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Abstract: Background and Objectives: The aim of this study was to assess if there are structural and
functional changes of hands and legs already in early rheumatoid arthritis (ERA), compared with the
population-based control group. Additionally, we aimed to identify if the changes are symmetrical
in hands and legs and if there are factors that are associated with these changes. The study was
conducted, and, thus far, the results have been controversial. Materials and Methods: The study
group consisted of 83 consecutive patients with ERA and 321 control subjects. Dual-Energy X-Ray
Absorptiometry (DXA) machine was used to measure bone, lean and fat mass. Inflammation and
bone markers, smoking and nutritional habits were assessed, to evaluate the effects of different
factors. The 30-Second Chair Stand Test (30-CST) and the Handgrip Strength Test (HST) were used to
estimate muscle strength. Results: The presence of ERA was associated with lower arm, leg lean mass
and higher fat mass of arm, compared with control subjects. ERA was also associated with lower
mean handgrip in HST and worse muscle strength of legs in the 30-CST. Bone mass changes were not
so evident both in arms and legs. Smoking habits did not seem to have relevant effect on bone mass,
muscle structural and functional changes, both on hands and legs. In ERA, lean mass of arm and
leg was negatively associated with C-reactive protein (CRP). The intake of proteins in ERA was not
associated with lean mass changes both in hands and legs. Conclusions: Structural and functional
changes of hands and legs are different in ERA. ERA patients had higher fat mass of arm, lower lean
mass of arm and leg and, accordingly, decreased muscle function. The lowering of lean mass of arm
and leg in ERA was associated with the elevation of CRP.

Keywords: early rheumatoid arthritis; muscle; muscle strength; bone; lifestyle

1. Introduction

Rheumatoid arthritis (RA) is a chronic autoimmune disease mainly affecting the
small joints of the hands and feet. It is characterized by persistent synovitis, accompanied
with systemic inflammation [1], the destruction of cartilage and underlying bone [2], and
sometimes the presence of autoantibodies (rheumatoid factor (RF) and anti-citrullinated
protein antibodies (anti-CCP)) [1]. RA affects 0.5-1.0% of adults, with 5-50 per 100,000
new cases annually, and is most common in women and elderly people. The prevalence
of RA in Estonia, among women and men 20 years and older, was 0.70% (6.68-7.37) and
0.16% (1.42,1.79) [3]. The main environmental risk factor is smoking, and 50% of the risk
of developing RA may be related to genetic factors [1]. Smoking is a risk factor for RA,
especially among RF-positive RA men and heavy smokers [4,5]. Smoking is also known
to trigger Human Leukocyte Antigen-DR isotype (HLA-DR) restricted immune reactions
to autoantigens modified by citrullination [5]. Anti-CCP positive RA is regarded as more
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severe [6] disease subset, and this antibody can possibly mediate the effect of smoking on
joint damage in RA [5,7].

An early characteristic sign of appendicular bone damage is peri-articular osteoporosis
or osteopenia that precedes the development of erosions [8]. Dual Energy X-ray Absorp-
tiometry (DXA) is a widely used sensitive method to evaluate bone mass, and in the case of
ERA, can be a useful tool in predicting radiographic progression or functional status [8-10].
In addition to local bone changes in RA, systemic bone loss can appear [11]. Hand bone
loss may already occur in the early phase of RA [12,13]. Current knowledge about leg
bone mass changes due to ERA is insufficient. Even though treatments have become more
available and effective, 70% of patients still develop RA specific bone structure changes
in the three first years of disease [14]. A total of 25% of patients already experience them
within three months of developing RA [15]. DXA is usually conducted to evaluate bone
mass, but it also enables to assess muscle and fat mass of hands and legs in parallel.

Local and generalized bone loss have the same pathway: the receptor activator of nu-
clear factor kappa-B ligand (RANKL)/osteoprotegerin (OPG) route [2,16], which stimulates
the activation, differentiation and proliferation of osteoclasts [2,17]. Several inflammatory
cytokines (TNF-«, interleukin (IL)-1, IL-6 and IL-17) upregulate RANKL and subsequently
activate osteoclastogenesis [2,18,19]. RANKL acts as a critical factor in the appearance of
joint destruction in RA [2]. OPG is thought to inhibit bone damage following synovial
inflammation [11] and may originate from body fat [20,21]. Androgens inhibit OPG levels,
while estradiol has an opposite effect [20,22]. Immobilization contributes to bone loss, and
in the case of RA, mechanical loading of bone may prevent osteoclast-related bone loss [23].

A recent study showed that ERA patients had lower appendicular lean mass compared
to healthy subjects, an effect related to catabolism-inducing factors (inflammation) and
lower protein intake [24]. In addition, muscle strength had a crucial role in preventing
arthritic bone loss [25].

In RA, usually only the small joints of hands are evaluated when assessing disease
activity, as most widely used scales do not assess the small joints of legs. Still, half of
RA patients already experience foot problems by the time of diagnosis [26,27], and in a
third of cases, foot pain was the prevalent symptom [26,28] affecting everyday life and
coping [26,29]. Arthritis involvement may be different among people. Therefore, it is
important in ERA to assess hands and legs in parallel, as this may alter the evaluation of
disease activity and thus affect treatment strategy.

The study was conducted, as, thus far, the results have been controversial. The aim of
this study was to assess if there are structural and functional changes of hands and legs
already in early RA, compared with the population-based control group. Additionally, we
aimed to identify if the changes are symmetrical in hands and legs and if there are factors
that associate with these changes.

2. Materials and Methods

The study group consisted of 83 patients with ERA (age: 19-79 years) and 321 subjects
in a control group (age: 20-79 years). One hundred consecutive patients referred to Tartu
University Hospital with newly diagnosed RA were recruited between 2012 and 2014, in
order to form the ERA group. Their diagnosis was established according to American
College of Rheumatology (ACR)/ European League Against Rheumatism (EULAR) 2012
criteria for RA, and patients with symptom duration up to one year (early arthritis) were
invited to participate in the study. Nine patients with missing outcome data were excluded,
as were another 8 patients who did not fulfil ACR/EULAR 2012 criteria for RA on a
follow-up visit one year after their first visit (n = 83).

In order to form the control group, 350 subjects adjusted for the age and gender
composition of the Estonian population in 2013 were randomly selected from a primary
healthcare center practice list (total number of subjects: 1854). Cross-sectional data were
gathered from September 2014 to March 2015. Invitations with introductory materials were
mailed to 350 people. The primary healthcare center was contacted by a total number
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of 332 subjects for further instructions, and finally 330 people were recruited during the
study period. Three subjects missed their study appointment, and six patients with missing
outcome data were excluded (n = 321). The same control group was used in another
population-based cross-sectional study conducted in the same geographic location [24].
Study procedures were performed after an overnight fast and before noon. An electronic
scale was used to measure body weight in kilograms. Height was measured with a
stadiometer, to the nearest 0.5 cm.

Body mass index (BMI) was calculated according to the standard formula: weight
in kilograms divided by height in meters squared. Based on the World Health Orga-
nization (WHO) criteria, the following groups of BMI were formed: normal weight
(BMI: <24.9 kg/m?), overweight (BMI: 25-29.9 kg /m?) and obese (BMI: >30 kg/m?) [30].
Both overweight and obese were classified as adiposity in analysis.

A Lunar Prodigy Dual-Energy X-Ray Absorptiometry (DXA) machine was used to
separately measure arm, leg and whole body bone, lean and fat mass. A qualified and
experienced technician performed all DXA measurements on all participating subjects.

The 30-Second Chair Stand Test (30-CST) and the Handgrip Strength Test (HST) were
used to estimate and compare muscle strength. The 30-CST was used for assessing leg
muscle function. While conducting the 30-CST, patients were asked to sit on a chair, with
their spine straight and hands placed crossed across their chest, on opposite shoulders. On
a signal, subjects rose at their own pace, to a full standing position, and then returned to
seated position as many times as they were able. A 30 s trial was preceded by a practice
attempt of 1-3 repetitions. The total number of unassisted full-stands during the 30 s time
was considered the final chair-stand score [31].

The HST was used for assessing hand muscle function. Grip strength was measured
with a calibrated Riester Dynatest dynamometer, in bars. One practice attempt was fol-
lowed by three additional consecutive attempts, with pauses in between, of up to 60 s. The
average value of three test trials of both hands was used for statistical analysis.

Blood samples included measuring vitamin D3, calcium, OPG and C-reactive protein
(CRP). IL-6, TNFa, and IL-1b were evaluated, using Luminex’s xMAP technology. Anti-
CCP, RF and erythrocyte sedimentation rate (ESR) were measured only in the arthritis
group. An electrochemiluminescence assay was used with the cutoff value of 17 kU/L for
anti-CCP positivity. RF was measured, using the immunoturbidimetric method, and it was
assessed positive if RF value was >14 IU/mL. The ESR was evaluated by using a modified
Westergren method.

To assess disease activity, the number of tender and swollen joints in the ERA group
was evaluated (28 joint scores), and according to the standard formula, DAS28 scores were
calculated, using CRP. According to the DAS28 score, patients were grouped as having
low disease activity (DAS28 score <3.2), moderate disease activity (>3.2 to <5.1) or high
disease activity (>5.1) [32].

A 24 h dietary recall method was used for nutritional assessment, and data were
analyzed with NutriData software developed by the Estonian National Institute for Health
Development [33].

All data were tested for normality. The continuous data were presented as mean
(£SD) if distributed normally, or else by median with 25% and 75% percentiles. Unpaired
two-tailed Student’s t-test (for mean) and Mann-Whitney U test (for median) were used to
make comparisons between ERA patients and controls.

Multiple linear regression with binary exposure variables was carried out, to assess
bone, lean, fat mass of arms, as well as legs, and also muscle function mean difference
between ERA (ERA = 1) and control group (control group = 0). Model was adjusted for
age, gender, height and weight, as ERA patients differed from controls by age and gender.
Multiple linear regression analysis was done to assess in ERA the association of smoking
to arms and legs bone mass; the influence of CRP and the amount of consumed proteins
to lean-mass changes. Smoking was chosen for bone analysis, as this can possibly have



Medicina 2021, 57,317

40f10

influence on bone changes [4,12]. CRP and proteins were used in lean-mass analysis, as
they can possibly be associated with lean-mass changes [24].

All analyses were performed, using Statistica version 13.3 for Windows.

The study was approved by the Research Ethics Committee of the University of
Tartu (population group study approval number 238/M-15, date of approval 16 July 2014),
ERA group study approval: 221/M-9 (date of approval 17 December 2012). All subjects
participating in the study signed written informed consent forms.

3. Results
3.1. General Characteristics of the Study Groups

ERA patients had significantly lower weight than controls. Moreover, ERA patients
were older than controls. Smoking anamnesis had 33.7% (28) of ERA patients and 20.6%
(66) of control subjects.

In total, 65.1% (54) of ERA patients were RF positive, and 71.1% (59) were anti-
CCP positive (Table 1). A total of 58% (48) of ERA patients used disease-modifying
anti-rheumatic drug (DMARDS): Methotrexate, Sulfasalazine and Hydroxychloroquine.
Moreover, 71% (59) of ERA subjects used nonsteroidal anti-inflammatory drugs (NSAIDS).
Glycocorticosteroids (GCS) were used by 27% (22) of ERA patients (Table 1).

Table 1. Characteristics of the study groups.

ERA Patients Controls p-Value
(n =83) (n=321)
General characteristics
Female gender, 1 (%) 60 (72) 175 (54) 0.004
Age, years 52.7 (15.7) 479 (16.5) 0.018
Weight, kg 74.7 (14.8) 80.2 (17.6) 0.009
Height, cm 166 (9) 171 (10) <0.0001
BMI (kg/m?) 27.2(5.6) 27.2 (5.3) 0.960
BMI groups, 1 (%)
Normal 32 (38.6) 123 (38.3)
Overweight 30 (36.1) 104 (32.4) 0.723
Obese 21 (25.3) 94 (29.3)
Smoking (ever), 1 (%) 28 (33.7) 66 (20.6) 0.014
Arm structure
Arm bone mass 355 (92) 393 (116) 0.005
Arm lean mass 4893 (1307) 6018 (2042) <0.0001
Arm fat mass 2701 (1230) 2420 (1165) 0.053
Leg structure
Leg bone mass 1042 (201) 1149 (262) 0.0005
Leg lean mass 14019 (2942) 16798 (4135) <0.0001
Leg fat mass 8913 (3850) 8235 (3864) 0.155
Function
Mean handgrip 0.28 (0.20) 0.46 (0.24) <0.0001
30-CST 14.0 (6.1) 17.4(7.7) 0.0002
Daily consumed food and alcoholic beverages (last 24 h)
Calories (kcal) 1507 (625) 1832 (786) 0.0005
Carbohydrates (g) 196 (97) 210 (91) 0.223
Proteins (g) 53 (38-69) 73 (53-99) <0.0001
Fats (g) 53(40-72) 66 (46-97) 0.002
Alcohol (g) 6.3 (1.5) 33.9 (35.0) 0.181
Inflammation and bone markers, disease activity
IL-6 pg/ml 2.9 (0-19.0) 0 (0-0) <0.0001
TNFa pg/ml 2.2 (1.6-3.0) 1.8 (1.4-2.3) <0.0001
IL-1b pg/mL 0.1 (0-1.0) 0 (0-0) <0.0001
CRP mg/L 4.0 (1.6-18.0) 0.9 (0.2-2.5) <0.0001
ESR mm/h 20.7 (20.4)

male mean

31.6 (23.8)
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Table 1. Cont.

ERA Patients Controls p-Value
(n = 83) (n=321)
female mean 16.5 (17.4)
OPG pg/mL 446 (334-658) 227 (177-299) <0.0001
Ca mmol/L 2.4 (0.3) 2.3 (0.1) 0.0005
25 (OH) Vitamin D nmol/L 55 (22) 41 (18) <0.0001
Rheumatoid arthritis specific
characteristics
Time from first RA
symptoms, days 88 (48-245)
RF positivity, 1 (%) 54 (65.1)
Anti-CCP positivity, n (%) 59 (71.1)
DAS28 score (CRP) 3.9 (1.3)
male mean 4.2 (1.3)
female mean 3.8(1.2)

BMI, body mass index; ERA, early rheumatoid arthritis; CRP, C-reactive protein; ESR, erythrocyte sedimentation rate; 30-CST, 30-Second
Chair Stand Test; OPG, osteoprotegerin; RF, rheumatoid factor. RF positive, when RF > 14 IU/mL. Anti-CCP: anti-citrullinated protein
antibodies. Anti-CCP positive, when >17 kU /L. Values in table represent mean (SD) or median (with interquartile range). Used units:
mass (g), function (bars).

3.2. Characteristics of Study Groups Inflammation and Bone Markers

The inflammation markers CRP, IL-6, TNFa and IL1-b were all significantly higher
in the ERA group, as expected. OPG was almost two times higher in the ERA patients,
as compared to control-group subjects (446 pg/mL versus 227 pg/mL, p < 0.0001; see
Table 1). Median CRP and TNF-a were higher in male ERA patients, compared to ERA
female patients, but the difference was not statistically significant.

3.3. Characteristics of Daily Food and Alcoholic Beverages of the Study Groups

In the nutritional status, ERA patients consumed less calories, proteins and fats, as
compared with control subjects. Still, there was no significant difference in consumption of
carbohydrates and alcohol between ERA patients and controls (Table 1).

3.4. Regression Analysis

We observed how the presence of ERA changes body structure (bone, lean and fat
mass of arms, as well as legs) and function (mean handgrip, 30-CST), compared with
control subjects. The multiple regression models adjusted for age, gender, height and
weight revealed that in ERA subjects arm, leg and trunk bone-mass changes, due to the
ERA disease, were not statistically significant (Table 2).

The results of regression analysis showed that the presence of ERA was associated
with lower arm (b —304.6) and leg (b —943.4) lean mass compared with control subjects.
ERA was also associated with lower mean handgrip in HST (b —0.08) and worse muscle
strength of legs in the 30-CST (b —2.3), (Table 2).

The fat mass of arm was higher (b 220.0) in ERA compared with control group subjects,
but there was no difference in leg fat mass (Table 2).

Additional regression analysis for only ERA subjects indicated that in ERA arm and
leg bone mass changes were not associated with smoking (Table 3), RF positivity and OPG.
The analysis also implied that, in ERA, the lean mass of arms and legs was negatively
associated with CRP. The intake of proteins was not associated with lean-mass changes
both in arms and legs (Table 3). Furthermore, smoking did not seem to have a relevant
effect on muscle structural and functional changes, both on hands and legs.
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Table 2. Mean estimated difference of body structure and function in ERA, compared to controls *.

Dependent Regression Standard Val
Variable Coefficient (b) Error p-value
Arm structure
Arm bone mass 9.6 6.5 0.144
Arm lean mass —304.6 98.8 0.002
Arm fat mass 220 62.0 0.0005
Leg structure
Leg bone mass 7.5 14.0 0.618
Leg lean mass —943.4 184.9 <0.0001
Leg fat mass 417.5 241.0 0.080
Function
Mean handgrip —0.08 0.02 <0.0001
30-CST —-2.3 0.8 0.004

* Multiple regression models adjusted for age, gender, height and weight; 30-CST, 30-Second Chair Stand Test.

Table 3. Summary of regression analysis for variables predicting ERA-specific body struc-
tural changes *.

Dependent Predictor Regression Standard

Variable Variable Coefficient (b) Error p-Value
Arm bone mass Smoking 14.7 12.3 0.237
Arm lean mass CRP —11.13 3.5 0.0002

Proteins —0.6 2.7 0.824
Leg bone mass Smoking 31.0 25.4 0.226
Leg lean mass CRP —18.6 9.2 0.047
Proteins 6.0 7.1 0.403

* Different multiple regression models adjusted for age, gender, height and weight.

4. Discussion

The aim of this study was to assess if there are structural and functional changes
of hands and legs already in ERA, compared with the population-based control group.
Additionally, we aimed to identify if the changes are symmetrical in hands and legs and
if there are factors that associate with these changes. Our study confirmed that there are
structural and functional changes of hands and legs already in ERA, compared with the
population-based control group. In our ERA subjects (adjusted for age, gender, height
and weight), arm and leg bone mass changes due to the ERA disease were not statistically
significant. In ERA subjects, arm and leg bone mass changes were not associated with
smoking, RF positivity and OPG. Smoking is a risk factor for bone-structure changes [34],
but we assumed that, in ERA, the changes were not so evident yet, due to the short duration
of RA disease.

RA patients have reported foot problems being a major concern affecting their lives [26,29].
Changes in forefoot anatomy have led to altered foot motion and increased pain during
weight-bearing and walking [26]. Leg bone structure is often affected by RA. A recent study
found that patients whose debut joint was in the foot had higher disease activity, higher
dysfunction and also lower quality of life [35]. Still, the existing literature has little data
about ERA leg changes, as studies tend to focus on hands. Furthermore, the most widely
used scales evaluating arthritis activity do not include leg joints, and in some cases, patients
only have MTP joint involvement instead of MCP joint arthritis. Therefore, it is important
to imply that in ERA leg structure may change. While evaluating disease activity, it is very
important to additionally assess leg joints, as there may already be relevant changes of leg
structure in early phases of arthritis, as our study indicated.

Interestingly, we saw that the most evident changes were in limbs lean mass, and there
was an especially prevalent reduction of leg lean mass in ERA patients. Accordingly, ERA
patients had worse muscle function of hands in HST (p < 0.0001) and legs in the 30-S CST
(p = 0.004), compared with control subjects. Similarly, it was found previously that muscle
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volume was lower in ERA compared with controls, indicating muscle atrophy in RA [36].
The results imply that the function of leg muscles in ERA patients may be possibly worse
because they had lower leg lean mass, as compared to control subjects. The mean handgrip
in ERA was lower, as can be expected due to lower arm lean mass and inflammation. In
our ERA patients, smoking did not seem to have a relevant effect on muscle structural
and functional changes in hands and legs, as previously believed [37]. It may be due to
the short duration of RA and also because of the small size of study groups. As muscle
strength has a significant role in preventing bone loss in RA [25], it is important to council
ERA patients to be physically active.

Additionally, the fat mass of arm was higher in ERA, compared with control group
subjects. This suggests that, in ERA, lean mass may decrease due to inflammation, possibly
increasing fat proportion in the arm already in the early phase of RA.

As expected, our ERA patients had significantly higher inflammation markers, as
compared with controls. As many pro-inflammatory cytokines (TNF-a, IL-6 and CRP) are
produced by adipocytes, obese patients have elevated cytokine circulating plasma levels.
Their levels seem to correlate with the amount of body fat and fall in response to weight
loss [38]. TNF-a and IL-1 have a significant role in the inflammation-induced bone loss [39].
Still, in our ERA patients, the effect of inflammation on bone mass was not observed yet,
probably due to the early course of RA disease. Unlike from previous data [37], possibly our
ERA patients” arm and leg lean mass was also lower, due to inflammation. The dissimilarity
was probably due to the fact that the study was not conducted in ERA subjects, and also
our study groups were different.

Previous data suggest that, in both genders, inflammation can be more severe when
sex hormone levels decrease [40-42]. The level of testosterone in males can be decreased
by inflammation and inversely correlates with IL-6 and CRP concentrations [41]. Estro-
gen deficiency in women can mediate an increase of IL-6 in serum and accelerate bone
turnover [42]. Compared to ERA female patients, our male ERA subjects might possibly
have a higher level of inflammation in serum, due to an age-related testosterone decrease.

Testosterone inhibits OPG production in men. In women, we see less of this effect [20],
due to women’s lower testosterone levels. In obese women, serum concentrations of
OPG were significantly lower, as compared to normal-weight controls, and further weight
decreases caused additional decreases in OPG serum concentrations [43]. OPG was sig-
nificantly higher in our ERA subjects, compared to controls. There was also a tendency
that OPG was higher in more active arthritis, indicating the effects of inflammation. Inter-
estingly, OPG levels were higher in our female ERA subjects, possibly due to the impact
of fat tissue, as their total body fat mass was higher compared to males. Still, in our ERA
subjects, arm and leg bone-mass changes were not associated with OPG, possibly due to
the short duration of RA.

In addition to hormonal changes, it has been previously suggested that, as a part
of diet, daily intake of monounsaturated fatty acids may lower disease activity in RA
patients [44], and therefore possibly help diminish the appearance of RA-specific changes.
Our ERA patients consumed fewer calories, proteins and fats, compared to control subjects.
Inflammation due to early arthritis can possibly cause a loss of appetite, and therefore
lower consumption of calories, including proteins. Previous studies have indicated that
low protein intake was related to accelerated decreases in muscle strength in older persons
with a pro-inflammatory state [45] and lower appendicular lean mass in ERA [24]. Our
data indicated that the lowering of lean mass of arm and leg in ERA was not associated
with a lower intake of proteins. We can speculate that the contrast may be due to the short
duration of ERA disease and different statistical analysis.

We can consider it a limitation that we did not assess the level of sex hormones, which
can possibly alter the course of disease. Our study was also limited by small study groups,
but this was due to the small total size of the Estonian population.
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5. Conclusions

The results of the conducted study indicated that there are structural and functional
changes of hands and legs already in ERA, compared with the population-based control
group. The changes of hands and legs are different in ERA. ERA patients had lower lean
mass of arm and leg and, accordingly, decreased muscle function. The lowering of lean
mass of arm and leg in ERA was associated with the elevation of CRP. ERA patients also
had higher fat mass of arm. It seems that lifestyle factors do not affect hands and legs in
ERA. Arthritis involvement can vary among people, so it is therefore important in ERA
to assess hands and legs in parallel, as the structural changes differ. This knowledge may
alter the evaluation of disease activity, affect treatment strategy and perhaps someday help
work out a new score for better assessing ERA patients.
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