physical activity. 

Epidemiological, clinical, and muscle characterization (muscle physical properties, strength, 

mass, and performance) data were registered and compared between patients with axSpA and 

HC. Peripheral blood was collected for omics approaches. Transcriptomics and proteomics 

were performed by RNA-sequencing, RT q-PCR, and mass spectrometry technologies, 

respectively. Our results indicate patients with axSpA (mean age 36.5 (SD 7.5) years, 67% 

males, and mean disease duration of 6.5 (3.2) years) had no significant difference in segmental 

muscle stiffness compared with the HC, despite showing a slight numerically higher lower 

lumbar stiffness. Patients with axSpA, compared to the HC, had lower total strength as well as 

lower strength in the upper and lower limbs, independently of muscle physical properties. 

Patients also had significantly lower gait speeds than the HC. Gait characteristics may represent 

a potential biomarker in patients with axSpA. Enrichment analysis of differentially expressed 

genes reveals significant pathways (such as IL6 signaling and immune system pathways) with 

a pathological role for this group of patients. Notably, increased serum levels of various pro-

inflammatory cytokines in patients with axSpA have been observed in proper correlation with 

disease activity parameters. Moreover, differentially muscle-associated expressed genes (such 

as NACA, FRG1, and ARPC5L) play roles in the development of myotubes and actin assembly, 

eventually affecting muscle strength in patients with axSpA. Worth of note, the integration of 

transcriptomic’s and proteomic’s results shows number of genes and proteins causes a clear 

discrimination between patients with axSpA and HCs that may advance diagnosis, prognosis, 

and therapeutic options for this group of patients. This work, taken together, provides some 

interesting possibilities to explain the role of muscle in the pathogenesis of axSpA.  
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Chapter 1: Introduction 

 
1.1 Complex Diseases 

 

1.1.1 What are complex diseases? 

 

Complex diseases are defined as medical conditions that arise from a complex interaction of 

inherited and environmental factors. In fact, the vast majority of diseases are classified as 

complex diseases, such as Alzheimer's disease, Parkinson's disease, Asthma, Multiple 

Sclerosis, Psoriasis, Rheumatoid Arthritis and Inflammatory Bowel Disease (1). 

 

In our body, there are not only constant interactions within genetic variants and among 

environmental factors, respectively, but also continual interactions between host and 

environment (Figure. 1.1). In a healthy condition, a balanced manner is maintained among 

these interactions. Nevertheless, dysregulation of the host-environment interplays may activate 

the onset of complex diseases and persist to play a continuing role during disease progression 

(2). 

 

Genetic predisposition reflects part of the risk associated with complex disease phenotypes. In 

comparison with the single gene-controlled diseases following a Mendelian pattern of 

inheritance, complex diseases are polygenic conditions. where the interactions of diverse 

genetic susceptibility risk factors may play a more critical role than a single contributory gene 

(1,2). 
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Figure 1.1. Aberrant gene-environment interaction triggers onset of complex diseases. During disease onset and 

development, there are constant interactions within genetic variants and among environmental factors, 

respectively. Continual interactions between host and environment also exist. 

 

 

1.1.2 Causes of Complex Diseases 

 

In general terms, complex diseases are caused by a combination of genetic and environmental 

factors, the majority of which have yet to be characterised. It is an intriguing task to 

discriminate against a single causal factor and to define its role in a complex disease due to (1) 

the effect of a solo factor may be confounded or obscured via other contributing factors; (2) 

genes and environment both encompass a wide range of variables. Indeed, the complexity of 

the interaction and combinations of diverse genetic and environmental factors has posed 

difficulties to investigation on complex diseases (3). 
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1.1.2.1   Genetics  

 

Genetically, the intricacy of most complex diseases is possibly by reason of contribution and 

interactions of several susceptible genes. Indeed, diseases that follow the single gene- dominant 

or single gene-recessive Mendelian patterns of inheritance are infrequent. Since the 19th 

century, numerous diseases have been determined which do not follow Mendel’s rules of 

inheritance, hence prioritising research of identification of genetic factors that drive the onset 

and progression of complex genetic diseases (4). 

 

Genomic studies have delivered advantageous insights into the involvement of individual 

genes/single nucleotide polymorphisms (SNPs) and potential gene-gene interplays to the 

phenotypes associated with diverse complex diseases (5). The Human Genome Project has 

exposed that SNPs are greatly prevalent in the human genome (6). SNPs may alter from 

individual to individual and majority of SNPs have no consequence on health or development. 

Although, some of them are in association with human disease (6). If a SNP arises in the coding 

region of a gene which contributes to conferring disease susceptibility, the SNP may interrupt 

the generation of a functional gene product. Accordingly, there is an elevated likelihood that 

this SNP will validate a phenotypic effect. More frequently, SNPs are observed in DNA 

segments between genes, namely in a regulatory region near a gene. If it occurs, the SNPs may 

impact directly gene-gene interplays, e.g., functioning as enhancers. Accordingly, through 

SNPs mapping and associating them with a specific phenotypic effect, SNPs can be utilised as 

genetic markers for evaluating disease risk. For example, if a SNP occurs to be more prevalent 

in affected subjects than healthy controls, this proposes that the SNP is physically near to the 

disease-causing mutation or performs a critical task in the expression of the functional genes 

(7). 
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Genome-Wide Association Studies (GWAS) have an important role for the understanding of 

the genetic basis of complex diseases. Pursuing to identify genetic associations with complex 

diseases, GWAS have conducted wide-ranging analysis of SNPs correlated with complex 

diseases across the entire human genome, which often deliver insights into molecular pathways 

that lie beneath the disease. Nevertheless, these investigations are not without downsides. Some 

investigators claim that GWAS function without a setting for discriminating what is 

functionally relevant, and henceforth they are of limited value (8,9). Furthermore, the genetic 

variants observed in GWAS can only describe a minor portion of the disease risk, due to the 

fact that rare variants (0.01%-0.05% frequencies) with intermediate effects will be neglected 

by GWAS (9,10). Providentially, the advanced know-hows in sequencing with significant 

upsurges in speed and volumes are allowing the identification of variants with lower 

frequencies (11). Despite the given limitations, GWAS still perform dominant tools to discover 

new sets of genes associated in a diversity of complex diseases (12). 

 

In the past years, remarkable progress has been completed in complex disease research across 

several omics’ layers from genome, transcriptome and proteome to metabolome. There is a 

growing understanding of the importance of biological interconnections, and much 

accomplishment has been succeeded through systems biology approaches (13). Nevertheless, 

due to the usual focus on one particular omics layer at a time, obtainable systems biology 

outcomes explain merely a modest part of complex disease. Current progress in multi-omics 

data collection and sharing provide us novel opportunities for exploring complex diseases more 

broadly, and yet concurrently brings new difficulties considering the data dimensionality and 

diversity (14). 
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By reviewing the whole picture, investigators are better positioned to identify causal genes, 

which may in turn be regulated by environmental factors, and vice versa. Translation of critical 

findings to the clinical settings proves that GWAS and Omics approaches potentially assist the 

progress of personalised medicine and optimum clinical care. 

 

1.1.2.2 Environment  

 

By considering genetic risks are of importance for the onset and development of complex 

diseases, environmental factors are not negligible. Frequently considered environmental 

triggers comprise lifestyles, smoking, diet, alcohol, exercise, etc. Lately, the gut microbiome 

is counting as a significant environmental factor in complex disease studies (15). 

 

The human gut is occupied by trillions of microorganisms and healthy status relies on the 

stability and balance of the interplays between host and intestinal bacteria. In the 

gastrointestinal tract, the colonisation of gut microbiota is influenced by the host genetic 

information. Besides, the host immune system is continuously monitoring the potential 

invasion by pathogens while at the same time tolerating trillions of commensals. Conversely, 

these microbes dynamically adjust the host immune response in a mutually advantageous 

relationship. Numerous types of cells in the gut including intestinal epithelial cells (IECs), 

innate lymphoid cells, B and T lymphocytes and mononuclear phagocytes can be the objects 

of such microbial alteration (16). 

 

On the one side, the microbiota composition is influenced by host factors, involving physical 

(epithelial and mucus layers), immunological (IgA and epithelia-associated immune cells) and 

biochemical (enzymes and antimicrobial proteins), (17). Therefore, host genetic factors 

perform an essential role in shaping the gut microbiome. The similarity of intestinal 
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microbiome in twins has established that the host genome acts a role in forming the gut flora 

(18). Recent studies have revealed that host genetic polymorphisms and deletions lead to 

alterations in the patterns of bacterial colonisation (19–22). Those researches have associated 

definite genetic variants with the quality and quantity of some intestinal bacteria. 

Consequently, in the presence of diverse inherent genetic factors, the composition and 

abundance of intestinal commensals may alter from individual to individual. Additionally, the 

maintenance of the gut microbiome mostly relies on available energy in the gut. One important 

source of energy is from fermentation and sulphate reduction of host carbohydrates, such as 

intestinal mucus (23,24). A major component of the mucus layer is highly glycosylated Mucin-

2, which delivers energy to the gut microbiome (23). Therefore, the survival of microbes in the 

gut depends on their phenotypic traits changed with the energy availability in the host gut (25). 

Additionally, composition of gut microbiome can be affected by psychological health (e.g., 

depression), lifestyle (e.g., smoking and diet) as well as geographical location of the host and 

living conditions (urban or rural) (26–29). 

 

On the other side, many microbes co-evolved with the host to adjust the immune system in 

ways that express mutual benefits, either through direct interplay with the host immune system 

or via the production of metabolites. Namely, microbiota has been known to play a role in 

determining local population of the effector/regulatory T-cell axis (30). Segmented filamentous 

bacteria (SFB) can develop Th17 cell expansion, while Bacteroides fragilis and some Clostridia 

species elevate Treg populations (31–33). Additionally, butyrate and propionate, two bacteria 

metabolites, have been revealed to induce the differentiation of colonic/extra-thymic Treg cells 

in mice, proposing an anti-inflammatory function (34,35). Most prominently, the interplay 

between commensal microbiota and the mucosal immune system is elemental for appropriate 

immunity.  
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In addition to the microbiome, physical activity and inactivity can be the causes of most 

complex diseases.  Mechanisms of physical inactivity are reflected anti-parallel, rather than in 

series (continuum) to physical activity (36,37). Physical activity and inactivity exist in various 

mechanistic planes and are not simply mirror images of each other as is frequently assumed. 

Ideal therapies and preventive approaches demand the understanding of underlying 

mechanisms. Therefore, it is essential to comprehend that some of the mechanisms by which 

inactivity triggers chronic diseases vary from mechanisms by which exercise plays principal 

prevention of the same diseases (38). 

 

1.1.3 Evaluation of gene-environment interactions in complex diseases 

 

Reflecting the interaction between gene products and products of environmental insults in 

complex diseases, separate exploration of genetic and environmental variants is insufficient 

(39). Cross-disciplinary research in identifying gene-environment interplays is essential to 

better predict disease onset and screen disease development. There are a number of researches 

which assess the interactions of these factors. 

 

Twin studies characterise one of the dominant tools to assess the weight of individual 

hereditary factors in contributing to a complex disease in comparison with environmental 

factors. Specifically, monozygotic (MZ) twins share identical genetic background although 

dizygotic (DZ) twins inherit 50% of their genes. In twins, high concordance rates in MZ and 

DZ twins of a complex disease determine a robust genetic impact, while low concordance rates 

indicate environmental contribution (40). As an example, the critical genetic involvement of 

spondyloarthropathies (SpA) is highlighted by the great concordance rate among MZ twins in 
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this and other studies, with heritability anticipated to be at least 97% (41). Worth of note, all 

of the disease severity scores are more closely associated with MZ than in DZ twins, implying 

that disease severity is partially genetically defined. SpA-affected siblings are more 

comparable in the year of onset than in age at onset, signifying that environmental factor act a 

greater role in the timing of onset (42). Hence, to better understand complex diseases, 

interpretation on gene-environment interaction is required rather than a single factor. Other 

than twin research, commonly performed strategies for gene-environment interplays involve 

family- and population-based designs, as well as cohort and case-control (43). 

 

In order to unravel the mechanisms underlying complex diseases, investigators must sort out 

all the pieces of the puzzle from a black box and begin to assemble them one piece at a time. 

Most significantly, if we reflect every factor (genetic or environmental) as only one piece of a 

complex jigsaw puzzle, we need to be aware that various combinations of different numbers of 

pieces could possibly end in the same picture once a puzzle is finalised. 

 

1.1.4 Clinical impact of gene-environment interactions in complex diseases 

 

The most important usage of gene-environment interplays is personalised medicine, both in 

prevention and treatment. 

 

Personalised preventive medicine can be applied if the effects of an environmental risk 

intensely depend on a known genetic factor (44). In this view, it is advantageous to assess the 

impact of an environmental exposure on subjects with different genetic histories and vice versa. 

Nevertheless, it is still a challenge to identify high-risk individuals even when a robust gene-



Chapter 1: Introduction 

 9 

environment interplay is observed, due to the fact that many other confounding factors will be 

contributed in most cases (44,45). 

 

Personalised treatment depends on better understanding of two fields; gene-environment-drug 

interplays and genetic individualization of drug responses (45). Adverse drug reactions could 

potentially be because of several factors involving genetic susceptibility, disease determinants 

and environmental factors. Since drug response may be relied on in genotype and 

environmental triggers, a test of real clinical value can be demonstrated through characterising 

the association of host-environment interplays and drug response. Besides, patient care will 

also be advanced by novel biomarkers that predict treatment response based on host-

environment interplays. If biomarkers can classify patients who will respond positively from 

those who will be unresponsive or will display adverse reactions, personalised treatments will 

be compensating and will advance health outcomes, involving those linked to complex 

diseases. Thus, better consideration of gene-environment interplay of complex diseases would 

have a major impact on clinical care and public health (39). 

 

1.2 Axial Spondyloarthritis  

 

1.2.1 What is Axial Spondyloarthritis? 

 

A group of inflammatory diseases with various clinical phenotypes are categorised under the 

predominant term – ‘spondylarthritis’ (SpA) – which is sub-grouped into conditions distressing 

predominantly the vertebral (axial) and the peripheral (appendicular) musculoskeletal systems. 

These conditions are named as axial SpA (axSpA) and peripheral SpA (pSpA), respectively 

(46). They share pathologic and genetic features, might be overlapping, and involve ankylosing 
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spondylitis, psoriatic arthritis (PsoA), arthritis associated with Inflammatory Bowel Disease 

(IBD), reactive arthritis and undifferentiated arthritis (47). Features that connect these entities 

are a connection with HLA-B27, a typical pattern of peripheral arthritis that is asymmetric, 

oligoarticular and predominates in the lower limbs, and possible sacroiliitis, enthesitis, 

spondylitis and inflammatory eye disease (48). 

 

1.2.2 Axial Spondyloarthritis Classification Criteria 

 

Ankylosing spondylitis (AS) is known as the classic axSpA condition (49). The term is derived 

from the Greek words ‘angkylos’ meaning fusion and ‘spondylos’ meaning vertebral bodies 

(50), indicating the endpoint of untreated disorder, that is, a spine that is fused in a position of 

flexed forward deformity. By description (see Figure 1.2), a diagnosis of AS needs at least 

mild-moderate structural damage of the sacroiliac joints to be observed radiographically on X-

ray (51). 

 

Figure 1.2. Assessment of Spondylarthritis International Society (ASAS) criteria for Ankylosing Spondylitis.  

Source: ASAS slides downloaded from their website (https://www.asas-group.org/) that originated from 

scientific paper (51). 
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Raised knowledge over the last two decades ends in the recognition of comparable disease 

developments that are earlier or have less structural damage – henceforth the publication in 

2009 of a classification for the SpA related conditions, as presented in Figure 1.3 (52). In this 

classification, AS is counted as a subset of the broader term ‘axSpA’, and can likewise be called 

‘radiographic axSpA’ – nevertheless, the AS ‘label’ remains in common use. Those patients 

with similar clinical findings, but excluding moderate x-ray alterations, are classified as taking 

‘non radiographic-axSpA’ (nr-axSpA). 

 

 

Figure 1.3. Assessment of Spondylarthritis International Society (ASAS) criteria for axial Spondylarthritis. 

Source: ASAS slides downloaded from their website (https://www.asas-group.org/) that originated from scientific 

manuscript (53). 
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1.2.3 Epidemiology of axial Spondyloarthritis 

 

According to the heritable preponderance of AS (further described below), the prevalence of 

axSpA differs across racial crowds from 0.5 to 1% for AS and up to 1.4% for axSpA (54–56). 

A recent epidemiological study has reported a prevalence of 1.6% for axSpA in Portugal (57). 

The frequency of axSpA in females and males is approximately identical, while more males 

than females are diagnosed with AS (meet the radiographic criteria), in a ratio of 3.1:2 (58). 

The typical age of onset is in early adulthood, frequently in the third decade of life, while up 

to 20% might experience their first symptoms before the age of 20 (58). Ancient skeletons with 

joined spines, belonging to mediaeval Anglo-Saxons and Egyptian pharaohs (59), provide 

evidence that AS has been affecting humans for significantly longer. 

 

1.2.4. Axial Spondyloarthritis Symptoms and Signs  

 

The major symptoms of axSpA are inflammatory back pain and spinal stiffness (46). 

Inflammatory back pain is considered according to the following criteria: spinal morning 

stiffness (lasting more than 30 minutes); nocturnal pain; improvement by exercise and not rest, 

and chronic back pain (more than three months) with onset earlier than the age of 45 years (60). 

Additional common manifestations are joint effusions generating swelling (usually lower 

limb), enthesitis, which derives as tenderness and inflammation at ligament or tendon insertions 

(e.g., the Achilles tendon) and fatigue. Uveitis, inflammatory bowel disease (including 

Crohn’s) and psoriasis are common extra-articular manifestations of the axSpA (55). 

 

 

 



Chapter 1: Introduction 

 13 

1.2.5. Aetiology and Pathophysiology of Axial Spondyloarthritis 

The leading pathological alteration is enthesitis, that is, inflammation at the anatomical zone 

where tendons, ligaments, or joint capsules connect to the bone (49). The enthesitis arises at 

multiple zones and may end in osteitis and fatty degeneration of the adjacent bone marrow 

(61). 

Disease localisation shows to be associated with sites of greater biomechanical stress. This 

involves the sacroiliac joints in over 95% of patients with axSpA (61). The following healing 

process is assumed to end in amplified bone repair, leading to the characteristic syndesmophyte 

formation, which can generate a permanent ‘bridge’ over the joint space between one vertebra's 

bodies (61).  

 

Without treatment, the ongoing disease will lead to a gradual decrease in spinal mobility, often 

with a progressive kyphosis (flexed forwards) posture, as illustrated in figure 1.4. If spinal 

ankylosis arises, the impacted joints of the spine will permanently fuse by bony bridging, and 

when the whole spine is impacted, this ends in ‘total spinal ankylosis’ (TSA): the spine 

effectively turns to one ‘long bone’ (62). 
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Figure 1.4. Person with advanced axSpA with total spinal ankylosing and severe thoracic kyphosis. Image shows 

the spinal ankylosis typical of AS, and these bony/structural changes can mark the evolution of the disease process 

from nr-axSpA into axSpA. 

Source: ASAS slides downloaded from website (https://www.asas-group.org/) 28/03/2018: slides may be used 

freely therefore specific permission not required. 

In addition to considerably limiting mobility, patients with advanced axSpA are susceptible to 

many disease consequences, leading to a considerably raised all-cause mortality rate, with a 

risk ratio of 1.6 in comparison to the general population (63). Increased cardiovascular disease 

is thought to be the leading cause of death (64); however, osteoporosis is the most common 

comorbidity, it can occur within 10 years of symptom onset (65), and has a prevalence of over 

50% (66,67). The combination of osteoporosis and spinal ankylosis increases the risk of both 

spinal fractures and associated spinal cord injuries (68,69). Therefore, prevention of such 

sequelae through early diagnosis and optimal management is paramount. However, delays in 

diagnosis are still common, as diagnosis is made by identifying patterns of symptoms and signs 

rather than specific or very specific tests, with an average delay of 8 years reported worldwide 
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(70). Diagnostic delay in patients with axSpA from Portugal is similar to that reported in other 

developed countries (7.6 ± 0.9 years), (71). 

1.2.6. Diagnostic Biomarkers of Axial Spondyloarthritis 

The only biomarkers currently widely used in clinical practice are the acute phase reactants c-

reactive protein (CRP) and erythrocyte sedimentation rate (ESR), and testing of HLA-B27 (its 

expressed protein), (72). Although these tests have noticeable diagnostic and predictive value 

for response to biological therapies and clinical outcomes, their sensitivity and specificity are 

not optimal and there is a need for better biomarkers. 

 

So far, axSpA proteomics studies have focused primarily on known inflammatory markers such 

as cytokine levels in serum samples. Although these markers have some discriminating power 

in both axSpA diagnosis and disease activity assessment, their performance is generally 

inadequate for clinical practice (72). Concentrations of several cytokines are elevated in 

patients with axSpA and are correlated with disease activity (e.g., CXCL8 and CRP), and some 

particular ones are therapeutic targets in axSpA, such as TNF and IL-17. This correlation 

proposes that measuring cytokines (either alone or in combinations) can be practical diagnostic 

assistance and might be predictive of therapy responses. As an example, hypothetically, 

medicines that target the IL-17 signalling pathway might be less effective in patients who do 

not have high levels of IL-17, possibly justifying the reported failure in clinical trials of some 

medications that target this pathway (such as Ustekinumab) (73). 

 

Early studies that proposed the presence of auto-antibodies in axSpA, mostly those targeting 

epitopes that are cross-reactive with Klebsiella, have not been replicated afterwards (74). A 

2014 study revealed that levels of antibodies against the HLA-B27 (CD74) are elevated in 
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patients with axSpA in comparison with either patient with chronic back pain or healthy 

individuals (75). Although, this result has demonstrated challenging to replicate (76). CD74 

also acts as a receptor for macrophage migration inhibitory factor, which has increased titres 

in patients with axSpA and is related to radiographic progression (77).  

 

Serum or faecal calprotectin levels reflect gut and, to a minor extent, skin inflammation, and 

are broadly used to screen for IBD. In a study in Chinese patients with axSpA and healthy 

individuals, serum calprotectin presented decent discriminatory power for the diagnosis of  

axSpA (78). Calprotectin concentrations also correlated with disease activity and with 

concentrations of pro-inflammatory cytokines (e.g., IL-1 and IL-17), (78). 

 

The RNA profiles of peripheral blood cells from patients with axSpA and related disorders 

have been screened by quantitative reverse transcriptase PCR (qRT-PCR), microarray and 

RNA sequencing (RNA-seq), initially to explore the pathogenesis of the axSpA rather than to 

pursue biomarkers. However, some findings have proposed that RNA profiling might have 

benefits in the identification of biomarkers for axSpA, but its value has not been established in 

a strongly replicated approach. An early microarray study established that expression of RGS1 

had great discriminatory power for undifferentiated axSpA compared with chronic back pain 

(79). In a later study, a three-gene signature (including NR4A2, TNFAIP3 and CD69) was 

known in a discovery set through microarrays that had adequate capacity to distinguish patients 

with axSpA from healthy individuals in a validation study (80). Recent gene expression 

assessments in patients with axSpA revealed overexpression of BMP6, PCSK6, KREMEN1 

and CTNNAL1 genes, and downregulation of ossification mediators, SPOCK2, EP300 and 

PPP2R1A (81). 
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The paucity of studies of transcriptomic biomarkers for clinical practice in axSpA 

hypothetically relates to the difficulties that would contribute to the clinical application of such 

an approach. To be clearer, when using blood or tissue samples, transcriptomic profiles differ 

based on the cell type distribution within the sample. The majority part of studies has been 

performed by using peripheral blood (82–84), while they comprise an extensive spectrum of 

cell types and are greatly heterogeneous among individuals. Computational techniques to 

deconvolute diverse cell populations from bulk cell experiments have been suggested (85), but 

developing techniques using single-cell sequencing would present more insight than bulk cell 

experiments into the types of cells, including novel cell types, that might characterize axSpA. 

 

1.2.7. Diagnosis and Assessment of Axial Spondyloarthritis  

In clinical practice, the diagnosis takes into account many aspects of the patient's clinical 

findings; in fact, classification criteria are not useful for diagnostic purposes (47). In addition, 

radiographic sacroiliitis is a prerequisite for AS diagnosis, but this contributes to diagnosis 

delay. In our days, Magnetic Resonance Imaging (MRI) might be considered for the diagnosis 

(and monitoring) of axSpA (86). Additional disease monitoring tools include inflammatory 

blood markers, such as CRP, ESR, and also genetic background (HLA-B27). patient-reported 

outcome measures (PROMS) may give to healthcare practitioners, a perspective about disease 

activity, the Bath AS Disease Activity Index (BASDAI) functional repercussion Bath AS 

Disease Functional Index (BASFAI), axial mobility, Bath AS Metrology Index (BASMI), and 

several others aspects (87,88).   
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1.2.8. Management of Axial Spondyloarthritis 

Ideal axSpA management has long contained a combination of medical and non-medical 

management. The latter contains exercise, education and other types of physiotherapy, 

rehabilitation, and patient support groups, as illustrated in Figure 1.5. 

 

Figure 1.5. Summary of the nine Assessment of SpondyloArthritis International Society quality statements. 

SpA: spondyloarthritis. 

Source: Kiltz U et al, 2020 (89). 
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1.3. Axial Spondyloarthritis is a Complex Disease 

 

axSpA is a complex disease impacted by both genetic and environmental triggers. The 

heterogeneity of axSpA roots in the fact that different combinations of genetic triggers and 

environmental factors may end in the same disease outcome – axSpA (90). In axSpA genetic 

susceptibility only delivers predisposition for disease development. Environmental factors 

(e.g., bacterial triggers, microtrauma) are required to trigger the onset of disease and its 

progression. 

 

1.3.1. Genetics of Axial Spondyloarthritis 

 

1.3.1.1 Early family and twin studies 

 

It has been long considered that there is a robust genetic association with AS from the results 

of family and twin research. The recurrence risk of siblings with AS has been stated to be as 

high as 9.2% in comparison with 0.1% in the general population. Likewise, in twin researches, 

the concordance of AS in monozygotic twins is approximately double that of dizygotic twins. 

The heritability of AS is assessed to be in excess of 95%, indicating a robust genetic association 

in AS (91). 

 

1.3.1.2 Role of HLA-B27 in Axial Spondyloarthritis 

 

In the early 1970s, the detection of a robust association with human leukocyte antigen (HLA)- 

B27 was the keystone in the genetic research of AS. The first two researches, discovering the 

association of HLA-B27 with AS, reported an 88% and 96% of association, respectively. HLA-
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B27 has been found to be present in 96% of patients with AS, compared with 4% of unaffected 

cases (92). Worth of note, the prevalence of HLA-B27 in the general population differs 

considerably between ethnicities, ranging from almost null in Australian Aborigines to 50% in 

Haida Indians (93). Nevertheless, the mechanisms of the association of HLA-B27 with AS 

remain undetermined. A more systematic investigation of dimerization and misfolding theories 

is required and definitive relations between the aberrant forms of HLA-B27 and AS 

pathogenesis have yet to be identified. 

 

1.3.1.3 Genome-Wide Association Studies (GWAS) 

 

In the current decade, the usage of GWAS is of great assistance to unravel the complicated 

genetics of AS. Aside from the strong HLA-B27 association with AS, GWAS have determined 

48 non-MHC loci which are potentially causative to AS (53). Relying in their identified 

functions of the respective proteins, these susceptibility genes have been characterised into 

groups including DNA methylation, antigen peptide handling, IL-23 cytokine pathways, 

Nuclear Factor kappa B (NFκB) activation, bacterial sensing in the gut, gut mucosal immunity 

and TCR signalling (53). Some example genes that were discovered by GWAS are in the 

following. 

 

With the discovery of IL23R association with AS, trials of IL-17 blockage have been signified 

in AS. It is remarkable that IL23R, the gene encoding the receptor for the IL-23 cytokine, 

contributed to the activation of a broad range of pro-inflammatory responses (94). IL23R is a 

common susceptible factor shared by both IBD and AS. In a phase II study, biologic treatment 

blocking IL-17 has been revealed to have an advantageous impact similar to TNFi (53). Other 

genetic risks related with AS that perform a task in IL-23 pathway include ICOSLG, CARD9, 
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EOMES, IL1R1, IL1R2, IL6R, IL7R, IL12B, IL27, PTGER4, RUNX3, TYK2, TBX21 and 

ZUMIZI (53). 

 

The discovery of Endoplasmic Reticulum Aminopeptidases (ERAP) 1 and its association with 

HLA-B27 by GWAS have shed light on gene-gene interplay in AS. Among the GWAS-

identified non-MHC I susceptibility genes, ERAP1 is the most robust associated gene with 

HLA-B27. ERAP1 functions as a “molecular ruler” that cleaves peptides down to optimum 

length for MHC-class I protein presentation to immune effector cells. Hence, HLA-B27 may 

perform a task in AS by a mechanism including ERAP1, probably by aberrant peptide 

presentation. ERAP1 has been related with the development of AS in HLA-B27-positive 

subjects through interplaying with HLA alleles (46). Nevertheless, there have been 

controversial results on ERAP1 impact on HLA-B27 cell surface expression, it has been 

revealed that different ERAP1 variants did change HLA-B27 FHCs. Therefore, the protective 

variants of ERAP1, which inhibit conformational alterations of the molecule, are essential for 

accurate peptide cleavage and decrease of abnormal peptide presented in the ER to HLA class 

I molecule (46). 

 

At this point, there is not adequate evidence to support a convincing theory clarifying the 

mechanistic interplay of ERAP1 and HLA-B27. Although, it has been distinguished that in the 

case of influenza infection, generation of preferred B27-epitopes is noticeably dependent on 

ERAP1 (95). In the absence of ERAP, there is a remarkable decrease in the cytotoxic T cell 

response to B27/NP383-391 epitope in influenza A-infected HLA-B27tg mice (95).  

 

In addition to ERAP1, genetic relations of ERAP2 and HLA-B27 have been determined in 

GWAS studies with AS. Both ERAP1 and ERAP2 belong to M1-aminopeptidases which are a 
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family of metalloproteinases. Both ERAPs share a 50% identical sequence. Similar to ERAP1, 

ERAP2 has been related with abnormal HLA-B27 expression and a boosted MHC-I free heavy 

chains and activation of UPR response. Additionally, ERAP2 is associated with HLA-B27-

negative AS. Loss of function variants of ERAP2 are protective for AS development the same 

as ERAP1. Nevertheless, ERAP2 SNPs did not affect HLA-B27 related ER stress (95). 

 

Another level of gene-gene interplays in AS is presented via the pathogenic effect of interaction 

between ERAP1 and ERAP2 in HLA-B27-related AS through the altered interplays with MHC-

I. Acting as an n-terminal aminopeptidase, ERAP2 may form heterodimers with ERAP1. The 

heterodimers display dissimilar peptide cleavage functions from either ERAP1 or ERAP2. 

Beside forming heterodimers, ERAP2 also works with ERAP1 in trimming peptides, given 

location and functional overlay of these two molecules. Particularly, inhibition of ERAP1 or 

ERAP2 alone reduced about 10% MHC-I surface expression, although the suppression of both 

aminopeptidases led to 20% reduction. Yet grander studies are essential to improve our 

knowledge on ERAP-dependent HLA-B27-related pathogenesis of AS. The absence of ERAP2 

expression in mice has limited studies of this interplay in AS pathogenesis (96). 

 

Despite the abundant data provided by GWAS, the studies do have pitfalls, such as selection 

bias in SNPs, limitation of cohort size, and lack of specified clinical parameters and well-

characterised disease effects. The GWAS-identified susceptibility genes only account for 29% 

of the heritability of AS, with HLA-B27 accounting for 25% of total heritability. Hence, there 

is a large proportion of heritability undetermined in AS. Furthermore, although studies have 

recognised sexual dimorphism in AS, sex impact has not been taken into consideration in 

GWAS analysis of AS. Approximately, 15% of quantitative trait loci can be sex-specific (96). 
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1.3.2 Sexual Dimorphisms in Axial Spondyloarthritis 

 

Being one of the genetic triggers, gender dissimilarity has long been neglected in clinical and 

biomedical research with both human and animals, which has ended in possible shortcomings 

in health care and patient management. Namely, from 1997 to 2000, 80% of medicines had to 

be recalled from the U.S market due to serious risks for females. Despite serious efforts through 

many funding agencies to mandate gender as a variable in biomedical and pre-clinical studies, 

females are still under-investigated in clinical trials (97). More advance has to be made to 

discriminate against such differences in systematic studies. 

 

AS has been considered as a male-dominant disease since the 1600’s when Bemard Connor 

first recognised skeletal variations that resembled AS. In the early 1900’s, the most commonly 

cited gender ratio in AS was ten to one in favour of males (97). This ratio underestimated AS 

in females. While the reports on gender variance in AS are still inadequate, with rising interest 

in this aspect, it is now mostly documented that males are generally affected two to three times 

more often than females. In contrast, there is no existing sexual dimorphism in other subgroups 

of SpA, such as nr-axSpA and PsA (97). 

 

Several explanations have been suggested for underestimation of AS in females. Firstly, the 

persistent belief that AS is an exclusively male disease may lead to the under or late diagnosis 

of this disease in females. Secondly, reluctance to expose female reproductive organs to X-ray 

can be another justification. The existing developed classification criteria with the operation of 

MRI offer better opportunities for the screening and diagnosis of female subjects with AS. Last 

but not least, it is of importance to consider that gender bias in AS is not only present in 
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prevalence numbers. The alterations in clinical and radiographic features in female vs male AS 

can play an important role in a longer diagnostic delay (97). 

 

In clinical aspects, AS males have an earlier age of symptom onset and a longer mean disease 

period at diagnosis than females. Remarkably, females have lower baseline C-reactive protein 

(CRP) levels (13.1 vs 20.9 mg/l) and a lower proportion of HLA-B27 positivity (76.3% vs 

85.2%) in comparison with males. It is more frequent for males to progress extra-articular 

manifestations, such as gut inflammation, than females in AS. In contrast, females appear to 

tolerate more systemic burden present by greater pain scores and disability than males. This is 

determined via baseline data representing females with more back pain (high BASDAI) and 

lower quality of life (high ASQoL), (98). 

 

Radiographically, females have been stated to display more structural variations in the cervical 

spine than men which may lead to the under-diagnosis of females with AS. In contrast, a more 

rapid rate of radiographic progression and worse radiographic severity has been detected in 

males (98). 

 

Beside clinical and radiographic alterations of the disease, females also have inferior response 

rates to treatment. Henceforth it suggests that different genders of patients might contain 

different mechanistic pathways of disease onset and development, which should be taken into 

consideration at the time of making treatment decisions. 

 

Despite the gender differences noticed in the AS clinic, the small number of female patients in 

most researches of AS delivers few mechanistic clues about it. Initially, common hypotheses 

on changed gender hormone levels and X-linked genes were suggested. Sadly, no direct links 
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have been established (98). Namely, in male patients, the levels of testosterone were similar in 

AS vs healthy cases. Likewise, in females, pregnancy or the consumption of oral contraceptives 

did not impact the disease. Besides, no X-associated genes have been discovered to be 

associated with AS. Hence, there is no sharp mechanism for the gender-bias of AS. 

Nevertheless, recent studies aiming at the gender-biased immune response shed some light on 

some potentials. Male AS subjects are determined to have higher pro-inflammatory cytokines 

than females (99). Recent research by Gracey et al. exposed that there was sexual dimorphism 

in the Th17 but not Th1 axis of AS. In male patients, the frequency of IL-17A and Th17 cells 

was boosted in comparison with female AS patients. Remarkably, this skew was independent 

of HLA-B27 condition. On the other hand, the fact that male subjects are more susceptible to 

infection may relate this bias to the shift of gut microbiome in AS. Although sex-biased impacts 

on gut microbiome in AS are not well-defined, such alterations have already been established 

in patients with obesity (99). Due to the fact that there is a close relationship between host 

immunity and gut bacteria, the microbial impact on gender-biased immune response may be 

another clarification. More studies are still required to unravel the gender difference in AS. 

 

1.3.3. Bacterial Triggers of Axial Spondyloarthritis 

 

The contribution of the environment in the development of AS has long been indicated, while 

a definitive association is yet to be identified (100). Despite the strangely high heritability in 

AS, the monozygotic twin concordance rate is 75% (101), demonstrating that environmental 

factors may serve as a disease trigger. 

 

Recently, there is growing evidence supporting the function of the intestinal microbiome in 

AS. One study established a dysregulated gut microbial composition in the terminal ileum in 
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AS subjects in comparison with healthy controls (102). AS subjects had a greater abundance 

of Lachnospiraceae, Rikenellaceae, Ruminococcaceae, Pophyromonadaceae, and 

Bacteroidaceae, and a reduction in Veillonellaceae and Prevotellaceae. The gut mycobiota of 

AS patients was characterized by higher levels of Ascomycota, especially the class of 

Dothideomycetes, and decreased abundance of Basidiomycota, which was mainly contributed 

by the decease of Agaricales (103). Additional analysis presented those interplays between 

these indicator species within the microbial colonisers formed the AS gut microbial community 

signature. Furthermore, most of the AS subjects with active disease exhibited an increased 

serum IgA level, indicating the probability of microbial translocation and intestinal barrier 

failure. The “leaky gut” theory is reinforced via a new observation of adherent and invasive 

bacteria in the gut of AS subjects with intestinal inflammation, as well as dysregulation of 

zonulin, a component of the gut vascular barrier (104). Remarkably, it has been noticed that 

breastfeeding, which is considered to moderate early colonisation of gut microbiota, might 

protect against the development of AS (105). These outcomes associate a protective role of gut 

commensals to AS development. Breast milk possibly adjusts the infant’s gut flora directly by 

transmitting maternal bacteria or indirectly by interplay with the infant’s immune system. 

 

The growing interest in the association between intestinal bacteria and AS has changed 

conventional thinking regarding HLA-B27 pathogenesis of AS. Owing to the fact that more 

than 95% of HLA-B27 subjects remain healthy, environmental factors appear required in HLA-

B27 pathogenesis. Although the specific interaction of HLA-B27 and intestinal microbiome in 

AS is poorly implied, there is evidence of bacteria-driven AS in genetically predisposed 

individuals and animals. Findings presented that there is a greater tendency of HLA-B27-

positive subjects to develop into AS from ReA triggered via intestinal infection with Yersinia, 

Shigella, Salmonella, and Campylobacter or urogenital infection with Chlamydia (106,107). 
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Besides, the HLA-B27tg rats were not diagnosed by arthritis when housed in a germ-free 

environment but developed disease after being transferred to a particular pathogen free 

environment. This implies the potential interplay of gut bacteria with the host HLA-B27 in AS 

development. However, its underlying mechanisms remain doubtful, a distinctive sign of HLA-

B27 on the gut commensals has been exposed by a recent animal research comparing three 

clusters of bacteria including Proteobacteria, Firmicutes and Akkermansia muciniphila (108). 

Additional data is required to report the roles of bacterial stress in stimulating HLA-B27-

associated AS. 

 

Little is identified in regard to definite functions of gut microbiome in AS at the molecular 

stages. Nevertheless, microbial researches have delivered clues on the effect of bacteria on 

immune responses as well as on bone health. The bacterial impact on immune response has 

been clarified in section 1.1.2.2. Direct evidence of the relationship between gut microbes and 

bone is the research on bone mineral density (BMD) in germ-free vs. conventionally raised 

mice (102). 

 

In germ-free animals, greater trabecular bone density, greater rates of bone formation and 

minor rates of osteoclasts per bone perimeter were detected. These mice also had lower 

expression of pro-inflammatory cytokines such as IL-6 and TNFα in bone tissues. In line with 

these outcomes, normalised bone mass and frequency of T-lymphocytes and osteoclast 

precursor cells were determined in germ-free mice conventionalized with gut microbiota from 

conventional animals (109). A number of probiotics intervention researches in rat and mouse 

models additionally established the impact of gut bacteria on bone (66). Numerous mechanisms 

have been suggested for the relation between gut microbiome and bone involving gut-derived 
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serotonin, maturation of the immune system within development, and lipopolysaccharide 

(LPS)-induced systemic inflammation (110). 

 

To date, no distinct bacteria has been identified to be causative of AS, although, this does not 

exclude the possibility of a combination of various commensals/pathogens that would end in 

disease. Besides, in a complex disease such as AS, merely considering aberrant host immune 

response or only dysbiosis is not sufficient. There is a continuous and dynamic interplay 

between the host and gut microbiome during disease onset and development. Mediators which 

can expose such interplays might be of significance. 

 

With better understanding of the association between gut microbiota and AS, there is a 

developing interest in novel AS therapies pointing to the gut microbiome. These potential 

treatments involve antibiotics, prebiotics, probiotics, dietary manipulation, and fecal microbial 

transplantation (111). Given limited records of clinical trials, indication underlying the 

advantage of these new therapies is still questionable in the topic of AS and related diseases, 

such as inflammatory bowel disease (112). Among these therapies aiming at the gut 

microbiome, fecal transplants appear to be the most effective. Nevertheless, there are actual 

concerns about the safety of its application. Many numbers and various combinations of 

bacteria, parasites and viruses in the intestinal content may not be risky to the donor, whereas 

potential pathogens as well as healthy microbes may raise unpredicted outcomes in recipients. 

Further findings are essential to elucidate the accurate composition of the ecosystem being 

administered which may accordingly develop the total safety of this approach. Besides, with 

the existence of various inherent genetic triggers, the composition and abundance of intestinal 

commensals may alter from individual to individual, as does the efficacy of therapy 

interventions aiming the gut microbes (102,113) To investigate the possibility of counting 
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microbes as a new therapy target, outsized cohorts of patients and controls with matched 

genetic, clinical and microbiome data will be required. 

 

     1.3.4. Mechanical trigger in Axial Spondyloarthritis 

Similar to many autoimmune diseases (114), the pathogenesis of axSpA is multi-factorial and 

comes from a complex interplay between genetic predisposition and environmental triggers 

(81). Novel clinical and animal model data support that biomechanical factors act a role in the 

onset and progression of axSpA (115). Bringing together these insights with the progress made 

in the understanding of the immune-pathogenesis and genetic susceptibility of axSpA may 

deliver new opportunities for better disease management. 

It was proposed that the inflammatory responses characteristic of axSpA are triggered at 

enthesis sites (in genetically susceptible individuals) through a combination of anatomical 

factors which ends to higher levels of tissue microtrauma (81,116). Several lines of evidence 

indicate that the localization of disease in the skeleton of patients with axSpA, significantly 

depends on bone stressing. Worth of note, paediatric HLA-B27-related arthritis, which is 

characterised by enthesitis and oligoarthritis in the midfoot and lower limbs, provides insight 

into the essential significance of skeletal biomechanics (117). With growing age and variations 

in muscle structure and Body Mass Index (BMI), it is possible to observe paediatric disease 

migration with further topographic SIJ, and subsequent spinal contribution, reflecting the more 

frequent pattern of adult-onset disease (117).  

With the multifaceted pattern of skeletal pathology apparent in tissues from patient samples 

with later phases of axSpA, the pre-eminence of enthesis in axSpA was not completely 

understood (118). In the 1990s, MRI findings indicated that not clinically diagnosed enthesitis 

was not rare in synovitis joints, and that enthesitis was correlated with neighbouring osteitis 
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(119). These observations led to the current understanding that other joint structures 

comprising fibrocartilaginous joints (e.g., SIJ) share comparable histological and matching 

patterns of mechanical stress. As a consequence of these findings, a theoretical enthesis-based 

biomechanical model for every axSpA feature was suggested (81). The hypothesis that 

mechanical stress and microtrauma may be involved in inflammatory enthesitis as an initial 

driver in axSpA, is further supported by studies from La Cava and co-workers where sports 

injury-associated enthesopathy seems to be related to an inflammatory reaction (characterised 

by fibrosis and calcification arising at the enthesis) in reflex to continuously recurring 

microtrauma (120). 

Although the hypothesis of a mechanically based origin for axSpA is simple to grasp on a 

conceptual level, formal proof from human studies is difficult to come by. Animal models have 

recently been used to investigate the mechanical stress paradigm for the development of axial 

and peripheral axSpA. Using the TNF
DARE 

model for axSpA it was possible to determine that 

mechanical stress contributes to the appearance of Achilles tendon enthesitis (121), (Figure 

1.6). In this model, deletion of adenylate-uridylate (AU)-rich elements in the TNF gene results 

in deregulated TNF expression. This deregulation is believed to be associated with systemic 

inflammation, axial and peripheral arthritis, and enthesitis (121). Additionally, it has been 

previously shown that joint inflammation initiated in the Achilles tendon enthesis and extended 

to the surrounding tissues and, moreover, the enthesis fibroblasts are considered as early 

disease initiations (122).  
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Figure 1.6. Overexpression of TNF and IL-23 in experimental animals has been linked to the development of SpA 

symptoms that begin at the Achilles tendon enthesis. The MAPK and p38 kinases may be activated by mechanical 

stress. These kinases subsequently activate the TNF and IL23/IL17 pathways. The existence of a unique 

population of innate lymphoid-like cells at the enthesis also appears to be required for IL-23 upregulation. The 

figure is adapted from Jacques P et al (121). 

 

In terms of biomechanical characterization of axSpA, P. Jacques and co-workers eloquently 

showed evidence for a critical role of biomechanical stress as an inducer of enthesitis and new 

bone formation in a murine experimental axSpA model (123). However, the molecular 

mechanisms underlying this observation have never been established (124). Sofia Ramiro and 

her co-workers investigated the complex relationship between inflammation, mechanical stress 

and radiographic progression in patients with axSpA using job type as a proxy for continuous 

mechanical stress (125). They noticed blue-collar workers (physically demanding labour) with 

axSpA, experience faster disease progression compared with white-collar workers (sedentary 

labour), (125). Therefore, physically demanding jobs may amplify the potentiating effects of 

inflammation on bone formation in axSpA.  
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In axSpA, the axial entheses seem to be prone to inflammation when subjected to repetitive 

biomechanical stress forces transmitted by muscles, ligaments and tendons (126–128). 

Mechanical properties of spinal muscles of axSpA patients (Lumbar and cervical muscles) 

exhibit greater linear elastic properties and lower viscoelastic properties, which are related with 

age, clinical and psychophysiological features of axSpA (129). Masi and his co-workers 

suggested innate axial myofascial hypertonicity reflects basic mechanobiological principles in 

human function, tissue reactivity, and pathology. The proposed physical mechanisms likely 

interact with recognized immunobiological pathways. The structural biomechanical processes 

and tissue reactions might perhaps precede the initiation of more related pathways (130).  

In addition to Masi and co-workers, we investigated muscle physical properties, strength, mass, 

physical performance in patients with axSpA compared to the healthy controls (131). We 

noticed patients with axSpA had reduced physical performance, lower muscle strength and 

higher lumbar myofascial stiffness compared to the healthy controls, despite normal muscle 

mass, suggesting a possible muscle dysfunction (131). However, the role of myofascial 

stiffness as a source of microtrauma with impact at the entheses level, inducing inflammation 

and osteoproliferation, remains to be demonstrated.  Research in the combined structural 

mechanobiology and immunobiology processes promises to improve understanding of the 

initiation and perpetuation of axSpA than prevailing concepts. The combined processes might 

better explain characteristic enthesopathic and inflammatory processes in axSpA. 
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Aims and Objectives 

The overall aim of this study is to assess the role of muscle in susceptibility and progression of 

axSpA and, consequently, to enhance the understanding of the underlying mechanisms of its 

physiopathology, contribute to improve diagnosis, and identify therapeutic targets. 

Specific objectives to meet this aim include: 

1. Test novel hypothesis of increased resting lumbar myofascial stiffness/tone in patients with 

axSpA compared to healthy controls. 

2. Characterise the muscle physical characteristics (stiffness, tone, elasticity, strength), muscle 

mass, and physical performance in patients with axSpA.  

3. Establish gene and protein signatures in axSpA, and additionally try to establish signatures 

that associate with muscle properties such as muscle stiffness. 

This will allow the identification of new serological biomarkers potentially relevant for 

diagnosis of the disease and as well as preventive/therapeutic approaches, to be tested in future 

studies.
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Chapter 2: Methodology 

The current study was submitted and approved by the ethical committees of NOVA Medical 

School, NOVA University of Lisbon and Centro Hospitalar de Lisboa Ocidental, Hospital de 

Egas Moniz, EPE. The study was conducted following the International Conference on 

Harmonisation of Good Clinical Practice (GCP) and the Declaration of Helsinki (132,133). 

Furthermore, voluntary written informed participants’ consent was obtained from all subjects 

before starting the study procedures.  

It was decided that the pipeline for our investigation comprehends the use of muscle 

characterization measurements and transcriptomics and proteomics approaches (Figure 2.1). 

The study protocol of this research is already published (134), (Appendix 1. Paper 1).  

Figure 2.1. Experimental Study Approach; 1. Muscle Characterization Measurements (Physical Properties, 

Mass, Strength and Physical Performance). 2. Transcriptomics Approach (a) RNA-sequencing, b) Quantitative 

RT-PCR). 3. Proteomics by Mass Spectrometry. 

cDMARD: conventional disease-modifying anti-rheumatic drugs. bDMARD: biologic disease-modifying anti-

rheumatic drugs. 



Chapter 2: Methodology 

 35 

2.1. Patients and Samples  

Two sample power analyses for a 5% two-tailed test with 80% power, were selected based on 

our pre-liminary study and considering a 10% drop-out rate (a sample size of 27 subjects per 

group was calculated to detect differences in gait speed of 0.5 m/s between the two groups). 

Thus, for this cross-sectional study, 27 young (< 50 years to remove the effect of age) patients 

with axSpA (according to ASAS classification criteria (52)), with symptoms duration < 10 

years and 27 healthy controls matched by age, gender, and level of physical activity were 

considered (Appendix 2: Supplemental Material, Table S1) according to the pre-specified 

inclusion/exclusion criteria:  

Inclusion Criteria: 

● Patients classified with axSpA according to the Assessment of Spondyloarthritis 

International Society (ASAS) classification criteria (52);  

● Age between 18-50 years;  

● Symptom duration < 10 years;  

● Ability to provide informed consent;  

● Corticosteroid therapy allowed (equivalent to ≤10 mg prednisone) and/or nonsteroidal anti-

inflammatory drugs (NSAID), in a stable dose within 4 weeks before study enrolment.  

Exclusion Criteria: 

● History of rheumatic disorder other than axSpA;  

● BMI≥35kg/m2; Any uncontrolled medical condition (e.g., diabetes mellitus, ischemic heart 

disease); 

● Malignancy (except for completely treated squamous or basal cell carcinoma); 

● Positive serology for hepatitis B or C, or human immunodeficiency virus; 
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● Infections requiring hospitalisation or intravenous treatment with antibiotics within 30 days 

or oral treatment within 14 days before enrolment; 

● Previous treatment with conventional DMARDs (cDMARDs) or biologic DMARDs 

(bDMARDs); 

● Intra-articular or periarticular injections within 28 days before screening; 

● Ankylosis of the spine (syndesmophytes at all levels from T12 to S1 on the lateral view 

radiograph); 

●  Current pregnancy or breastfeeding. 

 

Eligible patients were recruited in the Spondyloarthritis Clinic of CHLO, Hospital de Egas 

Moniz, and the CORPOREA national database (71). Healthy controls, subjects without any 

lumbar pain during the last year or previous history of lumbar surgery, were identified by the 

patients (e.g., work colleagues).  

2.2. Clinical and Epidemiological Characterization and Biological Samples Collection 

All participants were characterised through a standardised questionnaire available in a specific 

area of the Rheumatic Diseases Portuguese Register (Reuma.Pt), (135). The Reuma.pt is a web 

based online system developed by the Portuguese Society of Rheumatology with the aim of 

prospectively record data from patients with various rheumatic diseases, including axSpA. In 

the questionnaire, the following variables were collected from all participants: age, gender, 

height, weight, handedness, marital status, level of education and level of physical activity, 

assessed with the International Physical Activity Questionnaire (IPAQ), (136).  

For patients with axSpA, the following information were additionally collected: disease 

duration (time between the onset of first symptoms and study’s enrolment), extra-articular 
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manifestations (enthesitis, dactylitis, uveitis, psoriasis, inflammatory bowel diseases, others), 

disease activity (assessed by Bath Ankylosing Spondylitis Disease Activity Index (BASDAI)) 

and functional status (assessed by Bath Ankylosing Spondylitis Functional Index (BASFI)).  

All participants have been submitted to a detailed clinical examination to obtain an extensive 

muscle characterization. Additionally, patients with axSpA were assessed for enthesitis (by 

Maastricht Ankylosing Spondylitis Enthesitis Score (MASES)) and metrology (using Bath 

Ankylosing Spondylitis Metrology Index (BASMI)). Blood samples were collected from all 

participants to allow biochemical, genetic, transcriptomic, and proteomic studies.  

2.3. Muscle Characterization of Study Subjects 

 

To test the hypothesis of greater resting lumbar myofascial stiffness in patients with axSpA, 

extensive muscle characterization was performed for the first time in three body segments: 

upper limbs, lower limbs and lumbar region. All measurements in each task were performed 

by a single trained and experienced investigator. The different features of the muscle studied 

include: 

 

a) Muscle physical properties, in particular, stiffness, tone and elasticity, which were measured 

by a non- invasive, hand-held myotonometer, the Myoton- PRO
®

. This device quickly releases 

a mechanical impulse by applying a constant pressure via a probe to the skin and tissue layers 

directly above the muscle being measured. Consequently, an impulse is transmitted to the 

muscle below. The muscle responds to the exterior mechanical impulse with a damped natural 

oscillation, which is recorded by an accelerometer in the form of an acceleration sign, with 

subsequent computation and quantification of muscle properties (137). The muscles to be 

tested after a 10-minutes rest were the multifidus and longissimus dorsi muscles (assessed at 
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L3-L4 level), the lateral gastrocnemius (assessed at a point 15 cm distal to the knee lateral 

flexion line, in the bulk of the muscle) with the patient in the prone position and the 

brachioradialis muscle (assessed at a point, 6 cm distal to the lateral epicondyle of the elbow 

with the patient in the back position). Measurements of the left and right sides were performed.  

b) Muscle Strength was measured by: 1. a hand-held dynamometer, the Lafayette Manual 

Muscle Tester and five-times sit-to-stand (5STS) test, that measures the time a patient takes to 

stand five times from a sitting position, as quickly as possible, with- out using his/her arms. 

Both measures will be used as a proxy of total body strength, as suggested by EWGSOP2 

(138); 2. Through a resisted lumbar spine hyperextension (dynamometer placed in the midline 

over the dorsal area), leg extension (dynamometer placed proximal to the ankle joint) and 

forearm flexion (dynamometer placed in the middle of anterior forearm), with the participant 

in a sitting position. These measurements aim to reproduce the anatomical areas evaluated for 

muscle physical properties as strength evaluation for specific muscles is challenging.  

c) Muscle Mass, which were measured by: 1. Bioimpedanciometry, using an octopolar 

multifrequency bioelectrical impedance analysis device (In- Body770
®

) and 2. In case of the 

axial region, also MRI of the lumbar spine, through quantification of the cross-sectional area 

(CSA) of paravertebral muscles.  

d) Physical Performance will be measured by the “Gait Speed Test” (138). Gait analysis were 

performed by a tri-dimensional full-body kinematic model (Kinetikos technology
®

), fed by 15 

wireless inertial sensors placed in the head, arms, trunk, pelvis, thighs, shanks, and feet to 

collect several spatiotemporal gait parameters (e.g., gait speed, stance/swing time, step length, 

step frequency), to allow participant’s movement characterization. 
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     2.4. Expression Data Collection  

We screened peripheral blood to identify gene/protein signatures and biological pathways that 

may potentially be related to the observed muscle properties in axSpA.  

2.4.1. Global Transcriptomic Analysis by RNA-sequencing  

 

2.4.1.1. Blood Sample Storage: PAXgene® blood RNA tubes were used by the physicians 

according to the manufacturer's guidelines (139). In brief, peripheral blood samples were 

collected, tubes were mixed gently by inverting them 8-10 times, stored upright for about 

2 hours at room temperature and then frozen at -80°C.  

 

2.4.1.2. mRNA Isolation: Blood samples (stored in PAXgene blood tubes) were equilibrated 

to room temperature for 2 hours prior to isolation. Whole blood RNA isolation was performed 

using PAXgene Blood miRNA Kit following the standard protocol (140). In brief, RNA was 

eluted with 40 μl Buffer 5 directly onto the spin column membrane at 20,000 g twice. RNA 

was denatured by incubating for 5 min at 65 °C and then stored at −80 °C. The purity 

(OD260/280 ratio) and concentration (OD260) of extracted total RNA was measured using a 

spectrophotometer NanoDrop ND-2000 according to the manufacturer's procedure (141). 

 

2.4.1.3. RNA Processing and Sequencing Analysis: The qualities of the libraries were 

assessed by Fragment Analyzer with the method of DNF-474-22 - HS NGS Fragment 1-

6000bp (142). Libraries were also quantified by fragment analyser with the same method for 

QC and quality final libraries. RNA processing has been carried out using TruSeq stranded 

mRNA library preparation kit, with 100ng of total RNA as input (143). Sequencing libraries 
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were prepared with the NextSeq 500/550 High Output Kit and read mode of 75PE 39 (average 

of 40 million reads per sample), (144). 

Raw reads were aligned to the human GRCh38 genome reference using the STAR aligner, 

followed by the generation of a table of gene counts with the feature counts software (145,146). 

Counts were processed with the edgeR and Limma-Voom packages in the R software to 

perform normalization, sparse partial least-squares discriminant analysis (sPLSDA) and 

differential gene expression analysis comparing the different groups of subjects (147–149). 

sPLSDA analysis was performed by expert from FCT-Nova (Dr Daniel Sobral). Gene ontology 

(GO) enrichment analysis was performed with STRING (https://string-db.org) and Gene Set 

Enrichment Analysis (GSEA) was performed using the fgsea R package (150–152). 

 

2.4.2. Confirmation of Candidate Genes’ Expression by RT-qPCR 

 

2.4.2.1. cDNA Preparation: The first strand cDNA was synthesized using the NZY First 

Strand cDNA Synthesis Kit according to manufacturer’s guidelines (MB125) (153). In brief, 

first strand cDNA was synthesized by mixing up to 5 μg of RNA with 2 μL of NZYRT enzyme 

mix and 10 μL of NZYRT 2× Master Mix. The reaction was performed in 3 steps: priming (10 

min, 25°C), elongation (30 min, 50°C) and reverse transcriptase inactivation (5 min, 85°C). 

The cDNA sample was stored at −80°C before quantitative PCR analysis. 

 

2.4.2.2. RT-qPCR: RT-qPCR reactions were performed with IQ SYBR Green supermix in 96-

plates and were amplified and quantified in CFX Connect Real-Time PCR Detection System 

(Manufactured by BioRad) under the following conditions: Reactions were carried out in a 

final volume of 20 μL with primer’s concentration of 400 nM and either 20 ng of RNA starting 

quantity (RT negative control, NRT), different amounts of cDNA (2 pg to 20 ng) or DEPC 

https://string-db.org/
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water (no template control, NTC). The cycling conditions of 40 cycles were as follows: 

denaturation for 10 s at 95°C, annealing for 30 s at 58°C, and extension for 15 s at 72°C after 

a 3-min hot start at 95°C. Discrimination of specific products from non-specific products and 

primer dimers was performed by a melt curve gained by a gradual increase in temperature from 

65°C to 95°C at a rate of 0.25°C/s. The list of candidate genes and their primer sequences used 

in the confirmation step by RT-qPCR is presented in the Appendix 2: Supplemental Material, 

Table S5. Primers have been designed using Ensembl Genome and NCBI primer-BLAST 

browsers (154,155). 

 

2.4.3. Proteomic Analysis by SWATH - MS 

 

2.4.3.1. Sample Preparation for LC-MS/MS 

 

As mentioned earlier, we performed LC-MS/MS analysis for the same group of samples as 

transcriptomics. A first spiking step was introduced when beta-galactosidase (E. coli) was 

added to a final concentration of 200 fmol/µL to the raw serum. Due to sample complexity and 

high dynamic range, samples were immunodepleted of their top-14 most abundant proteins 

through a Hu-14 multiple affinity removal system (MARS, Agilent Technologies, Palo Alto, 

CA, USA) column. The resulting F1 and F2 fractions from each sample were pooled together. 

A second spiking step was performed by adding chicken ovalbumin to a final concentration of 

200 fmol/µL before depleted samples were buffer exchanged into 50 mM ammonium 

bicarbonate (AmB) pH 8.4 using centrifugal ultrafiltration (3000 molecular weight cut-off) to 

a final volume of 500 µL. Protein concentrations were determined by BCA protein assay 

(Pierce, Rockford, IL, USA). Samples were deglycosylated through incubation with the 

peptide: N-glycosidase F (PNGase F) enzyme for 2h at 37 °C. One-dimensional 
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polyacrylamide gels (1D-PAGE) were performed in the high-resolution pre-cast gel system 

XCell SureLock™ Mini-Cell and NuPAGE® Novex® Bis-Tris using pre-casted 4-12% gels 

(Invitrogen, Carlsbad, CA, USA) at a constant voltage of 150 V for approximately 10 min. 

After staining with SimplyBlue™ SafeStain, gel images were acquired. A gel band containing 

the entire sample was excised and destained in a solution of 50% ACN in 50 mM AmB. 

Reactive cysteine residues were reduced via rehydration of gel bands in 10 mM DTT and 25 

mM AmB followed by incubation at 56 °C for 45 min and alkylated via incubation in 55 mM 

iodoacetamide for 30 min at ambient temperature in the dark. Bands were then dehydrated with 

acetonitrile, rehydrated with sequencing grade porcine trypsin (Promega, Madison, WI, USA) 

in 25 mM AmB, and digested at 37 °C for 16h. Peptide digests were extracted with 70% 

acetonitrile, 5% formic acid, dried by vacuum centrifugation, and stored at -80 °C until further 

analysis. A 10 µL aliquot was removed and used to perform a quantitative colorimetric peptide 

assay (Pierce, Rockford, IL, USA) before LC-MS/MS analysis. 

  

2.4.3.2 Mass Spectrometry Analysis in Information-dependent Acquisition (IDA) Mode 

to Generate the Spectral Library 

 

Nano-liquid chromatography-tandem mass spectrometry (nanoLC-MS/MS) analysis was 

performed on an ekspert™ NanoLC 425 cHiPLC® system coupled with a TripleTOF® 6600 

with a NanoSpray® III source (Sciex). Peptides were separated through reversed-phase 

chromatography (RP-LC) in a trap-and-elute mode. Trapping was performed at 2 µl/min on a 

NanoLC Trap column (Sciex 350 µm x 0.5 mm, ChromXP C18-CL, 3 µm, 120 Å) with 100% 

A for 10 min. The separation was performed at 300 nl/min, on a NanoLC column (Sciex 75 

µm x 15 cm, ChromXP 3C18-CL-120, 3 µm, 120 Å). The gradient was as follows: 0-1 min, 
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5% B (0.1% formic acid in acetonitrile, Fisher Chemicals, Geel, Belgium); 1-91 min, 5-30% 

B; 91-93 min, 30-80% B; 93-108 min, 80% B; 108-110 min, 80-5% B; 110-127 min, 5% B. 

Peptides were sprayed into the MS through an uncoated fused-silica PicoTip™ emitter (360 

µm O.D., 20 µm I.D., 10 ± 1.0 µm tip I.D., New Objective, Oullins, France). The source 

parameters were set as follows: 15 GS1, 0 GS2, 30 CUR, 2.5 keV ISVF, and 100 ⁰C IHT. The 

samples used to generate the spectral library were acquired in three m/z ranges: 400–642.0, 

641.0–840.0, and 839.0–2,000. The 50 most intense precursors were selected for subsequent 

fragmentation and the MS/MS were acquired in the range of 150-1,800 m/z, in high sensitivity 

mode for 40 msec, for a total cycle time of 2.3 s. The selection criteria for parent ions included 

an intensity of greater than 125 cps and a charge state ranging from +2 to +5. Once an ion had 

been fragmented through MS/MS, its mass was excluded from further MS/MS fragmentation 

for 12 s. The ions were fragmented in the collision cell using rolling collision energy, and CES 

was set to 5.  Individual samples from each condition were pooled before being analysed in 

IDA mode. The acquired raw files were subjected to database search in unison using 

ProteinPilot software v. 5.0 (Sciex, Framingham, US) with the Paragon algorithm to generate 

the Spectral Library. The search was performed against the protein sequences of Homo sapiens, 

retrieved from the Uniprot database (20,368 entries, accessed on 21/01/2020). The following 

search parameters were set: Iodoacetamide, as Cys alkylation; Trypsin, as digestion; 

TripleTOF 6600, as the Instrument; Gel-based ID, as Special factors; Biological modifications, 

as ID focus; Thorough, as search effort; and an FDR analysis enabled. Only the proteins with 

<1% FDR were considered. 
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2.4.3.3. Protein Quantification by SWATH-MS 

Three technical replicates of each individual (n=53) were analyzed by sequential window 

acquisition of all theoretical fragment ion spectra (SWATH-MS), using the instrument setup 

described for the IDA runs. The mass spectrometer was set to operate in cyclic data-

independent acquisition (DIA), similarly to the previously established method (156). SWATH-

MS data were acquired in SWATH acquisition mode using a set of 64 overlapping variable 

SWATH windows covering the precursor mass range of 400–1,800 m/z. The variable SWATH 

windows were calculated using the SWATH Variable Window Calculator V1.0 (Sciex, 

Framingham, US) based on a reference sample. At the beginning of each cycle, a 50 ms survey 

scan (400-1,600 m/z) was acquired, and the subsequent SWATH windows were collected from 

400 to 1,800 m/z for 50 ms, resulting in a cycle time of 3.3 s. The collision energy for each 

window was set using rolling collision energy, and the collision energy spread was set to 5. 

Data processing was performed using a SWATH processing plug-in for PeakView 2.2 (Sciex, 

Framingham, MA USA). First, the spectral library was imported. The maximum number of 

proteins to import was set to 176, corresponding to a protein FDR <1% Global FDR. Shared 

peptides were set not to be imported. Next, the RT calibration was performed by selecting 

peptides that covered the entire LC gradient. The calibration curve was manually inspected 

before proceeding with the RT calibration. Once the RT calibration was performed, manual 

inspection was performed for random peptides to check the quality of the data before data 

processing, and ions were edited when required. Data were processed using the following 

criteria: Number of peptides per protein: 6; Number of transitions per peptide: 6; Peptide 

confidence threshold: 98% (corresponding to a peptide FDR <1% Global FDR from fit); False 

discovery rate threshold: 1%; Exclude modified peptides: No; Fix rank: No; XIC extraction 

window: 6 min; XIC width: 20 ppm. Data were directly exported to Markerview 1.3.1 (Sciex, 

Framingham, MA USA) and normalized using total area sums to obtain the final quantification 
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values. MarkerView was also used to perform the PCA and t-test statistical tests. Protein 

quantification estimates were used to perform similar analyses as the transcriptomics, namely 

differential expression, sPLSDA, GO enrichment and GSEA analysis. sPLSDA analysis was 

performed by expert from FCT-Nova (Dr Daniel Sobral). 

 

2.4.4. Integration of Gene Expression and Protein Abundance with Clinical Data  

We integrated gene expression values and protein abundances in a single dataset (as 

independent variables), followed by sPLSDA analysis in the combined dataset, similarly to 

what was done before for each of the omics datasets independently. sPLSDA analysis was 

performed by experts from FCT-Nova (Dr Daniel Sobral). We also performed correlation 

analysis (using spearman correlation) between gene expression / protein abundance values and 

clinical parameters such as muscle strength.  
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Chapter 3: Results and Findings 

 

3.1. Characteristics of the Cohort Studied 

The participants had a mean age of 36.5 (SD 7.5) years and were predominantly males (67%). 

The patients with axSpA had mean disease duration of 6.5 (3.2) years, with BASDAI and 

BASFI of 2.7 (2.3) and 0.9 (3.1), respectively. Subject characteristics are shown in Table 3.1.1.  

Table 3.1.1. Demographic and clinical characteristics of patients with axSpA and healthy controls. 

  
Patients Controls 

p-value 
(n=27) (n=27) 

Age* 37 (7) 36 (8) 0.79 

Gender (male), n (%) 18 (67) 18 (67) 0.99 

Body height (cm) 170 (164 – 177) 173 (165 – 178) 0.52 

Body weight (Kg) 73 (67 – 86) 70 (65 – 80) 0.35 

BMI (Kg/m2) 25 (23 – 30) 24 (23 – 26) 0.3 

IPAQ (%)      

   Low 29 21  

   Moderate 38 42 0.8 

   High 33 38   

BASDAI* 3 (2) - - 

BASFI* 1 (3)  - - 

Disease duration* 7 (3) - - 

 

Values are presented as median (25th - 75th percentiles), except otherwise indicated.  

* Mean (SD). 

BMI: Body Mass Index. IPAQ: International Physical Activity Questionnaire. BASDAI: Bath AS Activity Index. 

BASFI: Bath AS Functional Index.  
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3.2 Muscle Physical Properties 

Regarding muscle physical properties, there was no significant difference in muscle stiffness, 

tone or decrement (inverse of elasticity) in any of the three regions between the patients with 

axSpA and the HC (Table 3.2.1). However, patients with axSpA showed a numerically higher 

trunk muscle stiffness than the HC [246.5 (230.5–286.5) vs. 232.5 (211.0–293.5), p=0.38]. This 

numerical difference was more pronounced in the dominant side [261.0 (232.0–312.0) vs. 

241.0 (204.3–303.0), p=0.28]. Our results have been published in more details (157), 

(Appendix 1. Paper 2). 

Table 3.2.1. Muscle stiffness (expressed in Nm) in patients with axSpA and control subjects, stratified for body 

segment.  

  
Patients Controls 

p-value 
(n=27) (n=27) 

Trunk       

   Average 246.5 (230.5–286.5) 232.5 (211.0–293.5) 0.38 

   Dominant side 261.0 (232.0–312.0) 241.0 (204.3–303.0) 0.28 

   Non-dominant side 242.0 (219.0–291.0)  232.0 (209.3–288.0) 0.32 

Upper Limb       

   Average 288.0 (266.0–320.0) 292.0 (265.0–307.5)  0.6 

   Dominant side 282.0 (266.0–334.0) 292.0 (254.8–311.8) 0.8 

   Non-dominant side 283.0 (267.0–313.0) 290.0 (266.0–313.0) 0.96 

Lower Limb       

   Average 293.5 (277.0–329.5) 289.0 (265.0–325.0) 0.75 

   Dominant side 299.0 (257.0–349.0) 298.0 (271.0–325.0) 0.91 

   Non-dominant side 295.0 (269.0–321.0) 290.0 (263.5–314.3) 0.81 

 

Values are presented as median (25th-75th percentile). “Average” refers to the mean of right and left sides of each 

segment, while “dominant” and “non-dominant” sides refers to the handedness of individuals.  
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Table 3.2.2 shows the comparison of strength, body composition, and physical performance 

between both groups. No participants fulfilled the definition of sarcopenia, since none of the 

patients or controls had simultaneously low muscle strength and low muscle mass. Low muscle 

strength was found in 8.3% (n=2) of patients vs. 0% of the HC (p=0.15). Skeletal muscle mass 

was reduced in the other 8.3% (n=2) of patients vs. 4.2% (n=1) of the HC (p=0.55).  

Nonetheless, although patients with axSpA had significantly lower median total muscle 

strength, evaluated by 5STS, than the HC [7.0 (5.9–8.9) vs. 5.5 (5.0–6.9), p=0.01], these values 

were still in the normal range in both groups (cut-off of 15 seconds). Regarding the strength of 

different body segments, evaluated by dynamometry, patients with axSpA, compared to the 

HC, also had lower median values in the upper limbs [47.6 (40.2–73.2) vs. 71.8 (51.9–80.5), 

p=0.02] and lower limbs [51.0 (38.5–57.1) vs. 59.8 (54.6–64.5), p=0.01], but not in trunk.  

There were no differences in total or segmental lean mass and body water, between both 

groups. Total fat mass was higher in the patients than in the HC [19.8 (12.1–29.1) vs. 15.7 

(10.1–22.2), p=0.04], but no differences were registered in segmental body evaluation.  

As a surrogate marker of physical performance, low gait speed was found in 55% of the patients 

versus 22% of the HC (p=0.02). In addition, median gait speed values were lower in patients 

compared to the HC [0.8 (0.7–0.9) vs. 0.9 (0.8–1.0), p=0.02]. Our results have been published 

in more details (157), (Appendix 1. Paper 2). More detailed information can be seen in 

Appendix 2: Supplemental Material, Table S2.  
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Table 3.2.2. Comparison of muscle strength, body composition and physical performance between patients with 

axSpA and healthy controls.  

  
Patients Controls 

p-value 
(n=27) (n=27) 

Strength        

   Trunk (Nm/s) 56.3 (37.6 – 67.2) 57.3 (51.2 – 63.0) 0.67 

   Upper Limb (Nm/s) 47.6 (40.2 – 73.2) 71.8 (51.9 – 80.5) 0.02 

   Lower Limb (Nm/s) 51.0 (38.5 – 57.1) 59.8 (54.6 – 64.5) 0.01 

   Total - 5STS (seconds) 7.0 (5.9 – 8.9) 5.5 (5.0 – 6.9) 0.01 

Lean Mass (Kg)       

   Trunk 24.9 (21.9 – 27.0) 25.3 (20.4 – 27.6) 0.92 

   Upper Limb 3.1 (2.56 – 3.5) 3.1 (2.3 - 3.5) 0.81 

   Lower Limb 8.0 (7.2 – 9.5) 9.2 (7.5 – 10.0) 0.15 

   Total 50.1 (44.5 – 57.8) 54.1 (43.2 – 60.2) 0.59 

Fat Mass (Kg)       

   Trunk 10.3 (6.3 – 15.9) 8.1 (5.1 – 11.1) 0.05 

   Upper Limb 1.3 (0.6 – 2.2) 0.9 (0.5 – 1.5) 0.05 

   Lower Limb 2.9 (1.9 – 4.0) 2.5 (1.6 – 3.4) 0.21 

   Total 19.8 (12.1 – 29.1) 15.7 (10.1 – 22.2)  0.04 

Body water (L)       

   Trunk 19.6 (17.1 – 21.3) 18.8 (14.4 – 21.1) 0.84 

   Upper Limb 2.4 (2.0 – 2.7) 2.3 (1.6 – 2.7) 0.38 

   Lower Limb 6.5 (5.8 – 7.4) 6.5 (5.1 – 7.5) 0.82 

   Total 39 (34.6 – 44.9) 42.1 (33.5 – 46.8) 0.58 

Physical Performance ₸       

   Gait speed (m/s) 0.8 (0.7-0.9) 0.9 (0.8-1.0) 0.02 

   Low gait speed, n (%) 12 (54.5%) 5 (21.7%) 0.02 

Values are median (25
th 

–75
th 

percentiles). Mann-Whitney U-test was used for  continuous variables and 

Fisher’s exact test or the chi-square test were used for categorical variables.  
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ꝋ Available for 48 subjects (24 patients and 24 HC). 

₸ Available for 45 subjects (22 patients and 23 HC). 

In model 1 of multivariable analysis (Table 4.1.4), i.e., without muscle physical properties, patients with axSpA, 

compared to the HC, had lower total strength, reflected by a higher 5STS (B=2.00, 95% CI 0.59–3.42), as well as 

lower strength in the upper [B= -14.85, 95% CI -25.05– (-4.66)] and lower limbs [B=-11.83, 95% CI -18.67– (-

4.98)], independently of muscle mass. Likewise, patients had significantly lower gait speed than the HC [B= -0.1, 

95% CI -0.212– (-0.006)], adjusted for muscle mass and strength. When muscle physical properties (stiffness, to- 

nus and decrement) were added to the model (model 2), the same results were found.  

 

     3.3. Biomarkers Associated with Muscle in axSpA 

 

3.3.1. Differentially Expressed Genes Between Patients and Healthy Controls 

In total, 15520 differentially expressed genes (DEGs) were identified between the paired 

groups of axSpA patients and their matched HC. Only 76 were significant DEGs, including 17 

upregulated and 59 downregulated expressed genes (cut-off adjusted p-value ≤ 0.05), (Figure 

3.3.1.1). These genes are involved in immune systems, interleukin-6 signalling and interleukin-

10 signalling pathways that may play an important role within the context of axSpA. The top 

10, upregulated and downregulated, DEGs are expressed in Table 3.3.1.1 (Full list can be seen 

in Appendix 2: Supplemental Material, Table S3). Among the top 10 differentially expressed 

genes (Table 3.3.1.1), we can also find SOCS3, a highly potent and specific inhibitor of IL-6 

family cytokines, which was found to be upregulated in axSpA patients (158). Interestingly, 

LDHB, an exercise-inducible lactate dehydrogenase regulating mitochondrial function in 

muscle was also identified as one of the top downregulated genes in axSpA(159). 
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Figure 3.3.1.1. Volcano Plot (A) and MD plot of patients with axSpA and healthy controls. 

In the volcano plot the top genes (by adjusted p-value) are highlighted. The MD Plot highlighted genes are 

significant at an adjusted p-value threshold of 0.05 and exhibit log2-fold-change of at least 0. 

 

Table 3.3.1.1. Top 10 DEGs, upregulated or downregulated, in patients with axSpA vs healthy controls. 

Gene 

reference 
Gene name logFC p-value 

Regulation 

Status 

RPS23P8 Ribosomal Protein S23 Pseudogene 8 -1.306 0.0000464 Down 

RPL36AL Ribosomal Protein L36a Like -1.236 0.0000001 Down 

RPL37P2 Ribosomal Protein L37 Pseudogene 2 -0.982 0.0000051 Down 

MRPL51 Mitochondrial Ribosomal Protein L51 -0.897 0.0000019 Down 

NDUFA1 Ubiquinone Oxidoreductase Subunit A1 -0.893 0.0000306 Down 

RPL37 Ribosomal Protein L37 -0.817 0.0000031 Down 

LEXM Lymphocyte Expansion Molecule -0.78 0.0000602 Down 

NDUFS5 Ubiquinone Oxidoreductase Subunit S5 -0.748 0.0002120 Down 

LDHB Lactate Dehydrogenase B -0.717 0.0001770 Down 

NPM1 Nucleophosmin 1 -0.717 0.0000201 Down 
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TG Thyroglobulin 0.573 0.0001738 Up 

TLR5 Toll Like Receptor 5 0.582 0.0001103 Up 

GK-AS1 GK Antisense RNA 1 0.595 0.0000601 Up 

TRIM9 Tripartite Motif Containing 9 0.67 0.0001336 Up 

SLC7A11 Solute Carrier Family 7 Member 11 0.706 0.0002127 Up 

ALDH1A2 Aldehyde Dehydrogenase 1 Family Member A2 0.717 0.0001031 Up 

MMRN1 Multimerin 1 0.726 0.0000406 Up 

SOCS3 Suppressor Of Cytokine Signalling 3 0.74 0.0000518 Up 

HLA-H Major Histocompatibility Complex, Class I, H 1.239 0.0000255 Up 

PF4V1 Platelet Factor 4 Variant 1 1.438 0.0000311 Up 

 

sPLSDA analysis was used to group the subjects based on the detected DEGs generated by 

RNA-sequencing (Figure 3.2.1.2). As observed in the bi-plot, DEGs showed a clear 

discrimination between patients with axSpA and healthy controls (Figure 3.3.1.2. A). 

Moreover, loading plots of components 1 and 2 (Figure 3.3.1.2.B and 3.3.1.2.C respectively) 

represents the genes contributing to this discrimination, including RPL36AL, NACA, OSFT1, 

and MICA. 
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Figure 3.3.1.2. A. Multivariate sPLSDA of DEGs between patients with axSpA and matched healthy controls. B. 

The contribution loading plot for component 1 of the sPLSDA plot that discriminates these 2 groups. C. The 

contribution loading plot for component 2 of the sPLSDA plot. Bar length indicates the loading coefficient weight 

of selected genes contribute in the plot discrimination. Orange and blue bars represent patients with axSpA and 

healthy controls, respectively. 

Abbreviations: sPLSDA: Sparse partial least-squares discriminant analysis; DEG: differentially expressed gene. 

 

3.3.2.  Enrichment Analysis 

 

We utilised STRING to perform GO enrichment analysis for the 76 DEGs which revealed 

predominant association with a range of biological processes, including mitochondrial electron 

transport, mitochondrial ATP synthesis, mitochondrial respiratory chain complex assembly 

and cellular respiration (Figure 3.3.2.1). To complement these results, we also performed Gene 

Set Enrichment Analysis (GSEA), which allowed identifying immunity-related biological 

pathways in patients with axSpA that were altered when compared with HC (Figure 3.3.2.2) 

including an increased expression of genes associated with the complement cascade, IL6 and 

IL10 signalling, and decreased expression of genes associated with rRNA processing and 

mitochondrial translation. 
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Figure 3.3.2.1. GO enrichment analysis results for DEGs. The top 10 significant pathways are presented.  

Strength indicates the magnitude of the enrichment effect. All pathways carry a significant p-value (cut-off ≤ 

0.05). 

 

Figure 3.3.2.2. GSEA pathway enrichment of differentially expressed genes between axSpA patients and healthy 

controls. The top 10 significantly enriched biological pathways are represented. Red and blue bars correspond to 

patients with axSpA and healthy controls, respectively. All pathways carry a significant p-value (cut-off ≤ 0.05). 

Abbreviation: GSEA: Gene Set Enrichment Analysis. 
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3.3.3.  Confirmation of Selected Candidate Genes by RT q-PCR 

 

From the 76 DEGs, 15 genes were selected for confirmation by RT-PCR, based upon p-value, 

fold-change and their biological relevance to muscle function and structure, osteogenesis or 

innate immunity (Appendix 2: Supplemental Material, Table S4). Compared with the HC 

group, RT-qPCR detected numerically lower levels of expression for all selected genes except 

LRRFIP1 and SOCS3, in the group of patients with axSpA which were consistent with our 

RNA-sequencing results (Figure 3.3.3.1). Worth of note, 4 genes (SOCS3, NACA, PPIA and 

N6AMT2) were differentially significantly expressed with the same trend as RNA-sequencing 

results (Detailed results can be seen in Appendix 2: Supplemental Material, Table S5). 

 

 

Figure 3.3.3.1. Relative normalised expression of candidate genes in healthy controls and patients with axSpA by 

RT-qPCR. Error bars represent standard deviations.  

* Indicates p-value < 0.05; ✔ Indicates genes significantly differentially expressed in axSpA vs HC, in agreement 

with RNA-sequencing results; − Indicates genes expressed in the same trend (non-significant p-value) with RNA-

sequencing results. ⨯ Indicates genes expressed non-significantly the opposite trend with RNA-sequencing 

results. 

Abbreviation: RT-qPCR: Real Time Quantitative Polymerase Chain Reaction. 
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3.3.4. Screening of Differentially Expressed Proteins 

Serum samples were obtained from 11 patients with axSpA and their matched healthy controls 

(According to the adequacy and eligibility of biological samples in experimental steps). From 

these, 170 proteins were identified and quantified with 1% FDR. From these, we identified 87 

proteins that were significantly (adjusted p<0.05 from a differential expression analysis - see 

methods) up- or down-regulated in patients with axSpA compared with HC. Among the up-

regulated proteins were several acute-phase proteins such as C reactive protein (CRP), 

complement proteins, APCS and SERPIN3A. Table 3.3.4.1 represents the top 10 significantly 

up-regulated and top 10 down-regulated proteins with the highest fold changes in patients with 

axSpA compared to healthy controls (Full list can be seen in Appendix 2: Supplemental 

Material, Table S6).  

 

Table 3.3.4.1. Top 10 significantly up-regulated and top 10 down-regulated proteins in patients with axSpA 

compared to healthy controls. 

 

Protein Gene p-value 
Log (Fold 

Change) 

C-reactive protein CRP 2.80E-07 0.75 

Coagulation factor XI F11 5.68E-14 0.74 

Immunoglobulin lambda constant 3 IGLC3 4.18E-03 0.72 

Serum albumin ALB 4.48E-02 0.61 

T-complex protein 1 subunit eta CCT7  1.80E-04 0.52 

60 kDa heat shock protein, mitochondrial HSPD1 2.61E-03 0.5 

Exportin-2 CSE1L  1.41E-06 0.5 

Mitogen-activated protein kinase 4 MAP3K4 8.06E-08 0.45 

Elongation factor 2 EEF2  2.09E-03 0.44 

CDK5 regulatory subunit-associated protein 2 CDK5RAP2 4.20E-04 0.42 
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Hemoglobin subunit alpha HBA1  2.84E-03 -0.23 

Keratin, type I cytoskeletal 14 KRT14 5.78E-03 -0.24 

Keratin, type I cytoskeletal 10 KRT10 1.03E-03 -0.24 

Mannan-binding lectin serine protease 2 MASP2  2.49E-02 -0.28 

Corticosteroid-binding globulin SERPINA6 1.09E-03 -0.28 

Apolipoprotein A-I APOA1  3.14E-03 -0.3 

Tenascin TNC  3.10E-06 -0.32 

Fibronectin FN1 2.27E-05 -0.33 

Alpha-1-antitrypsin SERPINA1 5.43E-08 -0.39 

Serotransferrin TF 2.57E-08 -0.47 

 

 

We then performed sPLSDA analyses in an attempt to find proteins that discriminate patients 

with axSpA from HC. To do this, we used the R packages and the results are depicted in Figure 

3.3.4.1. The patients group seems to be divided into 2 upper and lower sub-groups. The 

incorporation of clinical data revealed that patients in the upper group of the sPLSDA have 

higher muscle strength (Figure 3.3.4.1.A). Among the most discriminating proteins (Figure 

3.3.1.2), we found inflammation-associated proteins CRP, C9, C4A upregulated in axSpA, and 

several SERPIN and IG proteins downregulated in the same group. Another example of 

discriminating protein is RBP4, the major transport component of Vitamin A, which has 

multiple roles in muscle function and bone remodelling.   
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Figure 3.3.4.1. A. Multivariate sPLSDA differentially expressed proteins between patients with axSpA and 

healthy controls. B. Contribution plot indicating contributing weight of component 1 of the sPLSDA plot that 

discriminates these 2 groups. Bar length indicates the loading coefficient weight of selected protein. Orange and 

blue bars represent patients with axSpA and healthy controls. 

Abbreviation: sPLSDA: sparse partial least-squares discriminant analysis. 

 

Additionally, we utilised the STRING software (https://string-db.org) to perform GO 

enrichment analysis for the 176 differentially expressed proteins. GO generates sets of 

explicitly defined, structured vocabularies that describe biological processes, molecular 

functions and cellular components of gene products in both a human- and computer-readable 

manner. GO analysis placed them into 341 subclasses; Figure 3.3.4.2 represents the top 10 

subclasses with a significant p-value (< 0.05). Most have roles in innate immunity and/or the 

acute-phase inflammatory response.  
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Figure 3.3.4.2. GO enrichment analysis results for differentially expressed proteins. The top 10 significant 

pathways are presented.  

Strength measure describes how large the enrichment effect is. All the pathways carry significant p-value (cut-off 

≤ 0.05). 

 

 

3.3.5. Integrated Analysis of Transcriptomics and Proteomics Data 

We combined transcriptome and proteome data and performed a multivariate sPLSDA analysis 

to evaluate the combined discrimination power of DEGs and differentially expressed proteins 

between patients with axSpA and HCs. As shown in Figure 3.3.5.1A, the sPLSDA score plot 

revealed the goodness of fit and high predictability of the model, demonstrating good 

separation between patients with axSpA and HCs, better than only using transcriptome or 

proteome individually. Interestingly, as it is shown in Figure 3.3.5.1B, the most informative 

variables in the distribution plot were transcriptome variables, with 18 genes and only 2 

proteins appearing. All of these genes were found to be highly expressed in HCs, while the 2 

proteins appeared more abundant in the patients’ sera (Figure 3.3.5.1B). 
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Figure 3.3.5.1. A. Multivariate sPLSDA of transcriptomics and proteomics results between patients with axSpA 

and matched HC. B. Contribution plot indicating genera contributing to component 1 of the sPLSDA plot that 

discriminate these 2 groups. 

sPLSDA: sparse partial least-squares discriminant analysis. 

T stands for a gene identified in the Transcriptomic screening and P stands for a protein identified in the Proteomic 

screening. Orange and blue colours correspond to patients with axSpA and healthy controls, respectively. 

 

3.3.6. Integrated Analysis of Omics Data and Muscle Strength 

 

Moreover, we also evaluated the correlation of omics data with muscle strength in patients with 

axSpA (Table 3.3.6.1). Interestingly, proteins with the highest values of muscle strength 

correlation (such as IGHA1, IGKV3-20, and IIGLL5) are related to the immunoglobulin 

domain, suggesting a potential role for adaptive immunity in muscle strength. Worth noting, 

these proteins are all downregulated in patients with axSpA samples. 
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Table 3.3.6.1. DEGs that correlate with muscle strength. 

Gene Name Correlation with Muscle Strength p-value adj p-value 

IGHA1 0.63 6.10E-15 1.03E-12 

IGKV3-20 0.59 9.54E-13 1.61E-10 

IIGLL5 0.05 2.57E-10 4.32E-08 

IGHH3 0.53 3.76E-10 6.28E-08 

IgA2HC 0.51 1.47E-09 2.44E-07 

IgG1HC 0.49 9.36E-09 1.54E-06 

IgKLC 0.46 9.05E-08 1.48E-05 

APOB 0.42 1.42E-06 2.31E-04 

PON1 0.41 2.44E-06 3.96E-04 

GPX3 -0.37 1.73E-05 2.79E-03 

C1R -0.35 5.14E-05 8.22E-03 

SERPINA3 -0.35 6.03E-05 9.59E-03 
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Chapter 4: Discussion 
 

This study aimed at shedding light on the role of muscle in the susceptibility and progression 

of axSpA. To overcome the lack of information regarding muscle properties, we proposed a 

broad, multidisciplinary, and innovative design study that allows an extensive muscle 

characterization, including physical properties, strength, mass and performance in different 

body segments (i.e., trunk, upper and lower limbs), together with the establishment of 

transcriptomic and proteomic signatures, which was performed in the same group of 

participants. Identification of gene/protein signatures in axSpA may represent a key 

contribution to explaining muscle properties and unravelling the subsequent underlying 

physiopathologic mechanisms of the disease. It may also provide an opportunity for the 

development of new diagnostic tools and preventive/therapeutic approaches, with relevance to 

clinical practice. 

We aimed to identify specific muscle characteristics in an axSpA context and to understand 

their systemic or local expression. Masi et al. have documented an increase in axial (lumbar) 

muscle stiffness in a group of patients with AS (160). It would be of interest to expand from 

this observation by analysing peripheral muscles to consider any, general or local, 

inflammatory effect. If the specific muscle characteristics point to a systemic involvement, 

meaning that changes in axial muscles, where muscles are under the effect of local 

inflammation, will be also reproduced in peripheral muscles, where this effect is absent, a 

genetic/molecular subjacent background should be pursued.  

Furthermore, the selection of young patients (under 50 years old) with short disease duration 

(without cDMARDs or bDMARDs and only low doses of systemic corticoids allowed to avoid 

bias in muscle and peripheral features of the disease) allowed speculating about the possible 

impact of muscle in disease susceptibility. Conceptually, microtrauma induced by daily 
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activities or by the muscle itself should play an important role in entheseal inflammation. 

Entheses are specialized interfaces where the integration of tendon into bone occurs (161) and 

they can be subjected to repetitive biomechanical stress forces applied during the action of 

normal muscle and other periarticular structures. In axSpA, entheses are known as the initiating 

sites of musculoskeletal inflammation. In this context, the axial entheses are particularly prone 

to inflammation as they are subjected to mechanical stress related to posture maintenance 

(162,163).  

In our study, relatively young patients with axSpA, with a mean disease duration of 6.5 years, 

presented similar segmental muscle stiffness, tone and elasticity as healthy subjects. There was, 

however, an asymmetry in muscle stiffness between lumbar and appendicular muscles. 

Although the underlying mechanism for the numerically higher trunk stiffness in axSpA 

patients (even though the difference does not reach statistical significance) is unknown, we 

hypothesise that it may result from the local effect of inflammation. These data are in line with 

a previous study conducted by Andonian et al., in which 24 patients with r-axSpA presented 

higher lumbar myofascial stiffness than 24 age- and sex-matched control subjects (this 

difference is statistically significant), measured by the same myotonometry device as ours 

(163). Importantly, these results may also support the hypothesis that abnormalities in 

biomechanical pathways might be implied in the clinical course of axSpA, as these patients 

had established disease with a mean disease duration of 12.7 years. However, it is difficult to 

speculate whether these changes are the cause or consequence of the disease. The low scores 

for BASDAI and BASFI in our patients, reflect low disease activity and functional impairment.  

In our study, all patients except 8% (2 out of 27), had values of general muscle strength and 

muscle mass in the range of the normality but presented low levels of physical performance, 

which suggests a possible muscle dysfunction. Although we cannot fully explain this 
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observation, we can hypothesise that a possible genetic determinism may be evoked and should 

be further investigated in future research.  

Despite the normal values for total strength in patients, a deeper analysis showed a significant 

reduction of general and appendicular (but not in the trunk) muscle strength in the patients with 

axSpA patients compared to the HC. These results also raise questions about the existing 

reference values for strength and their applicability to our population, for whom they have not 

been validated. However, previous studies have also reported lower appendicular strength in 

patients with r-axSpA (164), even in the absence of peripheral joint involvement (164). Various 

potential factors may justify a decrease in muscle strength, including systemic inflammation or 

fatigue (164). Inactivity or disuse is also associated with loss of strength, but in our study, the 

patients were matched with the HC also according to the levels of physical exercise to control 

for this influential effect.  

Reduced appendicular strength has been associated with loss of appendicular lean mass in 

patients with longstanding r-axSpA (165). A major known determinant of strength loss is 

indeed the loss of muscle mass (166). However, in our study, the reduced appendicular strength 

was independent of muscle mass. Since our patients had a mean disease duration of 6.5 years, 

we can consider that muscle mass loss may still occur in a later phase of the disease. Despite 

being a different age group, in older people, the strength decline has been proved to be faster 

than the concomitant loss of muscle mass (166). An intriguing result was the absence of 

decreased muscle strength in the axial muscles. The distinct physiological role of axial and 

peripheral muscles, the former being responsible for maintaining posture and the latter for 

generating strength may represent a possible explanation to be explored.  

Several studies on body composition in axSpA have found inconsistent results that may be 

explained by differences in the disease duration and levels of physical activity, and also, by 
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discrepancies in the methods used to estimate muscle mass. In agreement with our data, two 

previous studies did not observe differences in total lean mass or even skeletal muscle mass 

index, as measured by dual-energy x-ray absorptiometry or bioelectrical impedance, between 

patients with axSpA (disease duration 6–10 years) and controls  (167) 

Regarding physical performance, gait in patients with longstanding r-axSpA has long been 

referred to as “walking gingerly”, as they walk slower and have a shorter stride length than 

healthy individuals, which can be attributed to the increased rigidity of the spine (168). In our 

cohort, we showed that young patients with axSpA also have significantly lower gait speed 

than the HC, independently of muscle mass, strength or muscle physical properties. In this 

context, gait characterisation (including speed and other parameters) could be considered a 

marker with potential interest in axSpA, eventually for diagnosis and, for disease monitoring. 

We conducted this research to establish gene and protein signatures in axSpA related to specific 

muscle properties.  We could successfully identify DEGs that contribute to the translation and 

mitochondrial pathways (e.g., RPL36AL) and are essential for muscle metabolism(169). 

Transcriptomic’s data further supports the idea of an active role of muscle in the pathogenesis 

of axSpA, as we identified muscle-associated differentially expressed genes (e.g., NACA) in 

our results. We also identified elevated levels of inflammatory proteins (e.g., CRP), that are 

indicative of disease activity in patients with axSpA (170), (Table 3.3.4.1). Interestingly, the 

expression of some of these differentially expressed proteins (e.g., APOB) has a significant 

correlation with muscle strength (Table 3.3.6.1). 

Our findings corroborate the work of Lee and co-workers, who highlighted Mitochondrial 

Ribosomal Proteins (MRP) and cyclooxygenase (COX) genes as some of the most down-

regulated genes in patients with axSpA in their meta-analysis study (171). Interestingly, we 

also identified genes belonging to MRP and COX families in our results, such as Mitochondrial 
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Ribosomal Protein S7 (MRPS7) and Cytochrome C Oxidase assembly protein 17 (CXO17) 

(Appendix 2: Supplemental Material, Table S3). It has been shown that MRPs play roles in 

ribosome biogenesis that have emerged as an important regulator of skeletal muscle growth 

and maintenance by altering the translational capacity of the mitochondria in the cells (172). It 

is also suggested that different isoforms of COX catalysis the prostaglandins synthesis that may 

regulate muscle regeneration, since they modulate inflammation and are involved in various 

stages of myogenesis (173). 

GSEA results (Figure 3.3.2.2.) suggest that significant pathways such as IL6 signalling and 

immune system, in particular innate immunity, seem to play a role in axSpA patients since it 

was only found in patients with axSpA. Increased serum levels of various pro-inflammatory 

cytokines in patients with axSpA, namely increased levels of IL-6 and TNF-α have been 

observed in the serum of patients with axSpA in a study completed by Gratacos and co-workers 

(174). Inflammatory proteins such as CRP, APOA and SERPINA1 in our proteomic’s data 

strengthen the role of inflammatory pathways in patients with axSpA (Table 3.3.4.1). Our 

findings agree with those of Park and co-workers (175), who reported that patients with axSpA 

have significantly raised serum levels of IL-6 correlating significantly with CRP and disease 

activity (BASDAI), while non-significantly correlated with ESR. Another detected 

inflammatory protein, APOA, exerts an anti-inflammatory property in inhibiting lymphocyte 

cells’ migration by decreasing the expression of adhesion molecules (176). It is also suggested 

that SERPINA1 may be a potential biomarker for the diagnosis of AS and evaluation of the 

efficacy of treatment by influencing inflammation. 

Our transcriptomics’s and proteomic’s findings further support the role of muscle in the 

pathogenesis of axSpA. CRP and albumin are two differentially expressed proteins found to be 

associated with low physical performance, muscle strength or muscle mass (170). MAP3K4, 
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also known as MEKK4, is another detected protein that plays a role in skeletal muscle atrophy 

(177). The transcriptomic’s result further provides evidence of different expressions of muscle-

associated genes, namely NACA, FRG1 and ARPC5L, in patients with axSpA. These genes 

have roles in skeletal muscle growth and regeneration, muscle development and function, and 

regulation of actin polymerization, respectively (178–180). Our RT-qPCR results match those 

observed in RNA-sequencing, confirming the downregulation of these muscle-associated 

genes (NACA, FRG1 and ARPC5L) in patients with axSpA in comparison with HC. 

Microtrauma of variable degrees in muscle tissue is reflected in temporary and repairable 

damage through the immune system (181). Muscle contraction raises calcium and promotes 

pro-inflammatory cytokines release ultimately ending in the attraction of neutrophils, 

lymphocytes, monocytes and other cells to the damaged site (182,183). Indeed, both innate and 

adaptive immune systems are activated after microtrauma. Hence, this microtrauma and its 

consequent inflammation may be the reason for the appearance, in our results, of the immune 

and inflammatory pathways, such as IL-6 family and IL-10 signalling pathways, and the 

inflammation-related proteins (such as CRP and APOA1). 

Our gene expression assessment results revealed several interesting genes with potential roles 

in axSpA pathogenesis. One of the remarkable genes is Suppressor of Cytokine Signalling 3 

(SOCS3). Previous studies have shown that the SOCS family was involved in the pathogenesis 

of ankylosing spondylitis and elevated level of SOCS3 was negatively correlated with serum 

inflammatory cytokine IL6 in patients with axSpA (184). SOCS3 was shown to inhibit the 

catalytic activity of Janus Kinases (JAKs) that initiate signalling within the cell61. JAK and 

Signal Transducer and Activator of Transcription (STAT) proteins are central transmitters of 

pro- and anti-inflammatory signals in immune regulation (158). Currently, JAK inhibitors are 

a new therapeutic class for the treatment of axSpA(177). Worth of note, genetic deletion of 
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SOCS3 delays the expression of myogenic factors critical for myogenesis (178). SOCS3 

overexpression in our patients with axSpA is consistent with the results of another RNA-

sequencing experiment performed by Chen and his co-workers in 53 patients with axSpA 

(184). This consistency supports the robustness of our RNA-sequencing and RT-qPCR results. 

Another noticeable gene among our DEGs is Nascent Polypeptide-Associated Complex and 

co-regulator α (NACA, αNAC), which is down-regulated in patients with axSpA in comparison 

with matched healthy controls. NACA is a 215–amino acid transcriptional co-factor engaged in 

the regulation of AP-1 transcription (185–187). NACA prevents short recently synthesized (i.e., 

nascent) ribosome-associated polypeptides from inappropriate interactions with cytosolic 

proteins. NACA binds nascent-polypeptide domains emerging from ribosomes unless it 

contains a signal peptide which is fully exposed (188). Skeletal and heart muscle exclusive 

isoforms of NACA (skNACA) may function to regulate the expression of genes that contribute 

to the development of myotubes (189). It has a significant role in ventricular cardiomyocyte 

expansion and adjusts postnatal skeletal muscle development and regeneration. It likewise 

contributes to the organized assembly of thin and thick filaments of myofibril sarcomeres. In 

addition, skNAC regulates myoblast migration and sarcomere structure in a calpain-dependent 

manner (189). 

FSHD region gene 1 (FRG1) is also a muscle-associated gene in our DEGs and is down-

regulated in patients with axSpA when comprised with matched healthy controls. FRG1 is a 

dynamic cytoplasmic and nuclear shuttling protein that is also localized to the sarcomere in 

skeletal muscle (190). In the nucleus, FRG1 is located in nucleoli and Cajal bodies. It is also 

associated with transcribed chromatin (191,192), where it is thought to participate in RNA 

splicing (193) and regulate the activity of the histone methyltransferase SUV4-20H1(194). 

Notably, FRG1 overexpression is believed to cause muscle stem cell defects (195). and the 
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appearance of FSHD-like phenotypes in mice (196). There is evidence for a direct FRG1 and 

DUX4 interaction in development of FSHD muscular dystrophy (197). Furthermore, it has been 

shown that FRG1 gene silencing contributes to develop muscle mass and strength in FRG1(-

high) mice (198). This gene is expressed in our patients’ samples (represents 3.4 Average 

Expression value, Appendix 2: Supplemental Material, Table S3) that may contribute to 

observation of low muscle strength in our patients with axSpA. 

The Arp2/3 complex was formerly discovered in Acanthamoeba and contains seven proteins 

(complex subunits; ARPC1–5 and actin-related proteins; Arp2 and Arp3, and Arp2/3) that are 

conserved in every eukaryote, except for some microsporidia, algae, and protists. The complex 

plays a critical role in an extensive variety of cellular processes, including endocytosis, 

phagocytosis, and lamellipodia-mediated cell migration, due to its capability to participate in 

generation of branched actin filament nets (199). It has been observed that Arp2/3 complexes 

including ARPC5L are remarkably better at promoting actin assembly than the complexes with 

ARPC5, both and in vitro and in vivo (200). Actin assembly is vital for muscle contraction and 

force generation (199). Interestingly, our results indicate that ARPC5L is slightly less expressed 

(- 0.2-fold change) in patients with AS (Appendix 2: Supplemental Material, Table S3) which 

may reflect low muscle strength in patients with axSpA (Table 3.3.1). 

Our RT-qPCR results yielded consistent results when confirming downregulations in N (6)-

adenine-specific DNA Methyltransferase 2 (N6AMT2) and peptidylprolyl isomerase A (PPIA) 

genes (Figure 3.3.3.1). N6AMT2 is an isoform of the alpha subunit of the elongation factor-1 

complex, which is responsible for the enzymatic delivery of aminoacyl tRNAs to the ribosome. 

It plays a role in positive regulation of Interferon Gamma (IFNG) transcription in T-helper 1 

cells as part of an IFNG promoter-binding complex (179). The other gene, PPIA encodes a 

member of the peptidyl-prolyl cis-trans isomerase (PPIase) family. PPIases catalyse the cis-
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trans isomerization of proline imidic peptide bonds in oligopeptides and accelerate the folding 

of proteins. The encoded protein is a cyclosporin binding protein and may play a role in 

cyclosporin A-mediated immunosuppression (180).  

 Our analysis found shreds of evidence for the correlation of differentially expressed proteins 

with muscle strength (Table 3.3.6.1). We observed several positively correlated proteins that 

have essential roles in the adaptive immune system (e.g., IGHA1 and IGA). The findings of 

this study mirror those of previous studies that have examined the elevated total IgA levels in 

patients with axSpA (201). It was suggested that the adaptive immune system targets the 

inflammation in the joints, while autoinflammatory stimuli in the intestines and the enthesis 

are also essential muscle strength (202). Moreover, we also observed the positive correlation 

of Apolipoprotein B (APOB) protein expression with muscle strength in accordance with 

earlier studies (203). Indeed, overexpression of APOB decreases skeletal muscle lipid 

accumulation and affects overall muscle functionality. These observations are consistent with 

our current knowledge about patients with axSpA that experience high muscle fat metaplasia 

(203). 

The most important feature of this study is that it represents the first multivariable investigation 

on patients with axSpA. We explored the muscle role in terms of clinical characteristics 

(muscle properties) and omics data. Clinical and laboratory results were merged and integrated 

to identify possible reliable diagnosis biomarkers axSpA, thus enhancing our understanding of 

disease mechanisms. Finally, several important limitations need to be considered. Firstly, the 

number of patients and controls is relatively small. And secondly, ideally, tissue biopsies are 

more appropriate samples to investigate muscle associated biomarkers since many factors may 

affect genes expression and protein production in peripheral blood. 
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Chapter 5: Conclusions and Future Perspectives 

Muscular involvement may have prognostic significance in patients with axSpA. Several 

approaches have supported muscle strength reduction and muscle mass reduction, in 

association with physical performance compromise, favouring the diagnosis of sarcopenia, 

from the early stages of the disease. 

Overall, we intended to establish a pattern of muscle properties in axSpA and depict the triggers 

involved in entheses inflammation. We hypothesized that muscle properties, such as stiffness, 

may contribute to a continuous endogenous microtrauma and subsequent inflammation. We 

also intended to establish gene/protein signatures in axSpA that may represent a key 

contribution to explaining muscle properties and unravelling the subsequent underlying 

physiopathologic mechanisms of the disease. It may also provide an opportunity for the 

development of new diagnostic tools and preventive/therapeutic approaches, with relevance to 

clinical practice.  

Our clinical findings suggest that muscle physical properties were not different between axSpA 

patients and HC. These results cannot be extrapolated for patients with a longstanding disease 

(e.g., superior to 10 years of disease duration). Young axSpA patients with a relatively short 

disease duration presented similar segmental muscle physical properties as the HC. Patients 

with axSpA had reduced physical performance and lower strength compared to the HC, despite 

normal muscle mass, suggesting a possible muscle dysfunction.  

We conducted this research to establish gene and protein signatures in axSpA that are related 

to specific muscle properties. Strong shreds of evidence have been found in our results. We 

could successfully identify DEGs that contribute to the electron transport chain, mitochondrial 

respiratory chain complex, cellular respiration and RNA splicing pathways. These pathways 
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are essential for muscle metabolism. Complementary enrichment analysis also revealed 

significant pathways such as IL6 signalling and the immune system that seem to have a role in 

axSpA patients. 

Our transcriptomics and proteomics findings further support the role of muscle in the 

pathogenesis of axSpA. CRP and Albumin are two differentially expressed proteins found to 

be associated with low physical performance, muscle strength or muscle mass. MAP3K4 which 

is known as MEKK4 is another detected protein that plays a role in skeletal muscle atrophy. 

The transcriptomics result further provides evidence of different expressions of muscle 

associated genes namely, NACA, FRG1 and ARPC5L in patients with axSpA. These genes have 

roles in skeletal muscle growth and regeneration, muscle development and function, and 

regulation of actin polymerization, respectively. Our RT-qPCR results match those observed 

data in RNA-sequencing confirming the downregulations of these muscle-associated genes 

(NACA, FRG1 and ARPC5L) in patients with axSpA in comparison with HC. We also have 

identified the elevated level of inflammatory proteins (e.g., CRP) that is a measure of disease 

activity in patients with axSpA. Interestingly, the expression of some of these differentially 

expressed proteins (e.g., APOB) has a positive correlation with muscle strength. Noteworthy, 

the correlation of transcriptomics and proteomics results shows a clear separation between 

patients with axSpA and controls that may contribute to improving the diagnosis, prognosis, 

and therapeutic options for this disorder. 

Our analysis found shreds of evidence for the correlation of differentially expressed proteins 

with muscle strength. We observed several positively correlated proteins that have essential 

roles in the adaptive immune system (e.g., IGHA1 and IGA). It is suggested that the adaptive 

immune system targets the inflammation in the joints, while autoinflammatory stimuli in the 

intestines and the enthesis are also essential. We also observed the positive correlation of 
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APOB protein with muscle strength. Indeed, overexpression of APOB decreases skeletal 

muscle lipid accumulation and affects overall muscle functionality and we already know that 

patients with axSpA experience high muscle fat metaplasia.  

Noteworthy, the correlation of transcriptomics and proteomics results shows clear 

discrimination between patients with axSpA and HC that may contribute to improving the 

diagnosis, prognosis, and therapeutic options for this disorder. 

There is abundant room for further progress in determining the role of muscle in axSpA. 

Further research in the field is needed to identify and validate the role of muscle in patients 

with axSpA. Diagnosis biomarkers that can accurately and reliably predict axSpA evolution, 

differentiate patients from controls and assess disease activity might have functions in muscle 

associated pathways. Future research can be conducted with a higher number of study subjects 

to deliver more reliable data. Furthermore, ideally, tissue biopsies are more appropriate 

samples to investigate muscle associated biomarkers since many factors may affect genes 

expression and protein production in peripheral blood. Indeed, single-cell omics approaches 

will provide more precise data. 

 

 

 

 

 

 

 

 

 



Chapter 6: References 

 74 

Chapter 6: References 
 

1.  Hunter DJ. Gene–environment interactions in human diseases. Nature Reviews 

Genetics 2005 6:4 [Internet]. 2005 Apr [cited 2022 Apr 12];6(4):287–98. Available 

from: https://www.nature.com/articles/nrg1578 

2.  Kimberly McAllister, Leah E Mechanic, Christopher Amos, Hugues Aschard, Ian A 

Blair, Nilanjan Chatterjee, David Conti, W James Gauderman, Li Hsu, Carolyn M 

Hutter, Marta M Jankowska, Jacqueline Kerr, Peter Kraft, Stephen B Montgomery, 

Bhramar Mukherjee, G JSW. Current Challenges and New Opportunities for Gene-

Environment Interaction Studies of Complex Diseases. American journal of 

epidemiology [Internet]. 2017 Oct 1 [cited 2022 Apr 12];186(7):753–61. Available 

from: https://pubmed.ncbi.nlm.nih.gov/28978193/ 

3.  L D Botto MJK. Commentary: facing the challenge of gene-environment interaction: 

the two-by-four table and beyond. American journal of epidemiology [Internet]. 2001 

May 15 [cited 2022 Apr 12];153(10):1016–20. Available from: 

https://pubmed.ncbi.nlm.nih.gov/11384958/ 

4.  Hern LM, Bidichandani S. What Mendel did not discover: exceptions in Mendelian 

genetics and their role in inherited human disease. undefined. 2004;  

5.  Takeshita T, Mao X, Morimoto K. The contribution of polymorphism in the alcohol 

dehydrogenase beta subunit to alcohol sensitivity in a Japanese population. Human 

genetics [Internet]. 1996 [cited 2022 Apr 12];97(4):409–13. Available from: 

https://pubmed.ncbi.nlm.nih.gov/8834233/ 

6.  Luca C-S. The Human Genome Diversity Project: past, present and future. Nature 

reviews Genetics [Internet]. 2005 Apr [cited 2022 Apr 12];6(4):333–40. Available 

from: https://pubmed.ncbi.nlm.nih.gov/15803201/ 

7.  Xuezhoung C, Curt H H, Bryan R C. Human microRNAs are processed from capped, 



Chapter 6: References 

 75 

polyadenylated transcripts that can also function as mRNAs. RNA (New York, NY) 

[Internet]. 2004 Dec [cited 2022 Apr 12];10(12):1957–66. Available from: 

https://pubmed.ncbi.nlm.nih.gov/15525708/ 

8.  Garry K C, John S W. Enriching the analysis of genomewide association studies with 

hierarchical modeling. American journal of human genetics [Internet]. 2007 [cited 

2022 Apr 12];81(2):397–404. Available from: 

https://pubmed.ncbi.nlm.nih.gov/17668389/ 

9.  Nicholas S, Sarah M, Kelly F, Eric T. Common vs. rare allele hypotheses for complex 

diseases. Current opinion in genetics & development [Internet]. 2009 Jun [cited 2022 

Apr 12];19(3):212–9. Available from: https://pubmed.ncbi.nlm.nih.gov/19481926/ 

10.  Mark M, Golcalo A, Lon R C, David B G, Julian L, John P I, et al. Genome-wide 

association studies for complex traits: consensus, uncertainty and challenges. Nature 

reviews Genetics [Internet]. 2008 May [cited 2022 Apr 12];9(5):356–69. Available 

from: https://pubmed.ncbi.nlm.nih.gov/18398418/ 

11.  Elaine R M. The impact of next-generation sequencing technology on genetics. Trends 

in genetics : TIG [Internet]. 2008 Mar [cited 2022 Apr 12];24(3):133–41. Available 

from: https://pubmed.ncbi.nlm.nih.gov/18262675/ 

12.  Eddie C-G, Gosia T. From GWAS to Function: Using Functional Genomics to Identify 

the Mechanisms Underlying Complex Diseases. Frontiers in genetics [Internet]. 2020 

May 13 [cited 2022 Apr 12];11. Available from: 

https://pubmed.ncbi.nlm.nih.gov/32477401/ 

13.  Jingwenn Y, Shannon L R, Li S, AJ S. Network approaches to systems biology 

analysis of complex disease: integrative methods for multi-omics data. Briefings in 

bioinformatics [Internet]. 2018 May 30 [cited 2022 Apr 12];19(6):1370–81. Available 

from: https://pubmed.ncbi.nlm.nih.gov/28679163/ 



Chapter 6: References 

 76 

14.  Yehudit H, Marcus S, Aldons L. Multi-omics approaches to disease. Genome biology 

[Internet]. 2017 May 5 [cited 2022 Apr 12];18(1). Available from: 

https://pubmed.ncbi.nlm.nih.gov/28476144/ 

15.  Judit R K, Gary D W. The gut microbiota, environment and diseases of modern 

society. Gut microbes [Internet]. 2012 [cited 2022 Apr 12];3(4). Available from: 

https://pubmed.ncbi.nlm.nih.gov/22825455/ 

16.  Hui F, Aiyun W, Yuan W, Ye S, Jing H, Wenxing C, et al. Innate Lymphoid Cells: 

Regulators of Gut Barrier Function and Immune Homeostasis. Journal of immunology 

research [Internet]. 2019 [cited 2022 Apr 12];2019. Available from: 

https://pubmed.ncbi.nlm.nih.gov/31930146/ 

17.  Lora V H, Andrew J M. Immune adaptations that maintain homeostasis with the 

intestinal microbiota. Nature reviews Immunology [Internet]. 2010 Mar [cited 2022 

Apr 12];10(3):159–69. Available from: https://pubmed.ncbi.nlm.nih.gov/20182457/ 

18.  Julia K G, Jillian L W, Angela C P, Jessica L S, Omry K, Ran B, et al. Human genetics 

shape the gut microbiome. Cell [Internet]. 2014 Nov 6 [cited 2022 Apr 

12];159(4):789–99. Available from: https://pubmed.ncbi.nlm.nih.gov/25417156/ 

19.  Andrew K B, Scott A K, Ryan L, Fangrui M, Soo J L, Jaehyoung K, et al. 

Individuality in gut microbiota composition is a complex polygenic trait shaped by 

multiple environmental and host genetic factors. Proceedings of the National Academy 

of Sciences of the United States of America [Internet]. 2010 Nov 2 [cited 2022 Apr 

12];107(44):18933–8. Available from: https://pubmed.ncbi.nlm.nih.gov/20937875/ 

20.  Ran B, Julia K G, Katherine H, Qi S, Robert B, Jordana T B, et al. Host genetic 

variation impacts microbiome composition across human body sites. Genome biology 

[Internet]. 2015 Sep 15 [cited 2022 Apr 12];16(1). Available from: 

https://pubmed.ncbi.nlm.nih.gov/26374288/ 



Chapter 6: References 

 77 

21.  Chia-W L, Ya-Ping H, Yueh-H C, Yu-Tsun H, Shin-Liang P. Increased risk of 

ischemic stroke in young patients with ankylosing spondylitis: a population-based 

longitudinal follow-up study. PloS one [Internet]. 2014 Apr 8 [cited 2022 Apr 

12];9(4). Available from: https://pubmed.ncbi.nlm.nih.gov/24714094/ 

22.  Ayme S, Omry K, Ruthe L. Unravelling the effects of the environment and host 

genotype on the gut microbiome. Nature reviews Microbiology [Internet]. 2011 Apr 

[cited 2022 Apr 12];9(4):279–90. Available from: 

https://pubmed.ncbi.nlm.nih.gov/21407244/ 

23.  Lisa A, Gunnar C H. The Densely O-Glycosylated MUC2 Mucin Protects the Intestine 

and Provides Food for the Commensal Bacteria. Journal of molecular biology 

[Internet]. 2016 Aug 14 [cited 2022 Apr 12];428(16):3221–9. Available from: 

https://pubmed.ncbi.nlm.nih.gov/26880333/ 

24.  Louise E T, C David O, John W, Emmanuelle H C, Jemma H-G, Gwenaelle LG, et al. 

Discovery of intramolecular trans-sialidases in human gut microbiota suggests novel 

mechanisms of mucosal adaptation. Nature communications [Internet]. 2015 Jul 8 

[cited 2022 Apr 12];6. Available from: https://pubmed.ncbi.nlm.nih.gov/26154892/ 

25.  Ruth E L, Daniel A P, Jeffrey I G. Ecological and evolutionary forces shaping 

microbial diversity in the human intestine. Cell [Internet]. 2006 Feb 24 [cited 2022 

Apr 12];124(4):837–48. Available from: https://pubmed.ncbi.nlm.nih.gov/16497592/ 

26.  Luc Biedermann, Jonas Zeitz, Jessica Mwinyi, Eveline Sutter-Minder, Ateequr 

Rehman, Stephan J Ott, Claudia Steurer-Stey, Anja Frei, Pascal Frei, Michael Scharl, 

Martin J Loessner, Stephan R Vavricka, Michael Fried, Stefan Schreiber, Markus 

Schuppler GR. Smoking cessation induces profound changes in the composition of the 

intestinal microbiota in humans. PloS one [Internet]. 2013 Mar 14 [cited 2022 Apr 

12];8(3). Available from: https://pubmed.ncbi.nlm.nih.gov/23516617/ 



Chapter 6: References 

 78 

27.  Haiyin Jiang , Zongxin Ling , Yonghua Zhang , Hongjin Mao , Zhanping Ma , Yan 

Yin , Weihong Wang , Wenxin Tang , Zhonglin Tan , Jianfei Shi , Lanjuan Li BR. 

Altered fecal microbiota composition in patients with major depressive disorder. 

Brain, behavior, and immunity [Internet]. 2015 [cited 2022 Apr 12];48:186–94. 

Available from: https://pubmed.ncbi.nlm.nih.gov/25882912/ 

28.  Juan Miguel Rodríguez, Kiera Murphy , Catherine Stanton, R Paul Ross, Olivia I 

Kober, Nathalie Juge , Ekaterina Avershina, Knut Rudi , Arjan Narbad , Maria C 

Jenmalm , Julian R Marchesi MCC. The composition of the gut microbiota throughout 

life, with an emphasis on early life. Microbial ecology in health and disease [Internet]. 

2015 Feb 2 [cited 2022 Apr 12];26(0). Available from: 

https://pubmed.ncbi.nlm.nih.gov/25651996/ 

29.  Alexander V Tyakht , Elena S Kostryukova, Anna S Popenko, Maxim S Belenikin, 

Alexander V Pavlenko, Andrey K Larin, Irina Y Karpova, Oksana V Selezneva, 

Tatyana A Semashko, Elena A Ospanova, Vladislav V Babenko, Igor V Maev, Sergey 

V Cheremushkin, Yuriy A VMG. Human gut microbiota community structures in 

urban and rural populations in Russia. Nature communications [Internet]. 2013 [cited 

2022 Apr 12];4. Available from: https://pubmed.ncbi.nlm.nih.gov/24036685/ 

30.  Stephanie K Lathrop , Seth M Bloom, Sindhuja M Rao, Katherine Nutsch, Chan-Wang 

Lio, Nicole Santacruz, Daniel A Peterson, Thaddeus S Stappenbeck C-SH. Peripheral 

education of the immune system by colonic commensal microbiota. Nature [Internet]. 

2011 Oct 13 [cited 2022 Apr 12];478(7368):250–4. Available from: 

https://pubmed.ncbi.nlm.nih.gov/21937990/ 

31.  Koji Atarashi, Takeshi Tanoue, Kenshiro Oshima, Wataru Suda, Yuji Nagano, 

Hiroyoshi Nishikawa, Shinji Fukuda, Takuro Saito, Seiko Narushima, Koji Hase, 

Sangwan Kim, Joëlle V Fritz, Paul Wilmes, Satoshi Ueha, Kouji Matsushima, Hiroshi 



Chapter 6: References 

 79 

Ohno, Bernat Olle, Sh KH. Treg induction by a rationally selected mixture of 

Clostridia strains from the human microbiota. Nature [Internet]. 2013 [cited 2022 Apr 

12];500(7461):232–6. Available from: https://pubmed.ncbi.nlm.nih.gov/23842501/ 

32.  Ivaylo I Ivanov 1 , Koji Atarashi, Nicolas Manel, Eoin L Brodie, Tatsuichiro Shima, 

Ulas Karaoz, Dongguang Wei, Katherine C Goldfarb, Clark A Santee, Susan V Lynch, 

Takeshi Tanoue, Akemi Imaoka, Kikuji Itoh, Kiyoshi Takeda, Yoshinori Umesaki, 

Kenya Honda DRL. Induction of intestinal Th17 cells by segmented filamentous 

bacteria. Cell [Internet]. 2009 Oct 30 [cited 2022 Apr 12];139(3):485–98. Available 

from: https://pubmed.ncbi.nlm.nih.gov/19836068/ 

33.  Kiel M Telesford 1 , Wang Yan, Javier Ochoa-Reparaz, Anudeep Pant, Christopher 

Kircher, Marc A Christy, Sakhina Begum-Haque, Dennis L Kasper LHK. A 

commensal symbiotic factor derived from Bacteroides fragilis promotes human 

CD39(+)Foxp3(+) T cells and Treg function. Gut microbes [Internet]. 2015 Jan 1 

[cited 2022 Apr 12];6(4):234–42. Available from: 

https://pubmed.ncbi.nlm.nih.gov/26230152/ 

34.  Nicholas Arpaia 1 , Clarissa Campbell 1 , Xiying Fan 1 , Stanislav Dikiy 1 , Joris van 

der Veeken 1 , Paul deRoos 1 , Hui Liu 2 , Justin R Cross 2 , Klaus Pfeffer 3 , Paul J 

Coffer 4 AYR 1. Metabolites produced by commensal bacteria promote peripheral 

regulatory T-cell generation. Nature [Internet]. 2013 [cited 2022 Apr 

12];504(7480):451–5. Available from: https://pubmed.ncbi.nlm.nih.gov/24226773/ 

35.  Yukihiro Furusawa, Yuuki Obata, Shinji Fukuda, Takaho A. Endo, Gaku Nakato, 

Daisuke Takahashi, Yumiko Nakanishi, Chikako Uetake, Keiko Kato, Tamotsu Kato, 

Masumi Takahashi, Noriko N. Fukuda, Shinnosuke Murakami, Eiji Miyauchi, Shingo 

Hino, Koji Atarashi, KH& HO. Commensal microbe-derived butyrate induces the 

differentiation of colonic regulatory T cells. Nature [Internet]. 2013 [cited 2022 Apr 



Chapter 6: References 

 80 

12];504(7480):446–50. Available from: https://pubmed.ncbi.nlm.nih.gov/24226770/ 

36.  Paul L G, Mark H. “Systems biology” in human exercise physiology: is it something 

different from integrative physiology? The Journal of physiology [Internet]. 2011 Mar 

[cited 2022 Apr 12];589(Pt 5):1031–6. Available from: 

https://pubmed.ncbi.nlm.nih.gov/21224223/ 

37.  Witkowski S, Spangenburg E. Reduced physical activity and the retired athlete: a 

dangerous combination? British journal of sports medicine [Internet]. 2008 [cited 2022 

Apr 12];42(12):952–3. Available from: https://pubmed.ncbi.nlm.nih.gov/18981041/ 

38.  Frank W B, Christian K R, Mattew J L. Lack of exercise is a major cause of chronic 

diseases. Comprehensive Physiology [Internet]. 2012 Apr [cited 2022 Apr 

12];2(2):1143–211. Available from: https://pubmed.ncbi.nlm.nih.gov/23798298/ 

39.  Chen-yu Liu, Arnab Maity, Xihong Lin ROW& DCC. Design and analysis issues in 

gene and environment studies. Environmental health : a global access science source 

[Internet]. 2012 [cited 2022 Apr 12];11(1). Available from: 

https://pubmed.ncbi.nlm.nih.gov/23253229/ 

40.  Dimitrios P Bogdanos 1 , Daniel S Smyk, Eirini I Rigopoulou, Maria G Mytilinaiou, 

Michael A Heneghan, Carlo Selmi MEG. Twin studies in autoimmune disease: 

genetics, gender and environment. Journal of autoimmunity [Internet]. 2012 May 

[cited 2022 Apr 12];38(2–3). Available from: 

https://pubmed.ncbi.nlm.nih.gov/22177232/ 

41.  M A Brown 1 , L G Kennedy, A J MacGregor, C Darke, E Duncan, J L Shatford, A 

Taylor, A Calin PW. Susceptibility to ankylosing spondylitis in twins: the role of 

genes, HLA, and the environment. Arthritis and rheumatism [Internet]. 1997 Oct [cited 

2021 Nov 30];40(10):1823–8. Available from: 

https://pubmed.ncbi.nlm.nih.gov/9336417/ 



Chapter 6: References 

 81 

42.  Calin A, Elswood J. Relative role of genetic and environmental factors in disease 

expression: sib pair analysis in ankylosing spondylitis. Arthritis and rheumatism 

[Internet]. 1989 [cited 2022 Apr 12];32(1):77–81. Available from: 

https://pubmed.ncbi.nlm.nih.gov/2912465/ 

43.  Remi K, Julia N B. Population-based and family-based designs to analyze rare variants 

in complex diseases. Genetic epidemiology [Internet]. 2011 [cited 2022 Apr 12];35 

Suppl 1(Suppl 1). Available from: https://pubmed.ncbi.nlm.nih.gov/22128057/ 

44.  Laura H G, Nicholas J S. Personalized medicine: motivation, challenges, and progress. 

Fertility and sterility [Internet]. 2018 Jun 1 [cited 2022 Apr 12];109(6):952–63. 

Available from: https://pubmed.ncbi.nlm.nih.gov/29935653/ 

45.  Gianluca E, Atiqah A, Jessica L B. Gene × Environment Interaction in Developmental 

Disorders: Where Do We Stand and What’s Next? Frontiers in psychology [Internet]. 

2018 Oct 26 [cited 2022 Apr 12];9(OCT). Available from: 

https://pubmed.ncbi.nlm.nih.gov/30416467/ 

46.  Joachm S, Denis P. Axial spondyloarthritis. Lancet (London, England) [Internet]. 2017 

Jul 1 [cited 2022 Apr 12];390(10089):73–84. Available from: 

https://pubmed.ncbi.nlm.nih.gov/28110981/ 

47.  Fabian P, Denis P. Ankylosing spondylitis and axial spondyloarthritis: recent insights 

and impact of new classification criteria. Therapeutic advances in musculoskeletal 

disease [Internet]. 2018 Jun 1 [cited 2022 Apr 12];10(5–6):129–39. Available from: 

https://pubmed.ncbi.nlm.nih.gov/29942364/ 

48.  Nikolaos Kougkas , Nestor Avgoustidis , Argyro Repa, George Bertsias, Anastasios 

Eskitzis PS. The value of the 2011 ASAS classification criteria in patients with 

Spondyloarthritis and the prognosis of non-radiographic axial Spondyloarthritis: data 

from a large cohort of a tertiary referral hospital. Mediterranean journal of 



Chapter 6: References 

 82 

rheumatology [Internet]. 2019 Mar 1 [cited 2022 Apr 12];30(1):51–3. Available from: 

https://pubmed.ncbi.nlm.nih.gov/32185344/ 

49.  Muhammad Asim K. Update on spondyloarthropathies. Annals of internal medicine 

[Internet]. 2002 Jun 18 [cited 2022 Apr 12];136(12):896–907. Available from: 

https://pubmed.ncbi.nlm.nih.gov/12069564/ 

50.  François R, Eulderink F, Bywaters E. Commented glossary for rheumatic spinal 

diseases, based on pathology. Annals of the rheumatic diseases [Internet]. 1995 [cited 

2022 Apr 12];54(8):615–25. Available from: 

https://pubmed.ncbi.nlm.nih.gov/7677436/ 

51.  van der Linden S, Valkenburg HA, Cats A. Evaluation of diagnostic criteria for 

ankylosing spondylitis. A proposal for modification of the New York criteria. Arthritis 

and rheumatism. 1984;  

52.  M Rudwaleit , D van der Heijde, R Landewé, J Listing, N Akkoc, J Brandt, J Braun, C 

T Chou, E Collantes-Estevez, M Dougados, F Huang, J Gu, M A Khan, Y Kirazli, W P 

Maksymowych, H Mielants, I J Sørensen, S Ozgocmen, E Roussou, R Valle-Oñate, U 

Weber, J We JS. The development of Assessment of SpondyloArthritis international 

Society classification criteria for axial spondyloarthritis (part II): validation and final 

selection. Annals of the rheumatic diseases [Internet]. 2009 [cited 2021 Nov 

29];68(6):777–83. Available from: https://pubmed.ncbi.nlm.nih.gov/19297344/ 

53.  Adrian Cortes, Johanna Hadler, Jenny P Pointon, Philip C Robinson, Tugce Karaderi, 

Paul Leo, Katie Cremin, Karena Pryce, Jessica Harris, Seunghun Lee, Kyung Bin Joo, 

Seung-Cheol Shim, MAB. Identification of multiple risk variants for ankylosing 

spondylitis through high-density genotyping of immune-related loci. Nature genetics 

[Internet]. 2013 Jul [cited 2022 Apr 13];45(7):730–8. Available from: 

https://pubmed.ncbi.nlm.nih.gov/23749187/ 



Chapter 6: References 

 83 

54.  Dubash S, McGonagle D, Marzo-Ortega H. New advances in the understanding and 

treatment of axial spondyloarthritis: from chance to choice. Therapeutic advances in 

chronic disease [Internet]. 2018 Mar 1 [cited 2022 Apr 12];9(3):77–87. Available 

from: https://pubmed.ncbi.nlm.nih.gov/29511503/ 

55.  Joachim S, Martin R, Muhammad K, Jurgen B. Concepts and epidemiology of 

spondyloarthritis. Best practice & research Clinical rheumatology [Internet]. 2006 Jun 

[cited 2022 Apr 12];20(3):401–17. Available from: 

https://pubmed.ncbi.nlm.nih.gov/16777573/ 

56.  Carmen S, Marloes  van O, Annelies B, Astrid  van T. Global Prevalence of 

Spondyloarthritis: A Systematic Review and Meta-Regression Analysis. Arthritis care 

& research [Internet]. 2016 Sep 1 [cited 2022 Apr 12];68(9):1320–31. Available from: 

https://pubmed.ncbi.nlm.nih.gov/26713432/ 

57.  JC B, AM R, N G, M E, S R, PM M, et al. Prevalence of rheumatic and 

musculoskeletal diseases and their impact on health-related quality of life, physical 

function and mental health in Portugal: results from EpiReumaPt- a national health 

survey. RMD open [Internet]. 2016 [cited 2022 Apr 12];2(1). Available from: 

https://pubmed.ncbi.nlm.nih.gov/26848402/ 

58.  Ernst F, Muhammad Asim K, Desire  van der H, Sjef  van der L, Jurgen B. Age at 

disease onset and diagnosis delay in HLA-B27 negative vs. positive patients with 

ankylosing spondylitis. Rheumatology international [Internet]. 2003 [cited 2022 Apr 

12];23(2):61–6. Available from: https://pubmed.ncbi.nlm.nih.gov/12634937/ 

59.  Ebringer A. Ankylosing spondylitis and Klebsiella. Ankylosing spondylitis and 

Klebsiella. 2013 Oct 1;1–256.  

60.  Sieper J, Rudwaleit M, Baraliakos X, Brandt J, Braun J, Burgos-Vargas R, et al. The 

Assessment of SpondyloArthritis international Society (ASAS) handbook: a guide to 



Chapter 6: References 

 84 

assess spondyloarthritis. Annals of the rheumatic diseases [Internet]. 2009 Jun [cited 

2022 Apr 12];68 Suppl 2(SUPPL. 2). Available from: 

https://pubmed.ncbi.nlm.nih.gov/19433414/ 

61.  Denis P, Joachim S. Mechanism of New Bone Formation in Axial Spondyloarthritis. 

Current rheumatology reports [Internet]. 2017 Sep 1 [cited 2022 Apr 12];19(9). 

Available from: https://pubmed.ncbi.nlm.nih.gov/28752489/ 

62.  Désirée van der Heijde, David Salonen, Barbara N Weissman, Robert Landewé, 

Walter P Maksymowych, Hartmut Kupper, Shaila Ballal, Eric Gibson RW. 

Assessment of radiographic progression in the spines of patients with ankylosing 

spondylitis treated with adalimumab for up to 2 years. Arthritis research & therapy 

[Internet]. 2009 Aug 24 [cited 2022 Apr 12];11(4). Available from: 

https://pubmed.ncbi.nlm.nih.gov/19703304/ 

63.  Sofia Exarchou, Elisabeth Lie , Ulf Lindström , Johan Askling , Helena Forsblad-

d’Elia , Carl Turesson, Lars Erik Kristensen LTJ. Mortality in ankylosing spondylitis: 

results from a nationwide population-based study. Annals of the rheumatic diseases 

[Internet]. 2016 Aug 1 [cited 2022 Apr 12];75(8):1466–72. Available from: 

https://pubmed.ncbi.nlm.nih.gov/26338036/ 

64.  Nisha Nigil Haroon, J Michael Paterson, Ping Li, Robert D Inman NH. Patients With 

Ankylosing Spondylitis Have Increased Cardiovascular and Cerebrovascular 

Mortality: A Population-Based Study. Annals of internal medicine [Internet]. 2015 Sep 

15 [cited 2022 Apr 12];163(6):409–16. Available from: 

https://pubmed.ncbi.nlm.nih.gov/26258401/ 

65.  MA  van der W, TA C, T N, WF L, BA D, IE  van der H-B. High prevalence of low 

bone mineral density in patients within 10 years of onset of ankylosing spondylitis: a 

systematic review. Clinical rheumatology [Internet]. 2012 Nov [cited 2022 Apr 



Chapter 6: References 

 85 

12];31(11):1529–35. Available from: https://pubmed.ncbi.nlm.nih.gov/22706444/ 

66.  Alicia M H, Grant H L. Osteoporosis Management in Ankylosing Spondylitis. Current 

treatment options in rheumatology [Internet]. 2016 Dec 1 [cited 2022 Apr 

12];2(4):271–82. Available from: https://pubmed.ncbi.nlm.nih.gov/28620575/ 

67.  Anna M, Elena N. Comorbidities in Spondyloarthritis. Frontiers in medicine [Internet]. 

2018 Mar 1 [cited 2022 Apr 12];5(MAR). Available from: 

https://pubmed.ncbi.nlm.nih.gov/29594122/ 

68.  Frederik R Teunissen, Bianca M Verbeek, Thomas D Cha JHS. Spinal cord injury 

after traumatic spine fracture in patients with ankylosing spinal disorders. Journal of 

neurosurgery Spine [Internet]. 2017 Dec 1 [cited 2022 Apr 12];27(6):709–16. 

Available from: https://pubmed.ncbi.nlm.nih.gov/28984512/ 

69.  Pradeep Thumbikat , Ramaswamy P Hariharan, Ganapathiraju Ravichandran, Martin 

R McClelland KMM. Spinal cord injury in patients with ankylosing spondylitis: a 10-

year review. Spine [Internet]. 2007 Dec [cited 2022 Apr 12];32(26):2989–95. 

Available from: https://pubmed.ncbi.nlm.nih.gov/18091492/ 

70.  Reed M, Dharmage S, Boers A, Martin B, Buchanan R, Schachna L. Ankylosing 

spondylitis: an Australian experience. Internal medicine journal [Internet]. 2008 May 

[cited 2022 Apr 12];38(5):321–7. Available from: 

https://pubmed.ncbi.nlm.nih.gov/17916173/ 

71.  FM P-S, AF M, C R, J C, H S, A B, et al. Spectrum of ankylosing spondylitis in 

Portugal. Development of BASDAI, BASFI, BASMI and mSASSS reference centile 

charts. Clinical rheumatology [Internet]. 2012 Mar 1 [cited 2022 Apr 12];31(3):447–

54. Available from: https://pubmed.ncbi.nlm.nih.gov/22009195/ 

72.  Mattew B, Zhixiu L, Kim C. Biomarker development for axial spondyloarthritis. 

Nature reviews Rheumatology [Internet]. 2020 Aug 1 [cited 2022 Apr 15];16(8):448–



Chapter 6: References 

 86 

63. Available from: https://pubmed.ncbi.nlm.nih.gov/32606474/ 

73.  Denis Poddubnyy, Kay-Geert A Hermann, Johanna Callhoff, Joachim Listing JS. 

Ustekinumab for the treatment of patients with active ankylosing spondylitis: results of 

a 28-week, prospective, open-label, proof-of-concept study (TOPAS). Annals of the 

rheumatic diseases [Internet]. 2014 [cited 2022 Apr 15];73(5):817–23. Available from: 

https://pubmed.ncbi.nlm.nih.gov/24389297/ 

74.  Seager K, Bashir H, Geczy A, Edmonds J, de Vere-Tyndall A. Evidence for a specific 

B27-associated cell surface marker on lymphocytes of patients with ankylosing 

spondylitis. Nature [Internet]. 1979 [cited 2022 Apr 15];277(5691):68–70. Available 

from: https://pubmed.ncbi.nlm.nih.gov/399656/ 

75.  Baraliakos X, Baerlecken N, Witte T, Heldmann F, Braun J. High prevalence of anti-

CD74 antibodies specific for the HLA class II-associated invariant chain peptide 

(CLIP) in patients with axial spondyloarthritis. Annals of the rheumatic diseases 

[Internet]. 2014 [cited 2022 Apr 15];73(6):1079–82. Available from: 

https://pubmed.ncbi.nlm.nih.gov/23644552/ 

76.  Janneke J. de Winter, Marleen G. van de Sande, Niklas Baerlecken, Inger Berg, 

Roberta Ramonda, Désirée van der Heijde, Floris A. van Gaalen TW& DLB. Anti-

CD74 antibodies have no diagnostic value in early axial spondyloarthritis: data from 

the spondyloarthritis caught early (SPACE) cohort. Arthritis research & therapy 

[Internet]. 2018 Mar 1 [cited 2022 Apr 15];20(1). Available from: 

https://pubmed.ncbi.nlm.nih.gov/29490705/ 

77.  Vidya Ranganathan, Francesco Ciccia , Fanxing Zeng , Ismail Sari, Guiliana Guggino , 

Janogini Muralitharan , Eric Gracey NH. Macrophage Migration Inhibitory Factor 

Induces Inflammation and Predicts Spinal Progression in Ankylosing Spondylitis. 

Arthritis & rheumatology (Hoboken, NJ) [Internet]. 2017 Sep 1 [cited 2022 Apr 



Chapter 6: References 

 87 

15];69(9):1796–806. Available from: https://pubmed.ncbi.nlm.nih.gov/28597514/ 

78.  Hua H, Fei D, Shizhan Z, Weiguo Z. Serum calprotectin correlates with risk and 

disease severity of ankylosing spondylitis and its change during first month might 

predict favorable response to treatment. Modern rheumatology [Internet]. 2019 Sep 3 

[cited 2022 Apr 15];29(5):836–42. Available from: 

https://pubmed.ncbi.nlm.nih.gov/30175641/ 

79.  Jieruo Gu , Yu-Ling Wei, James C C Wei, Feng Huang, Ming-Shiou Jan, Michael 

Centola, Mark B Frank DY. Identification of RGS1 as a candidate biomarker for 

undifferentiated spondylarthritis by genome-wide expression profiling and real-time 

polymerase chain reaction. Arthritis and rheumatism [Internet]. 2009 Nov [cited 2022 

Apr 15];60(11):3269–79. Available from: https://pubmed.ncbi.nlm.nih.gov/19877080/ 

80.  Ran Duan, Paul Leo, Linda Bradbury, Matthew A Brown GT. Gene expression 

profiling reveals a downregulation in immune-associated genes in patients with AS. 

Annals of the rheumatic diseases [Internet]. 2010 Sep [cited 2022 Apr 15];69(9):1724–

9. Available from: https://pubmed.ncbi.nlm.nih.gov/19643760/ 

81.  McGonagle D, Stockwin L, Isaacs J, Emery P. An enthesitis based model for the 

pathogenesis of spondyloarthropathy. Additive effects of microbial adjuvant and 

biomechanical factors at disease sites. Journal of Rheumatology. 2001.  

82.  S A, JD R, FC A, MH W, MM W, SK A, et al. Whole-blood gene expression profiling 

in ankylosing spondylitis shows upregulation of toll-like receptor 4 and 5. The Journal 

of rheumatology [Internet]. 2011 Jan [cited 2022 Apr 15];38(1):87–98. Available 

from: https://pubmed.ncbi.nlm.nih.gov/20952467/ 

83.  Pimentel-Santos FM, Ligeiro D, Matos M, Mourão AF, Costa J, Santos H, et al. Whole 

blood transcriptional profiling in ankylosing spondylitis identifies novel candidate 

genes that might contribute to the inflammatory and tissue-destructive disease aspects. 



Chapter 6: References 

 88 

Arthritis Research and Therapy [Internet]. 2011;13(2):R57. Available from: 

http://arthritis-research.com/content/13/2/R57 

84.  Srilakshmi M Sharma, Dongseok Choi, Stephen R Planck, Christina A Harrington, 

Carrie R Austin, Jinnell A Lewis, Tessa N Diebel, Tammy M Martin, Justine R Smith 

JTR. Insights in to the pathogenesis of axial spondyloarthropathy based on gene 

expression profiles. Arthritis research & therapy [Internet]. 2009 Nov 9 [cited 2022 

Apr 15];11(6). Available from: https://pubmed.ncbi.nlm.nih.gov/19900269/ 

85.  Francisco Avila Cobos, Jo Vandesompele, Pieter Mestdagh KDP. Computational 

deconvolution of transcriptomics data from mixed cell populations. Bioinformatics 

(Oxford, England) [Internet]. 2018 Jun 1 [cited 2022 Apr 15];34(11):1969–79. 

Available from: https://pubmed.ncbi.nlm.nih.gov/29351586/ 

86.  Baraliakos X, Braun J. Imaging Scoring Methods in Axial Spondyloarthritis. 

Rheumatic Disease Clinics of North America. 2016 Nov 1;42(4):663–78.  

87.  Vibeke S, Jasvinder A S. Evaluation and Management of the Patient With Suspected 

Inflammatory Spine Disease. Mayo Clinic proceedings [Internet]. 2017 Apr 1 [cited 

2022 Apr 12];92(4):555–64. Available from: 

https://pubmed.ncbi.nlm.nih.gov/28233529/ 

88.  Jenkinson T, Mallorie P, Whitelock H, Kennedy L, Garrett S, Calin A. Defining spinal 

mobility in ankylosing spondylitis (AS). The Bath AS Metrology Index. undefined. 

1994;  

89.  Uta Kiltz, Robert B M LandewéDésirée van der Heijde, Martin Rudwaleit, Michael H 

Weisman, Nurullah Akkoc, Annelies Boonen, Jan Brandt, Philippe Carron, Maxime 

Dougados, Laure Gossec, Merryn Jongkees, Pedro M Machado, Helena Marzo-Ortega, 

Molto, Victoria N JB. Development of ASAS quality standards to improve the quality 

of health and care services for patients with axial spondyloarthritis. Annals of the 



Chapter 6: References 

 89 

rheumatic diseases [Internet]. 2020 [cited 2022 Apr 12];79(2). Available from: 

https://pubmed.ncbi.nlm.nih.gov/31604704/ 

90.  Leticia G-M, Hanna G, Paul E. Recent advances in ankylosing spondylitis: 

understanding the disease and management. F1000Research [Internet]. 2018 [cited 

2021 Nov 29];7. Available from: https://pubmed.ncbi.nlm.nih.gov/30345001/ 

91.  Parth J P, Luis A B, David A J. The Influence of the Gut Microbiome on Obesity, 

Metabolic Syndrome and Gastrointestinal Disease. Clinical and translational 

gastroenterology [Internet]. 2015 Jun 18 [cited 2022 Apr 12];6(6). Available from: 

https://pubmed.ncbi.nlm.nih.gov/26087059/ 

92.  Nobuhiko Kamada, Grace Y. Chen, Naohiro Inohara  and GN author. Control of 

pathogens and pathobionts by the gut microbiota. Nature immunology [Internet]. 2013 

Jul [cited 2022 Apr 12];14(7):685–90. Available from: 

https://pubmed.ncbi.nlm.nih.gov/23778796/ 

93.  Mohammed A Omair, Fatmah K AlDuraibi , Mohammed K Bedaiwi , Sultana 

Abdulaziz , Waleed Husain, Maha El Dessougi , Hind Alhumaidan, Hana J Al 

Khabbaz , Ibrahim Alahmadi , Maha A Omair , Salman Al Saleh , Khalid Alismael 

MAA. Prevalence of HLA-B27 in the general population and in patients with axial 

spondyloarthritis in Saudi Arabia. Clinical rheumatology [Internet]. 2017 Jul 1 [cited 

2022 Apr 12];36(7):1537–43. Available from: 

https://pubmed.ncbi.nlm.nih.gov/28456926/ 

94.  WMA Declaration of Helsinki – Ethical Principles for Medical Research Involving 

Human Subjects – WMA – The World Medical Association [Internet]. [cited 2022 Apr 

12]. Available from: https://www.wma.net/policies-post/wma-declaration-of-helsinki-

ethical-principles-for-medical-research-involving-human-subjects/ 

95.  Gunnstein Bakland , Jan T Gran, Andrea Becker-Merok, Bjørn Y Nordvåg JCN. Work 



Chapter 6: References 

 90 

disability in patients with ankylosing spondylitis in Norway. The Journal of 

rheumatology [Internet]. 2011 Mar [cited 2022 Apr 12];38(3):479–84. Available from: 

https://pubmed.ncbi.nlm.nih.gov/21285159/ 

96.  Yousra Ibn Yacoub , Bouchra Amine, Assia Laatiris, Redouane Abouqal NH-H. 

Health-related quality of life in Moroccan patients with ankylosing spondylitis. 

Clinical rheumatology [Internet]. 2011 May [cited 2022 Apr 12];30(5):673–7. 

Available from: https://pubmed.ncbi.nlm.nih.gov/21072552/ 

97.  Finbar D O’Shea , Reena Riarh, Annepa Anton RDI. Assessing back pain: does the 

Oswestry Disability Questionnaire accurately measure function in ankylosing 

spondylitis? The Journal of rheumatology [Internet]. 2010 Jun [cited 2022 Apr 

12];37(6):1211–3. Available from: https://pubmed.ncbi.nlm.nih.gov/20395642/ 

98.  Oya O. Quality of life in patients with ankylosing spondylitis: relationships with spinal 

mobility, disease activity and functional status. Rheumatology international [Internet]. 

2011 May [cited 2022 Apr 12];31(5):605–10. Available from: 

https://pubmed.ncbi.nlm.nih.gov/20049451/ 

99.  Gunnestein B, Hans C N, Jan T G. Incidence and prevalence of ankylosing spondylitis 

in Northern Norway. Arthritis and rheumatism [Internet]. 2005 Dec 15 [cited 2022 Apr 

12];53(6):850–5. Available from: https://pubmed.ncbi.nlm.nih.gov/16342091/ 

100.  Lawrence RC, Felson DT, Helmick CG, Arnold LM, Choi H, Deyo RA, et al. 

Estimates of the prevalence of arthritis and other rheumatic conditions in the United 

States. Part II. Arthritis and Rheumatism. 2008 Jan;58(1):26–35.  

101.  A  van T. The changing clinical picture and epidemiology of spondyloarthritis. Nature 

reviews Rheumatology [Internet]. 2015 Feb 17 [cited 2022 Apr 12];11(2):110–8. 

Available from: https://pubmed.ncbi.nlm.nih.gov/25385414/ 

102.  Abdulla Watad 1 , Shir Azrielant 2 , Nicola Luigi Bragazzi 3 , Kassem Sharif 4 , Paula 



Chapter 6: References 

 91 

David 5 , Itay Katz 5 , Gali Aljadeff 5 , Mariana Quaresma 5 , Galya Tanay 5 , 

Mohammad Adawi 6 , Howard Amital 1 YS 7. Ankylosing spondylitis: an overview. 

Annals of the rheumatic diseases [Internet]. 2002 Dec 1 [cited 2022 Apr 12];61 Suppl 

3(Suppl 3). Available from: https://pubmed.ncbi.nlm.nih.gov/12381506/ 

103.  Li M, Dai B, Tang Y, Lei L, Li N, Liu C, et al. Altered Bacterial-Fungal Interkingdom 

Networks in the Guts of Ankylosing Spondylitis Patients. mSystems [Internet]. 2019 

Apr 30 [cited 2023 Feb 9];4(2). Available from: /pmc/articles/PMC6435815/ 

104.  Martin R, Muhammad Asim K, Joachim S. The challenge of diagnosis and 

classification in early ankylosing spondylitis: do we need new criteria? Arthritis and 

rheumatism [Internet]. 2005 Apr [cited 2022 Apr 12];52(4):1000–8. Available from: 

https://pubmed.ncbi.nlm.nih.gov/15818678/ 

105.  Calin A, Porta J, Fries JF, Schurman DJ. Clinical History as a Screening Test for 

Ankylosing Spondylitis. JAMA: The Journal of the American Medical Association. 

1977 Jun 13;237(24):2613–4.  

106.  Sieper J, van der Heijde D, Landewé R, Brandt J, Burgos-Vagas R, Collantes-Estevez 

E, et al. New criteria for inflammatory back pain in patients with chronic back pain: a 

real patient exercise by experts from the Assessment of SpondyloArthritis international 

Society (ASAS). Annals of the rheumatic diseases [Internet]. 2009 Jun [cited 2022 Apr 

12];68(6):784–8. Available from: https://pubmed.ncbi.nlm.nih.gov/19147614/ 

107.  Oostveen J, Prevo R, den Boer J  van de LM. Early detection of sacroiliitis on 

magnetic resonance imaging and subsequent development of sacroiliitis on plain 

radiography. A prospective, longitudinal study. J Rheumatol. 26(9):1953–8.  

108.  D Lee B, Kenjirou O, Georges Y E-K. Spondyloarthropathies: ankylosing spondylitis 

and psoriatic arthritis. Radiologic clinics of North America [Internet]. 2004 [cited 2022 

Apr 12];42(1):121–34. Available from: https://pubmed.ncbi.nlm.nih.gov/15049527/ 



Chapter 6: References 

 92 

109.  Shea C, Rik J L. Osteoporosis: a paradox in ankylosing spondylitis. Current 

osteoporosis reports [Internet]. 2011 Sep [cited 2022 Apr 12];9(3):112–5. Available 

from: https://pubmed.ncbi.nlm.nih.gov/21647573/ 

110.  Finkelstein J, Chapman J, Mirza S. Occult vertebral fractures in ankylosing 

spondylitis. Spinal cord [Internet]. 1999 [cited 2022 Apr 12];37(6):444–7. Available 

from: https://pubmed.ncbi.nlm.nih.gov/10432265/ 

111.  Westerveld L, Verlaan J, Oner F. Spinal fractures in patients with ankylosing spinal 

disorders: a systematic review of the literature on treatment, neurological status and 

complications. European spine journal : official publication of the European Spine 

Society, the European Spinal Deformity Society, and the European Section of the 

Cervical Spine Research Society [Internet]. 2009 Feb [cited 2022 Apr 12];18(2):145–

56. Available from: https://pubmed.ncbi.nlm.nih.gov/18791749/ 

112.  Nuria Montala, Xavier Juanola, Eduardo Collantes, Elisa Muñoz-Gomariz, Carlos 

Gonzalez, Jordi Gratacos, Pedro Zarco, Jose Luis Fernandez Sueiro, Juan Mulero, Juan 

Carlos Torre-Alonso, Enrique Batlle LC. Prevalence of vertebral fractures by 

semiautomated morphometry in patients with ankylosing spondylitis. The Journal of 

rheumatology [Internet]. 2011 [cited 2022 Apr 12];38(5):893–7. Available from: 

https://pubmed.ncbi.nlm.nih.gov/21362760/ 

113.  Abdulla Watad 1 , Shir Azrielant 2 , Nicola Luigi Bragazzi 3 , Kassem Sharif 4 , Paula 

David 5 , Itay Katz 5 , Gali Aljadeff 5 , Mariana Quaresma 5 , Galya Tanay 5 , 

Mohammad Adawi 6 , Howard Amital 1 YS 7. Seasonality and autoimmune diseases: 

The contribution of the four seasons to the mosaic of autoimmunity. Journal of 

autoimmunity [Internet]. 2017 Aug 1 [cited 2021 Nov 29];82:13–30. Available from: 

https://pubmed.ncbi.nlm.nih.gov/28624334/ 

114.  Benjamin M, McGonagle D. The anatomical basis for disease localisation in 



Chapter 6: References 

 93 

seronegative spondyloarthropathy at entheses and related sites. Journal of anatomy 

[Internet]. 2001 [cited 2022 Apr 12];199(Pt 5):503–26. Available from: 

https://pubmed.ncbi.nlm.nih.gov/11760883/ 

115.  Margot VM, Rike L. Microtrauma: no longer to be ignored in spondyloarthritis? 

Current opinion in rheumatology [Internet]. 2016 Mar 1 [cited 2022 Apr 

15];28(2):176–80. Available from: https://pubmed.ncbi.nlm.nih.gov/26751839/ 

116.  Jacobs J, Berdon W, Johnston A. HLA-B27-associated spondyloarthritis and 

enthesopathy in childhood: clinical, pathologic, and radiographic observations in 58 

patients. The Journal of pediatrics [Internet]. 1982 [cited 2021 Nov 29];100(4):521–8. 

Available from: https://pubmed.ncbi.nlm.nih.gov/6977633/ 

117.  Ball J. The enthesopathy of ankylosing spondylitis. British journal of rheumatology 

[Internet]. 1983 [cited 2021 Nov 29];22(4 Suppl 2):25–8. Available from: 

https://pubmed.ncbi.nlm.nih.gov/6652394/ 

118.  McGonagle D, Gibbon W, Emery P. Classification of inflammatory arthritis by 

enthesitis. Lancet (London, England) [Internet]. 1998 Oct 3 [cited 2021 Nov 

29];352(9134):1137–40. Available from: https://pubmed.ncbi.nlm.nih.gov/9798608/ 

119.  D McGonagle, W Gibbon, P O’Connor, M Green, C Pease, P Emery. Characteristic 

magnetic resonance imaging entheseal changes of knee synovitis in 

spondylarthropathy - PubMed [Internet]. Arthritis Rheum. 1998 [cited 2021 Nov 29]. 

p. 694–700. Available from: https://pubmed.ncbi.nlm.nih.gov/9550479/ 

120.  G LC. Enthesitis; traumatic disease of insertions. Journal of the American Medical 

Association [Internet]. 1959 Jan 17 [cited 2022 Apr 12];169(3):254–5. Available from: 

https://pubmed.ncbi.nlm.nih.gov/13610658/ 

121.  Jacques P, Lambrecht S, Verheugen E, Pauwels E, Kollias G, Armaka M, et al. Proof 

of concept: Enthesitis and new bone formation in spondyloarthritis are driven by 



Chapter 6: References 

 94 

mechanical strain and stromal cells. Annals of the Rheumatic Diseases. 2014;  

122.  Maria Armaka 1 , Maria Apostolaki, Peggy Jacques, Dimitris L Kontoyiannis, Dirk 

Elewaut GK. Mesenchymal cell targeting by TNF as a common pathogenic principle 

in chronic inflammatory joint and intestinal diseases. The Journal of experimental 

medicine [Internet]. 2008 Feb 18 [cited 2022 Apr 12];205(2):331–7. Available from: 

https://pubmed.ncbi.nlm.nih.gov/18250193/ 

123.  Adrian Cortes, Johanna Hadler, Jenny P Pointon, Philip C Robinson, Tugce Karaderi, 

Paul Leo, Katie Cremin, Karena Pryce, Jessica Harris, Seunghun Lee, Kyung Bin Joo, 

Seung-Cheol Shim, MAB. Identification of multiple risk variants for ankylosing 

spondylitis through high-density genotyping of immune-related loci. Nature Genetics. 

2013;  

124.  Haynes KR, Pettit AR, Duan R, Tseng HW, Glant TT, Brown MA, et al. Excessive 

bone formation in a mouse model of ankylosing spondylitis is associated with 

decreases in Wnt pathway inhibitors. Arthritis Research and Therapy. 2012;  

125.  Sofia R, Robert L, Astrid  van T, Annelies B, Carmen S, Maxime D, et al. Lifestyle 

factors may modify the effect of disease activity on radiographic progression in 

patients with ankylosing spondylitis: a longitudinal analysis. RMD open [Internet]. 

2015 Jan 1 [cited 2022 Apr 15];1(1). Available from: 

https://pubmed.ncbi.nlm.nih.gov/26535153/ 

126.  Alfonse T Masi 1 , Kalyani Nair, Brian J Andonian, Kristina M Prus, Joseph Kelly, 

Jose R Sanchez JH. Integrative structural biomechanical concepts of ankylosing 

spondylitis. Arthritis [Internet]. 2011 Dec 18 [cited 2022 Apr 12];2011:1–10. 

Available from: https://pubmed.ncbi.nlm.nih.gov/22216409/ 

127.  Amy S K, Maripat C, Micheal H W. Review: Enthesitis: New Insights into 

Pathogenesis, Diagnostic Modalities, and Treatment. Arthritis and Rheumatology. 



Chapter 6: References 

 95 

2016.  

128.  Andonian BJ, Masi AT, Aldag JC, Barry AJ, Coates BA, Emrich K, et al. Greater 

Resting Lumbar Extensor Myofascial Stiffness in Younger Ankylosing Spondylitis 

Patients Than Age-Comparable Healthy Volunteers Quantified by Myotonometry. 

Archives of physical medicine and rehabilitation [Internet]. 2015 Nov 1 [cited 2022 

Apr 12];96(11):2041–7. Available from: https://pubmed.ncbi.nlm.nih.gov/26254947/ 

129.  Juan G-C, Concepcion A-V, Jose P-A, Alfonso M-G, Cristina G-N, Diana R-S, et al. 

Mechanical Properties of Lumbar and Cervical Paravertebral Muscles in Patients with 

Axial Spondyloarthritis: A Case-Control Study. Diagnostics (Basel, Switzerland) 

[Internet]. 2021 Sep 1 [cited 2022 Apr 15];11(9). Available from: 

https://pubmed.ncbi.nlm.nih.gov/34574003/ 

130.  Alfonse T Masi 1 , Kalyani Nair, Brian J Andonian, Kristina M Prus, Joseph Kelly, 

Jose R Sanchez JH. Integrative Structural Biomechanical Concepts of Ankylosing 

Spondylitis. Arthritis. 2011;  

131.  A.Neto, Rita Pinheiro Torres, S. Ramiro, A. Sardoo, Rodrigues-Manica, Lagoas-

Gomes, et al. Muscle dysfunction in axial spondylarthritis: the MyoSpA study 

[Internet]. CLINICAL & EXPER RHEUMATOLOGYVIA SANTA MARIA 31, 

56126 PISA, ITALY. [cited 2021 Dec 1]. Available from: 

https://www.clinexprheumatol.org/abstract.asp?a=17510 

132.  ICH harmonised guideline [Internet]. Available from: https://ichgcp.net/ 

133.  WMA DECLARATION OF HELSINKI [Internet]. 2018 [cited 2018 Jul 9]. Available 

from: https://www.wma.net/policies-post/wma-declaration-of-helsinki-ethical-

principles-for-medical-research-involving-human-subjects/ 

134.  Sardoo AM, Neto A, Torres RP, Rodrigues-Manica S, Domingues L, Crespo CL, et al. 

The role of muscle in the susceptibility and progression of axial Spondyloarthritis: The 



Chapter 6: References 

 96 

MyoSpA study protocol. Acta Reumatologica Portuguesa. 2021 Oct;46(4):342–9.  

135.  Reuma.pt [Internet]. Available from: http://reuma.pt/pt_PT/Default.aspx 

136.  Craig CL, Marshall AL, Sjöström M, Bauman AE, Booth ML, Ainsworth BE, et al. 

International physical activity questionnaire: 12-Country reliability and validity. 

Medicine and Science in Sports and Exercise. 2003;  

137.  Myoton AS. Patented technology [Internet]. Available from: 

https://www.myoton.com/technology/ 

138.  Cruz-Jentoft AJ, Bahat G, Bauer J, Boirie Y, Bruyère O, Cederholm T, et al. 

Sarcopenia: Revised European consensus on definition and diagnosis. Age and 

Ageing. 2019.  

139.  PAXgene® Blood RNA Tube [Internet]. [cited 2022 Jul 15]. Available from: 

https://www.bdbiosciences.com/en-us/products/instruments/software-

informatics/instrument-software/facsuite/paxgene-blood-rna-tube.762165 

140.  PAXgene ® Blood RNA Kit Instructions for Use (Handbook). 2020 [cited 2021 Dec 

4]; Available from: www.preanalytix.com 

141.  NanoDrop 2000/2000c Spectrophotometer V1.0 User Manual. 2009 [cited 2021 Dec 

4]; Available from: www.nanodrop.com 

142.  Agilent DNF-474 HS NGS Fragment Kit Quick Guide for the Fragment Analyzer 

Systems.  

143.  Illumina. FOR RESEARCH USE ONLY TruSeq ® Stranded mRNA Sample 

Preparation Guide. 2013;  

144.  NextSeq 500/550 Kits v2.5 | Improved workflow and cartridge loading [Internet]. 

[cited 2021 Dec 4]. Available from: https://www.illumina.com/products/by-

type/sequencing-kits/cluster-gen-sequencing-reagents/nextseq-series-kits-v2-5.html 

145.  Dobin A, Davis CA, Schlesinger F, Drenkow J, Zaleski C, Jha S, et al. STAR: ultrafast 



Chapter 6: References 

 97 

universal RNA-seq aligner. Bioinformatics [Internet]. 2013 Jan 1 [cited 2022 Jul 

15];29(1):15–21. Available from: 

https://academic.oup.com/bioinformatics/article/29/1/15/272537 

146.  Liao Y, Smyth GK, Shi W. FeatureCounts: An efficient general purpose program for 

assigning sequence reads to genomic features. Bioinformatics. 2014;  

147.  Ritchie ME, Phipson B, Wu D, Hu Y, Law CW, Shi W, et al. limma powers 

differential expression analyses for RNA-sequencing and microarray studies. Nucleic 

acids research [Internet]. 2015 Jan 6 [cited 2022 Jul 15];43(7):e47. Available from: 

https://pubmed.ncbi.nlm.nih.gov/25605792/ 

148.  Robinson MD, McCarthy DJ, Smyth GK. edgeR: a Bioconductor package for 

differential expression analysis of digital gene expression data. Bioinformatics 

(Oxford, England) [Internet]. 2010 Nov 11 [cited 2022 Apr 12];26(1):139–40. 

Available from: https://pubmed.ncbi.nlm.nih.gov/19910308/ 

149.  Matthew E Ritchie 1 , Belinda Phipson 2 , Di Wu 3 , Yifang Hu 4 , Charity W Law 5 , 

Wei Shi 6 GKS 7. limma powers differential expression analyses for RNA-sequencing 

and microarray studies. Nucleic acids research [Internet]. 2015 Jan 6 [cited 2022 Apr 

12];43(7):e47. Available from: https://pubmed.ncbi.nlm.nih.gov/25605792/ 

150.  Mootha VK, Lindgren CM, Eriksson KF, Subramanian A, Sihag S, Lehar J, et al. 

PGC-1alpha-responsive genes involved in oxidative phosphorylation are coordinately 

downregulated in human diabetes. Nature genetics [Internet]. 2003 Jul 1 [cited 2022 

Jul 15];34(3):267–73. Available from: https://pubmed.ncbi.nlm.nih.gov/12808457/ 

151.  Szklarczyk D, Gable AL, Lyon D, Junge A, Wyder S, Huerta-Cepas J, et al. STRING 

v11: protein-protein association networks with increased coverage, supporting 

functional discovery in genome-wide experimental datasets. Nucleic acids research 

[Internet]. 2019 Jan 8 [cited 2021 Nov 29];47(D1):D607–13. Available from: 



Chapter 6: References 

 98 

https://pubmed.ncbi.nlm.nih.gov/30476243/ 

152.  Szklarczyk D, Gable AL, Lyon D, Junge A, Wyder S, Huerta-Cepas J, et al. STRING 

v11: protein–protein association networks with increased coverage, supporting 

functional discovery in genome-wide experimental datasets. Nucleic Acids Research 

[Internet]. 2019 Jan 8 [cited 2022 Jul 15];47(D1):D607–13. Available from: 

https://academic.oup.com/nar/article/47/D1/D607/5198476 

153.  NZY First-Strand cDNA Synthesis Kit - cDNA kits - NZYTech [Internet]. [cited 2021 

Dec 3]. Available from: https://www.nzytech.com/products-services/molecular-

biology/rna-cdna/cdna-synthesis/cdna-kits/mb125/ 

154.  Howe KL, Achuthan P, Allen J, Allen J, Alvarez-Jarreta J, Ridwan Amode M, et al. 

Ensembl 2021. Nucleic Acids Research [Internet]. 2021 Jan 8 [cited 2022 Jul 

15];49(D1):D884–91. Available from: 

https://academic.oup.com/nar/article/49/D1/D884/5952199 

155.  Primer designing tool [Internet]. [cited 2021 Nov 29]. Available from: 

https://www.ncbi.nlm.nih.gov/tools/primer-blast/index.cgi?LINK_LOC=BlastHome 

156.  Gillet LC, Navarro P, Tate S, Röst H, Selevsek N, Reiter L, et al. Targeted Data 

Extraction of the MS/MS Spectra Generated by Data-independent Acquisition: A New 

Concept for Consistent and Accurate Proteome Analysis. Molecular & Cellular 

Proteomics. 2012 Jun 1;11(6):O111.016717.  

157.  Neto A, Torres RP, Ramiro S, Sardoo A, Rodrigues-Manica S, Lagoas-Gomes J, et al. 

Muscle dysfunction in axial spondylarthritis: the MyoSpA study. Clinical and 

Experimental Rheumatology. 2022;40(2):267–73.  

158.  Villarino A V., Kanno Y, O’Shea JJ. Mechanisms and consequences of Jak–STAT 

signaling in the immune system. Nature Immunology 2017 18:4 [Internet]. 2017 Mar 

22 [cited 2022 Jul 15];18(4):374–84. Available from: 



Chapter 6: References 

 99 

https://www.nature.com/articles/ni.3691 

159.  Liang X, Liu L, Fu T, Zhou Q, Zhou D, Xiao L, et al. Exercise Inducible Lactate 

Dehydrogenase B Regulates Mitochondrial Function in Skeletal Muscle. The Journal 

of biological chemistry [Internet]. 2016 Dec 2 [cited 2022 Jul 15];291(49):25306–18. 

Available from: https://pubmed.ncbi.nlm.nih.gov/27738103/ 

160.  Andonian BJ, Masi AT, Aldag JC, Barry AJ, Coates BA, Emrich K, et al. Greater 

Resting Lumbar Extensor Myofascial Stiffness in Younger Ankylosing Spondylitis 

Patients Than Age-Comparable Healthy Volunteers Quantified by Myotonometry. 

Archives of Physical Medicine and Rehabilitation. 2015;  

161.  Yeremenko N, Noordenbos T, Cantaert T, Van Tok M, Van De Sande M, Cañete JD, 

et al. Disease-specific and inflammation-independent stromal alterations in 

spondylarthritis synovitis. Arthritis and Rheumatism. 2013;  

162.  Amy S K, Maripat C, Micheal H W. Review: Enthesitis: New Insights Into 

Pathogenesis, Diagnostic Modalities, and Treatment. Arthritis & rheumatology 

(Hoboken, NJ) [Internet]. 2016 Feb 1 [cited 2021 Nov 29];68(2):312–22. Available 

from: https://pubmed.ncbi.nlm.nih.gov/26473401/ 

163.  Brian J Andonian , Alfonse T Masi , Jean C Aldag , Alexander J Barry , Brandon A 

Coates , Katherine Emrich , Jacqueline Henderson , Joseph Kelly KN. Greater Resting 

Lumbar Extensor Myofascial Stiffness in Younger Ankylosing Spondylitis Patients 

Than Age-Comparable Healthy Volunteers Quantified by Myotonometry. Archives of 

physical medicine and rehabilitation [Internet]. 2015 Nov 1 [cited 2022 Apr 

15];96(11):2041–7. Available from: https://pubmed.ncbi.nlm.nih.gov/26254947/ 

164.  Sahin N, Ozcan E, Baskent A, Karan A, Ekmeci O KE. Isokinetic evaluation of ankle 

muscle strength and fatigue in patients with ankylosing spondylitis. Eur J Phys Rehabil 

Med. 2011;47(3):399–405.  



Chapter 6: References 

 100 

165.  Marcora S, Casanova F, Williams, Jones J, Elamanchi R, Lemmey A. Preliminary 

evidence for cachexia in patients with well-established ankylosing spondylitis. 

Rheumatology (Oxford, England) [Internet]. 2006 Nov [cited 2022 Apr 

15];45(11):1385–8. Available from: https://pubmed.ncbi.nlm.nih.gov/16603581/ 

166.  Bret G, Seok P, Tamara H, Steven K, Micheal N, Ann V S, et al. The loss of skeletal 

muscle strength, mass, and quality in older adults: the health, aging and body 

composition study. The journals of gerontology Series A, Biological sciences and 

medical sciences [Internet]. 2006 [cited 2022 Apr 15];61(10):1059–64. Available 

from: https://pubmed.ncbi.nlm.nih.gov/17077199/ 

167.  Kim SC, Lee YG, Park SB, Kim TH, Lee KH. Muscle mass, strength, mobility, quality 

of life, and disease severity in ankylosing spondylitis patients: A preliminary study. 

Annals of Rehabilitation Medicine. 2017 Dec 1;41(6):990–7.  

168.  Ana V, Carolina C, Pimentel-Santos F. Muscle Evaluation in Axial Spondyloarthritis-

The Evidence for Sarcopenia. Frontiers in medicine [Internet]. 2019 Oct 18 [cited 

2022 Apr 15];6. Available from: https://pubmed.ncbi.nlm.nih.gov/31681777/ 

169.  Reveille JD. Biomarkers for diagnosis, monitoring of progression, and treatment 

responses in ankylosing spondylitis and axial spondyloarthritis. Clinical rheumatology 

[Internet]. 2015 Jun 28 [cited 2022 Jul 15];34(6):1009–18. Available from: 

https://pubmed.ncbi.nlm.nih.gov/25939520/ 

170.  Chicco AJ, Le CH, Gnaiger E, Dreyer HC, Muyskens JB, D’Alessandro A, et al. 

Adaptive remodeling of skeletal muscle energy metabolism in high-altitude hypoxia: 

Lessons from AltitudeOmics. The Journal of biological chemistry [Internet]. 2018 

May 4 [cited 2022 Jul 15];293(18):6659–71. Available from: 

https://pubmed.ncbi.nlm.nih.gov/29540485/ 

171.  Lee Y, Song G. Meta-analysis of differentially expressed genes in ankylosing 



Chapter 6: References 

 101 

spondylitis. Genetics and molecular research : GMR [Internet]. 2015 May 18 [cited 

2021 Nov 29];14(2):5161–70. Available from: 

https://pubmed.ncbi.nlm.nih.gov/26125709/ 

172.  Verma B, Akinyi M V., Norppa AJ, Frilander MJ. Minor spliceosome and disease. 

Seminars in cell & developmental biology [Internet]. 2018 Jul 1 [cited 2022 Jul 

15];79:103–12. Available from: https://pubmed.ncbi.nlm.nih.gov/28965864/ 

173.  Liu Y, Fiskum G, Schubert D. Generation of reactive oxygen species by the 

mitochondrial electron transport chain. Journal of neurochemistry [Internet]. 2002 

[cited 2022 Jul 15];80(5):780–7. Available from: 

https://pubmed.ncbi.nlm.nih.gov/11948241/ 

174.  Gratacós J, Collado A, Filella X, Sanmartí R, Cañete J, Llena J, et al. Serum cytokines 

(IL-6, TNF-alpha, IL-1 beta and IFN-gamma) in ankylosing spondylitis: a close 

correlation between serum IL-6 and disease activity and severity. British journal of 

rheumatology [Internet]. 1994 Oct [cited 2022 Jul 15];33(10):927–31. Available from: 

https://pubmed.ncbi.nlm.nih.gov/7921752/ 

175.  Park MC, Lee SW, Choi ST, Park YB, Lee SK. Serum leptin levels correlate with 

interleukin-6 levels and disease activity in patients with ankylosing spondylitis. 

Scandinavian journal of rheumatology [Internet]. 2007 [cited 2022 Jul 15];36(2):101–

6. Available from: https://pubmed.ncbi.nlm.nih.gov/17476615/ 

176.  M A Vadas PJBPWBKARJRG. Ability of reconstituted high density lipoproteins to 

inhibit cytokine-induced expression of vascular cell adhesion molecule-1 in human 

umbilical vein endothelial cells. J lipid Res. 1999;40(2):345-53.  

177.  Akkoc N, Khan MA. JAK Inhibitors for Axial Spondyloarthritis: What does the Future 

Hold? Current rheumatology reports [Internet]. 2021 Jun 1 [cited 2022 Jul 15];23(6). 

Available from: https://pubmed.ncbi.nlm.nih.gov/33909185/ 



Chapter 6: References 

 102 

178.  Swiderski K, Caldow MK, Naim T, Trieu J, Chee A, Koopman R, et al. Deletion of 

suppressor of cytokine signaling 3 (SOCS3) in muscle stem cells does not alter muscle 

regeneration in mice after injury. PloS one [Internet]. 2019 Feb 1 [cited 2022 Jul 

15];14(2). Available from: https://pubmed.ncbi.nlm.nih.gov/30811469/ 

179.  Maruyama T, Nara K, Yoshikawa H, Suzuki N. Txk, a member of the non-receptor 

tyrosine kinase of the Tec family, forms a complex with poly(ADP-ribose) polymerase 

1 and elongation factor 1alpha and regulates interferon-gamma gene transcription in 

Th1 cells. Clinical and experimental immunology [Internet]. 2007 Jan [cited 2022 Jul 

15];147(1):164–75. Available from: https://pubmed.ncbi.nlm.nih.gov/17177976/ 

180.  Pavitrakar D V., Atre NM, Tripathy AS, Shil P. Cyclophilin A: a possible host 

modulator in Chandipura virus infection. Archives of virology [Internet]. 2021 Nov 1 

[cited 2022 Jul 15];166(11):3143–50. Available from: 

https://pubmed.ncbi.nlm.nih.gov/34533641/ 

181.  Smith LL. TISSUE TRAUMA THE UNDERLYING CAUSE OF OVERTRAINING 

SYNDROME? Journal of Strength and Conditioning Research. 2004;18(1):185–93.  

182.  Smith LL. Cytokine hypothesis of overtraining: a physiological adaptation to excessive 

stress? Medicine and science in sports and exercise [Internet]. 2000 [cited 2022 Jul 

15];32(2):317–31. Available from: https://pubmed.ncbi.nlm.nih.gov/10694113/ 

183.  Mooren FC, Blöming D, Lechtermann A, Lerch MM, Völker K. Lymphocyte 

apoptosis after exhaustive and moderate exercise. Journal of applied physiology 

(Bethesda, Md : 1985) [Internet]. 2002 [cited 2022 Jul 15];93(1):147–53. Available 

from: https://pubmed.ncbi.nlm.nih.gov/12070198/ 

184.  Chen CH, Chen HA, Liao HT, Liu CH, Tsai CY, Chou CT. Suppressors of cytokine 

signalling in ankylosing spondylitis and their associations with disease severity, acute-

phase reactants and serum cytokines. Clinical and Experimental Rheumatology. 



Chapter 6: References 

 103 

2016;34(1):100–5.  

185.  Moreau A, Yotov W V., Glorieux FH, St-Arnaud R. Bone-specific expression of the 

alpha chain of the nascent polypeptide-associated complex, a coactivator potentiating 

c-Jun-mediated transcription. Molecular and cellular biology [Internet]. 1998 Mar 

[cited 2022 Jul 15];18(3):1312–21. Available from: 

https://pubmed.ncbi.nlm.nih.gov/9488446/ 

186.  Quélo I, Hurtubise M, St-Arnaud R. alphaNAC requires an interaction with c-Jun to 

exert its transcriptional coactivation. Gene expression [Internet]. 2002 [cited 2021 Nov 

30];10(5–6):255–62. Available from: https://pubmed.ncbi.nlm.nih.gov/12450217/ 

187.  Yotov W V., Moreau A, St-Arnaud R. The alpha chain of the nascent polypeptide-

associated complex functions as a transcriptional coactivator. Molecular and cellular 

biology [Internet]. 1998 Mar [cited 2022 Jul 15];18(3):1303–11. Available from: 

https://pubmed.ncbi.nlm.nih.gov/9488445/ 

188.  Wiedmann B, Sakai H, Davis TA, Wiedmann M. A protein complex required for 

signal-sequence-specific sorting and translocation. Nature [Internet]. 1994 [cited 2022 

Jul 15];370(6489):434–40. Available from: https://pubmed.ncbi.nlm.nih.gov/8047162/ 

189.  Berkholz J, Zakrzewicz A, Munz B. skNAC depletion stimulates myoblast migration 

and perturbs sarcomerogenesis by enhancing calpain 1 and 3 activity. The Biochemical 

journal [Internet]. 2013 Jul 15 [cited 2022 Jul 15];453(2):303–10. Available from: 

https://pubmed.ncbi.nlm.nih.gov/23662692/ 

190.  Sun CYJ, Van Koningsbruggen S, Long SW, Straasheijm K, Klooster R, Jones TI, et 

al. Facioscapulohumeral muscular dystrophy region gene 1 is a dynamic RNA-

associated and actin-bundling protein. Journal of molecular biology [Internet]. 2011 

Aug 12 [cited 2022 Jul 15];411(2):397–416. Available from: 

https://pubmed.ncbi.nlm.nih.gov/21699900/ 



Chapter 6: References 

 104 

191.  van Koningsbruggen S, Dirks RW, Mommaas AM, Onderwater JJ, Deidda G, Padberg 

GW, et al. FRG1P is localised in the nucleolus, Cajal bodies, and speckles. Journal of 

medical genetics [Internet]. 2004 [cited 2022 Jul 15];41(4). Available from: 

https://pubmed.ncbi.nlm.nih.gov/15060122/ 

192.  S  van K, RW D, AM M, JJ O, G D, GW P, et al. FRG1P is localised in the nucleolus, 

Cajal bodies, and speckles. Journal of medical genetics [Internet]. 2004 [cited 2021 

Nov 30];41(4). Available from: https://pubmed.ncbi.nlm.nih.gov/15060122/ 

193.  van Koningsbruggen S, Straasheijm KR, Sterrenburg E, de Graaf N, Dauwerse HG, 

Frants RR, et al. FRG1P-mediated aggregation of proteins involved in pre-mRNA 

processing. Chromosoma [Internet]. 2007 Feb [cited 2022 Jul 15];116(1):53–64. 

Available from: https://pubmed.ncbi.nlm.nih.gov/17103222/ 

194.  Neguembor MV, Xynos A, Onorati MC, Caccia R, Bortolanza S, Godio C, et al. 

FSHD muscular dystrophy region gene 1 binds Suv4-20h1 histone methyltransferase 

and impairs myogenesis. Journal of molecular cell biology [Internet]. 2013 Oct [cited 

2022 Jul 15];5(5):294–307. Available from: 

https://pubmed.ncbi.nlm.nih.gov/23720823/ 

195.  Xynos A, Neguembor MV, Caccia R, Licastro D, Nonis A, Serio C Di, et al. 

Overexpression of facioscapulohumeral muscular dystrophy region gene 1 causes 

primary defects in myogenic stem cells. Journal of cell science [Internet]. 2013 May 

[cited 2022 Jul 15];126(Pt 10):2236–45. Available from: 

https://pubmed.ncbi.nlm.nih.gov/23525014/ 

196.  Gabellini D, D’Antona G, Moggio M, Prelle A, Zecca C, Adami R, et al. 

Facioscapulohumeral muscular dystrophy in mice overexpressing FRG1. Nature 

[Internet]. 2006 Feb 23 [cited 2022 Jul 15];439(7079):973–7. Available from: 

https://pubmed.ncbi.nlm.nih.gov/16341202/ 



Chapter 6: References 

 105 

197.  Ferri G, Huichalaf CH, Caccia R, Gabellini D. Direct interplay between two candidate 

genes in FSHD muscular dystrophy. Human molecular genetics [Internet]. 2015 Mar 1 

[cited 2022 Jul 15];24(5):1256–66. Available from: 

https://pubmed.ncbi.nlm.nih.gov/25326393/ 

198.  Wallace LM, Garwick-Coppens SE, Tupler R, Harper SQ. RNA interference improves 

myopathic phenotypes in mice over-expressing FSHD region gene 1 (FRG1). 

Molecular therapy : the journal of the American Society of Gene Therapy [Internet]. 

2011 [cited 2022 Jul 15];19(11):2048–54. Available from: 

https://pubmed.ncbi.nlm.nih.gov/21730972/ 

199.  Gordon AM, Homsher E, Regnier M. Regulation of contraction in striated muscle. 

Physiological reviews [Internet]. 2000 [cited 2022 Jul 15];80(2):853–924. Available 

from: https://pubmed.ncbi.nlm.nih.gov/10747208/ 

200.  Abella J, Galloni C, Pernier J, Barry D, Kjær S, Carlier MF, et al. Isoform diversity in 

the Arp2/3 complex determines actin filament dynamics. Nature cell biology. 2016 Jan 

1;18(1):76–86.  

201.  Kinsella TD, Espinoza L, Vasey FB. Serum complement and immunoglobulin levels 

in sporadic and familial ankylosing spondylitis. 1975;2(3):308–13.  

202.  Stoll ML. Interactions of the innate and adaptive arms of the immune system in the 

pathogenesis of spondyloarthritis. Clinical and Experimental Rheumatology [Internet]. 

2011 [cited 2022 Jul 15];29(2):322. Available from: /pmc/articles/PMC3266164/ 

203.  Bartels ED, Ploug T, Storling J, Mandrup-Poulsen T, Nielsen LB. Skeletal muscle 

apolipoprotein B expression reduces muscular triglyceride accumulation. Scandinavian 

journal of clinical and laboratory investigation [Internet]. 2014 [cited 2022 Jul 

15];74(4):351–7. Available from: https://pubmed.ncbi.nlm.nih.gov/24673444/ 

 



Appendix 1: Published Manuscripts 

 106 

Appendix 

Appendix 1: Published Manuscripts 

Appendix 1. Paper 1 

 



Appendix 1: Published Manuscripts 

 107 
 



Appendix 1: Published Manuscripts 

 108  



Appendix 1: Published Manuscripts 

 109 
 



Appendix 1: Published Manuscripts 

 110 
 



Appendix 1: Published Manuscripts 

 111 
 



Appendix 1: Published Manuscripts 

 112 

 



Appendix 1: Published Manuscripts 

 114 



Appendix 1: Published Manuscripts 

 115 

Appendix 1. Paper 2 

 
Clinical and Experimental Rheumatology 2022Clinical and Experimental Rheumatology 2022; 40: 267-273.

Muscle dysfunction in axial spondylarthritis: 

the MyoSpA study 
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Abstract
Objective

We aimed to investigate muscle physical properties, strength, mass, physical performance, and the prevalence of 

sarcopenia in patients with axial spondylarthritis (axSpA) compar ed to the healthy controls (HC).

Methods

We performed a cross-sectional study on 54 participants: 27 patients with axSpA  and 27 HC, matched by age, gender, 

and level of physical activity. Muscle physical properties (stiffness, tone and elasticity), muscle strength (five - time s 

sit-to-stand [5STS] test), muscle mass, physical performance (measured through gait speed) and sarcopenia were 

compared between the groups. Linear regression models were conducted allowing adjustment for r elevant variables.

Results

Patients with axSpA (mean age 36.5 (SD 7.5) years, 67% males, mean disease duration 6.5 (3.2) years) had no 

signific

a

nt  di ffer ence in segmental muscle stiffness, tone or elasticity, compared with the HC, despite showing a slight 

numerically higher lower lumbar (L3-L4) stiffness [median 246.5 (IQR 230.5–286.5) vs. 232.5 (211.0–293.5), p=0.38]. 

No participants presented sarcopenia. Patients with axSpA, compared to the HC, had lower total strength [B=1.88 (95% CI 

0.43;3.33)], as well as lower strength in the upper (B= -17.02 (-27.33;-6.70)] and lower limbs [B= -11.14 (-18.25;-4.04)], 

independently of muscle physical properties. Patients had also significantly lower gait speed than the HC 

[B= -0.11 (-0.21;-0.01)], adjusted for muscle mass, str ength and muscle physical properties.

Conclusion

Young axSpA patients with a relatively short disease duration presented similar segmental muscle physical properties 

as the HC and had no sarcopenia. Patients with axSpA had reduced physical performance and lower strength compared 

to the HC, despite normal muscle mass, suggesting a possible muscle dysfunction. Gait characteristics may be a 

potential biomarker of interest in axSpA.

Key words 

spondylarthritis, sarcopenia, body composition, muscle strength, physical performance



Appendix 1: Published Manuscripts 

 116 
 

268 Clinical and Experimental Rheumatology 2022

Muscle dysfunction in axial spondylarthritis / A. Neto et al.

Agna Neto, MD

Rita Pinheiro Torres, MD

Sofia

 

Rami r o, MD, PhD

Atlas Sardoo, MSc

Santiago Rodrigues-Manica, MD

João Lagoas-Gomes, MD

Lúcia Domingues, PhD

Carolina Lage Crespo, PhD

Diana Teixeira, PhD

Alexandre Sepriano, MD, PhD

Alfonse T. Masi, MD, DrPH

Kalyani Nair, PhD

Patricia Gomes-Alves, PhD

Júlia Costa, PhD

Jaime C. Branco, MD, PhD

Fernando M. Pimentel-Santos, MD, PhD

Please address correspondence to: 

Agna Neto, 

Rheumatology Department,

Hospital de Egas Moniz, 

Centro Hospitalar de Lisboa Ocidental, 

Rua da Junqueira 126, 

1349-019 Lisbon, Portugal.

E-mail: agnaneto@gmail.com  

Received on June 6, 2021; accepted in 

revised form on September 6, 2021.

© Copyright CLINICAL AND 

EXPERIMENTAL RHEUMATOLOGY 2022.

Funding: this work was supported by  

grants from iNOVA4Health, Portuguese 

Society of Rheumatology and Novartis  

Portugal.  

Competing interests: none declared.

Introduction

Axial spondylarthritis (axSpA) is an in-

fla

m

ma t or y rheumatic disease, charac-

terised primarily by the involvement of 

the spine and sacroiliac joints and usu-

ally presenting as chronic back pain and 

stiffness (1). As the disease progresses, 

impaired spinal mobility and physical 

function may impact activities of daily 

living (2). 

Despite extensive research in the last 

decade, the precise aetiopathogenesis 

of axSpA remains unknown, although it 

is thought to likely result from a com-

plex interplay of genetic and environ-

mental factors (3). The most important 

known genetic risk factor is the human 

leukocyte antigen B27 (HLA-B27), 

which explains approximately 20% 

of the disease heritability (4). Envi-

ronmental factors, such as microbiota 

and biomechanical stress, may also be 

predisposing contributors to disease 

susceptibility (3). In particular, the link 

between biomechanical stress and ax-

SpA has been suggested, as enthesitis 

is a hallmark of the disease, and enthe-

ses are sites of high mechanical stress 

due to repetitive forces of contracting 

muscles applied during movement (5). 

Passive axial myofascial stiffness has 

been proposed to contribute to chronic 

mechanical overload and increased 

stress and microinjury at enthesis sites 

in the spine (6). Accordingly, it has also 

been reported that strenuous physical 

activities may amplify the effects of 

infla

m

ma t ion on bone formation meas-

ured through radiographic progression 

in patients with radiographic axSpA 

(r-axSpA) (7). On the other hand, reg-

ular exercise, either as an individual 

home-based exercise or supervised 

physiotherapy, has been shown to have 

benefic

i

al  effects on pain and physical 

function of patients with axSpA (1, 8).

Sarcopenia is a generalised disorder 

of the skeletal muscle associated with 

an increased risk of falls and fractures, 

worse quality of life, and increased 

mortality (9-11). According to its re-

vised defini tion by the European Work-

ing Group on Sarcopenia in Older 

People (EWGSOP2), sarcopenia is 

diagnosed when there is primarily low 

muscle strength associated with low 

muscle quantity. The additional pres-

ence of poor physical performance is 

used to identify severe sarcopenia (11). 

Although frequently attributable to age-

ing, sarcopenia can occur in younger 

ages due to various causes, including 

infla

m

ma t or y processes (12). Proin-

fla

m

ma t or y cytokines, particularly tu-

mour necrosis factor-α  (TNF-α), can 

hypothetically induce anorexia, resting 

energy expenditure and muscle loss 

(13). However, data on sarcopenia in 

axSpA are still scarce.

Therefore, the aims of this study were 

to investigate muscle physical proper-

ties, and also muscle strength, muscle 

mass, and physical performance (al-

lowing to determine the prevalence 

of sarcopenia) in patients with axSpA 

contrasting them to the healthy controls 

(HC). We hypothesised that patients 

with axSpA display general changes in 

muscle (axial and peripheral) physical 

properties, namely, increased stiffness 

and tone. Additionally, patients with 

axSpA may present reduced muscle 

strength and/or mass and deterioration 

of physical performance, having crite-

ria for sarcopenia at young ages.

Methods

Study design and population

A cross-sectional study was conducted 

on 54 participants: 27 patients diag-

nosed with axSpA according to their 

rheumatologists and 27 HC, matched 

by gender, age and level of physical ac-

tivity. The patients were recruited from 

a Rheumatology Outpatient Clinic at 

Hospital de Egas Moniz in Lisbon, 

Portugal and the HC from the local 

community (mostly co-workers).  

All patients with axSpA were aged be-

tween 18 and 50 years, met the Assess-

ment of SpondyloArthritis international 

Society (ASAS) classific

a

t ion criteria 

and had a symptom duration of ≤10 

years. Exclusion criteria were as fol-

lows: Body Mass Index (BMI) ≥35kg/

m2 (above this value, myotonometry 

measures are not accurate (14); previ-

ous exposure to synthetic disease-modi-

fying anti-rheumatic drugs (DMARDs) 

or biological disease-modifying anti-

rheumatic drugs (bDMARDs); current 

pregnancy or breastfeeding; infections 

requiring hospitalisation or intravenous 

antibiotics within 30 days or oral anti-
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biotics within 14 days prior to screen-

ing; malignancy (except for completely 

treated squamous or basal cell carci-

noma); any uncontrolled non-treated 

medical condition (e.g. diabetes mel-

litus, ischaemic heart disease); intra 

or peri-articular extra-axial injections 

within 28 days prior to screening; spine 

ankylosis, with syndesmophytes in all 

levels from the lumbar spine, on lateral 

spine radiograph.

This study was approved by the Ethics 

Committees of Centro Hospitalar Lisboa 

Ocidental (National Registry for Clinical 

Studies (RNEC),  no.  20170700050), 

and conducted according to the Decla-

ration of Helsinki, and written informed 

consent was obtained from all partici-

pants before study inclusion. 

Data collection and measurements

The following information was collect-

ed from all participants: age, gender, 

height, weight, BMI, and level of phys-

ical activity, assessed with the Interna-

tional Physical Activity Questionnaire 

(IPAQ) (15). For patients, disease du-

ration (define d as the time elapsed be-

tween the onset of firs t symptoms and 

study enrolment) was also registered. 

Disease activity and function were as-

sessed by the Bath Ankylosing Spondy-

litis Disease Activity Index (BASDAI) 

and Bath Ankylosing Spondylitis Func-

tional Index (BASFI), respectively. 

In order to obtain a detailed muscle 

characterisation, a set of measurements 

was performed on all participants by 

a single investigator, according to a 

standardised protocol.

Muscle physical properties (stiffness, 

tone, elasticity) were quantified  using 

a non-invasive, hand-held myotonom-

eter, the MyotonPRO®. The measure-

ment with MyotonPro® consists of ap-

plying a constant pre-load by a probe 

to the skin surface above the muscle 

being measured. A mechanical impulse 

is then transmitted to the underlying 

muscle and the subsequent dampened 

oscillation of the muscle is recorded in 

the form of an acceleration signal, fol-

lowed by computation of parameters 

of interest. This device has been previ-

ously used in other studies, to measure 

properties of peripheral muscles in pa-

tients with Parkinson’s disease (16) or 

subacute stroke (17), as well as axial 

muscles in patients with r-axSpA (17). 

In our study, measurements were made 

in the prone position after a 10-minute 

resting period, in three different body 

segments: trunk (low lumbar myofas-

cial/multifid

u

s at the L3-4 level), up-

per (Extensor Digitorium, 5 cm below 

the lateral epicondyle) and lower limbs 

(Gastrocnemius, 10 cm below the lat-

eral side of the knee), considering the 

muscle bulk. For each segment, meas-

urement of left and right sides was per-

formed, and the mean value calculated. 

Values were recorded according to the 

dominant and non-dominant sides of 

the participant reflec ting the handed-

ness. Total stiffness, tone and decre-

ment were calculated using the sum of 

the values of each body segment. Dec-

rement is the direct measure given by 

the myotonometer to characterise elas-

ticity and should be interpreted as to its 

inverse (the lower the decrement, the 

higher the elasticity). 

Isometric muscle strength of three dif-

ferent body segments (trunk, upper and 

lower limbs, on both sides) was quanti-

fie

d

 by a resisted hand-held dynamom-

eter, the Lafayette Manual Muscle 

Tester. With the participant in a sitting 

position, maximal resisted lumbar spine 

extension (dynamometer placed in the 

midline over the dorsal area), leg ex-

tension (dynamometer placed proximal 

to the ankle joint) and forearm flex ion 

(dynamometer placed in the middle of 

the anterior forearm) were performed. 

Thus, strength of torso extension, knee 

extensors and forearm flex ors was reg-

istered. The mean strength of right and 

left, upper and lower limbs, was cal-

culated and used in the analysis. Five-

times sit-to-stand (5STS) test was used 

as a measure of total strength, as sug-

gested by EW GSOP2 (12). This test 

measures the time a patient takes to 

stand five  times from a sitting position, 

as quickly as possible, without using 

his/her arms (12). The longer the dura-

tion, the lower the total strength.

Body composition was measured by 

an octopolar multifrequency bioelec-

trical impedance analysis device (In-

Body770®). Total and segmental lean 

mass, fat mass, and body water were 

recorded. 

Physical performance was measured 

through gait speed (12), using a 3D full-

body kinematic model (Kinetikos®) fed 

by 15 inertial sensors placed in the head, 

arms, trunk, pelvis, thighs, shanks, and 

feet. Low physical performance was 

defin

e

d as gait speed ≤0.8 m/s, for both 

genders (12).

Sarcopenia was define d as per the 

EW GSOP2 defini tion as low muscle 

strength (evaluated by 5STS >15 sec-

onds) for both genders and low skeletal 

muscle mass (according to the equip-

ment’s inbuilt and personalised refer-

ence values) (12). 

Statistical analysis

Categorical variables are shown as fre-

quencies and percentages. Continuous 

variables are presented as means and 

standard deviations (SD), or medians and 

interquartile ranges for variables with 

skewed distributions. Normal distribu-

tion was assessed by graphical inspection 

and additionally using the Kolmogorov-

Smirnov test. Chi-square test or Fisher’s 

exact test (for categorical variables), and 

independent t-test or Mann-Whitney U-

test (for continuous variables) were used 

to compare differences between patients 

and controls, as appropriate. A com-

pleters analysis was performed without 

missing data imputation.

Linear regression was used to investigate 

differences in muscle parameters, name-

ly muscle strength and physical perfor-

mance, between the patients with axSpA 

and the HC. To correct for possible con-

founding effects, two multivariable lin-

ear regression models were developed: 

model 1 was adjusted for muscle mass 

for all outcomes, and for physical per-

formance additionally adjusted for total 

strength. Model 2 was adjusted for the 

same covariates plus the muscle physi-

cal properties, namely stiffness, tone, 

and decrement. Standard assumptions 

for linear regression were met.

Statistical significa nce was define d as 

a p-value of less than 0.05. Statistical 

Package for Social Science (SPSS) ver-

sion 23 was used. 

Results

The participants had a mean age of 36.5 

(SD 7.5) years and were predominantly 

males (67%). The patients with axSpA 
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had mean disease duration of 6.5 (3.2) 

years, with BASDAI and BASFI of 2.7 

(2.3) and 0.9 (3.1), respectively. Subject 

characteristics are shown in Table I. 

Regarding muscle physical properties, 

there was no significant difference in 

muscle stiffness, tone or decrement in 

any of the three regions between the 

patients with axSpA and the HC (Ta-

ble II and Supplementary Tables S1-2). 

However, patients with axSpA showed 

a numerically higher trunk muscle stiff-

ness than the HC [246.5 (230.5–286.5) 

vs. 232.5 (211.0–293.5), p=0.38]. This 

numerical difference was more pro-

nounced in the dominant side [261.0 

(232.0–312.0) vs. 241.0 (204.3–303.0), 

p=0.28]. 

Table III shows the comparison of 

strength, body composition, physi-

cal performance and the proportion 

of sarcopenia between both groups. 

No participants fulfill ed the defini tion 

of sarcopenia, since none of the pa-

tients or controls had simultaneously 

low muscle strength and low muscle 

mass. Low muscle strength was found 

in 8.3% (n=2) of patients vs. 0% of the 

HC (p=0.15). Skeletal muscle mass was 

reduced in other 8.3% (n=2) of patients 

vs. 4.2% (n=1) of the HC (p=0.55). 

Nonetheless, although patients with 

axSpA had signific

a

nt ly lower median 

total muscle strength, evaluated by 

5STS, than the HC [7.0 (5.9–8.9) vs. 

5.5 (5.0–6.9), p=0.01], these values 

were still in the normal range in both 

groups (cut-off of 15 seconds). Regard-

ing the strength of different body seg-

ments, evaluated by dynamometry, pa-

tients with axSpA, compared to the HC, 

also had lower median values in the 

upper limbs [47.6 (40.2–73.2) vs. 71.8 

(51.9–80.5), p=0.02] and lower limbs 

[51.0 (38.5–57.1) vs. 59.8 (54.6–64.5), 

p=0.01], but not in trunk. 

There were no differences in total or 

segmental lean mass and body water, 

between both groups. Total fat mass 

was higher in the patients than in the HC 

[19.8 (12.1–29.1) vs. 15.7 (10.1–22.2), 

p=0.04], but no differences were regis-

tered in segmental body evaluation. 

As a surrogate marker of physical per-

formance, low gait speed was found in 

55% of the patients versus 22% of the 

HC (p=0.02). In addition, median gait 

speed values were lower in patients 

compared to the HC [0.8 (0.7–0.9) vs. 

0.9 (0.8–1.0), p=0.02].

In model 1 of multivariable analysis 

(table 4), i.e. without muscle physi-

cal properties, patients with axSpA, 

compared to the HC, had lower total 

strength, reflec t ed by a higher 5STS 

(B=2.00, 95% CI 0.59–3.42), as well 

as lower strength in the upper [B= 

-14.85, 95% CI -25.05–(-4.66)] and 

lower limbs [B=-11.83, 95% CI -18.67–

(-4.98)], independently of muscle mass. 

Likewise, patients had significa nt ly 

lower gait speed than the HC [B= -0.1, 

95% CI -0.212–(-0.006)], adjusted for 

muscle mass and strength. When mus-

cle physical properties (stiffness, to-

nus and decrement) were added to the 

model (model 2), the same results were 

found. 

Discussion

In our study, relatively young patients 

with axSpA, with mean disease duration 

of 6.5 years, presented similar segmen-

tal muscle stiffness, tone and elasticity 

as healthy subjects. There was, how-

ever, an asymmetry in muscle stiffness 

between lumbar and appendicular mus-

cles. Although the underlying mecha-

nism for the numerically higher trunk 

stiffness in axSpA patients (even though 

the difference does not reach statistical 

Table I. Demographic and clinical characteristics of patients with axSpA and healthy controls.

 Patients Controls p-value

 (n=27) (n=27) 

Age (years)* 37  (7) 36  (8) 0.79

Gender (male), n (%) § 18  (67) 18  (67) 0.99

Body height (cm) 170  (164 – 177) 173  (165 – 178)  0.52

Body weight (kg)  73  (67 – 86) 70  (65 – 80) 0.35

BMI (kg/m2) 25  (23 – 30) 24  (23 – 26) 0.30

IPAQ (%)§   

   Low 29  21 

   Moderate 38  42 0.80

   High 33  38 

BASDAI* 3  (2) - -

BASFI* 1  (3)  - -

Disease duration* (years)  7  (3) - -

HLA-B27 positivity, n (%)§ 22  (81.5) - -

Values are presented as median (25th –75th percentiles), assessed by Mann-Whitney U-test, except 

otherwise indicated.  

*Mean (SD), assessed by independent t-test, § Chi-square test or Fisher ’s exact test.

BMI: Body Mass Index. IPAQ: International Physical Activity Questionnaire. BASDAI: Bath Anky-

losing Spondylitis Activity Index. BASFI: Bath Ankylosing Spondylitis Functional Index. 

Table II. Muscle stiffness (expressed in Nm) in patients with axSpA and control subjects, 
stratified for body segment. 

 Patients Controls p-value

 (n=27) (n=27) 

Trunk   

Average 246.5  (230.5–286.5)  232.5  (211.0–293.5)  0.38

Dominant side 261.0  (232.0–312.0)  241.0  (204.3–303.0)  0.28

Non-dominant side 242.0  (219.0–291.0)  232.0  (209.3–288.0)  0.32

Upper limb   

Average 288.0  (266.0–320.0)  292.0  (265.0–307.5)  0.60

Dominant side 282.0  (266.0–334.0)  292.0  (254.8–311.8) 0.80

Non-dominant side 283.0  (267.0–313.0)  290.0  (266.0–313.0)  0.96

Lower Limb   

Average 293.5  (277.0–329.5)  289.0  (265.0–325.0)  0.75

Dominant side 299.0  (257.0–349.0)  298.0  (271.0–325.0)  0.91

Non-dominant side 295.0  (269.0–321.0)  290.0  (263.5–314.3)  0.81

Total 859.5  (774.0-904.5) 847.0  (778.0-884.0) 0.32

Values are presented as median (25th-75th percentile). Mann-Whitney U-test was used in the analysis. 

“Average” refers to the mean of right and left sides of each segment, while “dominant” and “non-

dominant” sides refer to the handedness of individuals. 
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signific

a

nce)  is unknown, we hypoth-

esise that it may result from the local 

effect of inflam ma t ion.  These data are 

in line with a previous study conducted 

by Andonian et al., in which 24 patients 

with r-axSpA presented higher lumbar 

myofascial stiffness than 24 age- and 

sex-matched control subjects (this dif-

ference being statistically significant), 

measured by the same myotonometry 

device as ours (18). Importantly, these 

results may also support the hypoth-

esis that abnormalities in biomechanical 

pathways might be implied in the course 

of axSpA, as these patients had estab-

lished disease with a mean disease dura-

tion 12.7 years. However, it is difficu l t  

to speculate whether these changes are 

the cause or consequence of the disease. 

Furthermore, we did not show a higher 

prevalence of sarcopenia in these rela-

tively young patients according to the 

revised EWGSOP2 defini tion.  The 

low scores for BASDAI and BASFI in 

our patients, which reflec t  low disease 

activity and functional impairment, 

might explain the absence of sarco-

penia. Nonetheless, we examined the 

three determinants of sarcopenia in de-

tail: muscle strength, muscle mass, and 

physical performance. 

In our study, all patients except 8% (2 

out of 27), had values of general muscle 

strength and muscle mass in the range 

of the normality, but presented low 

levels of physical performance, which 

suggests a possible muscle dysfunction. 

Although we cannot fully explain this 

observation, we can hypothesise that a 

possible genetic determinism may be 

evoked and should be further investi-

gated in future research.

Despite the normal values for total 

strength in patients, a deeper analysis 

showed a signific

a

nt  reduction of gen-

eral and appendicular (but not in the 

trunk) muscle strength in the patients 

with axSpA patients compared to the 

HC. These results also raise questions 

about the existing reference values for 

strength and their applicability to our 

population, for whom they have not 

been validated. However, previous stud-

ies have also reported lower appendicu-

lar strength in patients with r-axSpA 

(19-21), even in the absence of periph-

eral joint involvement (19, 20). Various 

potential factors may justify a decrease 

in muscle strength, including systemic 

inflammation or fatigue (19). Inactivity 

or disuse is also associated with loss of 

strength, but in our study, the patients 

were matched with the HC also accord-

ing to the levels of physical exercise to 

control for this influ

e

nt ial  ef fect.

Reduced appendicular strength has been 

associated with loss of appendicular 

lean mass in patients with longstanding 

r-axSpA (21). A major known determi-

nant of strength loss is indeed the loss 

of muscle mass (22). However, in our 

study, the reduced appendicular strength 

was independent of muscle mass. Since 

our patients had a mean disease dura-

tion of 6.5 years, we can consider that 

muscle mass loss may still occur in a 

later phase of the disease. Despite being 

a different age group, in older people, 

the strength decline has been proved to 

be faster than the concomitant loss of 

muscle mass (22). An intriguing result 

was the absence of decreased muscle 

strength in the axial muscles. The dis-

tinct physiological role of axial and 

peripheral muscles, the former being 

responsible for maintaining posture and 

the latter for generating strength, may 

represent a possible explanation to be 

explored.

Several studies on body composition in 

axSpA have found inconsistent results 

that may be explained by differences in 

the disease duration and levels of physi-

cal activity, and also, by discrepancies 

in the methods used to estimate muscle 

mass. In agreement with our data, two 

previous studies did not observe differ-

ences in total lean mass or even skel-

etal muscle mass index, as measured 

by dual-energy x-ray absorptiometry 

or bioelectrical impedance, between 

patients with axSpA (disease duration 

6–10 years) and controls (23, 24). 

Table III. Comparison of sarcopenia, muscle strength, body composition and physical    
performance between patients with axSpA  and healthy controls.

 Patients Controls p-value

 (n=27) (n=27) 

Sarcopenia, n (%)  § 0  0  -

Low muscle strength  2  (8.3%) 0  0.15 

   (5-times sit-to-stand >15s), n (%)  

Low skeletal muscle mass, n (%)  2  (8.3%) 1  (4.2%) 0.55

Strength    

Trunk (Nm) 56.3  (37.6–67.2) 57.3  (51.2–63.0) 0.67

Upper limb (Nm) 47.6  (40.2–73.2) 71.8  (51.9–80.5) 0.02

Lower limb (Nm) 51.0  (38.5–57.1) 59.8  (54.6–64.5) 0.01

Total - 5STS (seconds) 7.0  (5.9–8.9) 5.5  (5.0–6.9) 0.01

Lean mass (kg)   

Trunk 24.9  (21.9–27.0) 25.3  (20.4–27.6) 0.92

Upper limb 3.1  (2.56–3.5) 3.1  (2.3–3.5) 0.81

Lower limb 8.0  (7.2–9.5) 9.2  (7.5–10.0) 0.15

Total 50.1  (44.5–57.8) 54.1  (43.2–60.2) 0.59

Fat mass (kg)   

Trunk 10.3  (6.3–15.9) 8.1  (5.1–11.1) 0.05

Upper limb 1.3  (0.6–2.2) 0.9  (0.5–1.5) 0.05

LowerlLimb 2.9  (1.9–4.0) 2.5  (1.6–3.4) 0.21

Total 19.8  (12.1–29.1) 15.7  (10.1–22.2)  0.04

Body water (L)   

Trunk 19.6  (17.1–21.3) 18.8  (14.4–21.1) 0.84

Upper limb 2.4  (2.0–2.7) 2.3  (1.6–2.7) 0.38

Lower limb 6.5  (5.8–7.4) 6.5  (5.1–7.5) 0.82

Total 39  (34.6–44.9) 42.1  (33.5–46.8) 0.58

Physical performance §§   

Gait speed (m/s) 0.8  (0.7–0.9) 0.9  (0.8–1.0) 0.02

Low gait speed, n (%)  12  (54.5%) 5  (21.7%) 0.02

Values are median (25th –75th percentiles). Mann-Whitney U-test was used for continuous variables and 

Fisher’s exact test or the chi-square test were used for categorical variables.
§Available for 48 subjects (24 patients and 24 HC).
§§Available for 45 subjects (22 patients and 23 HC).
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On the other hand, muscle atrophy and/

or increased intramuscular fat, evaluated 

by CT or MRI, have been described in 

patients with longstanding disease or ad-

vanced radiographic changes (24, 25). 

In our study, total fat mass was signifi-

cantly higher in patients than in control 

subjects, suggesting that even if mass 

loss is not detected, signs of muscle 

degeneration may already be present. 

Notably, we underscore the importance 

of assessing not only muscle quantity, 

but also muscle quality, a new term that 

underlines the micro- and macroscopic 

changes in muscle architecture and 

composition (12). Imaging techniques 

and anatomopathological evaluation 

would be of interest to clarify the physio-

pathological mechanisms involved.

Regarding physical performance, gait in 

patients with longstanding r-axSpA has 

long been referred to as “walking gin-

gerly”, as they walk slower and have a 

shorter stride length than healthy indi-

viduals, which can be attributed to the 

increased rigidity of the spine (13). In 

our cohort, we showed that young pa-

tients with axSpA also have significantly 

lower gait speed than the HC, indepen-

dently of muscle mass, strength or mus -

cle physical properties. In this context, 

gait characterisation (including speed 

and other parameters) could be consid-

ered a marker with potential interest in 

axSpA, eventually for diagnosis and, in 

particular, for disease monitoring. 

Limitations of our study include the 

small sample size and the cross-section-

al design that precludes causal infer-

ences. Also due to its small sample size 

should this study be seen as a pilot study, 

pioneer in gaining insight into muscle 

properties in patients with axSpA and 

for the firs t time including a segmental 

characterisation of different body re-

gions, and which should be followed by 

larger studies to hopefully confirm  and 

further clarify the find ings. We cannot 

exclude the possibility of residual con-

founding, since other variables, such as 

dietary intake, were not determined and 

could theoretically influe nce the out-

comes. Measurements were performed 

by one assessor only and future studies 

should consider at least 2 assessors and 

some reliability analyses. Furthermore, 

sarcopenia criteria according to the 

EW GSOP2 are not destined for young 

people. Additionally, the Myoton de-

vice is capable of measuring the biome-

chanical properties of muscles covered 

by subcutaneous fat up to a depth of 20 

mm, and therefore measurements from 

the deeper muscles may not be as accu-

rate [Myoton website: https://www.my-

oton.com/technology/]. For this reason, 

in our study, we have excluded patients 

with BMI ≤35kg/m
2. Plus, even though 

a 10-minute resting period was required 

before all muscle measurements, no 

surface electromyography (sEMG) was 

carried out to confirm  the resting state 

of the muscle being measured.

Table IV. Differences in muscle strength and physical performance between patients with 
axSpA and HC.
    

Predictors Univariable analysis Multivariable analysis

 Regression Model 1 (without Model 2 (adjusted

 coeffic

i

ent muscle physical  for muscle physical

 (95% CI) properties) properties)

  Regression  Regression

  coeffic

i

ent coeffici ent 

  (95% CI)  (95% CI)

 

Outcome: Upper limb strength

AxSpA vs. controls -14.8  (-25.8; -3.8) -14.9  (-25.1; -4.7) -17.0  (-27.3; -6.7)

Muscle mass of UL 14.7  (6.4; 23.0) 14.0  (6.3; 21.7) 13.1  (5.4; 20.9)

Stiffness of UL 0.1  (-0.1; 0.2) -  0.1  (-0.1; 0.3)

Tonus of UL 1.9  (-3.1; 6.9) -  0.1  (-6.0; 6.2)

Decrement of UL -3.8  (-11.9; 4.3) -  -6.0  (-12.9; 0.8)

Outcome: Lower limb strength

AxSpA vs. controls -11.2  (-17.9; -4.5) -11.8  (-18.7; -5.0) -11.1  (-18.3; -4.0)

Muscle mass of LL 0.9  (-1.5; 3.2) 0.0  (-2.1; 2.2) 0.2  (-2.0; 2.5)

Stiffness of LL -0.0  (-0.1; 0.0) -  -0.1  (-0.2; 0.1)

Tonus of LL -0.6  (-2.4; 1.1) -  0.3  (-4.1; 4.8)

Decrement of LL 3.3  (-8.0; 14.6) -  2.4  (-8.6; 13.4)

Outcome: Trunk strength

AxSpA vs. controls -4.3  (-12.0; 3.5) -4.2  (-12.2; 3.8) -6.1  (-14.2; 2.1)

Muscle mass of T 0.9  (-0.2; 1.9) 0.8  (-0.2; 1.8) 0.8  (-0.2; 1.8)

Stiffness of T -0.0  (-0.1; 0.1) -  -0.1  (-0.3; 0.0)

Tonus of T -0.0  (-2.3; 2.2) -  4.3  (-1.1; 9.6)

Decrement of T 5.0  (-8.3; 18.3) -  17.3  (-0.5; 35.1)

Outcome: Total strength (5STS)

AxSpA vs. controls 1.8  (0.5; 3.1) 2.0  (0.6; 3.4) 1.9  (0.4; 3.3)

Muscle mass (total)  0.0  (-0.1; 0.0) 0.0  (-0.1; 0.1) 0.0  (-0.1; 0.1)

Total stiffness 0.0  (-0.0; 0.0) -  0.0  (-0.0; 0.0)

Total tonus 0.1  (-0.2; 0.3) -  -0.2  (-0.7; 0.3)

Total decrement 0.3  (-0.4; 1.0) -  0.3  (-0.5; 1.1)

Outcome: Physical performance

AxSpA vs. controls -0.1  (-0.2;  0.0) -0.1  (-0.2; -0.1) -0.1  (-0.2; -0.0)

Muscle mass (total)  -0.0  (-0.0; 0.0) -0.0  (-0.0; 0.0) -0.0  (-0.0; 0.0)

Total strength -0.0  (-0.0; 0.0) 0.0  (-0.0; 0.0) 0.0  (-0.0; 0.0)

Total stiffness 0.0  (-0.0; 0.00) -  0.0  (-0.0; 0.0)

Total tonus -0.0  (-0.0; 0.0) -  0.0  (-0.0; 0.0)

Total decrement 0.0  (-0.0; 0.1) -  0.0  (-0.0; 0.0)

Model 1 (without muscle physical properties): adjusted for muscle mass and, in case of physical per-

formance, also total strength.

Model 2 (with muscle physical properties): adjusted for the same covariates as model 1 plus stiffness, 

tonus, and decrement. 

Independent variables (particularly, muscle mass, stiffness, tonus, decrement, and strength) refer to 

the 54 participants. 

In the “axSpA vs. controls” variable, HC are the reference group. 

p-values<0.05 are shown in bold. 

UL: upper limbs. LL: lower limbs. T: trunk. 
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Our study also has several strengths, 

such as the extensive muscle characteri-

sation that includes, for the firs t  time, 

different body segments (trunk, UL and 

LL) for each participant. Despite being 

a small study, it already allowed us to 

identify important differences between 

patients with axSpA and HC, which 

warrants more in-depth research in fu-

ture studies.

Overall, our study suggests that muscle 

physical properties were not different 

between axSpA patients and HC, not 

only at axial but also at appendicular 

levels. These results cannot be extrap-

olated for patients with longstanding 

disease (e.g. superior to 10 years of 

disease duration). Notwithstanding, a 

deterioration in physical performance 

and muscle strength, despite normal 

values of muscle mass and physical 

properties, seems to indicate a possi-

ble muscle dysfunction. Further robust 

studies are needed to determine its po-

tential causes, and a genetic aetiology 

should also be pursued. These find i ngs  

are of utmost importance, since physi-

cal performance is a strong predictor of 

adverse outcomes, including mortality 

(27). We also provide evidence for a 

potential new biomarker related to gait 

analysis with plausible interest for dis-

ease diagnosis and monitoring. 
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Table S1. List of patients with axSpA and matched healthy controls used for muscle 

characterization measurements. 

 

Patient ID Age Gender Healthy Control ID Age Gender 

1.a.EA 45 M 19.b.s 48 M 

5.a.EA 33 M 5.b.s 32 M 

6.a.EA 34 M 6.b.s 35 M 

7.a.EA 27 M 3.b.s 28 M 

8.a.EA 40 M 230.b.s 41 M 

9.a.EA 42 M 9.b.s         42 M 

11.a.EA 44 F 2.b.s 45 F 

12.a.EA 44 M 12.b.s 44 M 

13.a.EA 44 M 13.b.s 47 M 

14.a.EA 50 F 14.b.a 46 F 

15.a.EA 44 M 15.b.s 44 M 

16.a.EA 38 F 16.b.s 37 F 

17.a.EA 39 M 17.b.s 36 M 

18.a.EA 43 F 18.b.s 44 F 

19.a.EA 37 M 1.b.s 38 M 

20.a.EA 32 F 20.b.s 30 F 

21.a.EA 34 F 21.b.s 31 F 

22.a.EA 40 M 22.b.s 41 M 

23.a.EA 31 M 8.b.s 30 M 

24.a.EA 36 M 24.b.s 35 M 

25.a.EA 35 M 25.b.s 35 M 

26.a.EA 47 F 26.b.s 43 F 

27.a.EA 34 F 27.b.s 33 F 

28.a.EA 37 M 28.b.s 35 M 

29.a.EA 29 F 29.b.s 27 F 

30.a.EA 20 M 30.b.s 18 M 

31.a.EA 21 M 31.b.s  22 M 
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Table S2. Differences in muscle strength and physical performance between patients with 

axSpA and healthy controls. 

Predictors 

Univariable analysis Multivariable analysis 

Regression coefficient 

(95% CI) 

Model 1 (without 

muscle physical 

properties) 

Model 2 (adjusted for muscle 

physical properties) 

Regression coefficient 

(95% CI) 

Regression coefficient 

           (95% CI) 

 OUTCOME: UPPER LIMBS STRENGTH 

AxSpA vs controls -14.83 (-25.83; -3.84) -14.85 (-25.05; -4.66) -17.02 (-27.33; -6.70) 

Muscle mass of UL 14.71 (6.43; 22.99) 14.00 (6.32; 21.70) 13.13 (5.40; 20.86) 

Stiffness of UL 0.07 (-0.08; 0.22) - 0.07 (-0.11; 0.25) 

Tonus  of UL 1.89 (-3.11; 6.90) - 0.07 (-6.02; 6.16) 

Decrement  of UL -3.80 (-11.92; 4.33) - -6.03 (-12.87; 0.81) 

 OUTCOME: LOWER LIMBS STRENGTH 

AxSpA vs controls -11.21 (-17.89; -4.54]) -11.83 (-18.67; -4.98) -11.14 (-18.25; -4.04) 

Muscle mass of LL 0.87 (-1.45; 3.18) 0.01 (-2.12; 2.15) 0.23 (-2.04; 2.49) 

Stiffness of LL -0.03 (-0.10; 0.04) - -0.05 (-0.22; 0.13) 

Tonus  of LL -0.64 (-2.36; 1.08) - 0.33 (-4.11; 4.76) 

Decrement  of LL 3.31 (-7.98; 14.60) - 2.44 (-8.56; 13.44) 

 OUTCOME: TRUNK STRENGTH 

AxSpA vs controls -4.26 (-12.04; 3.53) -4.20 (-12.20; 3.81) -6.05 (-14.18; 2.10) 

Muscle mass of T 0.86 (-0.15; 1.87) 0.83 (-0.18; 1.84) 0.79 (-0.20; 1.79) 

Stiffness of T -0.01 (-0.07; 0.05) - -0.13 (-0.29; 0.03) 

Tonus  of T -0.04 (-2.25; 2.17) - 4.25 (-1.12; 9.62) 

Decrement  of T 4.98 (-8.29; 18.25) - 17.28 (-0.50; 35.06) 

 OUTCOME: TOTAL STRENGTH (5STS) 

AxSpA vs controls 1.81 (0.53; 3.09) 2.00 (0.59; 3.42) 1.88 (0.43; 3.33) 

Muscle mass (total) 0.01 (-0.08; 0.08) 0.02 (-0.06; 0.09) 0.02 (-0.06; 0.10) 

Total stiffness 0.01 (-0.01; 0.01) - 0.01 (-0.00; 0.03) 

Total tonus 0.05 (-0.16; 0.25) - -0.18 (-0.66; 0.30) 

Total decrement 0.29 (-0.44; 1.02) - 0.33 (-0.48; 1.13) 

 OUTCOME: PHYSICAL PERFORMANCE 

AxSpA vs controls -0.07 (-0.16;  0.03) -0.11 (-0.20; -0.14) -0.11 (-0.21; -0.01) 

Muscle mass (total) -0.00 (-0.01; 0.01) -0.00 (-0.01; 0.01) -0.00 (-0.01; 0.01) 

Total Strength -0.007 (-0.03; 0.02) 0.00 (-0.02; 0.02) 0.01 (-0.02; 0.03) 

Total stiffness 0.00 (-0.01; 0.00) - 0.00 (-0.01; 0.01) 

Total tonus -0.01 (-0.02; 0.01) - 0.01 (-0.03; 0.03) 

Total decrement 0.01 (-0.04; 0.06) - 0.01 (-0.04; 0.05) 

Model 1 (without muscle physical properties): adjusted for muscle mass and, in case of physical performance, 

also total strength. 

Model 2 (with muscle physical properties): adjusted for the same covariates as model 1 plus stiffness, tonus, 

and decrement.  

Independent variables (particularly, muscle mass, stiffness, tonus, decrement, and strength) refer to the 54 

participants. 

In the “axSpA vs. controls” variable, HC are the reference group. 

p-values<0.05 are shown in bold.  

UL: upper limbs. LL: lower limbs. T: trunk.  

 

 

 

 

 

 



Appendix 2: Supplemental Material 

 124 

Table S3. Differentially expressed genes between patients with axSpA and matched healthy 

controls. 

 

Gene ID Log FC Ave Expression p-value adj p-value Gene Name 

ENSG00000115053 -0.206 8.256 0.0002238 0.046 NCL 

ENSG00000183431 -0.224 6.166 0.0000180 0.019 SF3A3 

ENSG00000102054 -0.227 5.885 0.0000286 0.019 RBBP7 

ENSG00000168259 -0.241 5.656 0.0000507 0.022 DNAJC7 

ENSG00000104129 -0.25 3.449 0.0001297 0.034 DNAJC17 

ENSG00000145220 -0.254 4.584 0.0002138 0.046 LYAR 

ENSG00000156697 -0.266 4.034 0.0000452 0.021 UTP14A 

ENSG00000136950 -0.269 4.934 0.0000953 0.031 ARPC5L 

ENSG00000100220 -0.276 5.249 0.0000055 0.009 RTCB 

ENSG00000106443 -0.29 4.459 0.0000925 0.031 PHF14 

ENSG00000173545 -0.297 4.633 0.0001186 0.034 ZNF622 

ENSG00000117395 -0.317 3.857 0.0000644 0.025 EBNA1BP2 

ENSG00000100911 -0.325 6.398 0.0000278 0.019 PSME2 

ENSG00000168291 -0.338 4.829 0.0000121 0.016 PDHB 

ENSG00000125445 -0.363 4.133 0.0000093 0.013 MRPS7 

ENSG00000196262 -0.363 6.897 0.0001687 0.04 PPIA 

ENSG00000204520 -0.379 4.068 0.0000520 0.022 MICA 

ENSG00000069509 -0.384 2.226 0.0001253 0.034 FUNDC1 

ENSG00000213551 -0.387 2.319 0.0000286 0.019 DNAJC9 

ENSG00000134697 -0.392 4.367 0.0001681 0.04 GNL2 

ENSG00000107949 -0.392 4.034 0.0000701 0.025 BCCIP 

ENSG00000150456 -0.394 0.652 0.0002413 0.049 EEF1AKMT1 

ENSG00000198034 -0.411 9.248 0.0000675 0.025 RPS4X 

ENSG00000153774 -0.428 3.362 0.0000355 0.019 CFDP1 

ENSG00000115539 -0.43 2.653 0.0000444 0.021 PDCL3 

ENSG00000139168 -0.434 3.397 0.0000332 0.019 ZCRB1 

ENSG00000152404 -0.439 4.843 0.0001271 0.034 CWF19L2 

ENSG00000119421 -0.44 3.392 0.0000026 0.007 NDUFA8 

ENSG00000114023 -0.444 3.201 0.0001188 0.034 FAM162A 

ENSG00000143256 -0.463 3.105 0.0000181 0.019 PFDN2 

ENSG00000171960 -0.463 3.05 0.0000239 0.019 PPIH 

ENSG00000143222 -0.467 4.942 0.0000047 0.009 UFC1 

ENSG00000126698 -0.47 5.464 0.0000313 0.019 DNAJC8 

ENSG00000170627 -0.473 0.621 0.0001591 0.04 GTSF1 

ENSG00000172115 -0.474 4.455 0.0000870 0.029 CYCS 
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ENSG00000132963 -0.478 4.096 0.0001406 0.036 POMP 

ENSG00000150316 -0.478 3.84 0.0000304 0.019 CWC15 

ENSG00000138495 -0.522 1.699 0.0000395 0.02 COX17 

ENSG00000127922 -0.558 2.36 0.0000337 0.019 SEM1 

ENSG00000228224 -0.611 0.662 0.0001254 0.034 NACA4P 

ENSG00000227191 -0.611 4.599 0.0000670 0.025 TRGC2 

ENSG00000260302 -0.639 0.239 0.0001909 0.044 AP005482.1 

ENSG00000147400 -0.647 3.078 0.0000297 0.019 CETN2 

ENSG00000196531 -0.649 8.043 0.0000018 0.006 NACA 

ENSG00000118181 -0.671 5.913 0.0000681 0.025 RPS25 

ENSG00000109536 -0.678 3.433 0.0000005 0.003 FRG1 

ENSG00000102390 -0.686 2.906 0.0000003 0.002 PBDC1 

ENSG00000235613 -0.709 1.229 0.0000992 0.031 NSRP1P1 

ENSG00000181163 -0.717 6.498 0.0000201 0.019 NPM1 

ENSG00000111716 -0.717 3.542 0.0001770 0.041 LDHB 

ENSG00000168653 -0.748 2.756 0.0002120 0.046 NDUFS5 

ENSG00000162398 -0.78 -0.33 0.0000602 0.024 LEXM 

ENSG00000272221 -0.786 2.085 0.0001120 0.033 AL645933.2 

ENSG00000145592 -0.817 7.271 0.0000031 0.007 RPL37 

ENSG00000125356 -0.893 2.633 0.0000306 0.019 NDUFA1 

ENSG00000111639 -0.897 3.499 0.0000019 0.006 MRPL51 

ENSG00000239559 -0.982 2.013 0.0000051 0.009 RPL37P2 

ENSG00000165502 -1.236 5.613 0.0000001 0.001 RPL36AL 

ENSG00000230629 -1.306 -0.04 0.0000464 0.021 RPS23P8 

ENSG00000115561 0.245 5.859 0.0002418 0.049 CHMP3 

ENSG00000215769 0.328 2.622 0.0002240 0.047 

ARHGAP27P1-

BPTFP1-

KPNA2P3 

ENSG00000278918 0.373 3.004 0.0001101 0.033 AC080112.3 

ENSG00000145428 0.42 3.341 0.0001677 0.04 RNF175 

ENSG00000134152 0.423 5.346 0.0002106 0.046 KATNBL1 

ENSG00000155744 0.449 6.74 0.0000794 0.027 FAM126B 

ENSG00000241886 0.553 1.468 0.0000343 0.019 AC112496.1 

ENSG00000042832 0.573 0.886 0.0001738 0.041 TG 

ENSG00000187554 0.582 4.679 0.0001103 0.033 TLR5 

ENSG00000243055 0.595 1.507 0.0000601 0.024 GK-AS1 

ENSG00000100505 0.67 0.399 0.0001336 0.035 TRIM9 

ENSG00000151012 0.706 -0.26 0.0002127 0.046 SLC7A11 

ENSG00000128918 0.717 -0.453 0.0001031 0.032 ALDH1A2 
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ENSG00000138722 0.726 1.271 0.0000406 0.02 MMRN1 

ENSG00000184557 0.74 5.464 0.0000518 0.022 SOCS3 

ENSG00000206341 1.239 7.142 0.0000255 0.019 HLA-H 

ENSG00000109272 1.438 0.688 0.0000311 0.019 PF4V1 

 

 

Table S4. List of genes and their primer sequences utilized in RT-qPCR experiment. 

 

Ensemble ID Gene Name Primer Sequences 
PCR Product Length 

(bp) 

ENSG00000111640 GAPDH 
F: ACAACTTTGGTATCGTGGAAGG  

101 
R: GCCATCACGCCACAGTTTC  

ENSG00000184557 SOCS3 
F: GGGGAGTACCACCTGAGTCT 

128 
R: CGAAGTGTCCCCTGTTTGGA 

ENSG00000136950 ARPC5L 
F: CGTCTTGTCAGTCCCGTGAT 

98 
R: CACTTAGTACGAGGAGGCCG 

ENSG00000109536 FRG1 
F: GGGAAAATGGCTTTGTTGGC 

70 
R: TTGCTTCTATGTCCCCTGCT 

ENSG00000196531 NACA 
F: ATCCCAGCAAGCACAACTAG 

92 
R: CAGTTGGAGTCTGTGTGTTTTCT 

ENSG00000275485 N6AMT2 
F: TGATGAGACACCCCAGCTTT 

88 
R: CTCGCCTGGCTCAATTTGTT 

ENSG00000227191 TRGC2 
F: CAGGAGGGGAACACCATGAA 

73 
R: GTGACTCTTCTGGCACCGTT 

ENSG00000196262 PPIA 
F: GGTATAAAAGGGGCGGGAGG 

100 

R: AAGAACACGGTGGGGTTGA 

ENSG00000100393 EP300 
F: CCTATTGTACCCCGGCAAAC 

70 
R: GGTTGAGAGCTCCAGGTTGA 

ENSG00000107742 SPOCK2 
F: GATTCTCTCTCCCTCTCCGC 

77 
R: GGCTGAAATGTGACCTGGTT 

ENSG00000142541 RPL13A 
F: GCTTACGCTGCACCATCTAC 

100 
R: CCGCAGACCATCGTGAGATAA 

ENSG00000166333 ILK 
F: AACGGTTGGTGGATGAGAGG 

98 
R: TTACACTGGCTAGCAAAGGC 

ENSG00000033327 GAB2 
F: ACAAGAAGGAGCTGCAGGAT 

82 
R: TCTTCTGTCTCAGCCACCAG 

ENSG00000124831 LRRFIP1 
F: TGGTTTCCAATGCTCAGCTAG 

98 
R: AGCCAGCTGTTCTTCAAGC 

ENSG00000188342 GTF2F2 
F: GTGGAAAACCAGCTTCAGTCA 

70 
R: GTCTGTCCTCCAACACTTTGC 

ENSG00000114503 NCBP2 
F: CATAAATGGGACGCGTCTGG 

77 
R: CGTATTGCCTGCCCTCCTTA 
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Table S5. Relative normalized genes expression of patients with axSpA and healthy controls 

by RT-qPCR. 

 
Target 

Gene 

Biological 

Group 

Expression 

Level 

Expression 

SD 

Mean 

Cq 

Cq 

SD 
p-

value 

Biological Function 

SOCS3 Healthy 

Controls 

1.00 0.10 25.75 0.10 N/A Suppressor Of Cytokine Signalling 3 that inhibits the 

activity of JAK2 kinase. 

SOCS3 Patients 1.64 0.17 24.88 0.13 0.010 

FRG1 Healthy 

Controls 

1.00 0.09 22.1 0.08 N/A May play a role in regulation of pre-mRNA splicing 

or in the assembly of rRNA into ribosomal subunits. 

FRG1 Patients 0.72 0.07 22.4 0.11 0.574 

ARPC5L Healthy 

Controls 

1.00 0.13 28.68 0.10 N/A Component of the Arp2/3 complex which is involved 

in regulation of actin polymerization. 

ARPC5L Patients 0.97 0.11 28.56 0.13 0.477 

NACA Healthy 

Controls 

1.00 0.09 20.98 0.08 N/A Its muscle-specific isoform contributes in myofibril 

organization. 

NACA Patients 0.51 0.06 21.8 0.14 0.003 

ILK Healthy 

Controls 

1.00 0.12 27.11 0.06 N/A Regulates integrin-mediated signal transduction. 

ILK Patients 0.90 0.11 27.09 0.14 0.151 

RPL13A Healthy 

Controls 

1.00 0.12 27.53 0.05 N/A Encodes a member of the L13P family of ribosomal 

proteins. 

RPL13A Patients 0.91 0.10 27.5 0.11 0.101 

N6AMT2 Healthy 

Controls 

1.00 0.09 27.87 0.09 N/A Encodes proteins are expected to have molecular 

functions (methyltransferase activity, nucleic acid 

binding) and to localize in cytoplasm. N6AMT2 Patients 0.72 0.06 28.19 0.10 0.048 

TRGC2 Healthy 

Controls 

1.00 0.10 23.75 0.09 N/A Participates in the antigen recognition. 

TRGC2 Patients 0.63 0.05 24.26 0.09 0.110 

PPIA Healthy 

Controls 

1.00 0.10 28.77 0.11 N/A Catalyses the cis-trans isomerization of proline imidic 

peptide bonds in oligopeptides. 

PPIA Patients 0.72 0.06 29.08 0.10 0.012 

EP300 Healthy 

Controls 

1.00 0.09 23.75 0.07 N/A It functions as histone acetyltransferase that regulates 

transcription via chromatin remodelling and is 

important in the processes of cell proliferation and 

differentiation. 
EP300 Patients 0.98 0.07 23.61 0.07 0.913 

SPOCK2 Healthy 

Controls 

1.00 0.09 23.85 0.09 N/A Encodes a protein which binds with 

glycosaminoglycans to form part of the extracellular 

matrix. SPOCK2 Patients 1.02 0.07 23.66 0.07 0.851 

GAB2 Healthy 

Controls 

1.00 0.08 23.47 0.05 N/A Acts as adapters for transmitting various signals in 

response to stimuli through cytokine and growth 

factor receptors, and T- and B-cell antigen receptors. GAB2 Patients 1.14 0.09 23.12 0.09 0.108 

LRRFIP1 Healthy 

Controls 

1.00 0.09 21.85 0.07 N/A Transcriptional repressor which preferentially binds 

to the GC-rich consensus sequence and may regulate 

expression of TNF, EGFR and PDGFA LRRFIP1 Patients 0.91 0.06 21.81 0.06 0.935 

GTF2F2 Healthy 

Controls 

1.00 0.09 26.11 0.09 N/A transcription initiation factor that binds to RNA 

polymerase II and helps to recruit it to the initiation 

complex in collaboration with TFIIB. GTF2F2 Patients 0.79 0.06 26.28 0.08 0.133 

NCBP2 Healthy 

Controls 

1.00 0.10 26.23 0.10 N/A The product of this gene is a component of the 

nuclear cap-binding protein complex, which binds to 

the monomethylated 5' cap of nascent pre-mRNA in 

the nucleoplasm. 
NCBP2 Patients 0.82 0.07 26.35 0.10 0.205 

Expression SD: Expression Standard Deviation  

Mean Cq: Mean for Quantitation Cycle (Cq for short). Lower Cq values mean higher initial copy numbers of the target. 

Cq SD: Quantitation Cycle Standard Deviation 

p-value indicates if gene expression in patients with axSpA is significantly different from healthy controls. 
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Table S6. Differentially regulated proteins between patients with axSpA and matched healthy 

controls. 

 

Peak Name Group p-value 
Log (Fold 

Change) 
Protein 

sp|P02741|CRP_HUMAN 
C-reactive protein OS=Homo sapiens OX=9606 GN=CRP 

PE=1 SV=1 
2.800E-07 0.7515 CRP 

sp|P03951|FA11_HUMAN 
Coagulation factor XI OS=Homo sapiens OX=9606 

GN=F11 PE=1 SV=1 
5.680E-14 0.7434 FA11 

sp|P0DOY3|IGLC3_HUMAN 
Immunoglobulin lambda constant 3 OS=Homo sapiens 

OX=9606 GN=IGLC3 PE=1 SV=1 
4.180E-03 0.7166 IGLC3 

sp|P02768|ALBU_HUMAN 
Serum albumin OS=Homo sapiens OX=9606 GN=ALB 

PE=1 SV=2 
4.479E-02 0.6064 ALBU 

sp|Q99832|TCPH_HUMAN 
T-complex protein 1 subunit eta OS=Homo sapiens 

OX=9606 GN=CCT7 PE=1 SV=2 
1.800E-04 0.5212 TCPH 

sp|P10809|CH60_HUMAN 
60 kDa heat shock protein, mitochondrial OS=Homo 

sapiens OX=9606 GN=HSPD1 PE=1 SV=2 
2.610E-03 0.5005 CH60 

sp|P55060|XPO2_HUMAN 
Exportin-2 OS=Homo sapiens OX=9606 GN=CSE1L 

PE=1 SV=3 
1.410E-06 0.4989 XPO2 

sp|Q9Y6R4|M3K4_HUMAN 
Mitogen-activated protein kinase kinase kinase 4 

OS=Homo sapiens OX=9606 GN=MAP3K4 PE=1 SV=2 
8.060E-08 0.4454 M3K4 

sp|P13639|EF2_HUMAN 
Elongation factor 2 OS=Homo sapiens OX=9606 

GN=EEF2 PE=1 SV=4 
2.090E-03 0.4415 EF2 

sp|Q96SN8|CK5P2_HUMAN 
CDK5 regulatory subunit-associated protein 2 OS=Homo 

sapiens OX=9606 GN=CDK5RAP2 PE=1 SV=5 
4.200E-04 0.4178 CK5P2 

sp|P26599|PTBP1_HUMAN 
Polypyrimidine tract-binding protein 1 OS=Homo sapiens 

OX=9606 GN=PTBP1 PE=1 SV=1 
8.580E-03 0.3692 PTBP1 

sp|P0C0L4|CO4A_HUMAN 
Complement C4-A OS=Homo sapiens OX=9606 GN=C4A 

PE=1 SV=2 
7.370E-11 0.3606 CO4A 

sp|P68104|EF1A1_HUMAN 
Elongation factor 1-alpha 1 OS=Homo sapiens OX=9606 

GN=EEF1A1 PE=1 SV=1 
9.008E-02 0.3421 EF1A1 

sp|P04278|SHBG_HUMAN 
Sex hormone-binding globulin OS=Homo sapiens 

OX=9606 GN=SHBG PE=1 SV=2 
1.430E-03 0.2877 SHBG 

sp|P02748|CO9_HUMAN 
Complement component C9 OS=Homo sapiens OX=9606 

GN=C9 PE=1 SV=2 
1.030E-12 0.2720 CO9 

sp|Q9NPH3|IL1AP_HUMAN 
Interleukin-1 receptor accessory protein OS=Homo sapiens 

OX=9606 GN=IL1RAP PE=1 SV=2 
2.440E-03 0.2576 IL1AP 

sp|P06733|ENOA_HUMAN 
Alpha-enolase OS=Homo sapiens OX=9606 GN=ENO1 

PE=1 SV=2 
2.734E-01 0.2576 ENOA 

sp|Q8TDX9|PK1L1_HUMAN 
Polycystic kidney disease protein 1-like 1 OS=Homo 

sapiens OX=9606 GN=PKD1L1 PE=1 SV=1 
2.680E-01 0.2540 PK1L1 

sp|P00734|THRB_HUMAN 
Prothrombin OS=Homo sapiens OX=9606 GN=F2 PE=1 

SV=2 
1.250E-05 0.2516 THRB 

sp|P26927|HGFL_HUMAN 
Hepatocyte growth factor-like protein OS=Homo sapiens 

OX=9606 GN=MST1 PE=1 SV=2 
7.840E-07 0.2352 HGFL 

sp|Q03591|FHR1_HUMAN 
Complement factor H-related protein 1 OS=Homo sapiens 

OX=9606 GN=CFHR1 PE=1 SV=2 
9.630E-07 0.2105 FHR1 

sp|P15169|CBPN_HUMAN 
Carboxypeptidase N catalytic chain OS=Homo sapiens 

OX=9606 GN=CPN1 PE=1 SV=1 
2.700E-06 0.1905 CBPN 

sp|P01859|IGHG2_HUMAN 
Immunoglobulin heavy constant gamma 2 OS=Homo 

sapiens OX=9606 GN=IGHG2 PE=1 SV=2 
2.076E-01 0.1837 IGHG2 

sp|P02774|VTDB_HUMAN 
Vitamin D-binding protein OS=Homo sapiens OX=9606 

GN=GC PE=1 SV=2 
1.300E-04 0.1761 VTDB 

sp|Q92954|PRG4_HUMAN 
Proteoglycan 4 OS=Homo sapiens OX=9606 GN=PRG4 

PE=1 SV=3 
1.517E-02 0.1671 PRG4 

sp|P18428|LBP_HUMAN 
Lipopolysaccharide-binding protein OS=Homo sapiens 

OX=9606 GN=LBP PE=1 SV=3 
1.200E-04 0.1668 LBP 

sp|P02765|FETUA_HUMAN 
Alpha-2-HS-glycoprotein OS=Homo sapiens OX=9606 

GN=AHSG PE=1 SV=2 
2.900E-07 0.1664 FETUA 

sp|P01042|KNG1_HUMAN 
Kininogen-1 OS=Homo sapiens OX=9606 GN=KNG1 

PE=1 SV=2 
9.250E-07 0.1643 KNG1 

sp|P19652|A1AG2_HUMAN 
Alpha-1-acid glycoprotein 2 OS=Homo sapiens OX=9606 

GN=ORM2 PE=1 SV=2 
2.081E-01 0.1512 A1AG2 
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sp|P35542|SAA4_HUMAN 
Serum amyloid A-4 protein OS=Homo sapiens OX=9606 

GN=SAA4 PE=1 SV=2 
1.200E-02 0.1433 SAA4 

sp|P0C0L5|CO4B_HUMAN 
Complement C4-B OS=Homo sapiens OX=9606 GN=C4B 

PE=1 SV=2 
7.400E-04 0.1402 CO4B 

sp|P09172|DOPO_HUMAN 
Dopamine beta-hydroxylase OS=Homo sapiens OX=9606 

GN=DBH PE=1 SV=3 
6.440E-03 0.1283 DOPO 

sp|Q9NZP8|C1RL_HUMAN 
Complement C1r subcomponent-like protein OS=Homo 

sapiens OX=9606 GN=C1RL PE=1 SV=2 
3.900E-04 0.1247 C1RL 

sp|P36980|FHR2_HUMAN 
Complement factor H-related protein 2 OS=Homo sapiens 

OX=9606 GN=CFHR2 PE=1 SV=1 
2.870E-03 0.1187 FHR2 

sp|Q9NQ79|CRAC1_HUMAN 
Cartilage acidic protein 1 OS=Homo sapiens OX=9606 

GN=CRTAC1 PE=1 SV=2 
1.612E-02 0.1182 CRAC1 

sp|P02750|A2GL_HUMAN 
Leucine-rich alpha-2-glycoprotein OS=Homo sapiens 

OX=9606 GN=LRG1 PE=1 SV=2 
1.100E-04 0.1182 A2GL 

sp|P02652|APOA2_HUMAN 
Apolipoprotein A-II OS=Homo sapiens OX=9606 

GN=APOA2 PE=1 SV=1 
1.539E-01 0.1145 APOA2 

sp|P01011|AACT_HUMAN 
Alpha-1-antichymotrypsin OS=Homo sapiens OX=9606 

GN=SERPINA3 PE=1 SV=2 
1.503E-02 0.1100 AACT 

sp|P05160|F13B_HUMAN 
Coagulation factor XIII B chain OS=Homo sapiens 

OX=9606 GN=F13B PE=1 SV=3 
1.800E-04 0.1094 F13B 

sp|P27918|PROP_HUMAN 
Properdin OS=Homo sapiens OX=9606 GN=CFP PE=1 

SV=2 
6.910E-03 0.1075 PROP 

sp|P05543|THBG_HUMAN 
Thyroxine-binding globulin OS=Homo sapiens OX=9606 

GN=SERPINA7 PE=1 SV=2 
6.500E-04 0.0996 THBG 

sp|Q8WZ42|TITIN_HUMAN Titin OS=Homo sapiens OX=9606 GN=TTN PE=1 SV=4 4.520E-01 0.0978 TITIN 

sp|O95497|VNN1_HUMAN 
Pantetheinase OS=Homo sapiens OX=9606 GN=VNN1 

PE=1 SV=2 
3.352E-01 0.0960 VNN1 

sp|P04070|PROC_HUMAN 
Vitamin K-dependent protein C OS=Homo sapiens 

OX=9606 GN=PROC PE=1 SV=1 
3.100E-04 0.0957 PROC 

sp|P00751|CFAB_HUMAN 
Complement factor B OS=Homo sapiens OX=9606 

GN=CFB PE=1 SV=2 
2.910E-03 0.0954 CFAB 

sp|P00736|C1R_HUMAN 
Complement C1r subcomponent OS=Homo sapiens 

OX=9606 GN=C1R PE=1 SV=2 
3.300E-05 0.0905 C1R 

sp|P13671|CO6_HUMAN 
Complement component C6 OS=Homo sapiens OX=9606 

GN=C6 PE=1 SV=3 
6.100E-04 0.0901 CO6 

sp|Q15848|ADIPO_HUMAN 
Adiponectin OS=Homo sapiens OX=9606 GN=ADIPOQ 

PE=1 SV=1 
2.105E-01 0.0887 ADIPO 

sp|Q9UGM5|FETUB_HUMAN 
Fetuin-B OS=Homo sapiens OX=9606 GN=FETUB PE=1 

SV=2 
2.024E-02 0.0861 FETUB 

sp|P25311|ZA2G_HUMAN 
Zinc-alpha-2-glycoprotein OS=Homo sapiens OX=9606 

GN=AZGP1 PE=1 SV=2 
2.944E-02 0.0832 ZA2G 

sp|P02749|APOH_HUMAN 
Beta-2-glycoprotein 1 OS=Homo sapiens OX=9606 

GN=APOH PE=1 SV=3 
5.230E-03 0.0816 APOH 

sp|P0DOX5|IGG1_HUMAN 
Immunoglobulin gamma-1 heavy chain OS=Homo sapiens 

OX=9606 PE=1 SV=2 
4.045E-01 0.0791 IGG1 

sp|P08603|CFAH_HUMAN 
Complement factor H OS=Homo sapiens OX=9606 

GN=CFH PE=1 SV=4 
1.199E-02 0.0727 CFAH 

sp|P00450|CERU_HUMAN 
Ceruloplasmin OS=Homo sapiens OX=9606 GN=CP 

PE=1 SV=1 
1.396E-02 0.0698 CERU 

sp|P02746|C1QB_HUMAN 
Complement C1q subcomponent subunit B OS=Homo 

sapiens OX=9606 GN=C1QB PE=1 SV=3 
7.810E-03 0.0691 C1QB 

sp|P05156|CFAI_HUMAN 
Complement factor I OS=Homo sapiens OX=9606 

GN=CFI PE=1 SV=2 
3.264E-02 0.0623 CFAI 

sp|P36955|PEDF_HUMAN 
Pigment epithelium-derived factor OS=Homo sapiens 

OX=9606 GN=SERPINF1 PE=1 SV=4 
8.348E-02 0.0613 PEDF 

sp|P09871|C1S_HUMAN 
Complement C1s subcomponent OS=Homo sapiens 

OX=9606 GN=C1S PE=1 SV=1 
7.100E-04 0.0596 C1S 

sp|P08571|CD14_HUMAN 
Monocyte differentiation antigen CD14 OS=Homo sapiens 

OX=9606 GN=CD14 PE=1 SV=2 
1.019E-02 0.0594 CD14 

sp|P10643|CO7_HUMAN 
Complement component C7 OS=Homo sapiens OX=9606 

GN=C7 PE=1 SV=2 
3.743E-02 0.0550 CO7 

sp|P48740|MASP1_HUMAN 
Mannan-binding lectin serine protease 1 OS=Homo sapiens 

OX=9606 GN=MASP1 PE=1 SV=3 
7.025E-02 0.0520 MASP1 
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sp|P01860|IGHG3_HUMAN 
Immunoglobulin heavy constant gamma 3 OS=Homo 

sapiens OX=9606 GN=IGHG3 PE=1 SV=2 
6.823E-01 0.0511 IGHG3 

sp|P02790|HEMO_HUMAN 
Hemopexin OS=Homo sapiens OX=9606 GN=HPX PE=1 

SV=2 
2.841E-02 0.0486 HEMO 

sp|P05090|APOD_HUMAN 
Apolipoprotein D OS=Homo sapiens OX=9606 

GN=APOD PE=1 SV=1 
5.346E-01 0.0475 APOD 

sp|Q08380|LG3BP_HUMAN 
Galectin-3-binding protein OS=Homo sapiens OX=9606 

GN=LGALS3BP PE=1 SV=1 
7.215E-01 0.0468 LG3BP 

sp|P02743|SAMP_HUMAN 
Serum amyloid P-component OS=Homo sapiens OX=9606 

GN=APCS PE=1 SV=2 
4.172E-01 0.0407 SAMP 

sp|P0DP01|HV108_HUMAN 
Immunoglobulin heavy variable 1-8 OS=Homo sapiens 

OX=9606 GN=IGHV1-8 PE=3 SV=1 
6.992E-01 0.0386 HV108 

sp|P07358|CO8B_HUMAN 
Complement component C8 beta chain OS=Homo sapiens 

OX=9606 GN=C8B PE=1 SV=3 
1.201E-01 0.0379 CO8B 

sp|P04004|VTNC_HUMAN 
Vitronectin OS=Homo sapiens OX=9606 GN=VTN PE=1 

SV=1 
1.486E-01 0.0358 VTNC 

sp|P0DOX3|IGD_HUMAN 
Immunoglobulin delta heavy chain OS=Homo sapiens 

OX=9606 PE=1 SV=1 
7.441E-01 0.0349 IGD 

sp|P04217|A1BG_HUMAN 
Alpha-1B-glycoprotein OS=Homo sapiens OX=9606 

GN=A1BG PE=1 SV=4 
8.249E-02 0.0347 A1BG 

sp|Q9UK55|ZPI_HUMAN 
Protein Z-dependent protease inhibitor OS=Homo sapiens 

OX=9606 GN=SERPINA10 PE=1 SV=1 
1.387E-01 0.0324 ZPI 

sp|P05546|HEP2_HUMAN 
Heparin cofactor 2 OS=Homo sapiens OX=9606 

GN=SERPIND1 PE=1 SV=3 
2.303E-01 0.0321 HEP2 

sp|Q6EMK4|VASN_HUMAN 
Vasorin OS=Homo sapiens OX=9606 GN=VASN PE=1 

SV=1 
3.044E-01 0.0319 VASN 

sp|P08519|APOA_HUMAN 
Apolipoprotein(a) OS=Homo sapiens OX=9606 GN=LPA 

PE=1 SV=1 
7.493E-01 0.0291 APOA 

sp|P10909|CLUS_HUMAN 
Clusterin OS=Homo sapiens OX=9606 GN=CLU PE=1 

SV=1 
2.255E-01 0.0238 CLUS 

sp|P14151|LYAM1_HUMAN 
L-selectin OS=Homo sapiens OX=9606 GN=SELL PE=1 

SV=2 
7.644E-01 0.0195 LYAM1 

sp|P01024|CO3_HUMAN 
Complement C3 OS=Homo sapiens OX=9606 GN=C3 

PE=1 SV=2 
7.728E-01 0.0172 CO3 

sp|O00391|QSOX1_HUMAN 
Sulfhydryl oxidase 1 OS=Homo sapiens OX=9606 

GN=QSOX1 PE=1 SV=3 
5.482E-01 0.0160 QSOX1 

sp|P23142|FBLN1_HUMAN 
Fibulin-1 OS=Homo sapiens OX=9606 GN=FBLN1 PE=1 

SV=4 
5.253E-01 0.0158 FBLN1 

sp|P0DOX7|IGK_HUMAN 
Immunoglobulin kappa light chain OS=Homo sapiens 

OX=9606 PE=1 SV=1 
8.926E-01 0.0125 IGK 

sp|Q06033|ITIH3_HUMAN 
Inter-alpha-trypsin inhibitor heavy chain H3 OS=Homo 

sapiens OX=9606 GN=ITIH3 PE=1 SV=2 
7.539E-01 0.0111 ITIH3 

sp|P00747|PLMN_HUMAN 
Plasminogen OS=Homo sapiens OX=9606 GN=PLG PE=1 

SV=2 
7.817E-01 0.0082 PLMN 

sp|P04196|HRG_HUMAN 
Histidine-rich glycoprotein OS=Homo sapiens OX=9606 

GN=HRG PE=1 SV=1 
7.986E-01 0.0081 HRG 

sp|P00740|FA9_HUMAN 
Coagulation factor IX OS=Homo sapiens OX=9606 

GN=F9 PE=1 SV=2 
7.391E-01 0.0078 FA9 

sp|P63261|ACTG_HUMAN 
Actin, cytoplasmic 2 OS=Homo sapiens OX=9606 

GN=ACTG1 PE=1 SV=1 
8.531E-01 0.0063 ACTG 

sp|P06276|CHLE_HUMAN 
Cholinesterase OS=Homo sapiens OX=9606 GN=BCHE 

PE=1 SV=1 
8.468E-01 0.0052 CHLE 

sp|P06681|CO2_HUMAN 
Complement C2 OS=Homo sapiens OX=9606 GN=C2 

PE=1 SV=2 
9.274E-01 0.0033 CO2 

sp|P04003|C4BPA_HUMAN 
C4b-binding protein alpha chain OS=Homo sapiens 

OX=9606 GN=C4BPA PE=1 SV=2 
9.737E-01 0.0014 C4BPA 

sp|P19827|ITIH1_HUMAN 
Inter-alpha-trypsin inhibitor heavy chain H1 OS=Homo 

sapiens OX=9606 GN=ITIH1 PE=1 SV=3 
9.914E-01 -0.0003 ITIH1 

sp|P0DOX2|IGA2_HUMAN 
Immunoglobulin alpha-2 heavy chain OS=Homo sapiens 

OX=9606 PE=1 SV=2 
9.866E-01 -0.0014 IGA2 

sp|P05452|TETN_HUMAN 
Tetranectin OS=Homo sapiens OX=9606 GN=CLEC3B 

PE=1 SV=3 
9.365E-01 -0.0023 TETN 

sp|P22105|TENX_HUMAN 
Tenascin-X OS=Homo sapiens OX=9606 GN=TNXB PE=1 

SV=5 
9.402E-01 -0.0025 TENX 
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sp|P03952|KLKB1_HUMAN 
Plasma kallikrein OS=Homo sapiens OX=9606 

GN=KLKB1 PE=1 SV=1 
9.100E-01 -0.0031 KLKB1 

sp|P80108|PHLD_HUMAN 
Phosphatidylinositol-glycan-specific phospholipase D 

OS=Homo sapiens OX=9606 GN=GPLD1 PE=1 SV=3 
8.816E-01 -0.0064 PHLD 

sp|P02763|A1AG1_HUMAN 
Alpha-1-acid glycoprotein 1 OS=Homo sapiens OX=9606 

GN=ORM1 PE=1 SV=1 
9.446E-01 -0.0064 A1AG1 

sp|P01876|IGHA1_HUMAN 
Immunoglobulin heavy constant alpha 1 OS=Homo sapiens 

OX=9606 GN=IGHA1 PE=1 SV=2 
9.427E-01 -0.0095 IGHA1 

sp|Q04756|HGFA_HUMAN 
Hepatocyte growth factor activator OS=Homo sapiens 

OX=9606 GN=HGFAC PE=1 SV=1 
7.017E-01 -0.0102 HGFA 

sp|P43251|BTD_HUMAN 
Biotinidase OS=Homo sapiens OX=9606 GN=BTD PE=1 

SV=2 
5.852E-01 -0.0146 BTD 

sp|Q16610|ECM1_HUMAN 
Extracellular matrix protein 1 OS=Homo sapiens OX=9606 

GN=ECM1 PE=1 SV=2 
7.267E-01 -0.0154 ECM1 

sp|Q15582|BGH3_HUMAN 
Transforming growth factor-beta-induced protein ig-h3 

OS=Homo sapiens OX=9606 GN=TGFBI PE=1 SV=1 
5.807E-01 -0.0159 BGH3 

sp|P06396|GELS_HUMAN 
Gelsolin OS=Homo sapiens OX=9606 GN=GSN PE=1 

SV=1 
4.241E-01 -0.0197 GELS 

sp|O43866|CD5L_HUMAN 
CD5 antigen-like OS=Homo sapiens OX=9606 GN=CD5L 

PE=1 SV=1 
5.919E-01 -0.0206 CD5L 

sp|P08697|A2AP_HUMAN 
Alpha-2-antiplasmin OS=Homo sapiens OX=9606 

GN=SERPINF2 PE=1 SV=3 
3.645E-01 -0.0211 A2AP 

sp|P07360|CO8G_HUMAN 
Complement component C8 gamma chain OS=Homo 

sapiens OX=9606 GN=C8G PE=1 SV=3 
4.789E-01 -0.0226 CO8G 

sp|P00742|FA10_HUMAN 
Coagulation factor X OS=Homo sapiens OX=9606 

GN=F10 PE=1 SV=2 
1.987E-01 -0.0265 FA10 

sp|P02760|AMBP_HUMAN 
Protein AMBP OS=Homo sapiens OX=9606 GN=AMBP 

PE=1 SV=1 
1.332E-01 -0.0311 AMBP 

sp|P01031|CO5_HUMAN 
Complement C5 OS=Homo sapiens OX=9606 GN=C5 

PE=1 SV=4 
5.859E-01 -0.0316 CO5 

sp|Q96IY4|CBPB2_HUMAN 
Carboxypeptidase B2 OS=Homo sapiens OX=9606 

GN=CPB2 PE=1 SV=2 
1.225E-01 -0.0350 CBPB2 

sp|Q14624|ITIH4_HUMAN 
Inter-alpha-trypsin inhibitor heavy chain H4 OS=Homo 

sapiens OX=9606 GN=ITIH4 PE=1 SV=4 
6.461E-02 -0.0352 ITIH4 

sp|P02775|CXCL7_HUMAN 
Platelet basic protein OS=Homo sapiens OX=9606 

GN=PPBP PE=1 SV=3 
7.307E-01 -0.0384 CXCL7 

sp|P00915|CAH1_HUMAN 
Carbonic anhydrase 1 OS=Homo sapiens OX=9606 

GN=CA1 PE=1 SV=2 
7.082E-01 -0.0386 CAH1 

sp|B9A064|IGLL5_HUMAN 
Immunoglobulin lambda-like polypeptide 5 OS=Homo 

sapiens OX=9606 GN=IGLL5 PE=2 SV=2 
7.353E-01 -0.0387 IGLL5 

sp|P49747|COMP_HUMAN 
Cartilage oligomeric matrix protein OS=Homo sapiens 

OX=9606 GN=COMP PE=1 SV=2 
3.455E-01 -0.0388 COMP 

sp|P49908|SEPP1_HUMAN 
Selenoprotein P OS=Homo sapiens OX=9606 

GN=SELENOP PE=1 SV=3 
4.819E-01 -0.0395 SEPP1 

sp|P22792|CPN2_HUMAN 
Carboxypeptidase N subunit 2 OS=Homo sapiens 

OX=9606 GN=CPN2 PE=1 SV=3 
2.382E-02 -0.0429 CPN2 

sp|O00533|NCHL1_HUMAN 
Neural cell adhesion molecule L1-like protein OS=Homo 

sapiens OX=9606 GN=CHL1 PE=1 SV=4 
1.162E-01 -0.0460 NCHL1 

sp|Q00839|HNRPU_HUMAN 
Heterogeneous nuclear ribonucleoprotein U OS=Homo 

sapiens OX=9606 GN=HNRNPU PE=1 SV=6 
9.077E-01 -0.0469 HNRPU 

sp|O75636|FCN3_HUMAN 
Ficolin-3 OS=Homo sapiens OX=9606 GN=FCN3 PE=1 

SV=2 
7.877E-02 -0.0482 FCN3 

sp|P01619|KV320_HUMAN 
Immunoglobulin kappa variable 3-20 OS=Homo sapiens 

OX=9606 GN=IGKV3-20 PE=1 SV=2 
5.325E-01 -0.0496 KV320 

sp|P01008|ANT3_HUMAN 
Antithrombin-III OS=Homo sapiens OX=9606 

GN=SERPINC1 PE=1 SV=1 
8.353E-02 -0.0509 ANT3 

sp|P00748|FA12_HUMAN 
Coagulation factor XII OS=Homo sapiens OX=9606 

GN=F12 PE=1 SV=3 
4.849E-02 -0.0510 FA12 

sp|P01019|ANGT_HUMAN 
Angiotensinogen OS=Homo sapiens OX=9606 GN=AGT 

PE=1 SV=1 
4.201E-01 -0.0520 ANGT 

sp|P04275|VWF_HUMAN 
von Willebrand factor OS=Homo sapiens OX=9606 

GN=VWF PE=1 SV=4 
5.874E-01 -0.0538 VWF 

sp|P19823|ITIH2_HUMAN 
Inter-alpha-trypsin inhibitor heavy chain H2 OS=Homo 

sapiens OX=9606 GN=ITIH2 PE=1 SV=2 
6.064E-02 -0.0541 ITIH2 
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sp|P02655|APOC2_HUMAN 
Apolipoprotein C-II OS=Homo sapiens OX=9606 

GN=APOC2 PE=1 SV=1 
3.652E-01 -0.0554 APOC2 

sp|P29622|KAIN_HUMAN 
Kallistatin OS=Homo sapiens OX=9606 GN=SERPINA4 

PE=1 SV=3 
4.930E-03 -0.0554 KAIN 

sp|Q96PD5|PGRP2_HUMAN 
N-acetylmuramoyl-L-alanine amidase OS=Homo sapiens 

OX=9606 GN=PGLYRP2 PE=1 SV=1 
5.567E-02 -0.0557 PGRP2 

sp|P04114|APOB_HUMAN 
Apolipoprotein B-100 OS=Homo sapiens OX=9606 

GN=APOB PE=1 SV=2 
2.185E-01 -0.0563 APOB 

sp|P17936|IBP3_HUMAN 
Insulin-like growth factor-binding protein 3 OS=Homo 

sapiens OX=9606 GN=IGFBP3 PE=1 SV=2 
9.551E-02 -0.0655 IBP3 

sp|P22352|GPX3_HUMAN 
Glutathione peroxidase 3 OS=Homo sapiens OX=9606 

GN=GPX3 PE=1 SV=2 
6.906E-02 -0.0668 GPX3 

sp|P00738|HPT_HUMAN 
Haptoglobin OS=Homo sapiens OX=9606 GN=HP PE=1 

SV=1 
3.336E-01 -0.0871 HPT 

sp|O75882|ATRN_HUMAN 
Attractin OS=Homo sapiens OX=9606 GN=ATRN PE=1 

SV=2 
8.930E-03 -0.0915 ATRN 

sp|P51884|LUM_HUMAN 
Lumican OS=Homo sapiens OX=9606 GN=LUM PE=1 

SV=2 
1.010E-03 -0.0928 LUM 

sp|P07225|PROS_HUMAN 
Vitamin K-dependent protein S OS=Homo sapiens 

OX=9606 GN=PROS1 PE=1 SV=1 
3.410E-05 -0.0933 PROS 

sp|P27169|PON1_HUMAN 
Serum paraoxonase/arylesterase 1 OS=Homo sapiens 

OX=9606 GN=PON1 PE=1 SV=3 
7.650E-03 -0.0990 PON1 

sp|P13647|K2C5_HUMAN 
Keratin, type II cytoskeletal 5 OS=Homo sapiens 

OX=9606 GN=KRT5 PE=1 SV=3 
1.002E-01 -0.1008 K2C5 

sp|P05154|IPSP_HUMAN 
Plasma serine protease inhibitor OS=Homo sapiens 

OX=9606 GN=SERPINA5 PE=1 SV=3 
4.162E-02 -0.1011 IPSP 

sp|P02649|APOE_HUMAN 
Apolipoprotein E OS=Homo sapiens OX=9606 GN=APOE 

PE=1 SV=1 
5.601E-02 -0.1053 APOE 

sp|P07359|GP1BA_HUMAN 
Platelet glycoprotein Ib alpha chain OS=Homo sapiens 

OX=9606 GN=GP1BA PE=1 SV=2 
8.885E-02 -0.1091 GP1BA 

sp|P43652|AFAM_HUMAN 
Afamin OS=Homo sapiens OX=9606 GN=AFM PE=1 

SV=1 
7.300E-04 -0.1108 AFAM 

sp|P02745|C1QA_HUMAN 
Complement C1q subcomponent subunit A OS=Homo 

sapiens OX=9606 GN=C1QA PE=1 SV=2 
1.200E-04 -0.1182 C1QA 

sp|P01023|A2MG_HUMAN 
Alpha-2-macroglobulin OS=Homo sapiens OX=9606 

GN=A2M PE=1 SV=3 
4.498E-02 -0.1243 A2MG 

sp|P07357|CO8A_HUMAN 
Complement component C8 alpha chain OS=Homo sapiens 

OX=9606 GN=C8A PE=1 SV=2 
1.350E-06 -0.1266 CO8A 

sp|P04264|K2C1_HUMAN 
Keratin, type II cytoskeletal 1 OS=Homo sapiens 

OX=9606 GN=KRT1 PE=1 SV=6 
1.348E-02 -0.1462 K2C1 

sp|Q96KN2|CNDP1_HUMAN 
Beta-Ala-His dipeptidase OS=Homo sapiens OX=9606 

GN=CNDP1 PE=1 SV=4 
8.270E-06 -0.1464 CNDP1 

sp|P02747|C1QC_HUMAN 
Complement C1q subcomponent subunit C OS=Homo 

sapiens OX=9606 GN=C1QC PE=1 SV=3 
2.800E-04 -0.1471 C1QC 

sp|O14791|APOL1_HUMAN 
Apolipoprotein L1 OS=Homo sapiens OX=9606 

GN=APOL1 PE=1 SV=5 
2.550E-03 -0.1561 APOL1 

sp|P05155|IC1_HUMAN 
Plasma protease C1 inhibitor OS=Homo sapiens OX=9606 

GN=SERPING1 PE=1 SV=2 
3.530E-03 -0.1562 IC1 

sp|O95445|APOM_HUMAN 
Apolipoprotein M OS=Homo sapiens OX=9606 

GN=APOM PE=1 SV=2 
3.570E-05 -0.1578 APOM 

sp|P20742|PZP_HUMAN 
Pregnancy zone protein OS=Homo sapiens OX=9606 

GN=PZP PE=1 SV=4 
3.705E-01 -0.1681 PZP 

sp|P02753|RET4_HUMAN 
Retinol-binding protein 4 OS=Homo sapiens OX=9606 

GN=RBP4 PE=1 SV=3 
5.230E-10 -0.1685 RET4 

sp|P35858|ALS_HUMAN 

Insulin-like growth factor-binding protein complex acid 

labile subunit OS=Homo sapiens OX=9606 GN=IGFALS 

PE=1 SV=1 

1.480E-12 -0.1761 ALS 

sp|P01591|IGJ_HUMAN 
Immunoglobulin J chain OS=Homo sapiens OX=9606 

GN=JCHAIN PE=1 SV=4 
4.457E-02 -0.1782 IGJ 

sp|P06727|APOA4_HUMAN 
Apolipoprotein A-IV OS=Homo sapiens OX=9606 

GN=APOA4 PE=1 SV=3 
9.090E-03 -0.1803 APOA4 

sp|P35908|K22E_HUMAN 
Keratin, type II cytoskeletal 2 epidermal OS=Homo 

sapiens OX=9606 GN=KRT2 PE=1 SV=2 
2.495E-02 -0.1859 K22E 
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sp|P07996|TSP1_HUMAN 
Thrombospondin-1 OS=Homo sapiens OX=9606 

GN=THBS1 PE=1 SV=2 
1.370E-07 -0.1886 TSP1 

sp|P68871|HBB_HUMAN 
Hemoglobin subunit beta OS=Homo sapiens OX=9606 

GN=HBB PE=1 SV=2 
9.260E-03 -0.1972 HBB 

sp|P01871|IGHM_HUMAN 
Immunoglobulin heavy constant mu OS=Homo sapiens 

OX=9606 GN=IGHM PE=1 SV=4 
8.900E-04 -0.2137 IGHM 

sp|P35527|K1C9_HUMAN 
Keratin, type I cytoskeletal 9 OS=Homo sapiens OX=9606 

GN=KRT9 PE=1 SV=3 
1.490E-03 -0.2193 K1C9 

sp|P69905|HBA_HUMAN 
Hemoglobin subunit alpha OS=Homo sapiens OX=9606 

GN=HBA1 PE=1 SV=2 
2.840E-03 -0.2290 HBA 

sp|P02533|K1C14_HUMAN 
Keratin, type I cytoskeletal 14 OS=Homo sapiens 

OX=9606 GN=KRT14 PE=1 SV=4 
5.780E-03 -0.2371 K1C14 

sp|P13645|K1C10_HUMAN 
Keratin, type I cytoskeletal 10 OS=Homo sapiens 

OX=9606 GN=KRT10 PE=1 SV=6 
1.030E-03 -0.2446 K1C10 

sp|O00187|MASP2_HUMAN 
Mannan-binding lectin serine protease 2 OS=Homo sapiens 

OX=9606 GN=MASP2 PE=1 SV=4 
2.491E-02 -0.2792 MASP2 

sp|P08185|CBG_HUMAN 
Corticosteroid-binding globulin OS=Homo sapiens 

OX=9606 GN=SERPINA6 PE=1 SV=1 
1.090E-03 -0.2841 CBG 

sp|P02647|APOA1_HUMAN 
Apolipoprotein A-I OS=Homo sapiens OX=9606 

GN=APOA1 PE=1 SV=1 
3.140E-03 -0.2963 APOA1 

sp|P24821|TENA_HUMAN 
Tenascin OS=Homo sapiens OX=9606 GN=TNC PE=1 

SV=3 
3.100E-06 -0.3229 TENA 

sp|P02751|FINC_HUMAN 
Fibronectin OS=Homo sapiens OX=9606 GN=FN1 PE=1 

SV=5 
2.270E-05 -0.3343 FINC 

sp|P01009|A1AT_HUMAN 
Alpha-1-antitrypsin OS=Homo sapiens OX=9606 

GN=SERPINA1 PE=1 SV=3 
5.430E-08 -0.3865 A1AT 

sp|P02787|TRFE_HUMAN 
Serotransferrin OS=Homo sapiens OX=9606 GN=TF 

PE=1 SV=3 
2.570E-08 -0.4734 TRFE 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 


