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Abstract: Anti-cyclic citrullinated peptide antibodies (anti-CCP) have been shown to have high specificity in the early
diagnosis of rheumatoid arthritis (RA). However, these antibodies are sometimes present in patients with other rheumatic
diseases and rarely in healthy individuals. We evaluated the occurrence of these antibodies in patients with RA, other
rheumatic diseases and in healthy controls. Fifty two patients with RA, 39 patients with other rheumatological disorders
(like ankylosing spondylitis SLE, systemic sclerosis and psoriatic arthritis) and 30 controls were recruited. Tests for
immunological indicators (rheumatic factor and anti-CCP) were performed for each subject. Anti-CCP antibodies were
found in 34 out of 52 patients with RA, 3 out of 39 patients with other rheumatic diseases and in none of the 30 healthy
controls. Sensitivity and specificity of anti-CCP for RA were 65.4% and 95.7%, respectively while for rheumatoid factor,
sensitivity and specificity were 50% and 89.9%. Anti-CCP antibodies were detected in nearly 70% of patients with RA.
Fewer than 10% of patients with other rheumatic diseases and no healthy controls had anti-CCP antibodies. It is

important to correlate the result of anti-CCP testing with the clinical presentation in order to avoid misdiagnosis.
Keywords: Anti-CCP antibodies, rheumatoid arthritis, sensitivity, specificity.

INTRODUCTION

Rheumatoid arthritis (RA) is a systemic
inflammatory disease, characterized by chronic and
erosive polyarthritis with abnor mal growth of synovial
tissue or pannus that causes irreversible joint disability
[1]. Early diagnosis and treatment are important to
avoid unwanted complications of the disease.

However, patients with rheumatoid arthritis do
not always show typical symptoms and signs early in
their disease course which can make early diagnosis
difficult.! Laboratory testing for rheumatic diseases
helps in rapid diagnosis and appropriate management.
Serological markers like rheumatoid factor (RF), anti-
cyclic citrullinated peptide (CCP) antibodies and
inflammatory indicators like C-reactive protein (CRP)
and erythrocyte sedimentation rate (ESR) play an
important role in the early diagnosis of rheumatoid
arthritis [2].

Rheumatoid factor, a serological marker
commonly used in patients suspected to have

rheumatoid arthritis, has a sensitivity of 60- 80% in RA.
However, it lacks specificity since RF can also be found
in many other rheumatic diseases like systemic lupus
erythematosus (SLE), Sjogren’s syndrome, scleroderma
and non-rheumatic diseases like viral infections,
tumours and even in normal healthy subjects,
particularly in ageing individuals [1,3,4].

The presence of antibodies to cyclic citrullinated
peptides (anti-CCP) has been shown to be more specific
than RF for the diagnosis of RA [5-7]. Anti-CCP
antibodies are autoantibodies that bind with antigenic
determinant of unusual amino acid citrulline, formed by
post translational modification of arginine residues [8].
The sensitivity of anti-CCP antibodies for a diagnosis of
rheumatoid arthritis varies from 50 to 75%, while the
specificity is relatively high, usually more than 90%
[8,9]. Increased anti-CCP antibody levels are associated
with disease progression, more severe disease and
radiological damage [4,10-12].
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Table- Classification Criteria for Rheumatoid Arthritis [13]
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Joint involvement 1 large joint (shoulder, elbow, hip, knee, ankle)

2-10 large joints

1-3 small joints (MCP, PIP, Thumb IP, MTP, wrists)

4-10 small joints

>10 joints (at least 1 small joint)

Serology Negative RF and negative ACPA

Low-positive RF or low-positive anti-CCP antibodies (3 times ULN)

High-positive RF or high-positive anti-CCP antibodies (>3 times ULN)

Acute-phase reactants Normal CRP and normal ESR

Abnormal CRP or abnormal ESR

Duration of symptoms <6 weeks

6 weeks
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Owing to widespread use of testing for anti-CCP
antibodies and their diagnostic value in RA, this
serological parameter has been included in the new
2010 ACR/EULAR classification  criteria  for
rheumatoid arthritis [13].

Although several Indian studies have assessed
the role of anti-CCP antibodies in the diagnosis of RA,
there is paucity of data on the occurrence of these
antibodies in patients with other rheumatic diseases. We
studied the presence of these antibodies in patients with
rheumatoid arthritis, those with other rheumatic
diseases and in healthy controls.

METHODS

A cross-sectional, observational study was
performed from November 2013 to March 2015. Study
subjects included consecutive patients with rheumatoid
arthritis, diagnosed as per ACR/EULAR 2010
classification criteria; patients with other
rheumatological disorders like SLE, primary Sjogren’s
syndrome, progressive systemic sclerosis, psoriatic
arthritis, ankylosing spondylitis, reactive arthritis,
inflammatory bowel disease (IBD) associated arthritis
and palindromic rheumatism; and healthy age and sex
matched controls.

A detailed history was obtained and a
comprehensive clinical examination was performed in
all patients. For each patient with rheumatoid arthritis,

the disease activity score on 28 joints (DAS28) was
calculated using the following formula-

DAS28= 0.56 \ (tender joint count) + 0.28
(swollen joint count) + 0.70 In (ESR) + 0.014 GH
(GH= patient global assessment of health)

This score was used to categorize patients into
low, moderate and high disease activity levels. On the
basis of disease duration, patients were classified as
having early RA (<2 years) and late RA (>2 years).

Blood samples of all study participants were
collected in plain vacutainer vial after obtaining written,
informed consent. Anti-CCP antibodies (positive in a
titre >15 U/ml) and RF were detected by ELISA.

RESULTS

A total of ninety one (91) patients and thirty (30)
controls were included in the study. Out of these 91
patients, 52 had rheumatoid arthritis and 39 had other
rheumatological disorders like ankylosing spondylitis
(n=13), SLE (7), systemic sclerosis (5), undifferentiated
spondyloarthropathy (5), reactive arthritis (4), psoriatic
arthritis (3), polymyositis (1) and primary Sjogren’s
syndrome (1).

The age of the entire study population ranged
from 18 to 70 years with 94 women and 27 men. The
age and gender distribution of patients in each group is
shown in Table 1.

Table 1: Age and gender distribution in each study group

Group Females Age range (years) | Age (mean +s.d.) (years)
Rheumatoid arthritis (n=52) 90.4% 18 -70 42 +14

Otﬁer rheumatological disorders 513% 18 -60 32+ 10

(n=39)

Healthy controls (n=30) 90% 23-59 39+11
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Of patients with rheumatoid arthritis (n=52),
24 had early RA (disease duration less than 2 years) and
28 had late RA. Disease activity was low in 6,
moderate in 18 and high in 28 patients.

Rheumatoid factor was positive in 35 out of
52 patients with RA; in 7 out of 39 patients with other
rheumatological disorders and in none of the healthy

controls. Anti-CCP antibodies were positive in 34 of 52
patients with RA; in 3 out of 36 patients with other
rheumatological disorders and in none of the healthy
controls.

A comparison between positivity for
rheumatoid factor and anti-CCP antibodies is shown in
Table 2.

Table-2: Comparison between positivity for rheumatoid factor and anti-CCP antibodies in patients with
rheumatoid arthritis (n=52)

Anti-CCP antibodies Rheumatmgl factor — Total
Negative Positive

Negative 9 9 18

Positive 8 26 34

Total (no.) 17 35 52

In 30 patients with RA, the results of the two
tests were concordant. However, in the remaining 22
patients, one test was positive while the other test was
negative. In 43 patients with RA, either RF or anti-CCP
antibodies were positive. Only nine patients were truly
seronegative with neither test being positive.

No significant correlation was found between
anti-CCP positivity and disease duration or disease

activity according to DAS28 score in patients with
rheumatoid arthritis.

The sensitivity, specificity, positive predictive
values and negative predictive values of rheumatoid
factor and anti-CCP antibodies in the diagnosis of RA
are summarized in Table 3.

Table-3: Performance characteristics of rheumatoid factor and anti-CCP antibodies in patients with rheumatoid

arthritis
Parameter Rheumatoid factor (ELISA) Anti-CCP antibodies
Sensitivity 67.3% 65.4%
Specificity 89.9% 95.7%
Negative predictive value 78.5% 78.6%
Positive predictive value 83.3% 91.9%

Taken together, a combination of both tests
[either anti-CCP antibodies or RF being positive]
increased the sensitivity to 82.7%.

DISCUSSION

There is growing evidence that therapeutic
intervention early in the course of RA can lead to earlier
disease control, less joint damage and a better
prognosis. However, the diagnosis of RA is often
difficult as patients do not always present with typical
clinical features. Moreover, many other rheumatic or
immune diseases can mimic the clinical presentation of
RA. The use of diagnostic serological markers can help
to make an early diagnosis, to predict the course of the
disease and to guide treatment.

In this study, we recruited 52 patients with
rheumatoid arthritis who had moderate to high disease
activity and compared their RF and anti-CCP antibody
status with patients who had other rheumatological
diseases and with healthy controls.

Rheumatoid factor was present in 67.3% of RA
patients, in 17.9% of patients with other
rheumatological disorders and in none of the healthy
controls. Positivity of RF in RA patients in our study is
comparable to other studies by Bizzaro et al. [5],
loannis et al. [7], Quinn et al. [14], Mehandiratta et al.
[15] which have reported a positivity of 62.2%, 59.1%,
63% and 68%, respectively. In patients with other
rheumatological disorders and in healthy controls, the
positivity of RF was similar to that reported in previous
studies by loannis et al. [7], Lin et al. [16] and
Mehandiratta et al. [14].

Anti-CCP antibodies were positive (with a cut-
off 15 U/ml) in 65.4% of patients with rheumatoid
arthritis, a finding similar to that reported in by loannis
et al. [7], Sakineh et al. [17], Bizzaro et al. [5] and
Mehandiratta et al. [14].

Gupta et al. [18], Sghiri et al. [19] and
Bombardieri et al. [20] have reported a higher positivity
rate of anti-CCP antibodies in patients with RA. A
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possible explanation for this finding is the use of a
lower cut-off value (5 U/ml) of anti-CCP antibodies by
these authors compared to the cut-off value (15 U/ml)
used in our study.

Though, anti-CCP positivity was seen more in
patients with disease duration > 2 years, no statistically
significant correlation was found between anti-CCP
positivity and duration of RA. Similar finding have
been reported by Sghiri et al. in 2007 [19].

Anti-CCP antibodies were found to be positive
in 7.7% (3/39) of patients with other rheumatological
disorders and in none of the healthy controls. The three
patients with other rheumatological disorders, who were
anti-CCP  antibodies  positive, had ankylosing
spondylitis, polymyositis and reactive arthritis. Previous
studies have shown that anti-CCP antibodies can also be
detected in a small percentage of patients with immune
diseases other than RA like SLE, psoariatic arthritis,
ankylosing spondylitis, systemic sclerosis and Sjogren’s
syndrome [21-23].

loannis et al. recruited 115 patients with RA and
100 healthy controls and tested RF and anti-CCP
antibodies by nephelometry and ELISA, respectively.
They found anti-CCP antibodies in 63.2% of patients
with RA and in none of the healthy controls while RF
was found to be positive in 59.1% of patients with RA
and in 3% of healthy controls [7].

Lin et al. conducted a study on 145 patients with
RA and 75 patients with other rheumatic diseases. They
found anti-CCP antibodies in 119/145 patients (82.1%)
with RA and 9/75 patients (12.0%) with non-RA
rheumatic diseases while RF was positive in 116/145
RA patients and 27/75 non RA rheumatic diseases
patients [16].

Bizzaro et al. studied 98 patients with RA, 174
with non RA rheumatological diseases and 58 controls.
They found that anti CCP antibodies were present in 40
patients with RA (40.8%) and in 5 patients with other
rheumatological diseases (3.0%) and in none of the
controls. RF was positive in 61 patients with RA
(62.2%) and in 36 patients with other rheumatic
diseases (16%) [5].

However, the low prevalence of anti-CCP
antibodies in these diseases as compared to RA suggests
that anti-CCP antibodies are a reliable marker for
diagnosing RA and for distinguishing RA from other
rheumatological disorders.

Since the clinical presentation of ankylosing
spondylitis, reactive arthritis and polymyositis is very
different from that of rheumatoid arthritis, the finding
of anti-CCP antibodies in patients clinically suspected

to have one of these disorders is unlikely to lead to a
mistaken diagnosis of rheumatoid arthritis. At the same
time, the fact that anti-CCP antibodies may be
detectable in patients who do not have rheumatoid
arthritis cautions against the use of this test as a
diagnostic “gold standard” for rheumatoid arthritis. It
would be erroneous to conclude that the mere presence
of these antibodies establishes the diagnosis of RA.

To conclude, our study showed that anti-CCP
antibodies are a more specific marker than rheumatoid
factor for the diagnosis of RA. Anti-CCP antibodies
also help in differentiating RA from other
rheumatological disorders. Testing for both anti-CCP
antibodies and RF increases the sensitivity for
diagnosing RA thus helping in timely diagnosis and
early institution of therapy to prevent complications and
functional limitation due to the disease.

REFERENCES

1. Mimori T. Clinical significance of anti-CCP
antibodies in rheumatoid arthritis. Intern Med. 2005;
44:1122-26.

2. Christopher LC, Paul GS. Laboratory testing in the
rheumatic diseases: A practical review. South Med
J. 2005; 98:185-91.

3. Rantapaa-Dahlgvist S, De Jong BAW, Berglin E,
Hallmans G, Wadell G, Stenlund H, et al.
Antibodies against CCP & IgA rheumatoid factor
predict the development of rheumatoid arthritis.
Arthritis Rheum. 2003; 48:2741-9.

4. Chou CT, Liao HT, Chen CH, Chen WS, Wang HP,
Su KY. The clinical application of anti-CCP in
rheumatoid arthritis & other rheumatic diseases.
Biomarker Insights. 2007; 2: 165-71.

5. Bizzaro N, Mazzanti G, Tonutti E, Villalta D,
Tozzoli R. Diagnostic accuracy of the anti-CCP
assay for rheumatoid arthritis. Clinical Ch. 2001,
47:1089-93.

6. Khan AH, Jafri L, Hussain MA, Ishaqg S. Diagnostic
utility of anti-CCP antibodies & its comparison with
RF in rheumatoid arthritis. J Coll Physicians Surg
Pak. 2012; 22:711-15.

7. loannis A, Anastasios G, Athanasios Z, Katerina T,
Lazaros IS. Diagnostic value of anti-CCP antibodies
in Greek patients with rheumatoid arthritis. BM
Musculoskelet Disord. 2007; 8:1471-74.

8. Alghuweri A, Marafi A, Alhiary M. Use of
serological markers for evaluation patients with
rheumatoid arthritis. Int J Biol Med Res. 2012;
3:1397-1398.

9. Nishimura K, Sugiyama D, Kogata Y, Tsiyi G,
Nakazawa T, Kawano S. Meta-analysis: diagnostic
accuracy of anti-CCP antibody and RF for
rheumatoid arthritis. Ann Intern Med. 2007,
146:797.

Available online at https://saspublishers.com/journal/sajb/home

564


https://saspublishers.com/journal/sajb/home

Saumya Agarwa et al., Sch. Acad. J. Biosci., Aug 2017; 5(8):561-565

10. Lee DM, Schur PH. Clinical utility of the anti-CCP
assay in patients with rheumatic diseases. Ann
Rheum Dis. 2003; 62:870-874.

11.Egerer K, Feist E, Burmester GR. The serological
diagnosis of rheumatoid arthritis: antibodies to
citrullinated antigens. Dtsch Arztebl Int. 2009;
106:159-63.

12.Fathi NA, Ezz EA, Mosad E, Bakry MR, Hamed
BH, Ahmed S, et al. Diagnostic performance and
predictive value of RF, anti CCP antibodies & HLA-
DRBL1 locus genes in rheumatoid arthritis. Int Arch
Med 2008; 1:20.

13. Longo, Fauci, Kasper, Hauser, Jameson, Loscalzo
(18" ed). Chapter 321 Rheumatoid arthritis. In:
Harrison’s principles of internal medicine. USA: Mc
Graw Hill Companies; 2012.

14. Quinn MA, Gough KS, Green MJ, Devlin J, Hensor
MA, Greenstein A, et al. Anti-CCP antibodies
measured at disease onset help identify sero-
negative  rheumatoid  arthritis and  predict
radiological and functional outcome. Rheumatology.
2005; 45:478-80.

15. Mehandiratta R, Gupta S. Anti-CCP antibody
testing as adiagnostic marker in rheumatoid arthritis.
JARBS 2012; 4(3): 201-205.

16.Lin KH, Lan JL, Chen DY, Chen YH, Huang WN,
Hsieh TY. The diagnostic value of anti-cyclic
citrullinated peptide antibodies and rheumatoid
factor in patients with rheumatoid arthritis.
Formosan Journal of Rheumatology 2008; 22: 68-
73.

17.Sakineh KS, Shahin E, Farhad G,Mahmood AK,
Farhad S, Adolhadi N, et al. Comparative study of
anti-CCP and RF for the diagnosis of RA. APLAR
Journal of Rheumatology. 2007; 10:121-124.

18.Sghiri R, Bouagina E, Zaglaoui H, Mestiri H,
Harzallah L, Harrabi I. Diagnostic performance of
anti-CCP  antibodies in rheumatoid arthritis.
Rheumatol Int. 2007; 27: 1125-1130.

19.Gupta R, Thobah MM, Aneja R, Kumar A,
Varghese T, Chandrasenan PJ. Usefulness of anti-
CCP antibodies in rheumatic diseases in Indian
patients. Indian J Med Sci. 2009; 63:92-100.

20.Bombardieri M, Alessandre C, Labbadia G,
Lannuccelli C, Carlucci F, Ricceri V, et al. Role of
anti-CCP antibodies in discriminating patients with
RA from patients with chronic hep C infection
associated polyarticular involvement. Arthritis Res
Ther. 2004; 6:137-141.

21.Alenius GM, Berglin E, Rantapaa- Dahlgvist S.
Antibodies against CCP in psoriatic patients with or
without joint inflammation. Ann Rheum dis. 2006;
65:398-400.

22.Takasaki Y, Yamanaka K, Takasaki C, Matsushita
M, Yamada H, Nawatam, et al. Anti CCP
antibodies in patients with mixed connective tissue
diseases. Mod Rheumatol. 2004; 14:367-75.

23.Zhao Y, LiJ, Li X, Li C, Li L, Li ZG. What can we
learn from the presence of anti-CCP antibodies in
SLE. Joint Bone Spine. 2009; 76:501-7.

Available online at https://saspublishers.com/journal/sajb/home

565


https://saspublishers.com/journal/sajb/home

