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Abstract: Rheumatoid arthritis (RA) is an autoimmune disease of unknown etiology. The majority of
individuals with RA are positive for the disease-specific anti-citrullinated protein antibodies (ACPAs).
These antibodies are primarily of cross-reactive nature, hence, the true autoantigen to ACPA remains
unidentified. In this study, we analyzed the reactivity of RA sera to several post-translationally
modified epitopes, in order to further characterize the specific nature of ACPAs by immunoassays.
Substituting citrulline with other amino acids, e.g., D-citrulline, homo-citrulline and methyl-arginine
illustrated that ACPAs are utmost specific for citrullinated targets. Collectively, these findings support
that ACPAs and citrullinated targets are specific for RA, making citrulline-containing peptide targets
the most effective assays for detection of ACPAs.

Keywords: anti-citrullinated protein antibodies; citrulline; homo-citrulline; epitopes; peptides;
rheumatoid arthritis

1. Introduction

Rheumatoid arthritis (RA) is an autoimmune disease of unknown etiology, which causes
inflammation in the joints and in severe cases erosion of the underlying bone [1]. The disease
primarily affects women with a 2:1 female/male ratio and onset of disease symptoms typically peak in
the forties to sixties [2]. The disease affects approximately 1% of the population worldwide [1,3].

Several autoantibodies are associated with RA. One of the most known is the rheumatoid factor
(RF), which recognizes the fragment crystallizable (Fc) domain of IgGs, that is the second and third
constant regions of IgG. Although present in 60%–70% of individuals with RA, this group of antibodies
is not specific for RA as RF also occasionally is detected in other connective tissue diseases [4,5].

Another group of antibodies that is associated with RA is the anti-citrullinated protein antibodies,
also referred to as ACPAs. ACPAs recognize the post-translationally modified amino acid citrulline,
originating from the amino acid arginine [6,7]. The peptidylarginine deiminase (PAD) catalyzes the
conversion of arginine to citrulline, where the nitrogen atom is replaced with an oxygen atom and the
positive charge of the guanidino group is eliminated [8].
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ACPAs are detected in up to 80% of serum from RA individuals and have been reported to be
associated with a more severe disease course and disease outcome compared to ACPA-negative RA,
and may even precede disease symptoms [9–12]. These antibodies are specific for RA, although they
also have been sporadically reported to be associated with other diseases [13].

Several antibody-based assays exist for detection of ACPAs. The majority of the assays employ
cyclic citrullinated peptides (CCP) [12,14–16]. Dependent on the origin of the assays and the number
of peptides, the assays are divided into three generations, CCP1–CCP3 [9,12,14–16]. The assays
employ different peptides, indicating that the presence of citrulline, rather than a specific citrullinated
epitope itself, is essential for ACPA detection, which is in accordance with their cross-reactive nature.
ACPAs recognize several citrullinated protein targets, preferably with a Cit–Gly motif [7,17–21].
Although no true citrullinated autoantigen has been identified, several citrullinated targets have been
reported, e.g., collagen, fibrinogen, Epstein-Barr nuclear antigen (EBNA)-1, EBNA-2, α-enolase, and
vimentin [18,22–27]. As a consequence, ACPAs have been described as a group of antibodies with
overlapping reactivity, characterized by significant cross-reactivity to citrullinated targets [24,25,28,29].

Several studies have analyzed the importance of the amino acids surrounding citrulline for a stable
antibody–antigen interaction. Studies find that the Cit–Gly motif is essential for antibody reactivity,
although other motifs occasionally are tolerated as well [17,20,21]. Substitution studies illustrate that
substitutions in positions –x–x–Cit–G–x– have no influence on antibody reactivity, clearly illustrating
the importance of the central Cit–Gly motif rather than a specific epitope, which the majority of antigens
demonstrate [17,19–21,23]. However, only limited information is available in relation to modification
of the specific amino acid citrulline.

It has been reported that ACPAs occasionally may interact with homo-citrullinated peptides
as well [30]. Homo-citrulline is similar to citrulline, a post-translational modification of arginine.
The functional group of homo-citrulline and citrulline is identical, but the carbon backbone of
homo-citrulline contains and additional -CH2- compared to citrulline. Antibodies recognizing
citrulline- and homo-citrulline-containing peptides contain partly overlapping binding sites in RA sera,
suggesting some kind of relationship between these two groups of antibodies [31–33]. The relationship
between homo-citrulline and RA remains unclear.

In the present study, we examined the importance of the specific citrulline unit in order to
obtain further knowledge about the nature of citrulline-dependent antibody–antigen interactions and
ACPA response in RA patients. This was done by substituting citrulline with amino acids of similar
functionality, e.g., D-citrulline, homo-citrulline, methyl-arginine, and arginine, and analyzing antibody
reactivity in traditional immunoassays. We found that antibody reactivity was significantly reduced
when citrulline was substituted with D-citrulline, homo-citrulline, or methyl arginine. These findings
illustrate that the presence of L-citrulline is crucial for specific antibody reactivity, and even the
smallest alterations in the amino acid side chain or side chain presentation interferes with the specific
antibody–antigen interaction.

2. Materials and Methods

2.1. Materials

Synthetic citrulline-, arginine- and homo-citrulline-containing peptides were from Schafer-N
(Lyngby, Denmark). Streptavidin, alkaline phosphatase (AP)-conjugated goat anti-human IgG and
para-nitrophenylphosphate (pNPP) were from Sigma Aldrich (St. Louis, Mo, USA). Tris–Tween–NaCl
(TTN) buffer (0.05 M Tris, 0.3 M NaCl, 1% Tween 20, pH 7.4) and AP-substrate buffer (1 M diethanolamine,
0.5 mM MgCl2, pH 9.8) were from SSI Diagnostica (Hillerød, Denmark).

2.1.1. Patient Sera

Twenty-five RA-positive sera, diagnosed according to the American College of Rheumatology
(ACR) classification criteria [34] were enrolled in this study. The sera were obtained from Rigshospitalet
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Glostrup. The project was approved by the scientific ethics committees in Denmark (Project ID: 19980024
PMC and H-15009640). Healthy control (HC) sera were obtained from volunteers at Rigshospitalet
and at Statens Serum Institut (Copenhagen, Denmark). All participating subjects gave their written
informed consent for inclusion before they participated in the study. Twenty-five RA sera were enrolled
of which 22 were from females. The average age for RA patients was 55 years. All RA sera were
CCP2 positive, with CCP titers ranging from 25 to 3200 U/mL. Eighteen RA sera were RF IgA positive
(>15 U/mL) and 21 were RF IgM positive (15 IU/mL). Three sera were RF negative.

2.1.2. Synthetic Peptides

Synthetic peptides containing methylarginie were synthesized by traditional fluorenylmethyloxyc
arbony peptide synthesis, as previously described [35]. The peptides were approximately 20 amino
acids long with a central Cit/hCit/Arg (Nω−Me)/Arg residue. The modified amino acids introduced
are presented in Figure 1.

Figure 1. Schematic illustration of the central amino acid substitutions found in the peptides used in
this study. The point of origin is citrulline; the circles represent atoms different from citrulline.

As presented in Table 1, the peptides selected for analysis in this study were a combination of
human proteins and viral proteins, which have previously been identified as potential ACPA targets.
In particular, the citrullinated viral EBNA-2 peptide and the human pro-filaggrin peptide have been
reported to be good ACPA substrates [7,12,24,25]. Thus, ACPA reactivity was analyzed based on
reactivity to human peptides and cross-reactivity to viral peptides.

Table 1. Peptides used in the current study. The underscored amino acids represent the substituted
amino acid.

Peptide aa Origin Substitution

SHQEST–R–GRSRGRS 306–319 Profilaggrin Cit
HQSHQEST–R–GRSRGRSGRSGS 304–324 Profilaggrin Cit/hCit
GSGGRGRGGSGGRRG–R–GRER 341–360 EBNA1 Cit/hCit
ARGGSRERARGRGRG–R–GEKR 361–380 EBNA1 Cit/hCit/Arg(Me)
GNGLGE–R–GDTSGPEGSGGSG 11–30 EBNA1 Cit/hCit
GRGRGRGE–R–RPRSPSSQSSS 371–390 EBNA1 Cit/hCit
FAEVLKDAI–R–DLVMTKPAPT 571–590 EBNA1 Cit/hCit
GGSKTSLYNLR–R–GTALAIPQ 511–530 EBNA1 Cit/hCit/Arg(Me)
PQASVPLRLT–R–GSRAPISRAQ 1835–1855 Proteoglycan Arg(Me)

GQGRGRWRG–R–GRSKGRGRMH 313–332 EBNA-2 Arg(Me)

2.2. Streptavidin Capture Enzyme-Linked Immunosorbent Assay

MaxiSorp 96-well microtiter plates (Nunc, Roskilde, Denmark) were precoated with streptavidin
(1 µg/mL) for 2 h at room temperature (RT) followed by coating with biotinylated peptides (1µg/mL)
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for 2 h at RT. Sera diluted (1:200) in TTN were added to the microtiter plates and incubated for 1 h at
RT. Patient sera were analyzed in duplicates. After careful washing with TTN buffer, AP-conjugated
goat anti-human IgG diluted in TTN (1 µg/mL) was added to the wells and the plates incubated for 1 h
at RT. For antibody quantification, AP activity was determined with pNPP (1 mg/mL) diluted in AP
substrate buffer. The absorbance was measured at 405 nm, with background subtraction at 650 nm,
using a ThermoMax microtiter plate reader (Molecular Devices, Menlo Park, CA, USA).

2.3. Statistical Analyses

Statistical calculations were performed using two measurements of 25 RA sera. The values
obtained in this study were compared further by using the two-tailed Student’s t-test for single column
analysis and Mann–Whitney U-test, which compared all columns to control columns.

3. Results

3.1. Reactivity of Rheumatoid Arthritis Sera to D/L-Citrulline-Containing Peptides

To determine whether the orientation of citrulline in the epitope is essential for antibody reactivity,
the reactivity of ACPA-positive RA sera was analyzed to two peptides (SHQEST-Cit-GRSRGRS),
originating from pro-filaggrin by streptavidin capture enzyme-linked immunosorbent assay (ELISA).
The pro-filaggrin peptide, SHQEST-R-GRSRGRS, was selected for preliminary analysis, as a peptide
containing this central region originally was used for detection of ACPAs. One peptide version
contained a traditional L-citrulline, whereas the other contained D-citrulline. In total, 25 RA and 20 HC
sera were analyzed for reactivity.

As presented in Figure 2, the ACPA-positive RA sera reacted with the citrullinated pro-filaggrin
peptides (Figure 2a).

Antibodies 2019, 8, x FOR PEER REVIEW 4 of 11 

 

MaxiSorp 96-well microtiter plates (Nunc, Roskilde, Denmark) were precoated with 
streptavidin (1 µg/mL) for 2 h at room temperature (RT) followed by coating with biotinylated 
peptides (1µg/mL) for 2 h at RT. Sera diluted (1:200) in TTN were added to the microtiter plates and 
incubated for 1 h at RT. Patient sera were analyzed in duplicates. After careful washing with TTN 
buffer, AP-conjugated goat anti-human IgG diluted in TTN (1 µg/mL) was added to the wells and 
the plates incubated for 1 h at RT. For antibody quantification, AP activity was determined with 
pNPP (1 mg/mL) diluted in AP substrate buffer. The absorbance was measured at 405 nm, with 
background subtraction at 650 nm, using a ThermoMax microtiter plate reader (Molecular Devices, 
Menlo Park, CA, USA). 

2.3. Statistical Analyses 

Statistical calculations were performed using two measurements of 25 RA sera. The values 
obtained in this study were compared further by using the two-tailed Student’s t-test for single 
column analysis and Mann–Whitney U-test, which compared all columns to control columns. 

3. Results 

3.1. Reactivity of Rheumatoid Arthritis Sera to D/L-Citrulline-Containing Peptides 

To determine whether the orientation of citrulline in the epitope is essential for antibody 
reactivity, the reactivity of ACPA-positive RA sera was analyzed to two peptides 
(SHQEST-Cit-GRSRGRS), originating from pro-filaggrin by streptavidin capture enzyme-linked 
immunosorbent assay (ELISA). The pro-filaggrin peptide, SHQEST-R-GRSRGRS, was selected for 
preliminary analysis, as a peptide containing this central region originally was used for detection of 
ACPAs. One peptide version contained a traditional L-citrulline, whereas the other contained 
D-citrulline. In total, 25 RA and 20 HC sera were analyzed for reactivity. 

As presented in Figure 2, the ACPA-positive RA sera reacted with the citrullinated pro-filaggrin 
peptides (Figure 2a). 

 

Figure 2. Antibody reactivity to a citrullinated pro-filaggrin peptide containing D- or L-citrulline 
analyzed by streptavidin capture ELISA. The Arg-containing pro-filaggrin, with a natural L-Arg was 
used as negative control. (a) Reactivity of RA sera (n = 25); (b) Reactivity of healthy control (HC) sera 
(n = 20). 

The RA sera reacted with the D-citrulline-containing peptide as well, however, antibody 
reactivity was significantly reduced when replacing L-citrulline with D-citrulline (p < 0.0001). None 

SH
QE
ST
-(D
)C
it-G

RS
RG
RS

SH
QE
ST
-(L
)C
it-G

RS
RG
RS

SH
QE
ST
-R
-G
RS
RG
RS

0

1

2

3

4 ***
***

***

(a)

A 4
05
-6
50

SH
QE
ST
-(D
)C
it-G

RS
RG
RS

SH
QE
ST
-(L
)C
it-G

RS
RG
RS

SH
QE
ST
-R
-G
RS
RG
RS

0

1

2

3

4

(b)

A 4
05
-6
50

Figure 2. Antibody reactivity to a citrullinated pro-filaggrin peptide containing D- or L-citrulline
analyzed by streptavidin capture ELISA. The Arg-containing pro-filaggrin, with a natural L-Arg was
used as negative control. (a) Reactivity of RA sera (n = 25); (b) Reactivity of healthy control (HC) sera
(n = 20).

The RA sera reacted with the D-citrulline-containing peptide as well, however, antibody reactivity
was significantly reduced when replacing L-citrulline with D-citrulline (p < 0.0001). None of the HC
sera reacted significantly with the pro-filaggrin peptides (Figure 2b). These findings indicate that the
orientation of the citrulline side chain is crucial for antibody reactivity.

3.2. Reactivity of Rheumatoid Arthritis Sera to Citrullinated and Homo-Citrullinated Peptides

Next, the reactivity of RA sera to various citrullinated and homo-citrullinated epitopes was
analyzed by streptavidin capture ELISA. In total, 10 RA sera and 10 HC sera were analyzed for reactivity.
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Peptides originating from pro-filaggrin and EBNA1 were selected as templates, as Epstein–Barr virus
(EBV) has been proposed to be involved in the onset of RA, and because ACPAs are very cross-reactive.
Some of the EBV peptides have been described as good ACPA candidates, whereas others have been
described as poor candidates. This was done in order to determine whether addition of homo-citrulline
would increase antibody reactivity, and ultimately, to determine whether antibody reactivity to
citrullinated peptides and homo-citrullinated peptides differ from each other.

Figure 3 illustrates the reactivity of RA and HC sera to the substituted peptides.
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Figure 3. Reactivity of rheumatoid arthritis (n = 10) and healthy control sera (n = 10) to substituted
peptides analyzed by streptavidin capture ELISA. (a) Reactivity of RA sera to citrullinated peptides;
(b) Reactivity of RA sera to homo-citrullinated peptides; (c) Reactivity of HC sera to citrullinated
peptides; (d) Reactivity of HC sera to homo-citrullinated peptides; (e) Peptides screened for
analysis, with the statistical difference in antibody reactivity between the individual citrullinated and
homo-citrullinated peptides. Xxx represent the location of the substituted amino acid in the peptide.
Peptide 1: pro-filaggrin (aa 306–319). Peptide 2–7: EBNA-1 derived peptides (see Table 1 for further
information). All modifications replaced the positively charged amino acid arginine.

As presented in Figure 3, significant antibody reactivity occurred with the citrullinated peptides,
compared to the homo-citrullinated peptides (Figure 3a,b,e). The RA sera reacted primarily with
peptide 3 and 6 of the homo-citrullinated analogues (Figure 3b) and peptides 1, 2, 3, 4 and 6 of the
citrullinated analogues (Figure 3a). No reactivity was found to peptide 7, which most likely is due to
the absence of a Gly residue on the C-terminal side of citrulline. The RA sera reacted weakly with the
homo-citrullinated version of peptide 6, and not with the citrullinated version, which most likely is
due to the presence of negatively charged amino acids, which previously have been found to influence
antibody reactivity negatively, when located close to the citrulline residue [17,20]. None of the HC
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sera reacted with the substituted peptides (Figure 3c,d). These findings indicate that antibodies to
homo-citrullinated peptides have the same restrictions as citrullinated peptides.

3.3. Reactivity of Rheumatoid Arthritis Sera to Arg(NwMe) Peptides

Methylation is another posttranslational modification of Arg, which theoretically could be relevant
in relation to autoantibody reactivity. To determine whether Arg(Me) peptides were recognized by
RA sera, selected Arg(Me)-, Arg- and citrulline-containing peptides, which previously have been
identified as potential ACPA substrates, were screened for antibody reactivity by streptavidin capture
ELISA. In total, 20 RA sera were screened for reactivity. Arg–Gly-containing peptides were used as
negative control.

Figure 4 illustrates the reactivity of RA sera to peptides containing either citrulline, Arg(Me)
or arginine. The RA sera reacted significantly with the citrullinated analogues compared to the
arginine-containing control peptides (p < 0.0001). RA reactivity was found in relation to the Arg(Me)
EBNA-1 (Figure 3a) and EBNA-2 peptides (3d), however, reactivity not significant compared to the
controls (Arg-containing peptides). Increased levels of antibody reactivity to Arg(Me)-containing
EBNA may be ascribed to the presence of EBV-specific antibodies. As can be seen, antibody reactivity
was significantly reduced when replacing citrulline with Arg(Me). These findings confirm that the
presence of citrulline is extremely specific and crucial for a stable ACPA interaction.
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Figure 4. Reactivity of rheumatoid arthritis sera (n = 20) to citrullinated and Arg(Me)-substituted
peptides analyzed by streptavidin capture ELISA. (a) Antibody reactivity to substituted
peptides, using the EBNA1 peptide ARGGSRERARGRGRG–R–GEKR as template; (b) Antibody
reactivity to substituted peptides, using the EBNA1 peptide GGSKTSLYNLR–R–GTALAIPQ
as template; (c) Antibody reactivity to substituted peptides, using the proteoglycan peptide
PQASVPLRLT–R–GSRAPISRAQ as template; (d) Antibody reactivity to substituted peptides using the
EBNA2 peptide GQGRGRWRG–R–GRSKGRGRMH as template.
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4. Discussion

Currently, no true autoantigens of RA have been identified, which is attributed to ACPA responses
in RA sera being cross-reactive [20,24,25,28,29]. Based on this knowledge, we, like others, selected viral
peptides in combination with human-derived peptides for characterization of the ACPA response,
because EBV has been proposed to be involved in the onset of RA. Based on current knowledge and the
fact that none of these peptides have been targeted in regular EBV immune responses [25,36], findings
indicate that viral citrullinated peptides are representative of characterization of ACPAs. This is in
accordance with our recent findings where we described that a single viral peptide originating from
EBNA2 is just as effective in detecting ACPAs as the currently applied CCP assays, and more effective
as the originally described pro-filaggrin peptide [12,24].

Antibody reactivity to D-citrulline-, L-citrulline-, homo-citrulline-, and Arg(Me)-containing
peptides was determined. As can be seen, substitution of L-Cit to D-Cit significantly reduced antibody
reactivity (Figure 2), indicating that a correct presentation of the side chain is crucial for a stable
antibody-antigen interaction, which is accordance to several crystal structures of antibody-Cit peptide
complexes [26,37].

A similar pattern applies to experiments analyzing antibody reactivity to citrulline and
homo-citrullinated peptides (Figure 3). Antibody reactivity was significantly reduced to the
homo-citrullinated peptides compared to the citrullinated peptides, most likely because the additional
-CH2- unit in the side chain of homo-citrulline projects the crucial oxygen atom, making it impossible to
generate the crucial hydrogen bond between the antibody and the antigen. This remains to be verified,
by X-ray crystallography. A few citrullinated and homo-citrullinated peptides were not recognized
by the RA sera, which most likely relates to the presence of a negatively charged amino acid close to
(homo-)citrulline (GNGLGE–Xxx–GDTSGPEGSGGSG) (or the absence of a positive charge in position
3–5 C-terminal to citrulline) and the absence of a Cit–Gly motif (FAEVLKDAI–Xxx–DLVMTKPAPT).
These findings indicate that antibodies recognizing homo-citrullinated and citrullinated epitopes have
similar reactivity patterns (or limitations), as previously suggested [33].

It has previously been reported that the mere presence of a peptide backbone and a Cit–Gly
motif is sufficient for antibody recognition [19]. Nevertheless, this most likely only applies if the
side chain of citrulline is projected into the binding groove of the antibody [26]. Thorough studies
performed by Uysal and colleagues characterized the interaction between a monoclonal antibody
directed to a citrullinated collagen peptide (A–Cit–GLTGRPGDA) [26]. Structure analysis showed
that the citrullinated epitope changes conformation upon interaction with the antibody by adopting a
non-native β-hairpin conformation, where the side chain of citrulline is exposed into the combining
site of the antibody [26]. This allows the peptide to have more interactions between the antibody’s
complementarity-determining regions (CDR) and the amino acids side chains of the antigenic peptide,
which contributes to an increased affinity. Moreover, the specific contact with the citrulline residue
(through the crucial oxygen atom) illustrates that an arginine in the same position would not make
contact [26]. This study has been confirmed by a very recent study conducted by Ge and colleagues,
where the crystal structure of an antibody-citrullinated peptide complex was analyzed [37]. They found
that the central Cit–Gly motif in combination with a flexible peptide structure was essential for antibody
reactivity, as only the central motif mediated direct contact with the antibody. Based on these findings,
it was concluded that citrulline specificity can be explained by direct interactions with the antibody.
This model may explain why antibody reactivity is lost when substituting L-citrulline with D-citrulline.
The L-citrulline residue protrudes into the CDRs, making direct contact, however, the side chain of
D-citrulline protrudes away from the CDRs, increasing the distance between the interactive amino
acids in the antibody and antigen. As a consequence, the amino acids are too far apart to generate a
stable interaction. This remains to be verified.

The origin and biological function of citrullinated antigens in RA are unknown. Citrullination
is catalyzed by PAD in a process where the positively charged guanidine group is replaced with the
neutrally charged ureido group by an overall N to O exchange reaction [8]. In RA, Arg-containing
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peptides are candidate antigens for generation of ACPAs. Citrullination arises as a posttranslational
modification in relation to infection or inflammation, and it may be regarded as a cellular response to an
altered cellular state. Likewise, other Arg modifications could possibly arise in response to the altered
cellular state, and methylations are a relatively common modification of Arg, which could play a role
in the development of autoimmunity. Based on this knowledge, antibody reactivity to methylated Arg
peptides was also analyzed. However, as presented in Figure 4, no significant antibody reactivity was
found to the Arg(Me)-substituted peptides. This makes sense, as the crucial oxygen atom in the side
chain of Arg is replaced with nitrogen, which does not contribute with an ionic bond but a hydrogen
bond. Not even the presence of an additional CH3–, which may contribute with additional Van der
Waals interactions may compensate for the displacement of the crucial oxygen atom.

Collectively, these findings illustrate the specific nature of ACPA reactivity to citrullinated targets.
When altering the orientation of citrulline in the binding pocket of the antibody, the antibody reactivity
is significantly reduced, clearly illustrating the “key–lock” approach for antibodies. No modifications
are tolerated, illustrating how fragile, yet strong and specific, antibody–antigen interactions in ACPA
responses are.

Author Contributions: Conceptualization, N.H.T., G.H., P.R.H., O.S. and H.L.; Data curation, N.H.T. and
G.H.; formal analysis, N.H.T.; Methodology, B.E.H. and P.R.H.; Supervision, G.H.; Validation, N.H.T. and G.H.;
Writing—original draft, N.H.T. and G.H.; Writing—review and editing, N.H.T., P.R.H., O.S., H.L. and G.H.

Funding: This research was funded by Lundbeckfonden grant.no. R231-2016-3622.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design of the
study; in the collection, analyses, or interpretation of data; in the writing of the manuscript,or in the decision to
publish the results.

References

1. Scott, D.L.; Wolfe, F.; Huizinga, T.W. Rheumatoid arthritis. Lancet 2010, 376, 1094–1108. [CrossRef]
2. Pedersen, J.K.; Kjaer, N.K.; Svendsen, A.J.; Horslev-Petersen, K. Incidence of rheumatoid arthritis from

1995 to 2001: Impact of ascertainment from multiple sources. Rheumatol. Int. 2009, 29, 411–415. [CrossRef]
[PubMed]

3. Alamanos, Y.; Drosos, A.A. Epidemiology of adult rheumatoid arthritis. Autoimmun. Rev. 2005, 4, 130–136.
[CrossRef] [PubMed]

4. Nell, V.P.; Machold, K.P.; Stamm, T.A.; Eberl, G.; Heinzl, H.; Uffmann, M.; Smolen, J.S.; Steiner, G.
Autoantibody profiling as early diagnostic and prognostic tool for rheumatoid arthritis. Ann. Rheum. Dis.
2005, 64, 1731–1736. [CrossRef] [PubMed]

5. Shmerling, R.H.; Delbanco, T.L. The rheumatoid factor: An analysis of clinical utility. Am. J. Med. 1991, 91,
528–534. [CrossRef]

6. Girbal-Neuhauser, E.; Durieux, J.J.; Arnaud, M.; Dalbon, P.; Sebbag, M.; Vincent, C.; Simon, M.; Senshu, T.;
Masson-Bessiere, C.; Jolivet-Reynaud, C.; et al. The epitopes targeted by the rheumatoid arthritis-associated
antifilaggrin autoantibodies are posttranslationally generated on various sites of (pro)filaggrin by deimination
of arginine residues. J. Immunol. 1999, 162, 585–594.

7. Schellekens, G.A.; de Jong, B.A.; van den Hoogen, F.H.; van de Putte, L.B.; van Venrooij, W.J. Citrulline is an
essential constituent of antigenic determinants recognized by rheumatoid arthritis-specific autoantibodies. J.
Clin. Investig. 1998, 101, 273–281. [CrossRef]

8. Tarcsa, E.; Marekov, L.N.; Andreoli, J.; Idler, W.W.; Candi, E.; Chung, S.I.; Steinert, P.M. The fate of trichohyalin.
Sequential post-translational modifications by peptidyl-arginine deiminase and transglutaminases. J. Biol.
Chem. 1997, 272, 27893–27901. [CrossRef]

9. Aggarwal, R.; Liao, K.; Nair, R.; Ringold, S.; Costenbader, K.H. Anti-citrullinated peptide antibody assays
and their role in the diagnosis of rheumatoid arthritis. Arthritis Rheum. 2009, 61, 1472–1483. [CrossRef]

10. Nielen, M.M.; van Schaardenburg, D.; Reesink, H.W.; van de Stadt, R.J.; van der Horst-Bruinsma, I.E.; de
Koning, M.H.; Habibuw, M.R.; Vandenbroucke, J.P.; Dijkmans, B.A. Specific autoantibodies precede the
symptoms of rheumatoid arthritis: A study of serial measurements in blood donors. Arthritis Rheum. 2004,
50, 380–386. [CrossRef]

http://dx.doi.org/10.1016/S0140-6736(10)60826-4
http://dx.doi.org/10.1007/s00296-008-0713-6
http://www.ncbi.nlm.nih.gov/pubmed/18853167
http://dx.doi.org/10.1016/j.autrev.2004.09.002
http://www.ncbi.nlm.nih.gov/pubmed/15823498
http://dx.doi.org/10.1136/ard.2005.035691
http://www.ncbi.nlm.nih.gov/pubmed/15878904
http://dx.doi.org/10.1016/0002-9343(91)90190-9
http://dx.doi.org/10.1172/JCI1316
http://dx.doi.org/10.1074/jbc.272.44.27893
http://dx.doi.org/10.1002/art.24827
http://dx.doi.org/10.1002/art.20018


Antibodies 2019, 8, 37 9 of 10

11. Ronnelid, J.; Wick, M.C.; Lampa, J.; Lindblad, S.; Nordmark, B.; Klareskog, L.; van Vollenhoven, R.F.
Longitudinal analysis of citrullinated protein/peptide antibodies (anti-cp) during 5 year follow up in early
rheumatoid arthritis: Anti-cp status predicts worse disease activity and greater radiological progression.
Ann. Rheum. Dis. 2005, 64, 1744–1749. [CrossRef] [PubMed]

12. Schellekens, G.A.; Visser, H.; de Jong, B.A.; van den Hoogen, F.H.; Hazes, J.M.; Breedveld, F.C.; van
Venrooij, W.J. The diagnostic properties of rheumatoid arthritis antibodies recognizing a cyclic citrullinated
peptide. Arthritis Rheum. 2000, 43, 155–163. [CrossRef]

13. Payet, J.; Goulvestre, C.; Biale, L.; Avouac, J.; Wipff, J.; Job-Deslandre, C.; Batteux, F.; Dougados, M.;
Kahan, A.; Allanore, Y. Anticyclic citrullinated peptide antibodies in rheumatoid and nonrheumatoid
rheumatic disorders: Experience with 1162 patients. J. Rheumatol. 2014, 41, 2395–2402. [CrossRef] [PubMed]

14. Coenen, D.; Verschueren, P.; Westhovens, R.; Bossuyt, X. Technical and diagnostic performance of 6 assays
for the measurement of citrullinated protein/peptide antibodies in the diagnosis of rheumatoid arthritis. Clin.
Chem. 2007, 53, 498–504. [CrossRef] [PubMed]

15. Correia, M.L.; Carvalho, S.; Fortuna, J.; Pereira, M.H. Comparison of three anti-ccp antibody tests and
rheumatoid factor in ra and control patients. Clin. Rev. Allergy Immunol. 2008, 34, 21–25. [CrossRef]
[PubMed]

16. Santiago, M.; Baron, M.; Miyachi, K.; Fritzler, M.J.; Abu-Hakima, M.; Leclercq, S.; Bell, M.; Hudson, M.;
Mathieu, J.P.; Taillefer, S.; et al. A comparison of the frequency of antibodies to cyclic citrullinated peptides
using a third generation anti-ccp assay (ccp3) in systemic sclerosis, primary biliary cirrhosis and rheumatoid
arthritis. Clin. Rheumatol. 2008, 27, 77–83. [CrossRef]

17. Dam, C.E.; Houen, G.; Trier, N.H. The dependency on neighboring amino acids for reactivity of
anti-citrullinated protein antibodies to citrullinated proteins. Scand. J. Clin. Lab. Investig. 2016, 76,
417–425. [CrossRef]

18. Kinloch, A.; Tatzer, V.; Wait, R.; Peston, D.; Lundberg, K.; Donatien, P.; Moyes, D.; Taylor, P.C.; Venables, P.J.
Identification of citrullinated alpha-enolase as a candidate autoantigen in rheumatoid arthritis. Arthritis Res.
Ther. 2005, 7, R1421–R1429. [CrossRef]

19. Trier, N.H.; Dam, C.E.; Olsen, D.T.; Hansen, P.R.; Houen, G. Contribution of peptide backbone to
anti-citrullinated peptide antibody reactivity. PLoS ONE 2015, 10, e0144707. [CrossRef]

20. Trier, N.H.; Holm, B.E.; Slot, O.; Locht, H.; Lindegaard, H.; Svendsen, A.; Houen, G. Physical characteristics
of a citrullinated pro-filaggrin epitope recognized by anti-citrullinated protein antibodies in rheumatoid
arthritis sera. PLoS ONE 2016, 11, e0168542. [CrossRef]

21. Trier, N.H.; Leth, M.L.; Hansen, P.R.; Houen, G. Cross-reactivity of a human IgG1 anticitrullinated fibrinogen
monoclonal antibody to a citrullinated profilaggrin peptide. Protein Sci. 2012, 21, 1929–1941. [CrossRef]
[PubMed]

22. Burkhardt, H.; Sehnert, B.; Bockermann, R.; Engstrom, A.; Kalden, J.R.; Holmdahl, R. Humoral immune
response to citrullinated collagen type ii determinants in early rheumatoid arthritis. Eur. J. Immunol. 2005,
35, 1643–1652. [CrossRef] [PubMed]

23. Snir, O.; Widhe, M.; von Spee, C.; Lindberg, J.; Padyukov, L.; Lundberg, K.; Engstrom, A.; Venables, P.J.;
Lundeberg, J.; Holmdahl, R.; et al. Multiple antibody reactivities to citrullinated antigens in sera from
patients with rheumatoid arthritis: Association with hla-drb1 alleles. Ann. Rheum. Dis. 2009, 68, 736–743.
[CrossRef] [PubMed]

24. Trier, N.H.; Holm, B.E.; Heiden, J.; Slot, O.; Locht, H.; Lindegaard, H.; Svendsen, A.; Nielsen, C.T.; Jacobsen, S.;
Theander, E.; et al. Antibodies to a strain-specific citrullinated epstein-barr virus peptide diagnoses
rheumatoid arthritis. Sci. Rep. 2018, 8, 3684. [CrossRef] [PubMed]

25. Trier, N.H.; Holm, B.E.; Slot, O.; Locht, H.; Lindegaard, H.; Svendsen, A.; Nielsen, C.T.; Jacobsen, S.;
Theander, E.; Houen, G. Application of synthetic peptides for detection of anti-citrullinated peptide
antibodies. Peptides 2016, 76, 87–95. [CrossRef] [PubMed]

26. Uysal, H.; Bockermann, R.; Nandakumar, K.S.; Sehnert, B.; Bajtner, E.; Engstrom, A.; Serre, G.; Burkhardt, H.;
Thunnissen, M.M.; Holmdahl, R. Structure and pathogenicity of antibodies specific for citrullinated collagen
type ii in experimental arthritis. J. Exp. Med. 2009, 206, 449–462. [CrossRef] [PubMed]

27. Vossenaar, E.R.; Despres, N.; Lapointe, E.; van der Heijden, A.; Lora, M.; Senshu, T.; van Venrooij, W.J.;
Menard, H.A. Rheumatoid arthritis specific anti-sa antibodies target citrullinated vimentin. Arthritis Res.
Ther. 2004, 6, R142–R150. [CrossRef]

http://dx.doi.org/10.1136/ard.2004.033571
http://www.ncbi.nlm.nih.gov/pubmed/15843452
http://dx.doi.org/10.1002/1529-0131(200001)43:1&lt;155::AID-ANR20&gt;3.0.CO;2-3
http://dx.doi.org/10.3899/jrheum.131375
http://www.ncbi.nlm.nih.gov/pubmed/25274898
http://dx.doi.org/10.1373/clinchem.2006.078063
http://www.ncbi.nlm.nih.gov/pubmed/17259232
http://dx.doi.org/10.1007/s12016-007-8030-5
http://www.ncbi.nlm.nih.gov/pubmed/18270853
http://dx.doi.org/10.1007/s10067-007-0656-4
http://dx.doi.org/10.1080/00365513.2016.1200133
http://dx.doi.org/10.1186/ar1845
http://dx.doi.org/10.1371/journal.pone.0144707
http://dx.doi.org/10.1371/journal.pone.0168542
http://dx.doi.org/10.1002/pro.2178
http://www.ncbi.nlm.nih.gov/pubmed/23076998
http://dx.doi.org/10.1002/eji.200526000
http://www.ncbi.nlm.nih.gov/pubmed/15832289
http://dx.doi.org/10.1136/ard.2008.091355
http://www.ncbi.nlm.nih.gov/pubmed/18635594
http://dx.doi.org/10.1038/s41598-018-22058-6
http://www.ncbi.nlm.nih.gov/pubmed/29487382
http://dx.doi.org/10.1016/j.peptides.2016.01.005
http://www.ncbi.nlm.nih.gov/pubmed/26796582
http://dx.doi.org/10.1084/jem.20081862
http://www.ncbi.nlm.nih.gov/pubmed/19204106
http://dx.doi.org/10.1186/ar1149


Antibodies 2019, 8, 37 10 of 10

28. Ioan-Facsinay, A.; el-Bannoudi, H.; Scherer, H.U.; van der Woude, D.; Menard, H.A.; Lora, M.; Trouw, L.A.;
Huizinga, T.W.; Toes, R.E. Anti-cyclic citrullinated peptide antibodies are a collection of anti-citrullinated
protein antibodies and contain overlapping and non-overlapping reactivities. Ann. Rheum. Dis. 2011, 70,
188–193. [CrossRef]

29. Willemze, A.; Bohringer, S.; Knevel, R.; Levarht, E.W.; Stoeken-Rijsbergen, G.; Houwing-Duistermaat, J.J.;
van der Helm-van Mil, A.H.; Huizinga, T.W.; Toes, R.E.; Trouw, L.A. The acpa recognition profile and
subgrouping of acpa-positive ra patients. Ann. Rheum. Dis. 2012, 71, 268–274. [CrossRef]

30. Lac, P.; Racape, M.; Barra, L.; Bell, D.A.; Cairns, E. Relatedness of antibodies to peptides containing
homocitrulline or citrulline in patients with rheumatoid arthritis. J. Rheumatol. 2018, 45, 302–309. [CrossRef]

31. Scinocca, M.; Bell, D.A.; Racape, M.; Joseph, R.; Shaw, G.; McCormick, J.K.; Gladman, D.D.; Pope, J.; Barra, L.;
Cairns, E. Antihomocitrullinated fibrinogen antibodies are specific to rheumatoid arthritis and frequently
bind citrullinated proteins/peptides. J. Rheumatol. 2014, 41, 270–279. [CrossRef] [PubMed]

32. Shi, J.; Knevel, R.; Suwannalai, P.; van der Linden, M.P.; Janssen, G.M.; van Veelen, P.A.; Levarht, N.E.;
van der Helm-van Mil, A.H.; Cerami, A.; Huizinga, T.W.; et al. Autoantibodies recognizing carbamylated
proteins are present in sera of patients with rheumatoid arthritis and predict joint damage. Proc. Natl. Acad.
Sci. USA 2011, 108, 17372–17377. [CrossRef] [PubMed]

33. Turunen, S.; Hannonen, P.; Koivula, M.K.; Risteli, L.; Risteli, J. Separate and overlapping specificities in
rheumatoid arthritis antibodies binding to citrulline—And homocitrulline-containing peptides related to
type i and ii collagen telopeptides. Arthritis Res. Ther. 2015, 17, 2. [CrossRef] [PubMed]

34. Aletaha, D.; Neogi, T.; Silman, A.J.; Funovits, J.; Felson, D.T.; Bingham, C.O., III; Birnbaum, N.S.;
Burmester, G.R.; Bykerk, V.P.; Cohen, M.D.; et al. 2010 rheumatoid arthritis classification criteria: An
american college of rheumatology/european league against rheumatism collaborative initiative. Ann. Rheum.
Dis. 2010, 69, 1580–1588. [CrossRef] [PubMed]

35. Trier, N.H.; Hansen, P.R.; Vedeler, C.A.; Somnier, F.E.; Houen, G. Identification of continuous epitopes of
hud antibodies related to paraneoplastic diseases/small cell lung cancer. J. Neuroimmunol. 2012, 243, 25–33.
[CrossRef] [PubMed]

36. Yamazaki, M.; Kitamura, R.; Kusano, S.; Eda, H.; Sato, S.; Okawa-Takatsuji, M.; Aotsuka, S.; Yanagi, K.
Elevated immunoglobulin g antibodies to the proline-rich amino-terminal region of epstein-barr virus nuclear
antigen-2 in sera from patients with systemic connective tissue diseases and from a subgroup of sjogren’s
syndrome patients with pulmonary involvements. Clin. Exp. Immunol. 2005, 139, 558–568. [PubMed]

37. Ge, C.; Xu, B.; Liang, B.; Lonnblom, E.; Lundstrom, S.L.; Zubarev, R.A.; Ayoglu, B.; Nilsson, P.; Skogh, T.;
Kastbom, A.; et al. Structural basis of cross-reactivity of anti-citrullinated protein antibodies. Arthritis
Rheumatol. 2019, 71, 210–221. [CrossRef]

© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1136/ard.2010.131102
http://dx.doi.org/10.1136/annrheumdis-2011-200421
http://dx.doi.org/10.3899/jrheum.170446
http://dx.doi.org/10.3899/jrheum.130742
http://www.ncbi.nlm.nih.gov/pubmed/24429169
http://dx.doi.org/10.1073/pnas.1114465108
http://www.ncbi.nlm.nih.gov/pubmed/21987802
http://dx.doi.org/10.1186/s13075-014-0515-z
http://www.ncbi.nlm.nih.gov/pubmed/25573503
http://dx.doi.org/10.1136/ard.2010.138461
http://www.ncbi.nlm.nih.gov/pubmed/20699241
http://dx.doi.org/10.1016/j.jneuroim.2011.12.020
http://www.ncbi.nlm.nih.gov/pubmed/22264992
http://www.ncbi.nlm.nih.gov/pubmed/15730403
http://dx.doi.org/10.1002/art.40698
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials 
	Patient Sera 
	Synthetic Peptides 

	Streptavidin Capture Enzyme-Linked Immunosorbent Assay 
	Statistical Analyses 

	Results 
	Reactivity of Rheumatoid Arthritis Sera to D/L-Citrulline-Containing Peptides 
	Reactivity of Rheumatoid Arthritis Sera to Citrullinated and Homo-Citrullinated Peptides 
	Reactivity of Rheumatoid Arthritis Sera to Arg(NwMe) Peptides 

	Discussion 
	References

