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Rheumatoid arthritis (RA) is a chronic progressive, autoimmune disease that affects about 1.5% of
the community. New markers are needed for early diagnosis of RA as seronegativity in early RA
remains a major limitation of both anti-citrullinated protein antibodies (ACPA) and rheumatoid
factor (RF).

To measure the plasma levels of the collagen triple helix, repeat containing-1 (CTHRC-1) protein in
RA patients.

103 RA patients (56 new diagnostic without treatment group and 47 patients on treatment were
included in this study according to American College of Rheumatology (ACR) criteria, in addition to
25 subjects as healthy control group. CTHRC-1 level was measured by using Immunoassay System in
plasma samples.

The mean and SD of CTHRC1 was (49.1046.51 ng/ml) in RA patients was significantly higher than its
mean in healthy controls (6.20£2.81 ng/ml), (p value =0.002). The distribution of CTHRC1 was
insignificantly associated with patient treated or not (P value 1.000, 0.273) respectively, or were
the patients had positive or negative RF (P value 0.118, 1.000) respectively.

Using the Immunoassay System for CTHRC-1 quantification, CTHRC1 could be used as a plasma
marker that can aid in the diagnosis of RA although it has no association with seropositivity with RF
or treatment.
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List of abbreviations: Anti-CCP = Anti cyclic citrullinated
peptide, CRP = C-reactive protein, CTHRC1 = Collagen triple helix
repeat containing 1 protein, ESR = Erythrocyte sedimentation rate, RA
= Rheumatoid arthritis, RF = Rheumatoid factor

Introduction

he collagen triple helix repeat containing

1 protein (CTHRC1) is a veiled modulator

of signaling, which is a key controller of
joint remodeling, it promotes cell proliferation
and immigration (. CTHRC1 that showed
expression in murine investigational arthritis is
increased in the synovium. These monoclonal
antibodies have very little cross-reactivity with
the skeletal isoforms (2. CTHRC1 very sensitive

and specific indicator of myocardial damage ©/;
their assays have been beset by some
analytical problems ). Others suggest that this
CTHRC1 is not affected by rheumatoid factor
(RF) (),

This study aimed to evaluate the benefit of
plasma CTHRC1 as a marker that help in
diagnosis of rheumatoid arthritis disease (RA)
disease and could be a marker for difference
between seropositive and seronegative RA, and
their correlation with other markers.
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Methods

Data were collected during the period from
March 2020 to September 2020. This study
included (103) RA patients of less than 1 year
duration that were classified to new diagnostic
without treatment group (56 patients) and
early treated group (47 patients), in addition to
(25 healthy control group). Their ages were >
18 years. All recruited patients were seen in
Rheumatology Outpatients Clinic in Teaching
Baghdad Hospital in Baghdad. The diagnosis of
RA was according to the American College of
Rheumatology criteria for RA ©®). Venous blood
specimens (5 ml) were collected from each
subject; 3 ml of each sample for serum. Serum
CTHRC1 was detected by using the
Immunoassay System (VEDALAB Inc, 28091 cat.
number, France). The RF IgG concentrations in
both healthy controls and patients were
measured on the Immunoassay System (Chorus
Inc, 86038 cat. number, Italy), (Chorus Anti-CCP
device, 86094 cat. number, ltaly) of Anti-CCP
kit and (AGAPPE, 52009002 cat. number,
Switzerland) of CRP kit.

Statistical analysis
Statistical analysis was performed using the
SPSS 10 statistical pack up. Mean and standard

deviation (SD) were used to express variables.
Unpaired t-test was used to compare the
difference in mean between two continuous
variables, differences were considered
statistically significant at P<0.05. For comparing
more than two groups, the one-way ANOVA
method was used to determine if there is
statistical significance across the groups or not.
Receiver-operating characteristic (ROC) curves
were used to evaluate the diagnostic utility of
marker as estimated by the area under the
curve (AUC). ©),

Results

Demographical and serological data of study
groups

Table (1) shows demographical characteristics
of patients and controls. There was no
significant difference in mean age between
patients and controls (42.22+11.23, 36.4+11.15
years) respectively; p value =0.126). While
there was significant difference in the sex
distribution, although majority of patients and
controls were females but males were more in
patients than in control (p value =0.030). In
patients, 29.1% have positive family history of
RA which significant different from controls
were none of them have (p value =0.040).

Table 1. Demographical and serological data of study groups

Parameters Patients Control P value
(No. = 103) (No. = 25)
Age (Yrs) MeanzSD 42.22+11.23 36.40+11.15 0.126
Sex Female 77 (74.8) 22 (88.0) 0.030
No. (%) Male 26 (25.2) 3(12.0) '
Disease Duration (Months) (1-6) 46 (44.7) . 0.003
No. (%) (7-12) 57 (55.3) '
I No 73 (70.9) 25 (100)
Famn\’; History Yes 30(29.1) 0(0.0) 0.04
° Negative 36 (35.0) 25 (100)
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Serological data were illustrated in table 2
were the difference between patients and
controls were highly significant as majority of
RA patients had elevated ESR (79.62%), positive
CRP (86.4%), positive Anti-CCP (91.3%), and

Iraqi JMS 2021; Vol. 19(2)

(65.0%) of them had positive RF while only 8%
of controls has elevated ESR, and none of them
had positive CRP, Anti-CCP or RF (p value 0.001,
<0.001, 0.001 and 0.001) respectively.

Table 2. Serological data of study groups

Parameters Patients Control P value
(No. =103) (No. = 25)
ESR Elevated 82 (79.62) 2 (8.0) 0.001
No. (%) Normal 21 (20.40) 23 (92.0) '
CRP Positive 89 (86.4) 0 (0.0)
. <0.001
No. (%) Negative 14 (13.6) 25 (100)
Anti-CCP Positive 94 (91.3) 0(0.0) 0.001
No. (%) Negative 09 (08.7) 25 (100) '
RF Positive 67 (65.0) 0(0.0) 0.001
No. (%) Negative 36 (35.0) 25 (100) '

ESR: Normal value for female =0-20 mm/h, Normal value for male = 0-9 mm/h, CRP: Positive value (more than 6

mg/l) in serum

The mean and SD of CTHRC1 was (49.10+6.51
ng/ml) in RA patients and (6.20£2.81 ng/ml) in

healthy control group, the difference was
significant (p value =0.002) (Table 3).

Table 3. Comparison of Collagen triple helix repeat containing 1 protein (CTHRC1) between
patients and controls

Parameter Patients Control P value
(No. =103) (No. = 25)
CTHRC1 (ng/ml) MeantSD 49.10+6.51 6.20+2.81 0.002

Distribution of CTHRC1 marker according
treatment and seropositivity of RF

Table (4) shows association of "CTHRC1"
marker with treatment of patients and their
seropositivity for RF patients. It showed that
there is no significant association of CTHRC1

distribution whether the patients were treated
or not (P value 1.000, 0.273) respectively, or
were the patients had positive or negative RF
(P value 0.118, 1.000) respectively.
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Table 4. CTHRC1 marker distribution according to RF Patients (treated and Untreated (positive

and negative) with comparisons significant

RE Treatment
Groups CTHRC1 No.&% Untreated Treated Total P value
Patients Patients
Positive No. 2 (33.3) 8(80.0) 10 (62.5) 0.118
RF tve Negative No. 4 (66.7) 2 (20.0) 6 (37.5) .NS
Total No. 6 (100) 10 (100) 16 (100)
Positive No. 3 (50.0) 0(0.0) 3(42.9) 1.000
RF-ve Negative No. 3 (50.0) 1 (100) 4 (57.1) .NS
Total No. 6 (100) 1(100) 7 (100)
P value 1.000 NS 0.273 NS

NS: Non-significant at P>0.05

Discussion

There is an unmet need for specific and easy-
to-measure biomarkers to diagnose RA
patients and distinguish patients with high
disease activity who are at increased hazard of
developing erosive, joint destructive disease.
The present study revealed that prevalence of
RA was more in female patients than male
patients similar to result in 2014 showed
(75.25% vs 24.75%, respectively) 7). Few
studies have shown opposite result more
frequent in men than in women (72% versus
55%, respectively) (©),

In present study, the percentage of patients
had 7-12 months of disease duration more
than the 1-6 months of patients' groups, while
study reported the patients fulfilling the
American College of Rheumatology (ACR)
criteria at presentation, 53% with disease
duration of <3 months, compared with 94% of
patients who presented with disease duration
of >12 weeks, therefore, the strongest
predictor of persistent disease was a disease
duration of >3 months ©). Although family
history of RA is an old concept (19, present data
appeared patients had family history less than
those with no family history of RA. Somers and
his colleagues reported a high rate of RA in
female offspring with a maternal history of RA
(11)

Early diagnosis of RA is important for
preventing joint damage via treatment. For
patients having typical symptoms, the disease

could be easily diagnosed, often in the first
year of disease onset. For many patients with
atypical symptomes, it could take more time to
diagnose. Consequently, specific and sensitive
serological tests are required for diagnosis.
Furthermore, ESR and CRP with high positive
results, although they are nonspecific for the
diagnosis of RA, but they are important
assisting markers for the diagnosis of RA.
Simultaneous finding of RF, Anti-CCP, CRP and
ESR is helpful for the confirmed diagnosis of RA
(12) patients that had positive RF and Anti-CCP
more than with negative test results, recently
the new criteria for diagnosis of RA have been
introduced in addition to Anti-CCP, together
with RF 13), Thus, these parameters could be
used as specific serologic markers for RA. It is
showed that Anti-CCP have the power to
predict the development of RA in patients with
early arthritis, and the possibility of future
onset of RA in certain high-risk populations (4,
The most important finding of this study was
that concentrations of high sensitivity, CTHRC1
were higher in patients with RA compared to
controls. The difference remained statistically
significant after adjustment for demographic
characteristics  (P=0.002). Other results
reported that patients with seropositive RA do
not have falsely elevated CTHRC1 levels (%),

Current study found that neither seropositivity
for RF nor treatment of patients have
significant effect on CTHRC1. This finding agree
with a study that reported no significant
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association between CTHRC1 level and
inflammatory markers, acute phase reactants.
This suggests that active inflammation may not
be the primary driver of CTHRC1 elevation in
RA (13),

In conclusion, CTHRC1 may be plasma marker
that can aid in the diagnosis of RA.

Acknowledgement

Authors would like to thank Dr. Ali H. Al-Hafidh,
Consultant in Rheumatology Clinic in Medical
City in Baghdad for facilitating the collection of
samples.

Author contribution

Dr. Alwan: collection of data, interpretation
and writing of manuscript. Abdul-Ridha and Ali:
final revision of the manuscript.

Conflict of interest
Authors declare no conflict of interest.

Funding
Self-funding.

References

1. Kenny PR, Finger DR. Falsely elevated cardiac
troponin-l in patients with seropositive rheumatoid
arthritis. J Rheumatol. 2005; 32(7): 1258-61.

2. Hamm CW, Katus HA. New biochemical markers for
myocardial cell injury. Curr Opin Cardiol. 1995; 10(4):
355-60. doi: 10.1097/00001573-199507000-00003.

3. Sobki SH, Saadeddin SM, Habbab MA. Cardiac
markers used in the detection of myocardial injury.
Saudi Med J. 2000; 21(9): 843-6.

4. Lewis JS Jr, Taylor JF, Miklos AZ, et al. Clinical
significance of low-positive troponin | by AxXSYM and
ACS:180. Am J Clin Pathol. 2001; 116(3): 396-402.
doi: 10.1309/EHMY-7WU1-UYE7-EE99.

5. Arnett FC, Edworthy SM, Bloch DA, et al. The
American Rheumatism Association 1987 revised
criteria for the classification of rheumatoid arthritis.
Arthritis  Rheum. 1988; 31(3): 315-24. doi:
10.1002/art.1780310302.

6. Nordness RJ. Epidemiology and biostatistics, secret.
USA: Mosby Elsevier; 2006. p. 152.

10.

11.

12,

13.

14,

15.

Iraqi JMS 2021; Vol. 19(2)

. Weyand CM, Yang Z, Goronzy JJ. T-cell aging in

rheumatoid arthritis. Curr Opin Rheumatol. 2014,
26(1): 93-100. doi: 10.1097/BOR.0000000000000011.
Weyand CM, Schmidt D, Wagner U, et al. The
influence of sex on the phenotype of rheumatoid
arthritis. Arthritis Rheum. 1998; 41(5): 817-22. doi:
10.1002/1529-0131(199805)41:5<817::AID-
ART7>3.0.CO;2-S.

Green M, Marzo-Ortega H, McGonagle D, et al.
Persistence of mild, early inflammatory arthritis: the
importance of disease duration, rheumatoid factor,
and the shared epitope. Arthritis Rheum. 1999;
42(10): 2184-8. doi: 10.1002/1529-
0131(199910)42:10<2184::AID-ANR20>3.0.CO;2-2.
Frisell T, Saevarsdottir S, Askling J. Family history of
rheumatoid arthritis: an old concept with new
developments. Nat Rev Rheumatol. 2016; 12(6): 335-
43, doi: 10.1038/nrrheum.2016.52.

Somers EC, Antonsen S, Pedersen L, et al. Parental
history of lupus and rheumatoid arthritis and risk in
offspring in a nationwide cohort study: does sex
matter? Ann Rheum Dis. 2013; 72(4): 525-9. doi:
10.1136/annrheumdis-2011-201165

Shen R, Ren X, Jing R, et al. Rheumatoid factor, anti-
cyclic citrullinated peptide antibody, C-reactive
protein, and erythrocyte sedimentation rate for the
clinical diagnosis of rheumatoid arthritis. Lab Med.
2015; 46(3): 226-9. doi:
10.1309/LMZYTSO5RHIHV93T.

Aletaha D, Neogi T, Silman AJ, et al. 2010 Rheumatoid
arthritis classification criteria: an American College of
Rheumatology/European League Against
Rheumatism collaborative initiative. Arthritis Rheum.
2010; 62(9): 2569-81. doi: 10.1002/art.27584.

Bizzaro N, Bartoloni E, Morozzi G, et al. Anti-cyclic
citrullinated peptide antibody titer predicts time to
rheumatoid arthritis onset in patients with
undifferentiated arthritis: results from a 2-year
prospective study. Arthritis Res Ther. 2013; 15(1):
R16. doi: 10.1186/ar4148.

Bradham WS, Bian A, Oeser A, et al. High-sensitivity
cardiac troponin-l is elevated in patients with
rheumatoid arthritis, independent of cardiovascular
risk factors and inflammation. PLoS One. 2012; 7(6):
€38930. doi: 10.1371/journal.pone.0038930.

Correspondence to Dr. Sahar A. Alwan
E-mail: moonsahar91@yahoo.com
Received May 6" 2021
Accepted Aug. 10t" 2021

©loclel


mailto:moonsahar91@yahoo.com

