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Anti-cyclic citrullinated peptide (CCP) antibody is a useful marker for the diagnosis and prognosis of rheumatoid arthritis (RA).
Recently, clinical significance of follow-up in anti-CCP antibody titer has been pointed out. Thus, we investigated the serial deter-
mination in anti-CCP antibodies titer in RA patients. Six patients with RA, who were followed up for longer than 5 years, were
assessed in anti-CCP antibodies and radiographs (Larsen score). Anti-CCP antibodies in frozen sera were measured using ELISA.
As aresult, 6 patients with RA were divided into two groups: one possessed high titers without variation, and the other was without
high titers. Joint damage progressed during observation in 2 out of 3 patients with high anti-CCP titers in a retrospective assess-
ment. In contrast, the RA patient, whose anti-CCP titer decreases although it had been high titer at baseline, did not show increase
in the Larsen score. These findings suggest that it might be necessary to analyze changes in anti-CCP to predict the prognosis of
joint destruction.
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1. INTRODUCTION

Rheumatoid arthritis (RA) is a chronic inflammatory au-
toimmune disease characterized by progressive cartilage ero-
sion and destruction. Previous investigations have shown
that autoantibodies to a cyclic citrullinated peptide (anti-
CCP) are highly specific for RA, including the early form, and
that these antibodies may be of prognostic value as mark-
ers predicting progression to more serious disease [1-3]. Re-
cently, it has been reported that serially determined anti-CCP
performs better than baseline determination for predicting
radiographic progression in patients with RA [4]. Therefore,
we retrospectively investigated the association between vari-
ations in anti-CCP titers and the progression of joint damage
in our RA patients, who had not been treated with anti-TNF-
alpha drugs and tacrolimus hydrate.

2. PATIENTS AND METHODS

Firstly, to confirm the specificity and sensitivity of anti-CCP
antibodies in our hospital, we assessed anti-CCP titer in RA

or other various autoimmune diseases (see Figure 1) before
serial determination in RA.

In the longitudinal observation, anti-CCP antibody was
detected in sera obtained from 6 RA patients who were fol-
lowed up for 5 years. Each serum sample was frozen at —80°C
and stored. The 6-patient profiles at the start of follow-up are
demonstrated in Table 1. They fulfilled the diagnostic crite-
ria for RA. Radiographic assessment was performed retro-
spectively. Serial radiographs of the hands and feet (standard
film on anteroposterior projection) were taken from the start
until year 5 during regular clinical assessments. The radio-
graphs were evaluated according to Larsen and Dale [5] and
Lindqvist et al. [6].Anti-CCP antibodies were assessed with
a commercial enzyme-linked immunosorbent assay (ELISA:
second generation; Axis-Shield Diagnostics Limited, UK),
according to the manufacturer’s instructions. In brief, serum
samples were diluted 1 : 100, or more for cases in which the
antibody level was very high with optical densities not falling
within a standard curve at the original dilution. The samples
were incubated for 60 minutes at room temperature. After in-
cubation, each well was washed with washing buffer 3 times.
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TasLE 1: The 6-patient profiles in the follow-up study during 5 years.
No. Age/Sex Disease duration* Anti-CCP titer Treatment
1 50/f 2.2 High SASP**, MTX***, PSL*
2 65/f 12 High Bucillamine
3 31/f 5 High SASP, MTX
4 48/t Negative Bucillamine
5 51/f 5 Low Bucillamine
6 46/t 2.5 High-negative SASP

*disease duration (year) at the start of observation;
*+salazosulphpiridine; ***methotrexate, *#prednisolone.
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F1GURE 1: Anti-CCP titer in RA (rheumatoid arthritis: 23 females
and 8 males) who fulfilled the diagnostic criteria for RA or other
various autoimmune diseases. Autoimmune diseases except for RA,
such as primary Sjogren’s syndrome (PSS; n = 12), systemic lu-
pus erythematosus (SLE; n = 13), mixed connective tissue disease
(MCTD; n = 6), Bechet’s disease (n = 4), systemic sclerosis (SSc;
n = 3), polymyalgia rheumatica (PMR; n = 2), primary biliary
cirrhosis (PBC; n = 3), Wegener’s gnanuloma (WG; n = 1), and
inflammatory bowel disease (IBD; n = 3), were also assessed. Two
patients with SSc overlapped with RA.

One hundred ul of substrate were added to each well. After a
30-minute incubation, each sample was measured for its ab-
sorbance at 550 nm. Each assay was carried out in duplicate.

3. RESULTS AND DISCUSSION

Anti-CCP titers in patients with RA or other autoimmune
diseases are shown in Figure 1. Anti-CCP was positive in
94.7% of the patients with RA and negative in 88.8% of
the patients with other autoimmune diseases except for RA.
These results are in accordance with the previous report [1].
Two systemic sclerosis (SSc) patients with anti-CCP were
complicated with RA.

Anti-CCP titers changes in the 6 patients are shown in
Figure 2. Three of the patients (no. 1, 2, and 3 in Table 1)
showed a high anti-CCP titer and one patient (no. 4) showed
a low titer over 5 years, without variation. In serum obtained
from patient no. 5, anti-CCP was not detected during the dis-
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F1GURE 2: Anti-CCP titer changes in each patient. The numbers re-
fer to patient no. 5 in Table 1.

ease course. Although anti-CCP titer was high at the start of
observation in patient no. 6, anti-CCP was not detected in
her sera during the succeeding four years.

We show the variations in radiographic damage in each
patient according to Larsen and Dale [5] and Lindqvist et
al. [6] in Figure 3. The Larsen score increased during obser-
vation in 2 of 3 patients who demonstrated high titers of anti-
CCP. Besides, the Larsen score was already high at the start
of observation in the remaining one patient (no. 2). In con-
trast, the Larsen score did not change in patients whose anti-
CCP titer was low or negative. Furthermore, one patient (no.
6), whose anti-CCP titer was high at the start of observation
and was not detected in her sera during the succeeding four
years, also did not show increase in the Larsen score. These
observations confirm that a high anti-CCP titer predisposes
patients toward joint destruction progression, and probably
suggest that decrease in titers of anti-CCP autoantibodies
predicts the suppression of joint damage. Therefore, the
clinical course of the patients with high titer of anti-CCP
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FiGUure 3: The change in Larsen score during observation. Closed
circle (o) indicates the patients with serial high titers in anti-CCP.
The numbers refer to patient no. 5 in Table 1.

antibody may change by the decrease in their titers. How-
ever, these insights raise another problem. Do anti-tumor
necrosis factor (TNF)-alpha drugs facilitate control of radio-
graphic outcomes over the long term in patients with RA ?
Recent studies have reported that treatment with infliximab
decreased the serum level of rheumatoid factor (RF) but anti-
CCP antibodies did not [7, 8]. Thus,many investigators have
highlighted the absence of significant variations in anti-CCP
titers in patients treated with anti-TNF-alpha drugs in con-
trast with the level of RE To resolve this problem, further
prospective studies will be required using patients treated
with anti-TNF-alpha drugs.

Finally, the decrease in titers of anti-CCP autoantibod-
ies, even if high titer at baseline, may predict the suppression
of joint damage. Serially determined anti-CCP antibodies as
well as baseline determination should be considered from the
predictable viewpoint.

ACKNOWLEDGMENTS

We thank Professor Takasaki Y., Department of Rheumatol-
ogy, Juntendo University, Tokyo, Japan, for constructive sug-
gestions. This study was supported by a Grant-in-Aid for Sci-
entific Research from the Japan Society for the Promotion of
Science.

REFERENCES

[1] O. Shovman, B. Gilburd, G. Zandman-Goddard, et al., “The
diagnostic utility of anti-cyclic citrullinated peptide antibod-
ies, matrix metalloproteinase-3, rheumatoid factor, erythrocyte
sedimentation rate, and C-reactive protein in patients with ero-
sive and non-erosive theumatoid arthritis,” Clinical and Devel-
opmental Immunology, vol. 12, no. 3, pp. 197-202, 2005.

[2] K. Raza, M. Breese, P. Nightingale, et al., “Predictive value of
antibodies to cyclic citrullinated peptide in patients with very
early inflammatory arthritis,” Journal of Rheumatology, vol. 32,
no. 2, pp. 231-238, 2005.

[3] E. Lindqvist, K. Eberhardt, K. Bendtzen, D. Heinegard, and
T. Saxne, “Prognostic laboratory markers of joint damage in
rheumatoid arthritis,” Annals of the Rheumatic Diseases, vol. 64,
no. 2, pp. 196-201, 2005,

[4] O. Meyer, P. Nicaise-Roland, M. dos Santos, et al., “Serial de-
termination of cyclic citrullinated peptide autoantibodies pre-
dicted five-year radiological outcomes in a prospective cohort
of patients with early rheumatoid arthritis,” Arthritis Research
& Therapy, vol. 8, no. 2, p. R40, 2006.

[5] A. Larsen, K. Dale, and M. Eek, “Radiographic evaluation of
rheumatoid arthritis and related conditions by standard refer-
ence films,” Acta Radiologica Diagnosis, vol. 18, no. 4, pp. 481—
491, 1977.

[6] E. Lindqvist, K. Jonsson, T. Saxne, and K. Eberhardt, “Course
of radiographic damage over 10 years in a cohort with early
rheumatoid arthritis,” Annals of the Rheumatic Diseases, vol. 62,
no. 7, pp. 611-616, 2003.

[7] L. De Rycke, X. Verhelst, E. Kruithof, et al., “Rheumatoid fac-
tor, but not anti-cyclic citrullinated peptide antibodies, is mod-
ulated by infliximab treatment in rheumatoid arthritis,” Annals
of the Rheumatic Diseases, vol. 64, no. 2, pp. 299-302, 2005.

[8] P. Caramaschi, D. Biasi, E. Tonolli, et al., “Antibodies against
cyclic citrullinated peptides in patients affected by rheumatoid
arthritis before and after infliximab treatment,” Rheumatology
International, vol. 26, no. 1, pp. 58—62, 2005.



	Introduction
	Patients and methods
	Results and discussion
	Acknowledgments
	REFERENCES

