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Abstract

Introduction Interleukin (IL)-23 is essential for the development
of various experimental autoimmune models. However, the role
of IL-23 in non-autoimmune experimental arthritis remains
unclear. Here, we examined the role of IL-23 in the non-
autoimmune antigen-induced arthritis (AIA) model. In addition,
the regulatory potential of IL-23 in IL-17A and retinoic acid-
related orphan receptor gamma t (RORγt) expression in CD4+

and TCRγδ+ T cells was evaluated systemically as well as at the
site of inflammation.

Methods Antigen-induced arthritis was induced in wild-type, IL-
23p19-deficient and IL-17 Receptor A - knockout mice. At
different time points, synovial cytokine and chemokine
expression was measured. At days 1 and 7 of AIA, splenocytes
and joint-infiltrating cells were isolated and analyzed for
intracellular IL-17A and interferon (IFN)-γ ex-vivo by flow
cytometry. In splenic CD4+ and TCRγδ+ T cells gene expression
was quantified by flow cytometry and quantitative PCR.

Results IL-23 was critical for full-blown AIA. Lack of IL-23 did
not prevent the onset of joint inflammation but stopped the
progression to a destructive synovitis. IL-23 regulated IL-17A
expression in CD4+ T cells in the spleen. Of note, IL-17A and
IFN-γ expression was reduced in CD4+ T cells in the inflamed
joints of IL-23p19-deficient mice. Interestingly, IL-23 was also
critical for the induction of IL-17A and RORγt but not IFN-γ in
TCRγδ+ T cells in the inflamed joints. The importance of the IL-
23/IL-17 axis was further confirmed using IL-17 Receptor A
knockout mice showing significantly milder AIA compared to
control mice, with a disease course comparable to that of IL-
23p19-deficient mice.

Conclusions These data show that IL-23 is critical for full-blown
expression of a non-autoimmune destructive arthritis and
regulates the proportion of IL-17A and IFN-γ-positive CD4+ T
cells at the site of inflammation. Furthermore, IL-23 regulates IL-
17A and RORγt expression in TCRγδ T cells in arthritis. These
findings indicate that regulating the IL-23 pathway may have
therapeutic potential in non-autoimmune arthritis.

Introduction
Interleukin (IL)-23 is a member of the IL-12 family and consists
of both an IL-23-specific p19 subunit, and of a p40 subunit
which is shared with IL-12 [1]. IL-23 is elevated in many
autoimmune diseases such as psoriasis, rheumatoid arthritis
(RA), multiple sclerosis (MS), and inflammatory bowel disease
(IBD) [2]. It has been shown in animal models that IL-23, and
not IL-12, is critical in the induction of autoimmunity [3-7].

Mice deficient for IL-23p19 were fully protected against colla-
gen-induced arthritis (CIA), experimental autoimmune enceph-
alomyelitis (EAE) and experimental autoimmune uveitis (EAU),
in contrast to IL-12p35 deficient mice [3,4,6]. Although initial
studies show that the development of autoimmunity was
through Th17 cells, recent data show that also Th1 cells are
able to induce pathology [6,8]. Thus, the role of Th17 and Th1
cells and their interaction in these models needs further clari-
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AIA: antigen-induced arthritis; CFA: Complete Freund's Adjuvant; CIA: collagen-induced arthritis; mBSA: methylated Bovine Serum Albumin; MFI: 
Mean Fleuorescent Intensity; RA: rheumatoid arthritis; TCR: T cell receptor.
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fication [9]. However, in all these autoimmune models it is evi-
dent that IL-23 is essential in their development. Still, it has not
been elucidated whether IL-23 is critical for the progression of
arthritis into a non-autoimmune destructive arthritis.

In collagen-immunized IL-23p19 knockout mice, no IL-17A-
producing CD4+ T cells were noted although no difference in
IFN-γ-producing CD4+ T cells was observed [4]. This indicates
that IL-17A plays an important role in the early phase of CIA
which is in line with earlier observations [10,11]. Apart from
Th17 cells, other cells such as CD8+, NKT, and TCRγδ+ T cells
are able to produce IL-17A [12,13] and it has been shown that
TCRγδ+ T cells produced relatively high levels of IL-17A in CIA
[14] and, in fact are the predominant source of IL-17-produc-
ing cells in the CIA joint [15]. Depletion of IL-17A-producing
Vγ4+ TCRγδ+ T cells resulted in a significant reduction of the
clinical disease score although mice were not fully protected
[14]. However, the role of IL-23 in regulating IL-17A produc-
tion in these TCRγδ+ T cells is unknown.

Here, our results revealed that IL-23 is essential for the devel-
opment of full-blown antigen-induced arthritis. We used IL-
23p19 knockout (IL-23p19KO) mice to demonstrate that lack
of IL-23 did not prevent the onset of joint inflammation but
stopped the progression to a destructive synovitis. In the joints
of IL-23p19KO mice, the proportions of IL-17A and IFN-γ-pos-
itive CD4+ T cells were reduced. TCRγδ+ T cells also required
IL-23 for IL-17A but not for IFN-γ production in the inflamed
joints. Of note, the transcription levels of RORγt were signifi-
cantly higher in TCRγδ+ T cells than in CD4+ T cells from wild
type mice. The importance of the IL-23/IL-17 axis was further
confirmed using IL-17 Receptor A knockout (IL-17RAKO)
mice showing a similar arthritis expression as IL-23p19KO
mice. Thus, IL-23 is critical for full-blown expression of a non-
autoimmune destructive arthritis. Furthermore, IL-23 regulates
IL-17A and RORγt expression in TCRγδ+ T cells during joint
inflammation.

Materials and methods
Antigen-induced arthritis
IL-23p19 knockout mice were kindly provided by Dr. N. Ghi-
lardi, Genentech Inc., San Francisco, CA, USA [16], and IL-17
Receptor A knockout mice by Dr. J. Tocker, Amgen Inc., Seat-
tle, WA, USA [17]. Both strains were backcrossed on the
C57BL/6 background for at least 10 generations. Mice were
kept under specific pathogen free conditions and provided
with food and water ad libitum. Mice between 8 and 12 weeks
of age were used for experiments. All experiments were
approved by the Dutch Animal Ethics Committee (DEC).

To induce AIA, methylated Bovine Serum Albumin (mBSA, 8
mg/mL) was emulsified in an equal volume of CFA containing
1 mg/mL heat-killed M. tuberculosis (H37Ra; Difco). At day 7,
mice were immunized intradermal with 100 μL mBSA/CFA.
One week later, 60 μg mBSA was injected intra-articular to

induce mono-arthritis. The severity of arthritis in the knee joint
was scored macroscopically on a scale of 0 to 2 after remov-
ing the skin. At different time points during AIA, rear limbs were
hematoxylin and eosin stained as previously described [18],
and the severity of joint infiltration and bone erosion was deter-
mined on a scale from 0 to 3 (0 = no infiltration, 1 = mild infil-
tration, 2 = moderate infiltration, 3 = maximal infiltration; 0 =
no erosion, 1 = mild erosion, 2 = moderate erosion and 3 =
maximal erosion).

Synovial cytokine levels
To measure synovial cytokine levels, patellae with adjacent
synovium was isolated from knee joints as described earlier
[18]. MCP-1, TNF-α, IL-6, IFN-γ, IL-12p70 and IL-10 were
measured using the cytometric bead array using the mouse
inflammation kit with a detection limit of 10 pg/ml (BD Bio-
sciences, Sunnyvale, CA, USA). I IL-17A was measured by
ELISA (R&D Systems, Minneapolis, MN, USA).

Single-cell isolation and flow-cytometric analyses
With Blendzyme3 (60 ug/ml, Roche Diagnostics, Mannheim,
Germany), cells from inflamed joints were isolated [18]. For
intracellular detection of cytokines, we stimulated splenocytes
or cells isolated from the joints with phorbol myristate acetate
(PMA) (0.05 μg/mL) and Ionomycin (0.5 μg/mL) in the pres-
ence of GolgiStop™ (BD Biosciences) for four hours. For intra-
cellular cytokine staining, cells were fixed using 2% PFA and
permeabilized in 0.5% saponin. For intracellular staining of
RORγt, T-bet and GATA-3, a Fixation and Permeabilization kit
(eBioscience, San Diego, CA, USA) was used. Samples were
acquired on a FACS Calibur or on a FACS CANTO flow
cytometer and analyzed using FlowJo (Tree Star, Inc., Ashland,
OR, USA) software.

Purification of effector t cells and in vitro t cell 
stimulation
CD3+CD4+ and CD3+TCRγδ+ T cells were FACS-sorted from
spleens obtained at day 7 of AIA using a FACS Aria cell sort-
ing system and BD FACS Diva software (BD Bioscience).
Purity of obtained fractions was >98%.

Quantitative PCR analyses
Total RNA of sorted CD3+CD4+ and CD3+TCRγδ+ T cells was
extracted, and DNaseI-treated RNA was used for cDNA syn-
thesis [18]. PCR primers were designed manually or using
ProbeFinder software (Roche Applied Science, Indianapolis,
IN, USA) and probes were chosen from the universal probe
library (Roche Applied Science). Quantitative realtime PCR
was performed using the ABI Prism 7900 HT sequence-
detection system (Applied Biosystems, Foster City, CA, USA)
and analyzed using SDS v2.3 software (Applied Biosystems).
The Ct values obtained were normalized to those of glycereral-
dehyde-3-phosphate dehydrogenase (GAPDH).
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Statistical analysis
Differences between groups were tested with the Mann-Whit-
ney U test or the unpaired student t-test. P values less than
0.05 were considered significant.

Results
IL-23 has a critical role in the progression of destructive 
arthritis
To investigate the role of IL-23 in the progression of a T cell
mediated destructive inflammatory arthritis, we induced anti-

gen-induced arthritis (AIA) in WT and IL-23p19 knockout (IL-
23p19KO) mice by immunization with methylated BSA
(mBSA) in Complete Freund's Adjuvant (CFA) and induced
mono-arthritis one week later by a single intra-articular injec-
tion of mBSA into the knee joint. Maximum arthritis score was
observed at day 4, which stayed high until day 10 (Figure 1A).
In contrast, in IL-23p19KO mice the onset of arthritis was not
prevented although significantly milder joint inflammation was
noted which decreased rapidly to almost normal at day 10.
Seven days after the induction of mono-arthritis, histological

Figure 1

IL-23 has a critical role in the progression of antigen-induced arthritisIL-23 has a critical role in the progression of antigen-induced arthritis. WT and IL-23p19KO mice were immunized with mBSA/CFA and one week 
later mono-arthritis was induced by injecting mBSA directly into the knee joints. A. Arthritis score was determined macroscopically at different time 
points. Mean values and SEM are given for 8 to 31 mice per group. Data are obtained from three separate experiments. * P < 0.001, WT vs IL-
23p19KO. B, Histological analyses of joint inflammation and, C, bone erosion after H&E staining. B and C, Mean values and SEM are given from two 
separate experiments with a total of 20 knee joints per group. D-F. Cytokine levels in synovial washouts taken at days 1, 2 and 7. G and H. IL-17A 
and IFN-γ levels in synovial washouts taken at day 1. Mean values and SEM are given for 5 to 10 washouts obtained from two separate experiments.
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analyses revealed significantly less joint infiltration (Figure 1B)
and bone erosion (Figure 1C) in IL-23p19KO mice than in WT
mice. These data show that IL-23 is required for the progres-
sion of AIA into destructive synovitis.

To gain insight in the local chemokine and cytokine expression,
synovial washouts from WT and IL-23p19KO mice were taken
at different time points during AIA. The highest expression of
MCP-1 was measured at day 1 which was significantly lower
in IL-23p19KO compared to WT mice (Figure 1D). TNF-α was
significantly lower in IL-23p19KO than in WT mice at days 1
and 2, and undetectable at day 7 (Figure 1E). Also IL-6 was
measured in synovial washouts but no statistical significant dif-
ferences of this cytokine were observed between WT and IL-
23p19KO mice at days 1 and 2 (Figure 1F). Of high interest,
IL-17A and IFN-γ levels were significantly lower in IL-
23p19KO than in WT mice at day 1 of AIA (Figure 1G and
1H). Of note, no IL-12p70 and IL-10 could be detected (data
not shown).

The induction of Th17 cells in antigen-induced arthritis is 
IL-23 dependent
To examine whether Th17 cells are induced in AIA, WT mice
were immunized with mBSA/CFA. Ten days after immuniza-
tion, the proportions of IL-17A+IFN-γ-, IL-17A+IFN-γ+ double
positive and IL-17A-IFN-γ+ CD4+ T cells were increased com-
pared to naïve mice (Figure 2A) indicating the induction of
both Th17 and Th1 cells in AIA.

Because the arthritis progression was IL-23 dependent, we
further examined the role of IL-23 on the formation of IL-17A
and IFN-γ-producing CD4+ T cells in this process. Spleno-
cytes were isolated from arthritic WT and IL-23p19KO mice at
days 1 and 7 of AIA. At both time points, the proportions of IL-
17A+IFN-γ- and IL-17A+IFN-γ+ double positive CD4+ T cells
were lower in IL-23p19KO than in WT mice, while the propor-
tion of IL-17A-IFN-γ+ CD4+ T cells was similar between both
groups (Figure 2B-D; Figure S1 in Additional file 1 shows the
FSC/SSC of total splenocytes from WT and IL-23p19KO
mice). In addition to the decrease of IL-17A-producing cells, a
significant reduction in IL-17F and IL-22 mRNA expression
was found in FACS-sorted splenic CD4+ T cells (Figure 2E-F).

IL-23 is essential for the induction of IL-17A and RORγt in 
TCRγδ+ T cells during arthritis
To investigate whether TCRγδ+ T cells were present during
AIA and able to produce IL-17A as was described for CIA
[14], we isolated splenocytes at days 1 and 7 of AIA. On day
1, a relatively high proportion of TCRγδ+IL-17A+ T cells was
detected in the spleen of WT mice, and this proportion was
elevated at day 7 (Figure 3A and 3C). Interestingly, on these
time points, a significantly lower proportion of TCRγδ+IL-17A+

T cells was present in IL-23p19KO than in WT mice (Figure
3A and 3C), which was not associated with lower numbers of
splenic TCRγδ+ T cells (Figure 3E). Of note, the proportion of

TCRγδ+IL-17A+ T cells was 15- to 27-fold reduced in IL-
23p19KO mice versus WT mice (Figure 3A and 3C) com-
pared to a two-fold reduction of CD4+IL-17A+ T cells (Figure
2B-D). The proportions of both IL-17A-positive TCRγδ+ and
CD4+ T cells isolated from the draining lymph-nodes were
substantially reduced in IL-23p19KO mice versus WT mice
(Figure S3 in Additional file 1). Notably, since the proportion of
IL-17A-positive CD4+ and TCRγδ+ T cells were not decreased
in splenocytes taken from naïve IL-23p19KO compared to
naïve WT mice, we can exclude that there is an intrinsic defi-
ciency of PMA/Ionomycin-induced IL-17A-production in IL-
23p19KO cells (Figure S2 in Additional file 1). These data
indicate that the IL-17A production in TCRγδ+ T cells during
AIA is highly IL-23 dependent.

Apart from IL-17A, we analyzed the production of IFN-γ by
TCRγδ+ T cells in WT and IL-23p19KO mice. From day 1 to
day 7, the proportion of TCRγδ+IFN-γ+ T cells was equally
increased in WT and IL-23p19KO mice (Figure 3B and 3D)
suggesting that IFN-γ production by TCRγδ+ T cells is inde-
pendent of IL-23.

Because it is not known whether the expression of IL-17F and
IL-22 in TCRγδ+ T cells is IL-23 mediated in vivo, we per-
formed quantitative PCR on FACS-sorted splenic TCRγδ+ T
cells from WT and IL-23p19KO mice isolated at day 7 of AIA.
Although we could not detect IL-22 mRNA; the expression of
IL-17F was markedly lower in IL-23p19KO TCRγδ+ T cells
compared to WT TCRγδ+ T cells (Figure 3F).

IL-23 regulates RORγt, but not T-bet, in TCRγδ+ T cells
Since the proportion of CD4+ IL-17A+IFN-γ- but not IL-17A-

IFN-γ+ T cells was significantly lower in IL-23p19KO than in
WT mice, we measured RORγt mRNA expression in FACS-
sorted splenic CD4+ and TCRγδ+ T cells isolated at day 7 of
AIA. In addition, RORγt, T-bet and GATA3 expression was
measured by intracellular protein-stainings. No GATA3
expression by flow cytometry was found in neither CD4+ nor in
TCRγδ+ T cells (data not shown). Figure 4A shows that RORγt
was decreased in CD4+ T cells from IL-23p19KO mice com-
pared to WT mice, while T-bet expression was similar (Figure
4B). In TCRγδ+ T cells, the expression of RORγt was also sig-
nificantly reduced by lack of IL-23p19 (Figure 4C), while T-bet
expression was similar between WT and IL-23p19KO γδ T
cells (Figure 4D). Interestingly, RORγt was expressed at
higher levels in WT TCRγδ+ T cells than in WT CD4+ T cells
(Figure 4E).

IL-23 is essential for local IL-17A-production by TCRγδ+ 

and CD4+ T cells
Since severe joint inflammation was observed in WT but not in
IL-23p19KO mice at day 7 of AIA (Figure 1A), we wondered
whether the proportions of IL-17A-producing cells in the
inflamed joints of WT and IL-23p19KO mice were different. A
significantly lower proportion of IL-17A, but not of IFN-γ-pro-
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Figure 2

The induction of Th17 cells in AIA is IL-23 mediatedThe induction of Th17 cells in AIA is IL-23 mediated. A. WT mice were immunized with mBSA/CFA and 10 days later splenocytes were isolated and 
stimulated for four hours with PMA/Ionomycin, gated for CD4+ T cells and analyzed for intracellular IL-17A and IFN-γ expression. Numbers indicate 
percentage of positive cells within each quadrant. B-D. Antigen-induced arthritis was induced in WT and IL-23p19KO mice and at days 1 and 7, 
after i.a. mBSA injection, the splenocytes were isolated and stimulated for 4 h with PMA/Ionomycin and analyzed for intracellular IL-17A and IFN-γ 
expression on a CD4+ T cell gate. B. Numbers indicate percentage of positive cells within each quadrant. C and D. Quantification of flow cytrometric 
analyses from B; mean values and SEM are given for 6 to 12 mice per group from two to four independent experiments. E and F. On day 7 of AIA, 
splenic CD3+CD4+ T cells were FACS-sorted and gene expression was analyzed by quantitative RT-PCR for IL-17F and IL-22 respectively. Mean 
values and SEM are given for three mice. P-values were calculated using the student t-test.
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ducing TCRγδ+ T cells was observed in the inflamed joints of
IL-23p19KO mice compared to WT mice (Figure 5A-C; Figure
S4 in Additional file 1 shows the gating-strategy we used to
plot TCRγδ+ T cells isolated from the joint). Interestingly, the
mean-fluorescent intensity (MFI) of WT IL-17A-producing
TCRγδ+ T cells was significantly higher than the MFI of these
cells in IL-23p19KO (Figure 5D). In contrast, the MFI of IFN-γ
in the IFN-γ-producing TCRγδ+ T cells was similar between IL-
23p19KO and WT controls (Figure 5E). In line with the
reduced level of inflammation observed in IL-23p19KO mice
(Figure 1B), the total number of TCRγδ+ T cells was lower in
the arthritic joints from IL-23p19KO mice than from WT mice
(Figure 5F).

At the site of inflammation, the proportions of CD4+ IL-
17A+IFN-γ-, IL-17A+IFN-γ+ double positive and IL-17A-IFN-γ+

T cells were markedly elevated compared to the spleen (Fig-
ures 2B-D and 5G-H). In addition, in IL-23p19KO mice, the
absolute numbers of CD4+ T cells were significantly lower
compared to WT mice (Figure 5I).

Critical role for the IL-23/IL-17 immune pathway in the 
progression of destructive arthritis
Since the proportions and numbers of IL-17A but also of IFN-
γ-producing CD4+ T cells in the inflamed joint were lower in IL-
23p19KO than in WT mice (Figure 5G-I), we investigated the
importance of IL-17A signaling using IL-17 receptor A knock-
out (IL-17RAKO) mice. IL-17RAKO mice showed a similar pat-
tern of arthritis as IL-23p19KO mice did, and this was
significantly suppressed in both mouse knockout strains com-
pared to WT mice (Figure 6A). The lack of IL-17R-signalling
did however not lead to a reduced proportion of IL-17A-posi-
tive CD4+ or TCRγδ+ T cells (Figure 6B).

Discussion
Our findings show for the first time that IL-23 is critical for full-
blown non-autoimmune antigen-induced arthritis. IL-23 defi-
ciency did not prevent the onset of joint inflammation but
stopped the progression to a destructive synovitis. In the
inflamed joint, IL-17A and IFN-γ-producing CD4+ T cells were
reduced under IL-23-deficient conditions. In addition, IL-23

Figure 3

IL-23 is critical for the induction of IL-17A and RORγt in TCRγδ T cellsIL-23 is critical for the induction of IL-17A and RORγt in TCRγδ T cells. A and B. At days 1 and 7 of AIA, splenocytes were isolated and stimulated 
for four hours with PMA/Ionomycin, gated for CD3+TCRγδ+ T cells and analyzed for intracellular IL-17A and IFN-γ respectively. Numbers in quad-
rants indicate percentage of cytokine-positive cells. C and D. Quantification of flow cytrometric analyses from A and B for IL-17A and IFN-γ; mean 
values and SEM are given for three to six mice for day 1 and for nine mice for day 7. E. Cell counts of total amount of TCRγδ+ T cells present in 
spleen on day 1 and 7 of AIA in WT and IL-23p19KO mice. F. On day 7 of AIA, splenic CD3+TCRγδ+ T cells were FACS-sorted and IL-17F gene 
expression was analyzed by quantitative RT-PCR. Mean values and SEM are given for three mice. P-values were calculated using the student's t-
test.
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was also essential for the induction of IL-17A and RORγt, but
not for IFN-γ, in TCRγδ+ T cells both systemically and locally at
the site of inflammation. The importance of the IL-23/IL-17
immune pathway was confirmed by using IL-17RAKO mice
which developed arthritis similar to IL-23p19KO mice. These
data show that IL-23 is critical in the regulation of a non-
autoimmune inflammatory arthritis and that it regulates IL-17A
and RORγt expression in CD4+ and TCRγδ+ T cells.

IL-23 is required for Th17 function in vivo and is considered to
be a survival factor for these T cells [19,20]. TGF-β and IL-6 in
contrast to IL-23 are critical in Th17 polarization from naïve T
cells [21-23]. Interestingly, TGF-β and IL-6 drive the produc-
tion of IL-17A and IL-10 by T cells and restrain Th17 cell-medi-
ated pathology [24]. In addition, IL-23 promotes the
proinflammatory Th17 profile induced by TGF-β and IL-6 and
is required for IL-22 expression [[25,26] and Lubberts et al.

Figure 4

IL-23 is essential for RORγt expression in TCRγδ+ T cellsIL-23 is essential for RORγt expression in TCRγδ + T cells. At day 7 of AIA, WT and IL-23p19KO mice were sacrificed and splenocytes were iso-
lated. A. CD3+CD4+ T cells were FACS-sorted and RORγt gene expression was analyzed by quantitative RT-PCR (left panel); RORγt was measured 
intracellular and CD4+ T cells were gated (right panel). B T-bet expression was measured intracellular and CD4+ T cells were gated. C. 
CD3+TCRγδ+ T cells were FACS-sorted and RORγt gene expression was analyzed by quantitative RT-PCR (left panel); RORγt was measured intra-
cellular and γδ+ T cells were gated (right panel). D. T-bet expression was measured intracellular and γδ+ T cells were gated. E. Comparison of the 
mRNA quantification of RORγt expression between FACS-sorted CD4+ and γδ+ T cells. Mean values and SEM are given for three mice and P-values 
were calculated using the student's t-test.
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unpublished observations]. In the present study, we found that
IL-23 deficiency did not prevent the onset of antigen-induced
arthritis. Although MCP-1, TNF-α, IL-17A and IFN-γ as well as
joint inflammation were suppressed in the early phase of arthri-
tis in IL-23p19KO compared to WT mice, these data indicate
that the early joint inflammatory responses in this non-autoim-
mune T cell mediated arthritis-model is at least partly IL-23
independent. In contrast, further progression of arthritis into a
chronic destructive arthritis is IL-23 dependent. In this stage of

the disease effector T cells migrate from the lymphoid tissues
to the inflamed joint and play an important role in the progres-
sion of arthritis. Whether this is solely a matter of Th17 cells or
that other IL-17A producing cells are involved as well needs
further investigation, especially since we now found that IL-23
regulates IL-17A production in TCRγδ+ T cells.

In addition to Th17 cells there are other IL-17A-producing T
cells such as CD8+, NKT and TCRγδ+ T cells [27-31]. A direct

Figure 5

IL-23 deficiency results in less IL-17 production in the inflamed jointIL-23 deficiency results in less IL-17 production in the inflamed joint. At day 7 of AIA, cells from the arthritic joints of WT and IL-23p19KO mice were 
isolated and stimulated for four hours with PMA/Ionomycin. A. Intracellular cytokine staining of TCRγδ+ T cells for IL-17. B. Intracellular cytokine 
staining of TCRγδ+ T cells for IFN-γ; data from A and B are representatives from three mice per group. C. Quantification of flow cytrometric analyses 
from A and B. D. MFI was calculated for TCRγδ+ IL-17+ T cells. E. MFI was calculated for TCRγδ+ IFN-γ+ T cells. F. Total numbers of TCRγδ+ T cells 
in the joints of arthritic WT and IL-23p19KO mice. C-F, Mean values and SEM are given for three mice and P-values were calculated using the stu-
dent t-test. G. Intracellular cytokine staining of CD4+ T cells for IL-17A and IFN-γ. Data are representatives of six mice per group. H. Quantification of 
flow cytrometric analyses from G. I. Total numbers of CD4+ T cells present in arthritic joints from WT and IL-23p19KO mice.
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(page number not for citation purposes)



Available online http://arthritis-research.com/content/11/6/R194

Page 9 of 13
(page number not for citation purposes)

Figure 6

IL-17 receptor signaling is critical for the progression of AIAIL-17 receptor signaling is critical for the progression of AIA. A. WT, IL-23p19KO and IL-17RAKO mice were immunized with mBSA/CFA and 
mono-arthritis was induced one week later by an i.a. injection of mBSA. At days 1, 2, 4, 7 and 10 macroscopic scores were assessed. Mean values 
and SEM are given for six mice per group. * P < 0.01 WT vs IL-23P19KO and #, P < 0.01 WT vs IL-17RAKO. B. At day 7 of AIA, splenocytes from 
WT, IL-23p19KO and IL-17RAKO were isolated and stimulated for four hours with PMA/Ionomycin and analyzed for intracellular IL-17A and IFN-γ 
expression on a CD4+ and TCRγδ+ T cell gate. Numbers indicate percentage of positive cells within each quadrant and each dot plot shows a repre-
sentative mouse from three mice per group analyzed.
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role for TCRγδ+ T cells in the pathogenesis of collagen-
induced arthritis has been demonstrated [32]. Interestingly,
these cells produced relatively high levels of IL-17A [14]. In
fact it has been shown that the number of IL-17-producing
Vγ4+ TCRγδ+ T cells in the draining lymph nodes was equal to
the number of CD4+ TCRαβ+ Th17 cells [14] and, most
recently, it has been shown that the predominant IL-17-pro-
ducing T cells in the joint of CIA-mice are TCRγδ+ and not
CD4+ [15]. Depletion of Vγ4+ TCRγδ+ T cells significantly
reduced clinical disease scores and incidence of disease [14].
On the other hand, depletion of TCRγδ+ T cells did not prevent
or ameliorate but rather aggravate rat adjuvant arthritis [33].
Here, we found a relatively high percentage of IL-17-produc-
ing TCRγδ+ T cells in the spleen and inflamed joints of arthritic
wild type mice. Of note, in contrast to IL-17A and IL-17F, no
expression of IL-22 was detected in FACS-sorted splenic
TCRγδ+ T cells from WT arthritic mice. Of high interest, IL-23
regulates IL-17A production in TCRγδ+ T cells in spleen, lymph
nodes as well as in the inflamed joints. In contrast, no reduc-
tion in the proportion of IFN-γ-producing TCRγδ+ T cells was
noted in IL-23p19KO mice compared to WT mice. These data
show for the first time that the formation of IL-17A and RORγt-
expressing TCRγδ+ T cells is IL-23 dependent in vivo. How-
ever, this study does not reveal the contribution of IL-17A-pro-
ducing TCRγδ+ T cells in the arthritis process.

Th17 differentiation is driven by the orphan nuclear receptor
RORγt [34] and RORα [35]. We found that, compared to
CD4+ T cells, the expression of RORγt was substantially
higher in TCRγδ+ T cells, which corresponds with the higher
proportion of IL-17A-producing cells in the TCRγδ+ fraction
than in the CD4+ T cell pool. This suggests that in TCRγδ+ T
cells, as in Th17 cells, the production of IL-17A and perhaps
also of IL-17F is under control of RORγt, which is in line with
earlier observations in which it has been shown that in lung
and skin the largest population of RORγt+ T cells express the
γδ TCR and produce the highest levels of IL-17A [36]. In the
present study, a clear reduction of RORγt levels in IL-
23p19KO mice under arthritic conditions was observed. This
suggests that IL-23 regulates the induction of RORγt in γδ T
cells.

Next to regulation of CD4+ IL-17+IFN-γ- T cells by IL-23, data
from the present study also show marked reduction of CD4+

IL-17+IFN-γ+ double positive cells in the absence of IL-23 dur-
ing arthritis. The role and function of these double positive
cells in the inflammatory process is unknown. Since these
cells express both IL-17 and IFN-γ reflecting both Th17 and
Th1 cytokine activity, these cells might be even more patho-
genic than single IL-17+ or IFN-γ+ T cells. On the other hand,
these cells may represent the transition phase of Th17 into
Th1 cells. It has been shown that IFN-γ is protective against
bone erosion and the expression of IFN-γ in human arthritis is
accompanied with less joint destruction [37,38]. This might
indicate that the IL-17+IFN-γ+ double positive cells might be

less pathogenic compared to IL-17+IFN-γ- T cells in arthritis.
Although Th17 cells are more pathogenic in inducing autoim-
mune diseases than IFN-γ producing Th1 cells in mice [3,4,6],
it was shown that both Th1 and Th17 cells are able to induce
EAE after adaptive T cell transfer of these specific Th subsets
into nude mice although Th1 and Th17 cells induced different
pathology [8]. In this study we showed that the IL-23/IL-17A
immune pathway is critical for the progression of arthritis into
a chronic destructive synovitis in a non-autoimmune arthritis
model, which is in line with the critical pathogenic role for IL-
17A in the arthritis process [39]. Elevated levels of the pro-
inflammatory T cell cytokine IL-17A have been detected in syn-
ovia of RA patients[40,41]. IL-17A contributes to the patho-
genesis of destructive arthritis [42,43]. Important sources of
IL-17A in this disease are Th17 cells and potentially TCRγδ+ T
cells. This latter cell type was elevated in synovia from RA
patients with active synovitis and those RA patients with
increased synovial TCRγδ+ T cells had an increased tissue
inflammation score compared to RA synovia with few TCRγδ+

T cells [44]. However, this study does not show the domi-
nance of TCRγδ+ T cells compared with conventional TCRαβ
T cells. In collagen-induced arthritis, it has been shown that a
relatively high proportion of TCRγδ+ T cells are able to produce
IL-17A [14] and are present at relatively high cell numbers in
CIA joints [15].

In contrast, in the synovia of patients with established RA, only
few IL-17-producing TCRγδ T cells were present [15]. There-
fore, studies on early RA patient materials including synovial
tissue infiltrates are needed to evaluate the presence of IL-17-
producing TCRγδ T cells. Interestingly, CD4+CD45RO+IL-
17A+ T cells were found in treatment-naïve early RA patients
with active disease [45]. The present observation that IL-23
regulates IL-17A production in both Th17 cells and TCRγδ T
cells in experimental arthritis underscores the need for further
studies to unravel the potential of IL-23 as a therapeutic target
in the pathogenesis of human destructive arthritis.

In conclusion, this study shows that IL-23 is critical for full-
blown expression of a non-autoimmune destructive arthritis.
Furthermore, IL-23 regulates the formation of both CD4+ and
TCRγδ+ IL-17A-producing T cells. These data add new insight
to the role of IL-23 in the regulation of a non-autoimmune
inflammatory arthritis. Furthermore, these data show that IL-23
regulates IL-17A and RORγt expression in TCRγδ+ T cells dur-
ing joint inflammation. These findings may be relevant to other
chronic inflammatory conditions and infectious diseases as
well.

Conclusions
The aim of our study was to examine the role of IL-23 in the
non-autoimmune antigen-induced arthritis model. Additionally,
we investigated the regulatory potential of IL-23 in IL-17A and
RORγt expression in CD4+ and TCRγδ+ T cells from the spleen
and joints of arthritic mice. In the present study we showed
Page 10 of 13
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that IL-23 is essential for the development of full-blown anti-
gen-induced arthritis; IL-23p19-deficiency did not prevent the
onset of joint inflammation but stopped the progression to a
destructive synovitis. Furthermore, in the inflamed joints of IL-
23p19KO mice, the proportion of IL-17A and IFN-γ-express-
ing CD4+ T cells were reduced whereas IL-23 was also
required for IL-17A but not for IFN-γ-producing TCRγδ+ T cells
in the inflamed joints. The transcription levels of RORγt were
significantly higher in TCRγδ+ T cells than in CD4+ T cells from
wild type arthritic mice. Finally, since CD4+IFN-γ+ cells were
lower in the inflamed joints of IL-23p19-deficient mice, we
confirmed the importance of the IL-23/IL-17 axis using IL-
17RA deficient mice showing a similar arthritis expression as
IL-23p19KO mice.

Thus, this study adds new insight to the role of IL-23 in the reg-
ulation of non-autoimmune arthritis. Furthermore, although it is
suggested that IL-23 is involved in IL-17A-production by
TCRγδ+ T cells, we show for the first time a direct in vivo role
for IL-23 in regulating IL-17A and RORγt expression by
TCRγδ+ cells. These findings indicate that regulating the IL-23
pathway may have therapeutic potential in non-autoimmune
arthritis.

Competing interests
The authors declare that they have no competing interests.

Authors' contributions
FC participated in the design of the study, performed the
experiments, collected and statistically analyzed the data, and
drafted the manuscript. AMCM participated in the animal
experiments and in collecting the data. PSA participated in the
animal experiments and in collecting the data. JPvH partici-
pated in the design of the study and helped to draft the manu-
script. JT participated in the design of the study and helped to
draft the manuscript. EL conceived of the study, and was
responsible for the design and coordination of the study and
writing of the manuscript. All authors read and approved the
final manuscript.

Additional files

Acknowledgements
We would like to thank people from the EDC Animal Facility (Erasmus 
Medical Center Rotterdam) for technical assistance at various stages of 
the project. This project was financially supported by a grant from Eras-
mus Medical Center, Rotterdam, the Netherlands. We would like to 
thank Dr. R.W. Hendriks and Dr. A. Boonstra for critically reading the 
manuscript and E. de Haas for technical assistance with the FACS-sort-
ing experiments.

References
1. Oppmann B, Lesley R, Blom B, Timans JC, Xu Y, Hunte B, Vega F,

Yu N, Wang J, Singh K, Zonin F, Vaisberg E, Churakova T, Liu M,
Gorman D, Wagner J, Zurawski S, Liu Y, Abrams JS, Moore KW,
Rennick D, de Waal-Malefyt R, Hannum C, Bazan JF, Kastelein RA:
Novel p19 protein engages IL-12p40 to form a cytokine, IL-23,
with biological activities similar as well as distinct from IL-12.
Immunity 2000, 13:715-725.

2. Hunter CA: New IL-12-family members: IL-23 and IL-27,
cytokines with divergent functions.  Nat Rev Immunol 2005,
5:521-531.

The following Additional files are available online:

Additional file 1
An Adobe PDF file containing four supplemental 
figures. Figure S1: Antigen-induced arthritis was 
induced in WT and IL-23p19KO mice and at day 7 after 
i.a. mBSA injection the splenocytes were isolated and 
stimulated for four hours with PMA/Ionomycin and 
analyzed by flow cytometry. Shown are total ungated 
cells. Figure S2: Splenocytes were isolated from naïve 
WT and IL-23p19KO mice and stimulated for four hours 
with PMA/Ionomycin and analyzed by flow cytometry for 
intracellular expression of IL-17A and IFN-γ. CD4+ (top 
panel) and CD3+TCRγδ+ (lower panel) T cells were 
gated. Numbers indicate percentage of cytokine-positive 
cells within each quadrant. Figure S3: Antigen-induced 
arthritis was induced in WT and IL-23p19KO mice and 
at day 7 after i.a. mBSA injection cells from the draining 
lymph-nodes were isolated and stimulated for four hours 
with PMA/Ionomycin and analyzed by flow cytometry. 
CD4+ (top panel) and CD3+TCRγδ+ (lower panel) T cells 
were gated. Numbers indicate percentage of positive 
cells within each gate. Figure S4: Pseudocolor plot of 
cells isolated from the joint of a representative WT 
mouse at day 7 of AIA. Shown is the FSC/SSC of all 
cells (left figure), and subsequent gating-steps for 
plotting TCRγδ+ T cells. Numbers adjacent to gates 
indicate the percentage of cells in that specific gate and 
the numbers in the top-right corner indicate the 
percentage of cells in the gate relative to all cells.
See http://www.biomedcentral.com/content/
supplementary/ar2893-S1.PDF
Page 11 of 13
(page number not for citation purposes)

http://www.biomedcentral.com/content/supplementary/ar2893-S1.PDF
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11114383
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11114383
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15999093
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15999093


Arthritis Research & Therapy    Vol 11 No 6    Cornelissen et al.
3. Cua DJ, Sherlock J, Chen Y, Murphy CA, Joyce B, Seymour B,
Lucian L, To W, Kwan S, Churakova T, Zurawski S, Wiekowski M,
Lira SA, Gorman D, Kastelein RA, Sedgwick JD: Interleukin-23
rather than interleukin-12 is the critical cytokine for autoim-
mune inflammation of the brain.  Nature 2003, 421:744-748.

4. Murphy CA, Langrish CL, Chen Y, Blumenschein W, McClanahan
T, Kastelein RA, Sedgwick JD, Cua DJ: Divergent pro- and anti-
inflammatory roles for IL-23 and IL-12 in joint autoimmune
inflammation.  J Exp Med 2003, 198:1951-1957.

5. Langrish CL, McKenzie BS, Wilson NJ, de Waal Malefyt R,
Kastelein RA, Cua DJ: IL-12 and IL-23: master regulators of
innate and adaptive immunity.  Immunol Rev 2004, 202:96-105.

6. Luger D, Silver PB, Tang J, Cua D, Chen Z, Iwakura Y, Bowman EP,
Sgambellone NM, Chan CC, Caspi RR: Either a Th17 or a Th1
effector response can drive autoimmunity: conditions of dis-
ease induction affect dominant effector category.  J Exp Med
2008, 205:799-810.

7. Cornelissen F, van Hamburg JP, Lubberts E: The IL-12/IL-23 axis
and its role in Th17 cell development, pathology and plasticity
in arthritis.  Curr Opin Investig Drugs 2009, 10:452-462.

8. Kroenke MA, Carlson TJ, Andjelkovic AV, Segal BM: IL-12- and IL-
23-modulated T cells induce distinct types of EAE based on
histology, CNS chemokine profile, and response to cytokine
inhibition.  J Exp Med 2008, 205:1535-1541.

9. Steinman L: A rush to judgment on Th17.  J Exp Med 2008,
205:1517-1522.

10. Nakae S, Nambu A, Sudo K, Iwakura Y: Suppression of immune
induction of collagen-induced arthritis in IL-17-deficient mice.
J Immunol 2003, 171:6173-6177.

11. Lubberts E, Joosten LA, Oppers B, Bersselaar L van den, Coenen-
de Roo CJ, Kolls JK, Schwarzenberger P, Loo FA van de, Berg WB
van den: IL-1-independent role of IL-17 in synovial inflamma-
tion and joint destruction during collagen-induced arthritis.  J
Immunol 2001, 167:1004-1013.

12. Happel KI, Zheng M, Young E, Quinton LJ, Lockhart E, Ramsay AJ,
Shellito JE, Schurr JR, Bagby GJ, Nelson S, Kolls JK: Cutting
edge: roles of Toll-like receptor 4 and IL-23 in IL-17 expression
in response to Klebsiella pneumoniae infection.  J Immunol
2003, 170:4432-4436.

13. Kolls JK, Linden A: Interleukin-17 family members and
inflammation.  Immunity 2004, 21:467-476.

14. Roark CL, French JD, Taylor MA, Bendele AM, Born WK, O'Brien
RL: Exacerbation of Collagen-Induced Arthritis by Oligoclonal,
IL-17-Producing {gamma}{delta} T Cells.  J Immunol 2007,
179:5576-5583.

15. Ito Y, Usui T, Kobayashi S, Iguchi-Hashimoto M, Ito H, Yoshitomi
H, Nakamura T, Shimizu M, Kawabata D, Yukawa N, Hashimoto M,
Sakaguchi N, Sakaguchi S, Yoshifuji H, Nojima T, Ohmura K, Fujii
T, Mimori T: Gamma/delta T cells are the predominant source
of interleukin-17 in affected joints in collagen-induced arthri-
tis, but not in rheumatoid arthritis.  Arthritis Rheum 2009,
60:2294-2303.

16. Ghilardi N, Kljavin N, Chen Q, Lucas S, Gurney AL, De Sauvage
FJ: Compromised humoral and delayed-type hypersensitivity
responses in IL-23-deficient mice.  J Immunol 2004,
172:2827-2833.

17. Ye P, Rodriguez FH, Kanaly S, Stocking KL, Schurr J, Schwarzen-
berger P, Oliver P, Huang W, Zhang P, Zhang J, Shellito JE, Bagby
GJ, Nelson S, Charrier K, Peschon JJ, Kolls JK: Requirement of
interleukin 17 receptor signaling for lung CXC chemokine and
granulocyte colony-stimulating factor expression, neutrophil
recruitment, and host defense.  J Exp Med 2001, 194:519-527.

18. van Hamburg JP, Mus AM, de Bruijn MJ, de Vogel L, Boon L, Cor-
nelissen F, Asmawidjaja P, Hendriks RW, Lubberts E: GATA-3
protects against severe joint inflammation and bone erosion
and reduces differentiation of Th17 cells during experimental
arthritis.  Arthritis Rheum 2009, 60:750-759.

19. Langrish CL, Chen Y, Blumenschein WM, Mattson J, Basham B,
Sedgwick JD, McClanahan T, Kastelein RA, Cua DJ: IL-23 drives
a pathogenic T cell population that induces autoimmune
inflammation.  J Exp Med 2005, 201:233-240.

20. Lubberts E, Schwarzenberger P, Huang W, Schurr JR, Peschon JJ,
Berg WB van den, Kolls JK: Requirement of IL-17 receptor sig-
naling in radiation-resistant cells in the joint for full progres-
sion of destructive synovitis.  J Immunol 2005, 175:3360-3368.

21. Mangan PR, Harrington LE, O'Quinn DB, Helms WS, Bullard DC,
Elson CO, Hatton RD, Wahl SM, Schoeb TR, Weaver CT: Trans-

forming growth factor-beta induces development of the
T(H)17 lineage.  Nature 2006, 441:231-234.

22. Veldhoen M, Hocking RJ, Atkins CJ, Locksley RM, Stockinger B:
TGFbeta in the context of an inflammatory cytokine milieu
supports de novo differentiation of IL-17-producing T cells.
Immunity 2006, 24:179-189.

23. Bettelli E, Carrier Y, Gao W, Korn T, Strom TB, Oukka M, Weiner
HL, Kuchroo VK: Reciprocal developmental pathways for the
generation of pathogenic effector T(H)17 and regulatory T
cells.  Nature 2006, 441:235-238.

24. McGeachy MJ, Bak-Jensen KS, Chen Y, Tato CM, Blumenschein
W, McClanahan T, Cua DJ: TGF-beta and IL-6 drive the produc-
tion of IL-17 and IL-10 by T cells and restrain T(H)-17 cell-
mediated pathology.  Nat Immunol 2007, 8:1390-1397.

25. Liang SC, Tan XY, Luxenberg DP, Karim R, Dunussi-Joannopoulos
K, Collins M, Fouser LA: Interleukin (IL)-22 and IL-17 are coex-
pressed by Th17 cells and cooperatively enhance expression
of antimicrobial peptides.  J Exp Med 2006, 203:2271-2279.

26. Zheng Y, Danilenko DM, Valdez P, Kasman I, Eastham-Anderson J,
Wu J, Ouyang W: Interleukin-22, a T(H)17 cytokine, mediates
IL-23-induced dermal inflammation and acanthosis.  Nature
2007, 445:648-651.

27. Tajima M, Wakita D, Noguchi D, Chamoto K, Yue Z, Fugo K, Ishig-
ame H, Iwakura Y, Kitamura H, Nishimura T: IL-6-dependent
spontaneous proliferation is required for the induction of col-
itogenic IL-17-producing CD8+ T cells.  J Exp Med 2008,
205:1019-1027.

28. Stark MA, Huo Y, Burcin TL, Morris MA, Olson TS, Ley K: Phago-
cytosis of apoptotic neutrophils regulates granulopoiesis via
IL-23 and IL-17.  Immunity 2005, 22:285-294.

29. Lockhart E, Green AM, Flynn JL: IL-17 production is dominated
by gammadelta T cells rather than CD4 T cells during Myco-
bacterium tuberculosis infection.  J Immunol 2006,
177:4662-4669.

30. Rachitskaya AV, Hansen AM, Horai R, Li Z, Villasmil R, Luger D,
Nussenblatt RB, Caspi RR: Cutting edge: NKT cells constitu-
tively express IL-23 receptor and RORgammat and rapidly pro-
duce IL-17 upon receptor ligation in an IL-6-independent
fashion.  J Immunol 2008, 180:5167-5171.

31. Liu SJ, Tsai JP, Shen CR, Sher YP, Hsieh CL, Yeh YC, Chou AH,
Chang SR, Hsiao KN, Yu FW, Chen HW: Induction of a distinct
CD8 Tnc17 subset by transforming growth factor-beta and
interleukin-6.  J Leukoc Biol 2007, 82:354-360.

32. Peterman GM, Spencer C, Sperling AI, Bluestone JA: Role of
gamma delta T cells in murine collagen-induced arthritis.  J
Immunol 1993, 151:6546-6558.

33. Pelegri C, Kuhnlein P, Buchner E, Schmidt CB, Franch A, Castell
M, Hunig T, Emmrich F, Kinne RW: Depletion of gamma/delta T
cells does not prevent or ameliorate, but rather aggravates, rat
adjuvant arthritis.  Arthritis Rheum 1996, 39:204-215.

34. Ivanov II, McKenzie BS, Zhou L, Tadokoro CE, Lepelley A, Lafaille
JJ, Cua DJ, Littman DR: The orphan nuclear receptor RORgam-
mat directs the differentiation program of proinflammatory IL-
17+ T helper cells.  Cell 2006, 126:1121-1133.

35. Yang XO, Pappu BP, Nurieva R, Akimzhanov A, Kang HS, Chung
Y, Ma L, Shah B, Panopoulos AD, Schluns KS, Watowich SS, Tian
Q, Jetten AM, Dong C: T helper 17 lineage differentiation is pro-
grammed by orphan nuclear receptors ROR alpha and ROR
gamma.  Immunity 2008, 28:29-39.

36. Lochner M, Peduto L, Cherrier M, Sawa S, Langa F, Varona R,
Riethmacher D, Si-Tahar M, Di Santo JP, Eberl G: In vivo equilib-
rium of proinflammatory IL-17+ and regulatory IL-10+ Foxp3+
RORgamma t+ T cells.  J Exp Med 2008, 205:1381-1393.

37. Takayanagi H, Ogasawara K, Hida S, Chiba T, Murata S, Sato K,
Takaoka A, Yokochi T, Oda H, Tanaka K, Nakamura K, Taniguchi T:
T-cell-mediated regulation of osteoclastogenesis by
signalling cross-talk between RANKL and IFN-gamma.  Nature
2000, 408:600-605.

38. Kirkham BW, Lassere MN, Edmonds JP, Juhasz KM, Bird PA, Lee
CS, Shnier R, Portek IJ: Synovial membrane cytokine expres-
sion is predictive of joint damage progression in rheumatoid
arthritis: A two-year prospective study (the DAMAGE study
cohort).  Arthritis Rheum 2006, 54:1122-1131.

39. Lubberts E, Koenders MI, Berg WB van den: The role of T cell
interleukin-17 in conducting destructive arthritis: lessons from
animal models.  Arthritis Res Ther 2005, 7:29-37.
Page 12 of 13
(page number not for citation purposes)

http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12610626
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12610626
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12610626
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14662908
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14662908
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14662908
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15546388
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15546388
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18391061
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18391061
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18391061
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19431078
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19431078
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19431078
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18573909
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18573909
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18573909
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18591407
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14634133
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14634133
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11441109
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11441109
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12707317
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12707317
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12707317
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15485625
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15485625
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17911645
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17911645
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19644886
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19644886
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19644886
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14978083
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14978083
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11514607
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11514607
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11514607
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19248112
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19248112
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19248112
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15657292
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15657292
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15657292
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16116229
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16116229
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16116229
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16648837
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16648837
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16648837
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16473830
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16473830
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16648838
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16648838
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16648838
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17994024
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17994024
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17994024
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16982811
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16982811
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16982811
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17187052
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17187052
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18426983
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18426983
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18426983
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15780986
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15780986
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15780986
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16982905
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16982905
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16982905
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18390697
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18390697
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18390697
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17505023
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17505023
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17505023
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8245484
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8245484
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8849370
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8849370
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8849370
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16990136
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16990136
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16990136
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18164222
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18164222
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18164222
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18504307
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18504307
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18504307
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11117749
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11117749
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11117749
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16572447
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16572447
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16572447
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15642151
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15642151
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15642151


Available online http://arthritis-research.com/content/11/6/R194
40. Kotake S, Udagawa N, Takahashi N, Matsuzaki K, Itoh K, Ishiyama
S, Saito S, Inoue K, Kamatani N, Gillespie MT, Martin TJ, Suda T:
IL-17 in synovial fluids from patients with rheumatoid arthritis
is a potent stimulator of osteoclastogenesis.  J Clin Invest
1999, 103:1345-1352.

41. Hirota K, Yoshitomi H, Hashimoto M, Maeda S, Teradaira S, Sugi-
moto N, Yamaguchi T, Nomura T, Ito H, Nakamura T, Sakaguchi N,
Sakaguchi S: Preferential recruitment of CCR6-expressing
Th17 cells to inflamed joints via CCL20 in rheumatoid arthritis
and its animal model.  J Exp Med 2007, 204:2803-2812.

42. Miossec P: Interleukin-17 in fashion, at last: ten years after its
description, its cellular source has been identified.  Arthritis
Rheum 2007, 56:2111-2115.

43. Lubberts E: IL-17/Th17 targeting: on the road to prevent
chronic destructive arthritis?  Cytokine 2008, 41:84-91.

44. Jacobs MR, Haynes BF: Increase in TCR gamma delta T lym-
phocytes in synovia from rheumatoid arthritis patients with
active synovitis.  J Clin Immunol 1992, 12:130-138.

45. Colin EM, Asmawidjaja PS, van Hamburg JP, Mus AM, van Driel M,
Hazes JM, van Leeuwen JP, Lubberts E: 1,25-dihydroxyvitamin
D(3) modulates Th17 polarization and interleukin-22 expres-
sion by memory T cells from patients with early rheumatoid
arthritis.  Arthritis Rheum 2009, 62:132-142.
Page 13 of 13
(page number not for citation purposes)

http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10225978
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10225978
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10225978
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18025126
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18025126
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18025126
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17599728
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17599728
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18039580
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18039580
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1532804
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1532804
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1532804
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=20039421
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=20039421
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=20039421

	Abstract
	Introduction
	Methods
	Results
	Conclusions

	Introduction
	Materials and methods
	Antigen-induced arthritis
	Synovial cytokine levels
	Single-cell isolation and flow-cytometric analyses
	Purification of effector t cells and in vitro t cell stimulation
	Quantitative PCR analyses
	Statistical analysis

	Results
	IL-23 has a critical role in the progression of destructive arthritis
	The induction of Th17 cells in antigen-induced arthritis is IL-23 dependent
	IL-23 is essential for the induction of IL-17A and RORgt in TCRgd+ T cells during arthritis
	IL-23 regulates RORgt, but not T-bet, in TCRgd+ T cells
	IL-23 is essential for local IL-17A-production by TCRgd+  and CD4+ T cells
	Critical role for the IL-23/IL-17 immune pathway in the progression of destructive arthritis

	Discussion
	Conclusions
	Competing interests
	Authors' contributions
	Additional files
	Acknowledgements
	References

