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1 ABBREVIATIONS

aCCP anti-Cyclic Citrullinated Peptide antibody
ACPA Anti-Citrullinated Protein Antibodies

ACR American College of Rheumatology

Ab antibody

BMD bone mineral density

BMI body mass index

Bone ALP bone-specific alkaline phosphatase

BTM bone turnover marker

CASPAR ClASsification criteria for Psoriatic ARthritis
Cs Corticosteroids

CRP C-reactive protein

CTX-I C-terminal cross-linking telopeptide of type-I collagen
DAS28 Disease activity score- 28 joints

DKK-1 Dickkopf-1

DMARDs disease-modifying anti-rheumatic drugs
DXA dual-energy x-ray absorptiometry

DXR digital X-ray radiogrammetry

ELISA enzyme-linked immunosorbent assay

EMS early morning stiffness

ES erosion score

ESR erythrocyte sedimentation rate

EULAR European League Against Rheumatism
fDPD free deoxypyridinoline crosslinks

GVAS global health visual analogue scale

HAQ Health Assessment

HR-pQCT high-resolution peripheral quantitative computed tomography
HRT hormone replacement therapy

IL interleukin

JSNS joint space narrowing score

MCP metacarpo-phalangeal joints

MTX methotrexate

NTX-I N-terminal cross-linking telopeptide of type-I collagen
0OC {1-49} intact osteocalcin

OCP oral contraceptive



OPG
PASI Index
PINP
PIP

PS

PsA

RA
RAMRIS
RANKL
RF

SiC
SpA
TIC
TNFi
TSS
Wwnt

osteoprotegerin

Psoriasis Area and Severity Index
procollagen type-I N-propeptide

proximal interphalangeal joints
proliferation score

psoriatic arthritis

rheumatoid arthritis

RA magnetic resonance imaging score
receptor activator of nuclear factor-kappa B ligand
rheumatiod facor

swollen joint count

SpondyloArthritis

tender joint count

tumor necrosis factor alpha inhibitors
total Sharp-van der Heijde modified score
wingless-related integration site



2 INTRODUCTION

2.1 Inflammation and bone loss

Rheumatoid arthritis (RA) and psoriatic arthritis (PsA) are chronic inflammatory joint
diseases characterized by bone destruction, progressive damage and impaired joint function
[1-3]. Inflammatory arthritides have been associated with both localized bone resorption
and/or pathologic bone formation, as well as generalized bone loss [4-8]. Inflammation is the
key trigger for local bone erosions affecting the cortical bone margin, which is in direct contact
with the inflamed synovium, and it also induces periarticular bone loss or “juxta-articular
osteoporosis” characterized by resorption of the cortical and trabecular bone close to inflamed
joints [4, 9]. Moreover, PsA is characterized by inflammation at entheseal sites, where bone
is also directly exposed to inflammatory tissue [10]. Inflammation interferes with bone
homeostasis at a systemic level that results in osteoporosis and increased fracture risk at
both axial and appendicular skeletal sites [7]. This tight relationship between inflammation
and bone loss clinically reflects the molecular and cellular interactions between the immune
system and the bone, also known as osteoimmunology [11]. Recent studies on the
pathomechanisms of bone destruction in RA have extended current concepts on the
interactions of immune system, inflammation and bone suggesting that bone loss mediated
by antibodies against citrullinated proteins (ACPA) may even precede the onset of

inflammation [12].

2.2 Bone resorption and the RANK/RANKL/osteoprotegerin pathway

Bone loss results from an imbalance between bone-resorbing osteoclasts, large
multinucleated cells from hematopoietic derivation, and bone-forming osteoblasts of
mesenchymal origin [6, 13]. Synovial inflammation is a source of pro-inflammatory cytokines

like TNF-q, interleukin (IL)-1, IL-6, IL-17 and IL-23, which either directly trigger osteoclast



differentiation and bone resorption, or indirectly increase the expression of receptor activator
of nuclear factor-kappa B ligand (RANKL) in mesenchymal cells. The RANK-RANKL system is
the master regulator of osteoclastogenesis, thus the major driver of bone destruction in
inflammatory arthritis [6, 11, 13-17]. Osteoprotegerin (OPG) produced by osteoblasts and
bone marrow stromal cells is a naturally occurring decoy receptor of RANKL that inhibit the
RANKL-RANK interaction [18]. OPG not only prevent formation of local bone erosions, but it
has been shown to protect against systemic bone loss in human TNF-a transgenic mice [19,
20]. Low OPG/RANKL ratio has been associated with future progression of radiographic

damage in RA [21, 22].

2.3 Bone formation and mediators of the Wnt pathway

Inflammatory arthritides show profound differences in joint architecture and structural
integrity of periarticular bone. These cover the whole spectrum; from an almost purely erosive
disease like RA to a prominently bone forming disease like axial spondyloarthritis (SpA). PsA
shows mixed pattern of bone erosions and new bone formation. Bony spurs in PsA may
develop along joints, at the insertion sites of the entheses, and at intervertebral spaces [11].
The molecular determinants responsible for the different patterns of joint remodeling are not
yet elucidated, however differences are at least partly based on the variable capability to form
new bone, which may reflect a skeletal response to inflammation [23].

Wingless-related integration site (Wnt) proteins emerge as key promoters of
osteoblastogenesis, hence new bone formation in inflammatory arthritis. The Wnt/B-catenin
pathway not only increases bone formation, but also inhibits bone resorption by blocking
apoptosis of osteoblasts and upregulating OPG [14, 24]. Dickkopf-1 (DKK-1) and sclerostin
are natural inhibitors of Wnt signaling and they block the differentiation and function of
osteoblasts. DKK-1 increases the expression of macrophage-colony stimulating factor and
RANKL, enhances RANKL-RANK interaction and decreases OPG expression. DKK-1 also

induces sclerostin expression by osteocytes, and promotes synovial angiogenesis. It has been



shown that TNF-a impairs bone formation by inducing DKK-1 and sclerostin expression [25-
27]. These data suggest a cross-talk between bone catabolic RANKL and bone anabolic Wnt

pathways, which are both influenced by TNF-a (Figure 1).
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Figure 1 Interactions of the RANKL-OPG and the Wnt-B-catenin systems with each other and with
TNF-o. RANKL stimulates, while OPG inhibits osteoclastogenesis and bone resorption. Wnt induces bone
formation. TNF-a directly stimulates osteoclastogenesis, and induces RANKL and DKK-1, thus acting
towards bone resorption and inhibition of bone formation. Thick arrows indicate stimulation, lines with
bar at the end show inhibition.



2.4 Biomarkers of bone remodeling

Bone is a rigid, yet dynamic organ. In order to maintain its structural integrity, and to
fulfill its role in mineral homeostasis, bone is continuously formed and repaired, a process
termed remodeling [28]. Bone remodeling is a complex, tightly regulated process that is the
result of two opposite activities, the production of new bone matrix by osteoblasts and the
destruction of old bone by osteoclasts. The rates of bone formation and destruction can be
monitored either by measuring predominantly osteoblastic or osteoclastic enzyme activities,
or by assaying bone matrix components released into the bloodstream and excreted in the
urine [29]. Bone matrix is mainly composed of type I collagen, while the main collagen in
articular cartilage is type II. Serum procollagen type-I N-propeptide (PINP), and non-collagen
proteins like bone-specific alkaline phosphatase (bone ALP) and intact osteocalcin (OC {1-
493}) produced by osteoblasts, are markers of bone formation. Type I collagen fragments such
as serum C-terminal cross-linking telopeptides (CTX-I), and urinary N-terminal cross-linking
telopeptide of type-I collagen (NTX-I) and free deoxypyridinoline crosslinks (fDPD) are
sensitive markers of bone resorption [30]. Several biochemical bone turnover markers (BTM)
were found to be useful in assessing joint damage in RA [30-38]. Yet, there are fewer
publications devoted to the evaluation of bone and cartilage metabolism in PsA [39-45].
To date, no single bone turnover marker has been found to reflect joint destruction with

sufficient accuracy to use in the clinic [44].

2.5 Effects of TNF-o inhibition (TNFi) on bone turnover markers

TNFi agents were shown to increase levels of bone formation markers, such as OC and
P1NP, and suppressed CTX-I, NTX-I, fDPD and RANKL levels, which are markers of bone
resorption, in RA and SpA [46-53]. TNFi therapy was also shown to increase OPG/RANKL,
OC/CTX and P1NP/CTX ratios [32, 50, 52]. On the contrary, other studies with TNFi showed

no effects on OC, P1INP and CTX levels [32, 54].



More recent studies showed that TNFi also suppress DKK-1 leading to increased bone
formation in RA [26, 55]. On the other hand, a single study in patients with SpA showed that
TNFi paradoxically increased DKK-1 production [56], whilst others found increased sclerostin
production in RA after a short-term treatment with TNFi [57]. Our group demonstrated that
in @ mixed cohort of RA and SpA patients TNFi decreased DKK-1, but increased sclerostin
levels [58].

These findings suggest that the effects of TNFi on BTMs are heterogeneous, but in
general TNFi therapy is associated with a modest increase in formation and decline in

resorption, thus beneficial on local and systemic bone remodeling [49, 55].

2.6 Impact of conventional DMARDs on bone

Among conventional disease-modifying antirheumatic drugs (DMARDs), a structure-
sparing effect has been documented for methotrexate (MTX), sulphasalazine, and leflunomide
used as monotherapy or in combination treatments. It is not yet clear whether conventional
DMARDs have specific effects on bone and cartilage damage, or whether their protective effect
is secondary, resulting from the reduction of inflammation [59]. It has been shown that MTX
supports the structure-sparing effects of biologics by acting synergistically with the biologic
agents [60, 61]. When used as monotherapy, the structure-sparing effect of MTX is quite
moderate compared with that of TNFi, even if MTX is used in DMARD naive patients [59].
Nonetheless, MTX has been shown to reduce the expression of RANKL in synovial fibroblast

cultures, which may indicate a specific effect on osteoclasts [62].

2.7 Quantifying periarticular bone density in RA and PsA

Detection and quantification of bone erosions are important outcome measures given
that their presence likely reflects subsequent functional impairment of the affected joint [63].
Periarticular bone loss however may precede the development of erosions, therefore its

recognition at an early stage of the disease is essential in preventing irreversible joint damage



[64, 65]. Several imaging methods have been developed to quantify periarticular bone
density. One such technique is dual-energy x-ray absorptiometry (DXA), which is known as
an objective and precise method for monitoring bone loss, including that in the hands [64,
66, 67]. Measures of periarticular osteoporosis are more suitable for assessment of bone
damage in RA, because hand bone loss occurs earlier than generalised bone loss [68]. The
rate of periarticular bone loss is higher than that in central sites and the precision of the DXA
is also superior at the hand compared with the hip and spine [64]. In RA, disease-related
bone loss detected by DXA occurs in the very early phase of the disease process and hand
bone loss is greater in patients with active disease [65, 68, 69].

Another technique for quantifying periarticular bone density is digital X-ray
radiogrammetry (DXR). Previous research has shown that metacarpal BMD loss as measured
by DXR is associated with disease activity, and BMD loss in the first year after diagnosis is
predictive of radiologic progression up to 20 years later in patients with early RA [69-74]. Far
less is known about periarticular bone changes in early PsA. Hand bone loss in PsA as
measured by DXR was studied in only one clinical trial, and no study to date has compared

changes in cortical bone mineral density of RA and PsA using DXR [75].

10



3 AIMS

This thesis consists of 3 studies investigating different aspects of bone remodeling in response
to anti-TNF-a therapy along with conventional DMARDs in RA and PsA patients. We evaluated
early and long-term effects of TNFi treatment on bone turnover markers (Study 1) and
mediators of bone remodeling (Study 2), along with changes in hand and axial BMD in a
cohort of RA and PsA patients with established disease. Thereafter we assessed periarticular
BMD of the hands in patients with early RA and PsA prior to and after introducing DMARDs

(Study 3).

Our specific aims were as follows:

Study 1
Evaluation of early and long-term effect of TNFi treatment on bone turnover

markers and BMD in RA and PsA

= To study the relationship between disease activity, BTMs and BMD prior to TNFi
treatment.

= To assess the early (1 month) and long-term (1 and 3 years) effect of TNFi
treatment on disease activity measures, levels of BTMs, and measures of hand, spine

and hip BMD in patients with RA and PsA.
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Study 2

Assessment of serum bone remodeling mediators in RA and PsA patients prior to

and following TNFi therapy

* To examine the early (1 month) and more long-term (12 months) effects of TNFi
treatment on serum OPG, RANKL, DKK-1 and sclerostin levels in patients with RA and
PsA.

» To study associations between circulating mediators of bone remodeling and disease

activity along with hand BMD measures prior to and following TNFi in RA and PsA.

Study 3

Comparison of hand BMD as measured by DXR between early, treatment-naive RA

and PsA patients 3 and 12 months after introducing DMARDs

* To compare changes in hand DXR-BMD and radiographic progression between early
(disease duration <12 months), treatment-naive RA and PsA patients 3 and 12
months after introducing an antirheumatic treatment.

* To compare demographic and clinical parameters for patients with normal hand DXR-

BMD to those with bone loss.

* To identify predictors for early hand bone loss at the time of disease presentation in

RA and PsA.
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4 METHODS

4.1 Study 1

4.1.1 Patients

Patients were recruited from the Biologic Clinic at St. Vincent’s University Hospital
(SVUH) having been referred there for screening prior to initiation of TNFi therapy. Inclusion
criteria were diagnosis of RA or PsA according to ACR or CASPAR criteria respectively and age
between 18 and 80 years [76, 77]. All patients had on-going active joint inflammation and
had failed to respond adequately to at least one disease-modifying drug including maximum
tolerated (up to 25 mgs/week) doses of MTX. Exclusion criteria included previous treatment
with biologic agents 3 months prior to entering the study, withdrawing from the biologic
treatment during the study period, treatment with anti-resorptive medications, parathyroid
hormone (teriparatide) or strontium ranelate 6 months prior to or during the study, diseases
of bone metabolism and pregnancy. The use of calcium and vitamin D supplements and a
stable dose of prednisolone of less than 10 mg/day were permitted. Following screening,
patients had their baseline clinical assessments performed and these were repeated after
therapy at 3 (n=57), 12 (n=47) and 36 months (n=51). Clinical assessments included a
recording of the following parameters: tender joint count (TJC), swollen joint count (SJC),
patients’ visual analogue scale for global health (GVAS), C-reactive protein (CRP), erythrocyte
sedimentation rate (ESR), health assessment questionnaire (HAQ), duration of early morning
stiffness (EMS), pain and fatigue scores VAS. A Disease Activity Score 28 with four variables
(DAS28-CRP) was calculated and EULAR response criteria were applied [78]. Informed,
written consent was obtained according to the Declaration of Helsinki. The study was approved

by St. Vincent’s Healthcare Group Ethics and Medical Research Committee.
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4.1.2 Biochemical measurements

Serum and urine samples were collected at baseline and after 1, 12 and 36 months of
TNFi therapy according to our laboratory protocol: following an overnight fast, morning blood
was collected in serum tubes containing a clot activator, and a second void urine sample was
provided. Serum 25-hydroxyvitamin D (250HD), parathyroid hormone (PTH), bone ALP, PINP,
OC {1-493}, CTX-I, urinary NTX-I and fDPD were measured as previously described [79, 80].
NTX-I and fDPD were expressed as a ratio with urine creatinine concentration which was

measured by a kinetic Jaffe method.

4.1.3 BMD measurements

BMD measurements were recorded using a Hologic Discovery A Model with software
version 12.6 (Waltham, MA). BMD assessments were obtained at left total hip, lumbar spine
and hands at baseline, 12 and 36 months. T-scores and Z-scores were calculated at hip using
NHANES III database and at spine using manufacturer’s database. Periarticular BMD of hands
was measured as previously described [81]. In brief, global hand BMD included all hand bones
distal from the wrist joint; 7 sub-regions of interests (ROI) were selected for analysis. These
included the carpus and the periarticular regions of the second, third and fourth MCP and PIP
joints. The periarticular ROIs included 10 mms of bone proximal and distal to the joint line
excluding the joint space incorporating both the proximal and the distal juxta-articular
components of the joints (Figure 2). The mean BMD of the 14 regions in total (termed hand

BMD) and the average BMD at the two periarticular regions, MCP and PIP, were calculated.
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Figure 2 DXA scan of left hand showing the 7 sub-regions of interests selected for analysis: carpus (R1)
and the periarticular regions of the second (R2), third (R3) and fourth (R4) metacarpophalangeal joints
and second (R5), third (R6) and fourth (R7) proximal interphalangeal joints.

4.1.4 Statistical methods

At baseline differences between means were tested by either independent t-test, t-
test for unequal variances, or Mann-Whitney-test where appropriate. Differences between
categorical variables were tested by chi-squared-test. Associations between variables were
tested by either Pearson or Spearman correlations. In order to identify associated variables,
BMD at hand was divided at the median into two equal groups. Independent variables were
tested by univariate single logistic regression analysis. Those variables with a p<0.25 were
entered into a multivariable logistic regression model. Variables with a Wald statistic >0.25
were removed from the model; the remainder were retained based on testing differences
between models using the likelihood ratio test. Given that hand BMD is a continuous variable,
a multiple linear regression analysis was performed with independent variables being selected
based on correlation analysis (p<0.05).

15



In order to assess the response to TNFi therapy, repeated measures analysis of
variance (ANOVA) was performed using a split-plot design, which tested between-subject and
within-subject factors. The between-subject variable was the disease category (RA or PsA)
and the within-subject variables included either 3 or 4 levels of the repeated measure factor
as follows: 3 time points for BMD at hand (n=45), spine (n=45), and hip (n=44); 4 time
points for BTMs (n=48); and 4 time points for clinical and inflammatory variables. In addition
to testing the main effects, the interaction between each within-subject variable and disease
category was tested. If significant differences were noted in the main effects, then pairwise
comparisons of within-subject variables were performed, and significance testing was
adjusted for multiple comparisons according to Bonferroni-correction. Results with p<0.05
were considered statistically significant. Statistical analysis was performed using SPSS for

Windows, Version 18 (Chicago, IL).

4.2 Study 2

4.2.1 Patients

Study population was the same as described in 4.1.1.

4.2.2 Testing of mediators of bone remodeling

Serum samples were collected at baseline and after 1 and 12 months of TNFi therapy
according to our laboratory protocol: following an overnight fast, morning blood was collected
in serum tubes containing a clot activator. Serum total OPG, sRANKL, DKK-1 (Biomedica
Gruppe, Wien, Austria) and sclerostin (USCN Life Science Inc, Wuhan, China) were measured
using commercial sandwich enzyme-linked immunosorbent assays (ELISA) in the Department
of Laboratory Medicine, University of Debrecen as previously described [82, 83]. The OPG
assay detects monomeric, dimeric and ligand bound OPG employing a mouse monoclonal anti-

OPG antibody (Ab) as capture Ab and a biotinylated goat polyclonal Ab for detection.
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The sRANKL assay measures soluble, uncomplexed human RANKL using a human recombinant
OPG for capture and a biotin-labeled goat polyclonal Ab for detection. The DKK-1 assay
detects total DKK-1 employing an Ab specific for human DKK-1 and a biotin-labeled anti DKK-
1 Ab for detection. The sclerostin assay measures human sclerostin employing a monoclonal
Ab specific for human sclerostin and a biotinylated polyclonal anti-human sclerostin Ab for
detection. The inter-assay coefficients of variation (CV) was <8 % for OPG (lower detection
limit: 0.14 pmol/L, upper detection limit: 30 pmol/L), <6 % for sSRANKL (lower detection limit:
0.02 pmol/L, upper detection limit: 2 pmol/L), <9% for DKK-1 (lower detection limit: 0.38
pmol/L, upper detection limit: 50 pmol/L), and <12% for sclerostin (lower detection limit:

0.007 pmol/L, upper detection limit: 0.45 pmol/L).

4.2.3 BMD measurements

BMD assessments were obtained at hands at baseline and 12 months as described in 4.1.3.

4.2.4 Statistical methods

Differences between RA and PsA in mediators of bone remodeling levels and BMD measures
were compared using Mann-Whitney U-test. Wilcoxon tests were used to compare response
of bone remodeling regulators and BMD to TNFi treatment in RA and PsA. To assess the
response to TNFi therapy, repeated measures analysis of variance (ANOVA) was performed
(within-subject factor: 0, 1, 12-month time points, between-subject factors: RA and PsA
groups, and TNFi treatment). P<0.05 was considered as statistically significant. Correlations
between clinical parameters, mediators of bone remodeling and BMD measures were analyzed
using Spearman’s Correlation. Given that hand BMD is a continuous variable, a multiple linear
regression analysis was performed with independent variables being selected based on
correlation analysis (p<0.05). Statistical analysis was performed using SPSS for Windows

version 20.0 (Armonk, NY).
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4.3 Study 3

4.3.1 Patients and study design
A total number of 64 patients (32 RA, 32 PsA) were recruited from the Rheumatoid

Arthritis and Spondyloarthropathy Clinics at the Department of Rheumatology, St. Vincent's
University Hospital. Recent-onset (symptom duration <12 months), treatment naive PsA and
RA patients with active joint inflammation, aged 18 to 80 years were enrolled consecutively.
PsA patients fulfilled the CASPAR criteria [77] and patients with RA met the 2010 ACR/EULAR
classification criteria for RA [84]. Exclusion criteria were pregnancy, diseases of bone
metabolism, previous treatment with disease-modifying anti-rheumatic drugs (DMARDSs) or
biologic agents, and treatment with anti-resorptive medications, parathyroid hormone or
strontium ranelate 6 months prior to the study. The use of calcium and Vitamin D supplements
and a stable dose of prednisolone of less than 10 mg/day were permitted during the study.
The study was approved by St. Vincent's Healthcare Group Ethics and Medical Research
Committee. All subjects were enrolled after agreeing to participate and signing informed

consent forms.

4.3.2 Demographic and clinical variables

Clinical assessments were performed at baseline and at 3 (n=60) and 12 (n=58)
months. Data collected included age, sex, menopausal and smoking status, current or
previous use of oral contraceptive, hormone replacement therapy, corticosteroids (CS),
calcium and Vitamin D supplements, and alcohol intake (units/week). Body mass index (BMI)
was calculated as the patient’s weight in kilograms divided by height in meters, squared [85]
and BMI was further divided into normal (<25 kg/cm?) and overweight/obese (>25 kg/cm?)
categories. Clinical variables included TIC, S]C, presence of dactylitis, Psoriasis Area Severity
Index (PASI) [86] and the DAS28-CRP. Patients’ self-reported parameters such as EMS,

GVAS, pain and fatigue scores, and HAQ were recorded. Laboratory assessments included a
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recording of the following parameters: antibodies against cyclic citrullinated peptides (aCCP)

and rheumatoid factor (RF) positivity, ESR and CRP.

4.3.3 Radiological scoring

X-rays of hands and feet were obtained at 0, 3 and 12 months and read by a radiologist
blinded to the patient characteristics and the objective of the study. The Sharp-van der Heijde
Modified Scoring Method for PsA was used. Erosion (ES) and joint space narrowing scores
(JSNS) were calculated and added up for the total score (mSHS) [87]. X-rays from PsA
patients were also scored for proliferation (PS) according to the Psoriatic Arthritis Ratingen

Score [88].

4.3.4 Hand DXR measurements

Digital X-ray radiogrammetry (DXR) was used to measure hand BMD on the same
digital hand X-rays scored for radiographic joint damage. The DXR-BMD technique has been
described in detail previously [69]. In short, BMD is estimated through an automated analysis
of the cortical bone at the centres of the second, third, and fourth metacarpals on a standard
projection digital radiograph as specified by the DXR device manufacturer (Sectra, Sweden).
One digital posterior-anterior X-ray image of each hand (palm flat to detector table, focus film
distance of 100 cm, focus centered on the third metacarpal bone) was obtained (Figure 3.)
All patients were acquired using standard exposure factors of 50 kVp and 3.2 mAs. To avoid
biasing dominant and non-dominant hands and to achieve better precision, the mean of both
hands was used for the analyses. Mean DXR-BMD (mg/cm?) values of both hands and changes
in DXR-BMD (mg/cm?/month) were calculated and compared between the two groups at the
3 time points. Changes in hand BMD were further analysed by stratifying PsA and RA into 3
subgroups based on previously established cut-offs by the manufacturer for the categories of
normal (BMD loss <0.25 mg/cm?/month), moderately elevated BMD loss (>0.25

mg/cm?/month) and highly elevated BMD loss (>2.5 mg/cm?/month) [73].
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Figure 3 Representative DXR images of a 41-year old male patient (#35) with PsA. BMD was estimated
through an automated analysis of the cortical bone at the centres of the 2nd, 3rd, and 4% metacarpals
on a standard projection digital radiograph, the mean of both hands was used for the analyses.
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4.3.5 Statistical analysis

Statistical analysis was performed using SPSS for Windows version 20.0 (Armonk, NY).
Baseline characteristics were described using mean (SD), median (IQR) for continuous
variables and percentage for counts. Differences between PsA and RA in response of clinical
measures to anti-rheumatic treatment were compared using Mann-Whitney U-test. The same
test was applied comparing RA and seropositive RA patients to PsA with regards to changes
in X-ray scores and DXR-BMD. Categorical variables were compared by chi-square test, and
independent sample t-test and Mann Whitney U-test were used to compare continuous
variables between patients with normal hand DXR-BMD and those with bone loss. Logistic
regression analyses were performed to identify demographic and disease related factors

associated with hand BMD loss. P<0.05 was considered as statistically significant.
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5 RESULTS

5.1 Study 1

5.1.1 Baseline findings

We recruited 62 patients (35 RA, 27 PsA). RA patients were older (p=0.022). ESR
(p=0.049) and CRP (p=0.003) were significantly higher in RA compared to PsA (Table 1).
DAS28-CRP reflected high disease activity in both groups at baseline. Clinical subtype of PsA
patients were asymmetrical oligoarthritis (n=15), symmetrical polyarthritis (n=11) and
predominant spondylitis (n=1) [89].

Serum ionised calcium was within the reference range in all subjects. Median serum
250HD was 52.6 (18.9-105.7) nmol/L; 16.4% of the patients were at-risk of deficiency (<30
nmol/L) and 54.1% had sufficient levels (=50 nmol/L) [90]. There was an inverse correlation
between 250HD and PTH (r=-0.376; p=0.003). BTMs did not correlate with any clinical
disease activity scores. PINP correlated directly with both ESR (r=0.257, p<0.049) and CRP
(r=0.284, p<0.030). Urine fDPD correlated directly with both ESR (r=0.493, p<0.001) and
CRP (r=0.621, p<0.001). None of the other markers correlated with ESR or CRP.

According to WHO criteria and based on BMD results expressed as T-scores, osteopenia
was evident in the spine in 22% and in the hip in 10%, and osteoporosis was evident in the

spine in 12% and in the hip in 2% at baseline (Table 1).
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Table 1 Descriptive statistics at baseline

Total (n=62) RA (n=35) PsA (n=27)
Demographic and clinical parameters
Age (years)*** 52+12.1 57+9.7 46+12.2
Female:Male (n) 39:23 24:11 15:12
Disease duration (years) 9.6+9.2 9.3+9.1 9.9+9.4
Rheumatoid factor (% positive) 26 (42) 26 (74) 0
Use of CS (%) 12 (19.3) 8 (22.8) 4 (14.8)
BMI (kg/cm?) 27.7£5.9 26.2+6.4 29.6+4.8
ESR (mm/h)** 25.8+23.9 34.5+25.2 15.1+17.3
CRP (mg/L) (normal<5)** 23.5+£27.6 32.1£32.9 12.7£12.6
DAS28-CRP! 5.67 (4.68-6.33) | 5.89 (4.76-6.41) | 5.44 (4.62-6.15)
Fatigue (0-10 scale) 6 (5-8) 6 (4.5-8.0) 6 (4.9-7.0)
GVAS (0-100 mm VAS) 50 (40-70) 60 (45-80) 50 (40-61)
HAQ (0-3 scale) 1.13 (0.63-1.63) | 1.38 (0.63-1.75) | 1.06 (0.59-1.50)
Pain (0-10 scale) 6.0 (3.5-8.0) 6(4.5-8.0) 5.5 (3.0-7.0)
TJC (0-28) 10 (5-16) 9 (4.5-16.0) 13 (5-19)
SJC (0-28) 11 (5.5-15.8) 12 (7.5-16) 9 (4-14)
Stiffness (min) 60 (15-120) 60 (20-120) 45 (8.8-60)
Bone turnover markers
bone ALP (ug/L)* 12.6+£5.6 10.8+3.6 14.7+6.8
PINP (pg/L) 49.2+22.9 47.1+19.0 51.8+27.2
OC {1-493} (ug/L) 12.0+£6.5 10.9+4.8 13.3+8.1
CTX-I (pg/L) 0.444+£0.26 0.444+0.23 0.445+0.29
NTX-I (nmolBCE/mmolCr) 47.5+£31.9 47.8+24.8 47.1+£39.7
fDPD (nmol/mmolCr) 8.29+4.41 9.05%+4.79 7.34+3.77
BMD measurements (g/cm?)
Hand BMD 0.350%0.05 0.335+0.06 0.360+0.05
PIP periarticular BMD 0.285+0.05 0.277+£0.05 0.294+0.04
MCP periarticular BMD 0.305+0.51 0.297+£0.05 0.316+0.04
Total hip BMD 0.954+0.14 0.936+0.14 0.974+0.13
Lumbar spine BMD 0.997+0.13 0.989+0.14 1.006+0.13

Results are presented as median (IQR), meanxSD, or percentage.

Differences between RA and PsA: *p<0.05; **p<0.01; ***p<0.001

CS, corticosteroids; BMI, body mass index; ESR, erythrocyte sedimentation rate; CRP, C-reactive
protein; tDAS28-CRP is based on a 28 joint assessment for pain or swelling using the CRP based formula
(www.das-score.nl), Fatigue scale ranges from 0= no fatigue to 10=fatigue as bad as it could be; GVAS,
visual analogue scale for global health ranges from O=worst imaginable health state to 100= best
imaginable health state; HAQ, Health Assessment Questionnaire scale ranges from 0=no difficulty to
3=unable to perform activity; Pain scale ranges from 0= no pain to 10=pain as bad as it could be; TIC,
tender joint count; SJC, swollen joint count; serum bone ALP, bone-specific alkaline phosphatase; serum
PINP, procollagen type-I N-propeptide; serum OC {1-49%}, intact osteocalcin; serum CTX-I, C-terminal
cross-linking telopeptide of type-I collagen; urine NTX-I, N-terminal cross-linking telopeptide of type-I
collagen; urine fDPD, free deoxypyridinoline crosslinks; BMD, bone mineral density; PIP, proximal
interphalangeal joints; MCP, metacarpo-phalangeal joints.
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There were no significant correlations between both hip and spine BMD and any of the
clinical measures of disease activity, or with BTMs, even when analysis was repeated with
BMD results expressed as T-scores. In contrast, hand BMD correlated significantly and
inversely with ESR (r=-0.217; p=0.036), HAQ (r=-0.295; p=0.023), bone ALP (r=-0.340;
p=0.007), PINP (r=-0.334, p=0.009), CTX-I (r=-0.332; p=0.008), NTX-I (r=-0.355;
p=0.008) and fDPD (r=-0.351, p=0.005). Hand BMD also correlated with age (r=-0.337,
p=0.007) and weight (r=0.470, p<0.001). Thereafter analysis of variables was confined to
the primary outcome measure, hand BMD.

Disease category, gender, body weight, bone ALP, PINP, CTX-I and NTX-I were
associated with hand BMD according to univariate single logistic regression analysis (p<0.05)
(Table 2). After adjustment for disease category, odds ratios for association between BTMs
and hand BMD were tested; significant associations were noted for bone ALP, PINP, CTX-I and
NTX-I (Figure 4). Multivariable logistic regression analysis identified three associations with
low hand BMD: presence of RA, lower body weight, and higher serum bone ALP (Table 2).
The final model increased association with hand BMD from chosen cut-off of 50% up to 77%.
The stepwise multiple linear regression analysis for the associations with hand BMD was

significant (r’=0.446; p<0.001) with the model also including disease category, weight and

bone ALP.
CTX-l
DPD —_—
NTX-I -
OCJ[1-49] —_—
PINP v
bone ALP —
. T

0.0 0.5 1.0

Figure 4 Forest plot of odds ratios and confidence intervals for association between bone turnover
markers and hand BMD below median that is adjusted for disease category.
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Table 2 Results of single variable and multiple logistic regression analysis for the association
between hand BMD at baseline

Single variable analysis Multiple analysis
OR (95% CI) p value OR (95% CI) p value
Age (years) 0.96 (0.91-1.01) 0.089
Disease category? 1.84 (1.09-3.12) 0.023 2.24 (0.97-5.18) 0.060
Gender® 3.66 (1.22-11.0) 0.021
Weight (kg) 1.05 (1.01-1.10) 0.016 1.06 (1.01-1.12) 0.042
ESR (mm/h) 0.98 (0.95-1.00) 0.060
CRP (mg/L) 0.99 (0.97-1.01) 0.281
DAS 0.65 (0.40-1.07) 0.089
DAS28-CRP 0.89 (0.58-1.28 0.616
Fatigue (0-10 scale) 0.96 (0.75-1.22) 0.732
GVAS (0-100 mm VAS) 0.92 (0.72-1.17) 0.492
HAQ (0-3 scale) 0.67 (0.30-1.48) 0.320
Pain (0-10 scale) 1.16 (0.92-1.45) 0.203
TJC (0-28 joints) 0.99 (0.93-1.05) 0.659
SJC (0-28 joints) 1.02 (0.95-1.09) 0.645
Stiffness (min) 1.00 (0.99-1.01) 0.500
bone ALP (pg/L) 0.87 (0.77-0.99) 0.031 0.76 (0.620-0.94) 0.010
PINP (pg/L) 0.97 (0.94-0.99) 0.021
OC {1-49%} (ug/L) 0.92 (0.83-1.02) 0.099
CTX-I (ug/L) 0.32 (0.00-0.48) 0.013
NTX-I (nmolBCE/mmolCr) 0.97 (0.95-0.99) 0.026
fDPD (nmol/mmolCr) 0.88 (0.77-1.01) 0.070

Odds ratio (OR) refers to risk for hand BMD below median.
aIf disease category is PsA; PIf gender is male

5.1.2 Clinical response to TNFi therapy

The choice of TNFi therapy was at the discretion of the treating physician with 32
etanercept, 28 adalimumab and 2 patients receiving infliximab. Sixty-six % of the patients
received combination therapy (TNFi in combination with one conventional DMARD therapy)
from baseline with MTX (n=37), leflunomide (n=2), hydroxychloroquine (n=1) and
sulfasalazine (n=1). Eight (22.8%) patients with RA and 4 (14.8%) with PsA received low
dose prednisolone at various time points during the study period. We were unable to evaluate

statistically the effect of concomitant CS use on BTMs due to small sample size. In all, 26
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(66.6%) women were postmenopausal, 19 (79.2%) with RA and 7 (46.6%) with PsA. None
of the patients used menopausal hormone therapy.

At 36 months 51 patients completed the study (4 withdrawals, 2 died, 5 other
reasons); although varying numbers had complete datasets at all the time points for analysis
by split-plot ANOVA (Tables 3-5). For all the clinical measures, highly significant
improvements were noted; disease category had a main effect on ESR only (p=0.021) with
ESR being lower in PsA than RA. There was only one interaction effect, which was between
disease category and TIC (p=0.023). The effect on both ESR and CRP was waning at 3 years

(Table 3, Figure 6).

Table 3 Response of inflammatory markers and clinical measures to TNFi therapy

n Baseline 3 months 1 year 3 years
ESR (mm/h) 46 19(8-30) 5(2-10)** 7(2-15)** 18(8-30)
CRP (mg/L) 46 12(7-29) 4(4-7)** 4(3-5)** 4(4-8)
DAS28-CRP 42 5.8(4.7-6.4) 3.4(3.0-4.3)** 2.1(1.6-3.3)** 3.2(2.4-4.0)**
Fatigue (0-10 scale) 44 6.5(4.0-8.0) 4.0(2.3-5.0)** 3.5(1.0-7.8)** 4.0(3.0)7.8)*
GVAS (0-100 mmVAS) | 45 5.0(4.0-8.0) 2.0(1.0-3.0) 1.0(1.0-3.5) 3.4(1.6-5.4)
HAQ (0-3 scale) 44 1.2(0.5-1.8) 0.8(0.1-1.3)** 0.4(0.0-0.9)** 0.5(0.1-1.1)**
Pain (0-10 scale) 45 6.0(4.3-8.0) 3.0(1.0-4.0)** 2.0(1.0-3.5)** 3.0(2.0-5.5)**
TJC (0-28 joints) 46 12(7-16) 0(0-3)** 2(0-5)** 3(1-6)**
SJC (0-28 joints) 46 11.5(8.0-15.3) 2.0(0.0-4.0)** 0.0(0.0-3.0)** 0.0(0.0-1.0)**
Stiffness (min) 45 60(18-90) 0(0-20)** 0(0-15)** 7(0-18)**

Results are given as median (IQR).

Repeated measures differences noted for all variables at p<0.001; differences compared with
baseline:*p<0.01; **p<0.001; post hoc significance tests are adjusted for multiple comparisons.
Differences between RA and PsA noted for ESR (p=0.021) only.

5.1.3 Response of bone turnover markers to TNFi therapy
For BTMs, significant changes were noted for bone ALP (p<0.001) and to a lesser
extent for both PINP (p=0.040) and OC{1-49%} (p=0.039); disease category only had an effect

on bone ALP (p=0.015) with bone ALP being higher in PsA than RA at all time points; and the
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only interaction was between disease category and CTX-I, whereby CTX-I drifted downwards

in RA but increased in PsA (p=0.037) (Table 4, Figure 6).

Table 4 Response of bone turnover markers to TNFi therapy

n Baseline 1 month 1 year 3 years
bone ALP (ug/L) 48 12.4+5.9 13.1+6.5 15.9+£7.7** 21.2+£11.1**
PINP (pg/L) 48 48.4+23.7 52.4+28.0 55.7+34.2 53.9+23.5
0C{1-49%} (ug/L) 48 12.2+7.1 12.6+6.3 14.8+10.6 12.3+£5.5
CTX-I (ug/L) 48 0.443+0.263 | 0.422%0.242 0.425+0.281 0.471+0.285
NTX-I (nmolBCE/mmolCr) 48 46.9+35.0 43.6+26.4 47.6+30.9 45,7+28.2
fDPD (nmol/mmolCr) 48 8.17+4.37 7.70+3.99 7.63+3.91 7.99+4.44
PINP/CTX-I ratio pg/ug) 48 127447 139455 147+57 131+55

Results are given as mean=SD.

Repeated measures differences noted for bone ALP (p<0.001), PINP (p=0.04), and for OC{1-49}
(p=0.039). Differences compared with baseline:*p<0.01; **p<0.001; post hoc significance tests are
adjusted for multiple comparisons.

Differences between RA and PsA noted for bone ALP as a main effect (p=0.015) that was significant at
all time points on post-hoc testing.

There were significant correlations between change in urine fDPD and both change in
ESR (r=0.721, p<0.001) and change in CRP (r=0.748, p<0.001); but no similar changes were
noted with the other BTMs. We introduced an index that combined a formation and a
resorption marker. In order to choose the best combination, we explored the correlation
between changes in markers over the 3 years; the highest correlation was between PINP and
CTX-I(r=0.383; p=0.006). The index was expressed as a ratio (pg/ug) identical to a recently
reported index [91]. There was no significant change in the index with anti-TNF-a therapy,
but there was a definite trend towards positive remodeling balance that ameliorated at the

time of the final measurement (Table 4).
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5.1.4 Changes in hand, hip and spine BMD in response to TNFi
Periarticular and axial BMD measures prior to and 3, 12 and 36 months following TNFi

treatment are shown in Table 5 and Figure 5.

Table 5 Response of bone mineral density (g/cm?) to TNFi therapy

n Baseline 1 year 3 years
Hand BMD 45 0.356+0.045 0.357+0.046 0.360+0.056
PIP periarticular BMD 45 0.287+0.047 0.296+0.048** 0.305%0.056**
MCP periarticular BMD 45 0.305+0.042 0.299+0.043* 0.300+0.043
Hip BMD 44 0.949+0.132 0.952+0.146 0.935+0.139%
Lumbar spine BMD 45 0.949+0.131 0.952+0.146 0.936+0.139

Results are given as mean=SD.

Repeated measures differences noted for periarticular PIP (p=0.002), periarticular MCP (p=0.016), and
total hip (p=0.014). Differences compared with baseline: *p<0.05,**p<0.01.

Post hoc significance tests are adjusted for multiple comparisons.

No differences were noted between RA and PsA.

Hand BMD showed a steady, but not significant increase in both diseases over 3 years.
When comparing the two diseases, hand BMD was higher in PsA at baseline (p=0.025) and
at 3 months (p=0.069), and remained higher at all time points. For BMD, the within-subject
effects were seen for PIP BMD that increased (p=0.002) and for MCP BMD that declined
(p=0.016) (Table 5, Figure 6). No effect of disease category was noted; there was an
interaction between disease category and MCP BMD (p<0.001) with MCP BMD declining at
end of first year for RA (p=0.073) whereas PsA shows a steady decline between baseline

and third year (p=0.086) (Figure 6).
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Figure 5 Comparison of hand, hip and spine BMD measures in response to TNFi in RA (black markers)
to PsA (white markers) patients at 0, 12 and 36 months.

For axial BMD, the within-subject effects were seen for hip BMD that declined
(p=0.014) (Table 5). Hip BMD decreased in both diseases over the study period and was
significantly lower in RA at 3 years compared to baseline (p=0.044) and to 1 year (p=0.045).
Spine BMD also declined in RA and was lower at both 1 and 3 years of TNFi treatment
compared to baseline (p=0.044 and p=0.032, respectively), whilst it remained stable in PsA.
Hip and spine BMD measures were higher in PsA compared to RA over the study period,

however differences were not significant.
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Figure 6 Response of selected variables to TNFi therapy showing significant effects of treatment for all
except MCP BMD that demonstrates an interaction effect. Repeated measures differences noted for
DAS28-CRP (p<0.001, n=42), HAQ (p<0.001, n=44), bone ALP (p<0.001, n=48), PINP (p=0.04,
n=48), periarticular PIP (p=0.002, n=45) and periarticular MCP (p=0.016, n=45).

RA is represented by circle symbols and unbroken lines. PsA is represented by square symbols and
broken lines.
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5.2 Study 2

5.2.1 Descriptive statistics at baseline
Demographic and disease-specific characteristics of the whole group, RA and PsA
patients are summarized in Table 1. Serum levels of mediators of bone remodeling prior to

TNFi treatment are shown in Table 6.

Table 6 Serum levels of mediators of bone remodeling (pmol/L) in the whole group, RA and
PsA patients at baseline

Total (n=62) RA (n=35) PsA (n=27)
OPG 5.68+2.31 6.01+2.18 5.31+2.43
SRANK 0.18+0.29 0.2+0.37 0.15+0.18
DKK-1 59.41+35.24 60.53+33.79 58.2+37.41
Sclerostin 160.73+147 177.10+£185 142.95+90.6

Results are presented as mean=+SD.
OPG, osteoprotegerin; sRANKL, soluble receptor activator of nuclear factor-kappa B ligand; DKK-1,
Dickkopf-1.

5.2.2 Changes in mediators of bone remodeling in response to TNFi

We did not find significant differences in serum levels of mediators of bone remodeling
in the entire group between any time points. OPG/RANKL ratio reflecting remodeling balance
were also similar (Table 7). Interestingly, repeated measures analysis of variance revealed
that TNFi treatment had significant effect on changes in OPG levels between 1-12 months and
that is dependent on the diagnosis (test of within subject contrasts p=0.04) with OPG being
higher in RA than PsA.

In RA, OPG levels were higher at 1 year compared to 1 month (p=0.03), whilst there
was no significant difference in OPG observed in PsA during the study. Serum RANKL, DKK-1
and sclerostin levels did not change significantly in either RA or PsA over the treatment period.

When comparing the two diseases, OPG levels were higher in RA compared to PsA during the
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entire period of treatment with a significant difference at 1 year (p=0.01). No significant

difference in RANKL, DKK-1 and sclerostin levels was observed between RA and PsA at any

time point, though DKK-1 levels were lower in PsA at 12 months approaching significance

(p=0.089) (Figure 7). OPG/RANKL ratios and their change were similar in RA and PsA during

the study.

Table 7 Response of mediators of bone remodeling to TNFi therapy.

n Baseline 1 month 12 months
OPG (pmol/L) 52 5.68+2.31 5.55+2.08 5.54+2.06
sRANKL (pmol/L) 52 0.18+0.29 0.2+0.36 0.17+0.29
DKK-1 (pmol/L) 52 59.41+35.24 67.19+32.28 66.34+39.5
Sclerostin (pmol/L) 52 160.73+£147 162+153 154.5+129.5
OPG/RANKL ratio 39 72.86+102.3 88.12+165 103.77+£174.8

Results are given as mean+SD.

Between subject effect p=0.158; within subject effect for OPG p=0.824, and for diagnosis p=0.065.
On post-hoc testing between 1-12 months: between subject effect p=0.107; within subject effect for
OPG p=0.756, and for diagnosis p=0.04.
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Figure 7 Serum levels of bone remodeling mediators in RA (dark bars) compared to PsA patients (light
bars) at 0 (RA n=35, PsA n=27), 1 and 12 months (RA n=28, PsA n=24) in response to TNFi. Results
are presented as mean, error bars: 95% CI for mean.

5.2.3 Correlations between mediators of bone remodeling and disease activity
Correlations between mediators of bone remodeling and disease activity measures in
the entire group are shown in Table 8. OPG levels correlated with ESR and CRP at both prior
to and after TNFi treatment. DKK-1 associated with SJC and DAS28-CRP at 1 year.
OPG/RANKL ratio also correlated with CRP and DAS28-CRP at 1 year. No correlations were
found between RANKL and markers of disease activity. High serum sclerostin levels were

associated with low DKK-1 levels (r=-0.453 p= 0.001) at 12 months.

33



OPG levels were correlated with ESR (r=0.42, p=0.04) and CRP levels (r=0.46,
p=0.02) at baseline in PsA, whilst OPG levels were associated with ESR (r=0.43, p=0.04) and
CRP (r=0.46, p=0.03) at 1 year in RA. High serum sclerostin levels were associated with low

DKK-1 levels in PsA (r=-0.605 p= 0.04) after 12 months of TNFi therapy (data not shown).

Table 8 Correlations between mediators of bone remodeling and disease activity measures

in the entire group

Mediators of bone remodeling months Clinical variables rho p
ESR 0.348 0.012
0 CRP 0.378 0.006
OPG DAS28-CRP 0.312 0.026
12 ESR 0.368 0.008
CRP 0.297 0.033
12 SicC 0.361 0.017

DKK-1

DAS28-CRP 0.340 0.034
OPG/RANKL 12 CRP 0.412 0.015

Spearman’s rank correlations. OPG, osteoprotegerin; sRANKL, soluble receptor activator of nuclear
factor-kappa B ligand; DKK-1, Dickkopf-1; ESR, erythrocyte sedimentation rate; CRP, C-reactive
protein; DAS28-CRP is based on a 28-joint assessment for pain or swelling using the CRP based formula
www.das-score.nl; SJC, swollen joint count.

5.2.4 Associations between mediators of bone remodeling and hand BMD
Correlations between hand BMD, disease activity measures and bone remodeling
mediators are shown in Table 9. ESR associated with hand BMD at both prior to and after
treatment, and inverse associations were noted for OPG at 1 and 12 months. Decrease of
DKK-1 level from 1-12 month was strongly associated with improvement of hand BMD in PsA.
In order to identify predictors of periarticular bone gain following TNFi treatment, multiple
linear regression analyses (backward method) were performed including variables
demonstrating significant association with rank correlations (ESR, OPG and DKK-1).
Regression analyses revealed that lower OPG level at baseline was independent predictor of

hand bone gain at 12 months in the entire group (B=-0.44, p=0.008) and in RA (B=-0.4,
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p=0.037), approaching significance in PsA (B=-0.46, p=0.055). Higher DKK-1 prior to

treatment associated with lower hand BMD at 1 year in RA (B=-0.4, p=0.047).

Table 9 Correlations between disease activity markers, mediators of bone remodeling, and

their change with hand BMD measures in the entire group, RA and PsA

hand BMD

month month group rho P

0 0 entire group -0.348 0.006
ESR 12 12 entire group -0.395 0.028

12 12 PsA -0.608 0.021

1 12 RA -0.647 0.004
OPG

12 12 RA -0.566 0.018
DKK-1 1-12 0-12 PsA 0.640 0.046

Spearman’s rank correlations. OPG, osteoprotegerin; sRANKL, soluble receptor activator of nuclear

factor-kappa B ligand; DKK-1, Dickkopf-1

It has been suggested that OPG/RANKL ratio reflects bone remodeling activity and associates

with radiographic damage in inflammatory arthritis [21]. We compared disease activity and

BMD measures between patients with high OPG/RANKL ratio (n=11) to those with low ratio

(n=29) prior to and after TNFi treatment using the mean values of OPG/RANKL at 0 and 12

months as a cut-off. At baseline, patients with high OPG/RANKL were older and had longer

disease duration, but we did not find any significant difference in gender, disease category,

inflammatory markers or BMD between the two groups at 12 months (data not shown).
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5.3 Study 3

5.3.1 Demographic and clinical characteristics of early PsA and RA patients

Demographic and disease-specific characteristics of the whole group, PsA and RA
patients are summarized and compared in Table 10. We recruited 62 patients, 32 with PsA
and 32 with RA. All patients were Caucasian with the exception of 1 patient, who was of mixed
race (Irish/Indian). The mean age was 44 years; patients with PsA were younger than RA.
Clinical subtype of PsA patients were symmetrical polyarthritis (n=17) and asymmetrical
oligoarthritis (n=15), 2 patients had axial involvement, but none of the patients had
predominant spondylitis. There were 21 ever-smoker patients in both groups, weekly alcohol
intake was higher in the PsA group (p=0.05). Twenty-six and 25 RA patients were anti-CCP
and RF positive, respectively. DAS28-CRP reflected high disease activity in both groups at
baseline. ESR, CRP, TJC, SJC and DAS28-CRP were significantly higher in RA compared to PsA
(p=0.0009; 0.006; <0.0001; 0.0001; 0.0001, respectively). The mean BMI was 28 kg/cm?2in
both groups. Ten patients with PsA had acute dactylitis at their baseline visit. The majority of
PsA patients had mild or moderately severe psoriasis with median PASI 3.35. There were no
significant differences between the two groups in patients’ self-reported clinical parameters
such as EMS, pain, global health, fatigue or HAQ scores (Table 10).

With regards to anti-rheumatic therapy, 61 patients (29 PsA; 32 RA) were commenced
on a DMARD therapy at baseline, the majority (29 PsA; 30 RA) starting methotrexate. Three
PsA patients with fertility concerns at the time of the recruitment were commenced on TNFi
monotherapy. At the time of the recruitment all female patients were asked to stop TNFi
therapy after a positive pregnancy test. In each group, 4 (12.5%) patients were started on
a TNFi in combination with MTX. There were no patients taking anti-resorptive medications,
11 patients were on oral CSs (6 PsA; 5 RA) less than 10 mg prednisolone per day. At 12

months 55 patients were on a DMARD (25 PsA; 30 RA), 2 patients remained on TNFi
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monotherapy, 20 (10 PsA; 10 RA) received a TNFi in combination with MTX, and none of the

patients took oral prednisolone.

Table 10. Descriptive statistics at baseline

| Total (n=64) | PsA(n=32) | RA(n=32)
Demographic parameters
Age (years) 43.58+13.25 39.56+11.14 * 47.59+14.13
Female/Male (n) 37/27 15/17 22/10
Menopausal (n) 5 2 3
Post-menopausal (n) 17 6 11
Ever taken OCP of the female patients (n) 26 11 15
Ever taken HRT of the female patients (n) 2 2 0
Currently taken CS (n) 11 6 5
Currently taken calcium/vit D suppl. (n) 2 2 0
Ever smoker (n) 42 21 21
Alcohol intake (units/week) 7.14£7.39 8.65+7.6 5.62+6.97
Clinical parameters-physician’s assessment
aCCP {+3} (n) (normal 0-6.9) 26 0 26
RF {+3} (n) (normal 0-25) 25 0 25
ESR (mm/h) 19.4+16.8 12+8.1 ** 26.7+20
CRP (mg/L) (normal <5) 14.4+19.8 6.6+8.3 ** 22.2+24.6
DAS28-CRP 4.2 (1.66-6.88) | 3.7 (2.1-5.8) ** | 4.9 (1.7-6.9)
TIC (0-28 joints) 6 (0-23) 4 (0-20) *** 8.5 (0-23)
SJC (0-28 joints) 2 (0-12) 1(0-5) ** 3.5 (0-12)
Dactylitis n (%) - 10 (31) -
BMI (kg/cm?) 28.1+6.27 27.97+6.32 28.24+6.32
PASI - 3.35 (0-27.7) -
Clinical parameters-self reported
EMS (min) 35 (0-300) 30 (0-300) 60 (0-240)
Pain (0-10 scale) 6.5 (1-10) 6.5 (1-10) 6.5 (1-10)
GVAS (0-100 mm VAS) 54 (3-100) 51.5 (3-100) 57 (3-100)
Fatigue (0-10 scale) 6 (1-10) 5.5 (1-10) 6 (1-10)
HAQ (0-3 scale) 0.75 (0-2.375) 0.625 (0-2) 0.875 (0-2.375)

Results are presented as mean+SD, median (IQR) or percentage. Differences between psoriatic arthritis
(PsA) and rheumatoid arthritis (RA): *p<0.05; **p<0.01; ***p<0.001

Alcohol intake (unit/week; the standard value of a unit of alcohol in Ireland is 10 grams); OCP, oral
contraceptive; HRT, hormone replacement therapy; CS, corticosteroids; aCCP, antibodies against cyclic
citrullinated peptides; RF, rheumatiod facor; ESR, erythrocyte sedimentation rate; CRP, C-reactive
protein; DAS28-CRP is based on a 28 joint assessment for pain or swelling using the CRP based formula
(www.das-score.nl), TJC, tender joint count; SJC, swollen joint count; BMI, body mass index; PASI,
Psoriasis Area and Severity Index; EMS, early morning stiffness; Pain scale ranges from 0= no pain to
10=pain as bad as it could be; GVAS, visual analogue scale for global health ranges from O=worst
imaginable health state to 100= best imaginable health state; Fatigue scale ranges from 0= no fatigue
to 10=fatigue as bad as it could be; HAQ, Health Assessment Questionnaire scale ranges from 0=no
difficulty to 3=unable to perform activity.
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5.3.2 Response of clinical measures to DMARD treatment

60 patients (28 PsA and 32 RA) attended their 3 months visit and 58 patients
completed the study (28 PsA and 30 RA). Six patients failed to complete the study due to
work commitments. Significant improvements in disease activity scores were noted
throughout the study in both groups. ESR, CRP and DAS28-CRP were significantly lower in
PsA than in RA at 3 months (p=0.034; 0.021; 0.005, respectively) with DAS28-CRP remaining
lower at 12 months (p= 0.025). According to the EULAR response criteria [78] 68% of the
patients (19 PsA; 22 RA) were responders at 3 months and 81% (23 PsA; 24 RA) were

responders at 12 months.

5.3.3 Change in hand DXR-BMD

Despite intervention of appropriate antirheumatic drug therapy, mean hand DXR-BMD
was lower in both diseases at 3 months compared to baseline. Mean DXR-BMD increased from
3 to 12 months in PsA. In contrast DXR-BMD decreased further in RA and was lower at 1 year
compared to baseline (p=0.043) and to 3 months (p=0.018) (Figure 8). Hand BMD as
measured by DXR was higher in PsA than in RA throughout the study. Patients started on a
TNFi in combination with a DMARD had higher hand DXR-BMD at 3 and 12 months comparing
with those who started on a DMARD monotherapy (p=0.015 and p=0.021, respectively).

There was no significant bone loss in the PsA group throughout the study. In contrast
mean ADXR-BMD from 0-3, 3-12 and 0-12 months showed elevated bone loss in RA. Highly
elevated bone loss at 1 year was present only in the RA cohort (n=2). Changes in hand DXR-
BMD from baseline to 12 and from 3 to 12 months in PsA were significantly different compared

to RA patients reflecting cortical bone gain in PsA and bone loss in RA (Table 11).
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Figure 8 Changes in hand DXR-BMD (mg/cm?) in PsA and RA over 12 months.

Table 11. Changes in DXR-BMD (mg/cm?/month) in PsA compared to RA patients

PsA RA p
0-3 months -0.1 -0.58 0.183
ADXR-BMD 3-12 months 0.16 -0.62 0.001
0-12 months 0.08 -0.6 0.001

Data presented as mean. Mann-Whitney test.
PsA, psoriatic arthritis; RA, Rheumatoid arthritis; DXR-BMD, Digital X-ray radiogrammetry-Bone mineral

density.
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5.3.4 Radiographic progression

There was no significant change in mean ES, JSNS, mSHS and PS in either group over
1 year. Erosions were present in 22% of PsA and 41% of RA patients at baseline; 25% and
40% at 12 months, respectively. ES was lower in PsA compared to RA. Mean mSHS scores
were 1.1£3.2; 1.3+3.6 and 1.4£3.7 in PsA, and 1.9+£4.3; 2+4.3 and 1.4+3.1 inRA at 0, 3
and 12 months. Baseline mSHS did not correlate with mean DXR-BMD scores at any time
points, whilst there were significant inverse correlations between mSHS prior to treatment
and changes in DXR-BMD from 3-12 months in both groups (PsA r=-0.45, p=0.024; RA r=-

0.37, p=0.047).

5.3.5 Comparison of patients with bone loss to those with normal hand DXR-BMD
We compared disease characteristics at baseline between patients with normal hand
DXR-BMD and those with bone loss (Table 12). Patients with bone loss at 3 months consumed
significantly higher levels of alcohol and bone loss was associated with elevated BMI.
Hand bone loss at 12 months significantly associated with diagnosis of RA. No significant
differences were found between the groups in terms of gender, smoking history, presence of
erosions prior to treatment, use of CSs and treatment with a DMARD in combination with a
TNFi. Patients with hand bone loss over 12 months were older, presented with lower PASI
scores, had significantly higher aCCP and RF levels, TIC, SJC and DAS28-CRP at baseline

compared to those with normal BMD (Table 12).
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Table 12 Comparison of baseline clinical parameters for patients with normal hand DXR-BMD
to those with bone loss

Delta DXR-BMD 0-3 months

Delta DXR-BMD 0-12 months

BMD normal BMD loss BMD normal BMD loss

n=23 n=31 p value n=33 n=18 p value

Number of patients Number of patients
PsA/RA 10/13 15/16 0.721 22/11 2/16 <0.001
Male/Female 7/16 15/16 0.184 12/21 9/9 0.344
Smoker ever 16 19 0.529 23 10 0.313
Use of steroids 9 10 0.601 11 6 1.000
DMARD and TNFi 5 4 0.472 8 1 0.134
Erosion 11 0.957 10 8 0.313
BMI >25 kg/cm? 11 24 0.024 20 12 0.669

Mean%SD MeanxSD

Age (years) 41,7+15.3 45,7+11.2 0.272 39.7+11.3 49.6+13.4 0.007
Alcohol (U/week) 4.4+4.2 8.9+8.7 0.015 6.1+6.1 8.9+9.6 0.271
aCCP (U/ml) 108.8+134.6 219.8+155.3 0.531 65.7+116.7 204.9+151 0.008
RF (IU/ml) 99.13+117.1 109.61+210 0.476 55.8+93.1 198.6+252 0.001
ESR (mm/h) 18+15.6 23.1+18.5 0.207 19+16.5 23.6+18.8 0.364
CRP (mg/L) 11.8+14.4 18.9+24.3 0.255 11.8+13.5 21.1+7 0.548
DAS28 CRP 4+1.2 4.3+1.15 0.424 3.8+1.1 4.7+1.1 0.007
TJC (0-28) 6.5+5.4 7.2+5.8 0.550 5.1+4.7 10.3+6.1 <0.001
TJC (0-68) 10.83+7.1 12.16+8 0.483 9.8+6.9 14.8+8.2 0.018
SJC (0-28) 1.9+2.1 2.9+3 0.259 1.6+1.8 4.24+3.2 0.002
SJC (0-68) 2.7+£2.2 3.7+£2.9 0.289 2.6+£2.2 4,5+3.2 0.037
PASI 1.7+£2.9 3.5+7.2 0.592 3.3+5.4 1.8+6.7 0.009
mSHS 1.4+3.7 1.7+4.1 0.563 1.1+£3.13 1.5+2.8 0.205
EMS (min) 79.9+88.85 59.2+66.8 0.359 66.1+79.1 70.3+75.2 0.827
Pain (0-10) 7.54+9.2 5.9+2.2 0.923 6.9+7.8 5.7+2.2 0.827
GVAS (0-100) 54.8+28.55 49.6+23.5 0.466 51.44+26.2 50.4+26.7 0.894
fatigue 5.4+£2.7 5.2+£2.2 0.757 5.3+£2.5 5.1£2.4 0.704
HAQ 0.6+0.4 0.8+0.6 0.214 0.6+0.5 0.7£0.5 0.757

Chi-square test for qualitative variables. Independent sample t test and Mann Whitney test for
quantitative variables; results are presented as mean+SD.
Normal hand DXR-BMD: delta DXR-BMD <-0.25 mg/cm?/month; bone loss: delta DXR-BMD >-0.25
mg/cm?/month. DXR-BMD, Digital X-ray radiogrammetry-Bone mineral density; PsA, psoriatic arthritis;
RA, Rheumatoid arthritis; DMARDs, disease-modifying anti-rheumatic drugs; TNFi, TNF-a inhibitor; BMI,
body mass index; Alcohol intake (unit/week; the standard value of a unit of alcohol in Ireland is 10
grams); aCCP, antibodies against cyclic citrullinated peptides; RF, rheumatoid facor; ESR, erythrocyte
sedimentation rate; CRP, C-reactive protein; DAS28-CRP is based on a 28 joint assessment for pain or
swelling using the CRP based formula (www.das-score.nl), TJC, tender joint count; SJC, swollen joint
count; PASI, Psoriasis Area and Severity Index; mSHS, total Modified Sharp-van der Heijde Score; EMS,
early morning stiffness; Pain scale ranges from 0= no pain to 10=pain as bad as it could be; GVAS,
visual analogue scale for global health ranges from O=worst imaginable health state to 100= best
imaginable health state; Fatigue scale ranges from 0= no fatigue to 10=fatigue as bad as it could be;
HAQ, Health Assessment Questionnaire scale ranges from 0=no difficulty to 3=unable to perform

activity.
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5.3.6 Logistic regression analyses

To identify independent predictors of hand bone loss multivariate forward stepwise

logistic regression analysis was performed. We included variables demonstrating significant

association with bone loss at 3 or 12 months with univariate analyses. BMI >25 kg/cm?,

RA/PsA, age, alcohol, aCCP, RF and SJC28 were entered into the model. Logistic regression

analyses revealed that elevated BMI (OR=3.59, p=0.041) and heavier alcohol intake

(OR=1.13, p=0.035) were associated with early hand bone loss. Patients with RA (OR=57.48,

p=0.008), heavier alcohol intake (OR=1.27, p=0.012 and higher SJC28 (OR=1.5, p=0.036)

at baseline had significantly increased risk for hand bone loss over 12 months (Table 13).

Table 13. Demographic and disease related factors associated with BMD loss at 3 and 12
months derived by logistic regression analyses

Change in DXR BMD 0-3 months

Change in DXR BMD 0-12 months

Variable Exp(B) 959% CI for EXP(B) P Exp(B) 959 CI for EXP(B) P
RA/PsA 57.477 2.840-1163.21 0.008
BMI >25 kg/cm? 3.593 1.053-12.26 0.041

alcohol 1.130 1.009-1.265 0.035 1.274 1.055-1.538 0.012
S]C28 (baseline) 1.496 1.027-2.180 0.036

DXR-BMD, Digital X-ray radiogrammetry-Bone mineral density; RA, Rheumatoid arthritis; PsA, psoriatic
arthritis; BMI, body mass index; Alcohol intake (unit/week); SJIC, swollen joint count.
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6 DISCUSSION

RA and PsA are chronic inflammatory diseases characterized by progressive
destruction of the joints [1, 3]. Despite RA and PsA share similar pathophysiological concepts,
there are considerable differences in the anatomical localization of inflammatory lesions and
in periarticular bone changes. While RA is considered the prototype of a destructive arthritis
with only few signs of repair, PsA combines features of bone erosions and new bone formation
[11]. Inflammatory arthritides have been associated with both localized bone loss and
generalized osteoporosis mediated by an imbalance in bone remodeling in favor of bone
resorption. Local joint destruction has been investigated in depth in RA, but despite
periarticular osteoporosis also being a recognized clinical feature in PsA, only few studies on
systemic bone loss and bone turnover have been published in PsA patients [92-94].

In addition to traditional risk factors, inflammation is the key trigger of bone loss in
arthritis [7, 11]. The RANK-RANKL-OPG system is the main driver of bone destruction, whilst
in bone formation the Wnt-B-catenin axis and its inhibitors, DKK-1 and sclerostin are the most
relevant [6, 13, 14, 24]. TNF-a is cytokine which plays a central role in synovial inflammation
and bone resorption being involved in the production of RANKL, and by inducing DKK-1 and
sclerostin expression [25-27, 95-97]. Anti-TNF-a agents are very effective in reduction of
inflammation but there are only few studies investigating their role in preventing periarticular
bone loss and generalised osteoporosis. It is also not fully elucidated whether conventional
DMARDs have structure-sparing effects on bone and cartilage damage [59].

Besides clinical and structural effects on bone, TNFi agents may also influence bone
turnover and the production of bone biomarkers. While the effect of TNFi therapy on bone
remodeling markers in RA has been a subject of a small number of papers, it is inadequately
studied in PsA, and has not been compared between RA and PsA in a prospective study design.

Although findings of previous investigations are somewhat inconsistent, in most studies,
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changes in bone biomarkers after TNFi therapy were associated with favourable effects on
local and central BMD.

There is a growing interest in bone and cartilage biomarkers that could be used
predicting and assessing changes in structural damage in inflammatory arthritis [45]. To date,
no single biomarker has so far emerged as a reliable predictor of joint damage [98].
Identifying bone biomarkers that could be used predicting response to treatment would be
also of interest, and would support more informed clinical decisions on the most appropriate

treatment regimens for individual patients.

In this work, we investigated the impact of anti-TNF-a therapy along with conventional
DMARDs on bone remodeling in RA and PsA patients. In Study 1 we evaluated early and long-
term effects of TNFi treatment on bone turnover markers along with changes in hand and
central BMD in a cohort of RA and PsA patients with established disease. In Study 2, using
the same cohort of patients, we were focusing on the effect of TNFi treatment on mediators
of bone remodeling. In Study 3 we assessed the impact of DMARD treatments on periarticular
BMD of the hands in patients with early RA and PsA and investigated whether any disease

characteristics at baseline predict hand bone loss as measured by DXR.

6.1 Evaluation of early and long-term effect of TNFi treatment on bone turnover

markers and BMD in RA and PsA

At baseline, we identified associations between low hand BMD and the following
variables: diagnosis of RA, lower body weight, higher serum bone ALP, higher PINP, higher
CTX-I and higher NTX-I. We found that baseline ESR, HAQ and BTMs correlated with hand
BMD but not with hip or lumbar spine BMD. Thus, analysis at baseline suggested that joint
inflammation is associated with remodeling activity and lower hand BMD. After three years

of TNFi therapy, periarticular BMD increased significantly around PIP joints but declined
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around MCP joints; hip BMD declined and spine BMD was unchanged. Bone ALP increased
steadily over the 3 years and was consistently higher in PsA compared to RA; PINP and OC{1-
49% increased to a lesser degree. Resorption markers were unchanged; but, change in urine
fDPD was the only BTM to correlate with change in ESR. This suggests that anti-TNF-a therapy
results in an increase in bone formation without a change in bone resorption; this would give
a more favorable remodeling balance in periarticular bone.

We observed an inverse relationship between BTMs and hand BMD at baseline on
logistic regression analysis suggesting that active joint inflammation alters periarticular bone
remodeling with resultant bone loss due to negative remodeling balance. Following TNFi
therapy, the steady increase in PIP BMD was contemporaneous with a steady increase in bone
ALP and to a lesser extent in the two other formation markers, PINP and OC{1-49%}, implying
a shift towards positive remodeling balance as a mechanism for periarticular bone gain. Bone
ALP, being consistently higher in PsA compared to RA reflects the known effect of PsA on bone
formation, but the absence of an interaction effect between disease category and bone
formation markers, as demonstrated by the split-plot ANOVA, suggests that the bone
formation response occurs regardless of whether a patient has PsA or RA.

Regarding BTMs in general, median levels at baseline of all markers except fDPD were
below median levels in healthy Irish adults; and following intervention median values for bone
ALP but not PINP or OC {1-49} were above median levels in healthy Irish adults [79]. In our
study cohort, both ESR and CRP correlated strongly with fDPD levels at baseline indicating
that fDPD is most likely an indicator of joint inflammation. Our results are in agreement with
previous observations [41, 99]. Whereas, there were no correlations between both ESR and
CRP with the two other resorption markers, CTX-I and NTX-I. In addition there were significant
but weaker correlations between ESR and CRP with serum PINP, which is a collagen-based
formation marker, but not with the non-collagen based formation markers, namely serum

0C{1-49} and bone ALP.
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Over 3 years of TNFi therapy, we demonstrated close correlations between changes in
both ESR and CRP with change in urine fDPD; but no correlation with change in the other
BTMs. Similar associations between ESR and fDPD levels have been reported in patients with
active RA treated with Infliximab [47]. This indicates that urine fDPD is more likely a marker
of joint inflammation than a marker of periarticular bone remodeling activity. Our data
suggests that the effect of TNFi on bone is principally on suppressing disease activity, which
in turn alters bone remodeling activity at sites of joint inflammation.

From studies of bone histomorphometry using in-vivo tetracycline, it is known that
bone remodeling entails cycles of resorption coupled to formation [100]. RA is considered as
a purely erosive disease with little sign of repair of bone erosions, whilst PsA shows a mixed
pattern of destruction and remodeling [11, 101, 102]. Bone remodeling is regulated by local
and systemic factors that drive osteoblast and osteoclast differentiation and function [101].
Recent studies in RA have provided insights into the mechanism involved in the uncoupling of
bone resorption and formation in this form of inflammatory arthritis [25].

Recent data suggest that periarticular bone formation is actively suppressed by
inflammation; thus, blockade of TNF-a is highly effective in retarding structural damage in RA
[11]. It has been proposed that continued suppression of inflammation via anti-TNF-a agents
may accelerate new bone formation in PsA [103]. Harrison et al. noted in RA, but not in PsA,
that periarticular bone loss was strongly related to measures of joint inflammation [65]. We
demonstrated that periarticular BMD around PIP joints improved in both diseases following
36 months of anti-TNF-a treatment, but not around MCP joints. This latter observation was
rather unexpected. To our knowledge this is the first study comparing periarticular BMD
changes assessed in MCP and PIP joints in both RA and PsA as measured by DXA following
anti-TNF-a treatment. Finzel et al. have shown limited repair in bone erosions of the MCP
joints in RA patients treated with TNFi as measured by high-resolution uCT [104]. We did not
find any marked differences in central BMDs between the two diseases. After three years of

TNFi therapy hip BMD decreased and spine BMD remained stable. Anti-TNF-a treatment of
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mice transgenic for the human TNF-a gene leads to significant improvement in local bone
resorption, but does not prevent generalised bone loss [20].

This study has some limitations. The study cohort consisted of patients with active
disease, indeed two third of the patients received an TNFi agent in combination with a DMARD
medication from baseline. Thus, we cannot fully confirm that the findings obtained truly
related to the effect of TNFi treatment. Yet data provided in this study appear to support this
likely possibility. Our study was powered to detect a difference in hand BMD for a sample size
of 60, but only 45 subjects had repeated hand measures of BMD at the 3 time points. A larger
sample size would have needed to validate our findings. Future more robust, prospective
studies might focus on RA and PsA patients with both early and established disease comparing
axial, hand and periarticular BMDs as these results may have implications for prevention and

treatment strategies of osteoporosis in inflammatory arthritis.

6.2 Assessment of serum bone remodeling mediators in RA and PsA patients prior

to and following TNFi therapy

Many factors have been identified that increase the ratio of RANKL to OPG expression,
that tilting the balance in favour of bone resorption, but TNF-a has emerged as a dominant
regulator. TNF-a directly stimulates RANKL production by stromal cells, T and B lymphocytes,
and endothelial cells, or indirectly enhances RANKL expression by upregulation of
prostaglandins, IL-1 and IL17 [105]. TNF-a inhibits new bone formation by inducing the
expression of Wnt antagonist DKK-1 and sclerostin [95, 96]. The effect of TNFi treatment on
bone remodeling in inflammatory arthritis has been a subject of several papers, however
results are not always consistent.

We evaluated early (1 month) and more sustained (1 year) effects of TNFi on serum

mediators of bone remodeling in RA and PsA patients. Despite TNF-a is involved in the
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production of RANKL along with anti-anabolic DKK-1 and sclerostin, we did not observe any
early or long-term effect of TNFi treatment on the serum levels of these mediators. In
contrast, TNFi showed an effect on OPG levels from 1-12 months in RA with OPG levels
increased significantly. This observation further supports our findings in Study 1, suggesting
that TNFi therapy results in increase in bone formation without a change in bone resorption;
therefore, it has positive effect on bone remodeling in periarticular bone. In agreement with
our finding, serum OPG levels increased after 6 months of TNFi treatment in a cohort of RA
patients with mean disease duration of 12 years [26]. Catrina et al. demonstrated increased
expression of OPG in synovial tissue after 8 weeks of TNFi in patients with RA with no changes
in RANKL [106]. Another group, however found steady decrease in serum OPG levels with no
change in OPG/RANKL ratio in RA patients after 6 months of TNFi [53].

When comparing the two diseases, RANKL and sclerostin levels were similar in RA and
PsA during the study, whilst DKK-1 and OPG levels were lower in PsA at 1 year. Low DKK-1
levels have been associated with SpA, that shares similar pathogenetic features of new bone
formation with PsA. [107]. It has been suggested that patients with SpA and possibly a subset
of PsA may have accelerated pathologic new bone formation when treated with anti-TNF-a
agents due to lower DKK-1 levels and subsequent disinhibition of Wnt signalling [103]. In line
with this, decrease of DKK-1 level from 1-12 month was strongly associated with improvement
of hand BMD in our PsA group. We found that OPG levels were higher in RA compared to PsA
during the entire period of treatment with a significant difference at 1 year. While our study
is the first comparing serum levels of bone remodeling mediators of the RANK-RANKL-OPG
network along with the Wnt-pathway inhibitors between RA and PsA patients after a relatively
long period of time of TNFi treatment, one study showed no difference for synovial expression
of OPG, RANK and RANKL between patients with RA and psoriatic SpA, though the
heterogeneous treatment used in that cohort makes difficult to interpret the results [108].

Data on associations between mediators of bone remodeling and markers of systemic

inflammation is rather controversial. In our study, RANKL, DKK-1 and sclerostin levels did not
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correlate with inflammatory markers at baseline, whereas OPG levels correlated with ESR and
CRP both prior to and after treatment, and DKK-1 associated with SJC and DAS28-CRP at 1
year. Serum OPG levels have been shown to correlate with markers of systemic inflammation
in PsA patients [109], whilst OPG did not show associations with disease activity measures
such as DAS or RAMRIS (RA magnetic resonance imaging score) in early RA patients of whom
only 2.6% received TNFi at 12 months [110].

Considering that TNFi only showed an effect on OPG levels in RA and that OPG levels
strongly correlated with inflammatory markers, and given that both OPG levels and ESR were
higher in RA compared to PsA, we can speculate that OPG is more likely a marker of joint
inflammation than a marker of periarticular bone remodeling. On the other hand, we noted
inverse relationship between OPG levels and hand BMD measures following TNFi treatment in
RA and found that lower OPG levels prior to treatment predicted bone gain after 1 year. These
latter findings were rather unexpected in view of the protective role of OPG against bone and
joint destruction in RA [111]. An earlier study showed that serum RANKL concentrations were
predictive of the therapeutic response to anti-TNF-a therapy in RA patients, while OPG levels
were not [112].

This work is limited by the value of RANKL and OPG measurements in serum as
compared with synovial fluid. It has been shown that there is a lack of consistency between
studies on the outcome of circulating OPG and RANKL. Owing to variation and variability in
assays, the source of OPG and RANKL in different disease states is unknown and it is
suggested that a proportion of circulating OPG and RANKL is derived from non-skeletal
sources [22].

Taken together, our results suggest that TNFi treatment, in addition to suppressing
inflammation, restores the balance of bone remodeling and may have a positive net effect on

periarticular BMD.
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6.3 Comparison of hand BMD as measured by DXR between early, treatment-naive

RA and PsA patients 3 and 12 months after introducing a DMARD therapy

We compared hand DXR-BMD and radiographic changes in early RA to PsA patients 3
and 12 months after initiating a DMARD treatment. We also investigated whether any disease
characteristics at baseline predict hand bone loss as measured by DXR during the first year.
We demonstrated hand bone gain in PsA but bone loss in RA over 12 months. Diagnosis of
RA, heavier alcohol intake and SJC were independent predictors for hand bone loss over 1
year.

Whilst both RA and PsA are associated with bone erosions and the number of erosions
are similar in established disease, there are profound differences in structural joint changes
demonstrated by high-resolution peripheral quantitative CT (HR-pQCT) [113]. Our study used
DXR to quantify periarticular bone changes of the hands, as it has been suggested that DXR
is a sensitive method for detecting and monitoring cortical osteoporosis in both early and late
stages of RA [71, 73]. Another advantage of this technique is that the analysis of cortical
bone loss is based on hand radiographs, which are often taken routinely in clinical practice
[114]. We found that although patients were started on appropriate systemic treatment early
in their disease course, there was hand BMD loss in both diseases in the first 3 months. One
possible explanation of this finding is that the majority of the patients were commenced on
MTX which may have had little or only modest structure-sparing effect on periarticular bone
[59]. The effect of MTX on bone is still unclear, but has been shown to inhibit osteoclast
formation in co-cultures of RA fibroblast-like synoviocytes and peripheral blood mononuclear
cells by reducing rank ligand expression and increasing osteoprotegerin secretion [62]. MTX
also prevents osteoclastogenesis via direct effects on osteoclast precursors independent of
RANKL [115]. In contrast, patients started on a TNFi in combination with a DMARD had higher
hand DXR-BMD at 3 and 12 months comparing with those who started on a DMARD

monotherapy. This reflects the known beneficial effects of TNF-a blocking agents, since
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TNF-a is the key inducer of osteoclast formation and contributes to the imbalance between
bone resorption and formation in arthritis. Interestingly, despite improvement in disease
activity measures, having similar number of patients on TNFi and comparable number of
responders to treatment in both diseases at 1 year, the observed change in hand DXR-BMD
over 12 months was significantly different between PsA and RA with increases in hand BMD
in PsA, but further bone loss in RA. Our observation may indicate that repair mechanisms in
periarticular bone are different in early PsA with associated increased cortical bone formation
compared to RA. This has been suggested previously, but observations were based on patients
with established disease. A recent study showed that osteophytes at the MCP joints are
increased in number, extent and size in PsA as compared to RA and osteophytes progress in
size in PsA regardless of treatment with MTX or TNFi [113, 116].

Previous research has shown that hand bone loss in inflammatory arthritis is
associated with high inflammatory activity, longer disease duration and joint damage at the
time of diagnosis. Age, female gender, immobility and presence of autoantibodies are also
considered as risk factors [23, 64, 72, 117-119]. In order to identify predictors for early hand
bone loss as measured by DXR, we compared baseline disease characteristics of patients with
normal hand DXR-BMD to those with bone loss. Logistic regression analyses revealed that
elevated BMI and heavier alcohol intake were associated with hand bone loss in the first 3
months of the study. This former finding was rather unexpected as increased adiposity has
been shown to be protective against radiological progression in RA [120-123]. Comparing
patients with BMI >25 (64%) to those with normal BMI (36%) we found no differences in
hand BMD or its change over time. We demonstrated that diagnosis of RA, heavier alcohol
intake and higher SJC28 were independent predictors for hand bone loss over 12 months.
Presence of RA and SJC were shown to be predictive for radiological damage in both RA and
PsA, in fact we also reported association of RA with low hand BMD as evaluated by dual-
energy x-ray absorptiometry [65, 71, 124]. Our observation, that heavier alcohol intake

predicts hand bone loss as early as 3 months and at 1 year is one of the most interesting
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findings of this study. To our knowledge, the effect of alcohol on the metacarpal bones has
not been previously investigated in the early phase of inflammatory arthritis. While
chronic heavy alcohol abuse is established as an independent risk factor for secondary
osteoporosis and fractures, very little is known about its influence on periarticular bone. The
effects of alcohol on bone remodeling and microarchitecture are linked to the dose ingested
and the duration of consumption, and depends on the age, sex, hormonal status as well as
the type of alcoholic beverage. Chronic ethanol consumption has been found to increase
cortical bone damage in rats in a dose-dependent manner, with greater negative effects
proportionate to greater alcohol doses [125]. Reduction in bone mass and strength following
alcohol consumption is mainly due to bone remodeling imbalance, with a predominant
decrease in bone formation. More recently, new mechanisms of action of alcohol on bone
remodeling were reported including osteocyte apoptosis, suppression of the Wnt signalling
pathway and the stimulation of oxidative stress [126, 127].

This study is limited by the relatively small number of patients and the inhomogeneous
treatment during the investigation. Data on quantity and duration of alcohol consumption
have not been collected. Predictors for hand bone loss were analyzed on the whole group,
with further stratification of patients according to their diagnosis limited by numbers would

have strengthened our observations.
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7 CONCLUSIONS

Inflammatory arthritides, such as RA and PsA have been associated with both localized bone
resorption and/or pathologic bone formation, as well as generalized bone loss. Anti-TNF-a
agents along with conventional DMARDs are effective in reduction of inflammation, but their
structure-sparing effects and role in preventing periarticular bone loss is not fully elucidated.
This thesis consists of 3 studies investigating the impact of DMARD treatments on periarticular

bone remodeling in RA and PsA patients.

Clinical relevance and new findings of our research are listed below:

Study 1

1. Bone formation markers, in particular bone ALP, are better indicators of bone response
to TNFi treatment than resorption markers.

2. In response to 3 years of TNFi treatment, periarticular BMD increased in the PIP region
but declined at MCP sites, whilst TNFi showed no effect on central BMD.

3. We showed that there is a much closer association between BTMs with hand BMD than
with central BMD, and that BTMs reflect bone remodeling activity mainly at sites of
inflammation.

4. Our study demonstrates that in RA and PsA patients with established disease the
increase seen in bone formation over time likely reflects the beneficial effect of TNFi

treatment on periarticular bone remodeling balance in both diseases.
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Study 2

1. TNFi showed an effect on OPG levels in particular in RA, but did not influence serum
levels of RANKL, DKK-1 and sclerostin. We found that whilst OPG level at baseline was
an independent predictor of periarticular bone gain in the hand at 1 year after TNFi
therapy, it is more likely a marker of joint inflammation than a marker of periarticular
bone remodeling.

2. Decrease in DKK-1 level along with improvement of hand BMD in PsA patients may
further support previous assumptions that patients with PsA have accelerated bone
formation when treated with TNFi due lower DKK-1 levels and subsequent disinhibition
of Wnt signalling.

3. Our observations indicate that the effects of TNF-a inhibition on bone remodeling may
be partially independent from its impact on disease activity. In addition to suppressing
inflammation, TNFi treatment may restore the balance of bone remodeling resulting in

a positive net effect on periarticular BMD.

Study 3

1. Despite intervention of appropriate DMARD therapy and improvement in disease
activity measures, we found hand bone gain in PsA but bone loss in RA over 12 months,
supporting the hypothesis of different pathomechanisms being involved in hand bone
remodeling in PsA.

2. Presence of RA, heavier alcohol intake and SJC at the time of disease presentation
were identified as independent predictors for hand bone loss in the first year of the

disease course.
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9 SUMMARY

Inflammatory arthritides, such as RA and PsA have been associated with both localized
bone resorption and/or pathologic bone formation, as well as generalized bone loss. Despite
RA and PsA share similar pathophysiological concepts, there are considerable differences in
the anatomical localization of inflammatory lesions and in periarticular bone changes.
Periarticular bone loss may precede the development of erosions, therefore its recognition at
an early stage of the disease is essential in preventing irreversible joint damage. In addition
to traditional risk factors, inflammation is the key trigger of bone loss in arthritis. The RANK-
RANKL-OPG system is the main driver of bone destruction, whilst in bone formation the Wnt-
B-catenin axis and its inhibitors, DKK-1 and sclerostin are the most relevant. TNF-a is a
cytokine which plays a central role in synovial inflammation and bone resorption being
involved in the production of RANKL, and by inducing DKK-1 and sclerostin expression. Anti-
TNF-o agents along with conventional DMARDs are effective in reduction of inflammation but
their structure-sparing effects and role in preventing periarticular bone loss is not fully
elucidated. In addition to clinical and structural effects on bone, TNF-a inhibitors may also
influence bone turnover and the production of bone biomarkers. To date, no single bone
turnover marker has been found to reflect joint destruction that could be used predicting

response to treatment.

This thesis consists of 3 studies investigating the impact of anti-TNF-a agents along
with conventional DMARDs on periarticular bone remodeling in RA and PsA patients. We used
DXA and DXR techniques for quantifying BMD changes in the hand and central sites. In Study
1 we evaluated early and long-term effects of TNFi treatment on bone turnover markers along
with changes in hand and central BMD in a cohort of RA and PsA patients with established

disease. In Study 2, using the same cohort of patients, we were focusing on the effect of TNFi
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treatment on mediators of bone remodeling. In Study 3 we assessed the impact of a DMARD
treatment on periarticular BMD of the hands in patients with early RA and PsA, and
investigated whether any disease characteristics at baseline predict hand bone loss as

measured by DXR.

Our observations are summarized below:

Study 1

The effect of TNFi on bone over 3 years has not been compared previously in RA and
PsA in a prospective study design. At baseline, hand BMD was inversely associated with BTMs.
Bone ALP increased steadily and was always higher in PsA, but resorption markers did not
change, suggesting that bone formation markers show bone response to TNFi better than
resorption markers. The collagen-based marker of bone resorption, fDPD seems to be altered
by TNFi therapy as part of anti-inflammatory rather than as a bone remodeling effect. The
modest improvement seen in PIP BMD but the lack of effect of TNFi on central BMD may
provide some evidence that bone turnover markers better reflect bone remodeling activity at
sites of inflammation.

Our study demonstrates that in a sample of RA and PsA patients with established
disease there is a much closer association between BTMs with hand BMD than with central
BMD. The increase in bone formation in both RA and PsA over time likely reflects the beneficial

effect of TNFi treatment on periarticular remodeling balance in both diseases.

Study 2

Our study is the first comparing serum levels of bone remodeling mediators of the
RANK-RANKL-OPG network along with Wnt-pathway inhibitors following a 1-year TNFi
treatment between RA and PsA patients. TNFi showed a long-term effect on OPG levels in

particular in RA, but not on RANKL, DKK-1 and sclerostin. We found that whilst OPG level at
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baseline was an independent predictor of periarticular bone gain in the hand after 1 year of
TNFi therapy, it is more likely a marker of joint inflammation than a marker of periarticular
bone remodeling. Our observations indicate that the effects of TNF-a inhibition on bone
remodeling may be partially independent from its impact on disease activity. Decrease in
DKK-1 level along with improvement of hand BMD in PsA patients may further support
previous assumptions that patients with PsA have accelerated bone formation when treated
with TNFi due lower DKK-1 levels and subsequent disinhibition of Wnt signaliing.

Results of this study suggest that TNFi treatment, in addition to suppressing
inflammation, restores the balance of bone remodeling and may have a positive net effect on

periarticular BMD in RA and PsA patients.

Study 3

This is the first prospective study comparing hand BMD changes after introducing an
anti-rheumatic treatment in early, treatment-naive RA to PsA patients using DXR technique.
Despite intervention of appropriate anti-rheumatic drug and improvement in disease activity
measures, we found hand bone gain in PsA but bone loss in RA over 12 months. Our
observations support the hypothesis of different pathomechanisms being involved in hand
bone remodeling in PsA. Presence of RA, heavier alcohol intake and SJC at the time of disease
presentation were identified as independent predictors for hand bone loss in the first year of
the disease course. Since alcohol is widely consumed and may induce cortical bone loss,
further studies are required to address the influence of alcohol on periarticular bone in

inflammatory arthritis.
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10 OSSZEFOGLALAS (SUMMARY IN HUNGARIAN)

A gyulladasos arthritisek, igy a rheumatoid arthritis (RA) és az arthritis psoriatica
(PsA), a lokalis, izliletek korlli csontdestrukcido és/vagy patoldgids csontljdonképzddés
mellett szisztémas osteoporosissal is tarsulnak. Annak ellenére, hogy a RA és az PsA
tobbek ko6zott a gyulladasos léziok anatémiai elhelyezkedésében és a periartikularis
csontatépllésben. Gyulladasos arthritisekben a periartikularis csontvesztés azonban gyakran
hamarabb jelentkezik az erdzidk kialakuldsanal, ezért a betegség korai fazisaban torténd
felismerése elengedhetetlen az irreverzibilis izlleti karosodds megel6zésében. Az
arthritisekhez kapcsoldédd csontvesztésben a hagyomanyos kockazati tényezOk mellett a
gyulladasnak van elsédleges szerepe. A csontdestrukcié legfontosabb résztvevdje a receptor
activator of nuclear factor-kappa B (RANK)-RANK ligand (RANKL)-osteoprotegerin (OPG)
rendszer, a csontképzodés legjelentésebb tényez6i pedig a wingless-related integration site
protein (Wnt)/B-catenin tengely és ennek inhibitorai, a Dickkopf-1 (DKK-1) és sclerostin. RA-
ben és PsA-ban a synovitist kisér6 folyamatok kulcsszerepl6je a tumor necrosis factor alpha
(TNF-a), amely a RANKL, DKK-1 és sclerostin termelédés fokozasdval segiti el6 a
csontreszorpciot. A TNF-a gatldk és a hagyomanyos DMARD-ok hatdsosan csdkkentik a
gyulladast, azonban védd szerepik az izileti destrukcidval és a periartikularis csontvesztéssel
szemben még nem teljesen tisztdzott. A gyulladds csokkentése és az izileti strukturak
megorzése mellett a TNF-a gatlok a csontatépilést és a csont biomarkerek, igy a csont
turnover markerek (BTM) és a csont remodeling medidtorok termel&dését is befolydsoljak.
Eddig egyetlen olyan biomarkert sem ismeriink, amely énmagaban alkalmas az izlleti

destrukciéo mértékének kimutatasara és a terapiara adott valasz elérejelzésére.
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Jelen értekezés 3 vizsgalat eredményeit foglalja 6ssze, melyekben a TNF-a gatlék és
a hagyomanyos DMARD terapia hatasat vizsgaltuk a periartikuldris csontatépulilésre RA-s és
PsA-s betegeknél. A csonts(irliség (BMD) mérésére a kézben és centralisan a dual-energy x-
ray absorptiometry (DXA) és a digital X-ray radiogrammetry (DXR) technikakat hasznaltuk.

Az els6 vizsgalatban a TNF-a gatlo kezelés rovid és hosszu tava hatasait vizsgaltuk a
BTM-re a kéz és centralis BMD valtozasaival egylitt RA-s és PsA-s betegeknél, hosszabb
betegség fennallas esetén. A masodik vizsgalatban ugyanezen betegcsoportnal a TNF-a gatld
kezelésnek a csontatéplilés mediatoraira kifejtett hatasat elemeztik. A harmadik vizsgalatban
korai RA-s és PsA-s betegeknél vizsgaltuk a DMARD terdpia hatdsat a kéz BMD valtozasara

DXR alkalmazasaval, valamint elemeztik a korai csontvesztés prognosztikai tényezéit.

Eredményeink a kévetkezdkben foglalhatdk 6ssze:

1. vizsgalat

Ebben a prospektiv vizsgalatban a TNF-a gatlék csontra gyakorolt hatasat
hasonlitottuk 6ssze RA-s és PsA-s betegek kozott. Kimutattuk, hogy a BTM-ek els6sorban a
periartikularis csontslr(iséggel mutatnak Osszefiiggést, nem a centralissal. Terapia adasa
el6tt az alacsony periartikularis csonts(irliség RA-el tarsult és negativan korrelalt a BTM-el. A
teradpia hatasara a csontspecifikus alkalikus foszfataz (bone ALP) szérum szintje folyamatos
emelkedést mutatott és magasabb volt PsA-ban, a csont reszorpciés markerek szintje viszont
nem valtozott, ami arra utal, hogy a csont formacids markerek jobban tikrézik a TNF-a gatldok
csont remodelingre gyakorolt hatasat, mint a reszorpciés markerek. A centralis csontslrliség
valtozasaval ellentétben, a PIP izlletek korll a periartikularis csontslirliség novekedését
tapasztaltuk, ami azt jelzi, hogy a TNF-a gatldok kedvezd hatasa a csontatéplilésre elsGsorban

a gyulladas helyszinein érvényesil. Vizsgalatunk azt mutatja, hogy a TNF-oa gatlok mindkét
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betegségben kedvez6 iranyba forditjdk a csontatéplilés egyensulyat hosszabb

betegségfennallas esetén is.

2. vizsgalat

Ebben a vizsgalatban RA-s és PsA-s betegeknél hasonlitottuk 6ssze a TNF-a gatlo
kezelés hatasat a RANK-RANKL-OPG rendszerre és a (Wnt)/B-catenin tengely szérum
mediatoraira egy évvel a terapia alkalmazasa utan. Kimutattuk, hogy a TNF-oa gatlas
els6sorban RA-ban hat az OPG szintekre, de nem befolyasolja a RANKL, DKK-1 és sclerostin
szinteket. Azt talaltuk, hogy bar az OPG szintje fliggetlen prediktiv faktora a kéz BMD
novekedésének, inkabb tekintheté gyulladdsos markernek, mintsem a periartikularis
csontatépllés aktivitasat jelz6 mediatornak. Megdfigyeléseink arra utalnak, hogy a TNF-a
gatlas hatdsa a csont remodelingre valdszinlleg részben fliggetlen a gyulladasgatlé hatasatol.
PsA-ban a DKK-1 szintjének egyidejl csokkenése a kéz csontslirliség novekedésével
aldtdmasztja azokat a korabbi feltételezéseket, melyek szerint a TNF-a gatléval kezelt PsA-s
betegeknél észlelt felgyorsult csontképzddés az alacsonyabb DKK-1 szinteknek az eredménye.
Vizsgalatunk azt mutatja, hogy a TNF-a gatld kezelés gyulladascstkkentd hatasa mellett
helyreallitjia az egyensulyt a csontatéplilésben és Osszességében pozitivan befolydsolja a

periartikularis csontslrliséget RA-ban és PsA-ban.

3. vizsgalat

Ez az els6 olyan prospektiv vizsgalat, amely korai RA-s és PsA-s betegek kéz BMD-jét
hasonlitja 6ssze DMARD terapia bevezetése utan DXR technika segitségével. Annak ellenére,
hogy a DMARD kezelés hatasara a betegség aktivitdsi indexek mindkét betegségben
csokkentek, 1 év elteltével RA-ban a kéz BMD romlasat, amig PsA-ban javuldsat talaltuk.
Eredményeink tovabb erlsitik azokat a korabbi megfigyeléseket, melyek szerint a kéz

remodeling patomechanizmusa eltér RA-ban és PsA-ban. Medfigyelésink szerint a korai
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csontvesztés fliggetlen prediktorai a RA jelenléte, az alkoholfogyasztas és a duzzadt iziletek
szama a betegség kezdetén. Mivel az alkohol fogyasztasa széles korben elterjedt és ismert,
hogy kortikalis csontvesztéshez vezethet, tovabbi vizsgalatok sziikségesek a periartikularis

csontra gyakorolt hatasanak tisztazasahoz gyulladasos arthritisekben.
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