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Abstract

Introduction—Th17 cells, while indispensable in host defense, may play pathogenic roles in
many autoimmune diseases including rheumatoid arthritis (RA). However, the mechanisms by
which human Th17 cells drive autoimmunity have not been fully defined. We assessed the
potential of the human Th17 CD4 T cell subset to induce expression of cell-cell interaction
molecules and inflammatory mediators by fibroblast-like synoviocytes (FLS), and the roles
of. IFN-y and IL-17 in these interactions.

Methods—Th1 or Th17 cells were induced from healthy adult donor CD4 T cells and were co-
cultured with FLS for 48 hours with/without neutralization of IFN-y, IL-17A, or both.
Alternatively, FLS were treated only with IFN-y or IL-17 for 48 hours. FLS expression of CD40,
CD54, and MHC-I1, as well as IL-6 and IL-8 secretion were assessed by surface staining followed
by flow cytometry and ELISA respectively.

Results—Both Thl and Th17 cells secreted 1L-17 as well as IFN-y, although IFN-y production
was much greater from Th1 cells. FLS expression of CD40, CD54, and MHC-II significantly
increased upon co-culture with either Thl or Th17 cells, and was largely due to the IFN-y secreted
by the T cells. Both T cell subsets induced IL-6 and IL-8 secretion by RA FLS. Neutralization of
IL-17A did not reduce FLS expression of CD40, MHC-I1I or CD54, but did inhibit IL-6 and IL-8
secretion. Although IFN-y was a weak inducer of IL-6 secretion and significantly inhibited I1L-8
secretion from FLS when used as a single stimulus, neutralization of IFN-y inhibited induction of
FLS secretion of both cytokines in Th17/FLS co-cultures. The effects of Th17 cells on FLS were
not entirely accounted for by IL-17 and IFN-y, suggesting roles for additional cytokines secreted
by these cells.

Conclusion—FLS cell-cell interaction molecules and soluble inflammatory mediators are
differentially regulated by IFN-y and IL-17, cytokines that are secreted by both human Th1 and
Th17 cells. The effects of IFN-y may depend in part on the particular milieu of other co-existing
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cytokines and cell-cell interaction signals. The potential benefit of therapeutic neutralization of
either IL-17 or IFN-y could depend on the relative proportion of these cytokines in the synovial
compartment of an RA patient. Suppression of the differentiation of Th17 cells may hold more
therapeutic potential than neutralization of a single cytokine produced by CD4 T cells.
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Introduction

Th17 cells play indispensable roles in host defense against certain extra-cellular bacteria and
fungi, but also play central pathogenic roles in many human autoimmune diseases including
rheumatoid arthritis (RA)[1-3]. Th17 cells induce pro-inflammatory cytokines which further
commit naive CD4 T cells to the Th17 lineage[4-6]. Induction of chemokine or chemokine
receptors facilitates lymphocyte and neutrophil recruitment to the inflamed joint[7]. Th17
cells promote bone resorption by inducing RANKL in osteoblasts, which interact with
osteoclasts expressing RANK]8]. Th17 cells facilitate angiogenesis and tissue destruction
through induction of vascular endothelial growth factor[9] and matrix
metalloproteinases[10] respectively. All of these mechanisms are highly relevant to RA
pathogenesis.

Controversy persists, however, as to whether RA is driven by Th1 immunity, Th17
immunity, or both in light of murine models implicating roles of IFN-y versus IL-17 in the
pathogenesis of arthritis[11, 12], increasing recognition of IL-17(+)IFN-y(+) cells in several
murine and human autoimmune diseases, including arthritis[13-15], and a study showing
lack of increased frequency of Th17 cells in RA patients as well as significantly fewer Th17
cells in the synovial fluid than in peripheral blood in RA[16]. The answer to this question,
which might depend on the stage of disease, has not yet been clarified.

What further complicates our view is that Th17 cells represent heterogeneous populations of
helper T lymphocytes. It is not clear which subsets of human Th17 cells drive autoimmune
disease, such as IL-17(+) 1L-10(-) cells[17], IL-17(+)IFN-y(+) cells[13, 14],
IL-17(+)IL-21(+) cells, or IL-17(+)IL-22(+) cells[17]. A study from patients with juvenile
idiopathic arthritis showed that human Th17 cells converted to IL-17(+)IFN-y(+) cells in an
environment mimicking the synovial space, namely low TGF-f and high IL-12[15]. Ina
murine model of inflammatory bowel disease (IBD), IL-17(+)IFN-y(+) cells contribute to
IL-23 dependent intestinal inflammation[13]. In experimental autoimmune
encephalomyelitis, Th17 cells induced in the absence of TGF-B co-express higher 7-betand
IFN-y and are more pathogenic than conventional Th17 cells induced in the presence of
TGF-B[14].

In dissecting the pathogenicity of Th17 cells in RA, co-culture of T cells and FLS is a
convenient and relevant system. A strong physical association between these two cell types
has been documented, which is mediated by cell-cell adhesion molecules, such as LFA-1-
ICAM-1(CD54) interaction[18, 19] and CD2-LFAS3 interaction[20]. T cells induce adhesion
molecules, such as CD54 or VCAM-1 on FLS, which requires direct cell-cell contact[21].
Analogous to T cell-professional antigen presenting cell (APC) interactions, T cells and FLS
in co-culture interact in both antigen dependent and independent systems. FLS express a
significant amount of MHC-I11 /n vivo that may be functionally significant in antigen
presentation to T cells[22]. The interaction of Staphylococcal enterotoxin A with MHC-11 on
FLS results in IL-6 and 1L-8 expression[23]. FLS can present superantigens to T cells,
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inducing a proliferative response[24]. FLS are able to take up and present arthritogenic
peptide autoantigens to HLA-DR4 restricted T cell hybridomas[25]. Furthermore, type |1
collagen-specific T cells, when stimulated by antigen, demonstrate augmented potential to
induce production of pro-inflammatory cytokines by FLS; TNF-q, IL-15, and IL-18[26] as
well as chemokines; IL-8, MCP-1, and MIP-1a[27]. Such T cells have higher potential to
secrete IFN-y and IL-17 upon co-culture with FLS than resting T cells. All of these features
are in part dependent on cell-cell contact as well as CD40 ligation[26, 27]. Finally, the B7
family co-stimulatory molecule B7H3 expressed by FLS can send both stimulatory and
inhibitory signals to T cells depending on the activation status of T cells[28].

The existence of multiple effector subsets of CD4+ T cells adds further complexity to the
potential interactions of T cells with FLS. IFN-y, a signature Th1 cytokine with significant
pro-inflammatory potential, that can also be secreted by human Th17 cells up-regulates FLS
expression of MHC-11[19, 29, 30], CD40[31], and CD54[19, 31-33]. IL-17 induces IL-6 and
IL-8 production by FLS[34] and also augments the synthesis of these cytokines induced by
co-culture of FLS with T cells[35]. Despite such extensive insights regarding T cell-FLS
interactions, potentially different pathogenic functions of each Th subset have not been well
defined.

Contrary to the initial speculation that each lineage of helper T lymphocytes (Th cells)
represents a fixed phenotype tightly linked to expression of a lineage-specific transcription
factor, it is now clear that Th cells can be redirected to other lineages depending on the
cytokine milieu. Th17 cells can be reprogrammed to Th1 cells upon exposure to IL-12, both
in mice[36] and humans[37]. One of the most important questions concerning human Th17
cell plasticity would be whether pathogenic human Th17 cells can be reprogrammed to a
potentially less pathogenic phenotype through exposure to opposing cytokines, such as IL-4
or IL-2. In mice, IL-4 and IL-2 phosphorylate Stat6 and Stat5 respectively, both of which
inhibit IL-17 expression. Our laboratory has shown that /n vitro generated murine Th17 cells
lose IL-17 expression upon exposure to IL-4, but become resistant to regulation by IL-4
after 3 weeks of Th17 polarization[38]. Whether similar phenomena will be observed with
human T cells has not been clarified to date.

Here, we define roles of IFN-y and IL-17 in human Th17 cell pathogenic functions relevant
to RA, in inducing cell-cell interaction molecules and IL-6 and IL-8 secretion by FLS. We
further report that 1L-4 regulates both IFN-y and IL-17 synthesis by /in-vitro induced human
Th17 cell even after multiple rounds of Th17 polarization.

Induction of mature dendritic cells (DCs.)

Peripheral blood mononuclear cells (PBMCs) were isolated from healthy adult donors by
Ficoll gradient and were incubated at 37 degrees in RPMI culture media with 10% FCS, 1%
Penicillin/Streptomycin, and 2% L-glutamine (all from Lonza) in 10 cm Petri-dish for 2
hours. The adherent cells were cultured for 5 days in RPMI culture media with 10% FCS,
1% Penicillin/Streptomycin, and 2% L-glutamine in the presence of GM-CSF (20 ng/ml)
and IL-4 (20 ng/ml) (both from Peprotech), transferred to 6 well plates, and further activated
in the presence of TNF-a (5 ng/ml)(R and D Systems), IL-1 (5 ng/ml) (Peprotech), IL-6
(150 ng/ml) (Peprotech), and prostaglandin E2 (1 pug/ml) (Sigma-Aldrich) for 24 hours.

Induction of human Thl or Th17 cells

CD4 T cells were isolated from healthy adult donors using a human CD4 T cells enrichment
kit (Stemcell Technologies), and were cultured in RPMI culture media with 10%FCS, 1%
penicillin/streptomycin, and 2% L-glutamine for 5 days, either in the presence of plate
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bound anti-CD3 (OKT3, produced from a hybridoma line obtained from ATCC), soluble
anti-CD28 (1 pg/ml), anti-1L-4 (5 yg/ml) (both from Biolegend), and I1L-12 (5 pg/ml) (R and
D Systems) to induce Th1l cells; or autologous mature dendritic cells, soluble anti-CD3 (1
pg/ml), anti-IFN-y (5 pg/ml) (Biolegend), anti-IL-4 (5 pg/ml), anti-TGF-( (10 pg/ml) (clone
1D11 from a hybridoma line obtained from ATCC), IL-1 (10 ng/ml), IL-6 (20 ng/ml), and
IL-23 (10 ng/ml) (eBioscience) to induce Th17 cells.

Assessment of T cell phenotype

IFN-y or IL-17 in culture supernatants was measured by ELISA (BD Biosciences).
Concurrently, after FcR blocking and surface staining with APC conjugated anti-CD4
(Biolegend), IL-17, IFN-y, and IL-4 in the CD4(+) population were stained with FITC-
conjugated anti-1L-17 (eBioscience) and PE-conjugated anti-1FN-y (eBioscience) and IL-4
(Biolegend). Flow cytometry analysis was done by FACS Caliber (Beckman Dickinson) to
assess expression of 1L-17 versus IFN-y by the CD4 T cells.

Preparation of FLS

All procedures involving specimens obtained from human subjects were performed under a
protocol approved by the University of Michigan Institutional Review Board. Patient
specimens were obtained following written informed consent. FLS were obtained by
collagenase (Worthington) digestion of human synovial tissue obtained at arthroplasty or
synovectomy from rheumatoid arthritis (RA) or osteoarthritis (OA) joints. All RA patients
fulfilled the 1987 ACR criteria for the classification of RA[39]. The diagnosis of OA was
based on characteristic clinical and radiographic features, and confirmed by pathological
findings at joint surgery. Cells were maintained in CMRL media with 10% FCS, 1%
penicillin/streptomycin, and 2% L-glutamine. Passage 4-8 FLS were used for experiments.
A total of 5 RA lines and 6 OA lines were used in these experiments.

Co-culture of Thl or Th17 cells with FLS and assessment of FLS phenotype

Th1 or Th17 cells were co-cultured with passage 4-8 FLS from patients with RA or OA in
CMRL culture medium with 10% FCS, 1% penicillin/streptomycin, and 2% L-glutamine
with/without neutralization of IFN-y(10 pg/ml), IL-17 (10 pg/ml) (R and D Systems), or
both. After 48 hours co-culture, supernatants were saved to measure I1L-6 and IL-8 by
ELISA (BD Biosciences). T cells were washed off with cold RPMI medium. The FLS were
detached in 3mM EDTA, stained with APC-conjugated anti-CD90 and PE-conjugated anti-
MHC-II, CD40, and CD54 (all from Biolegend). Flow cytometry was done to assess the
expression of MHC-11, CD40, and CD54 by CD90(+) cells.

Stimulation of FLS with pro-inflammatory cytokines

Passage 4-8 FLS were cultured in CMRL medium with 10% FCS, 1% Penicillin/
Streptomycin, and 2% L-glutamine in the presence of either IFN-y (1, 10, and 100 ng/ml, or
0.5, 5 and 50 ng/ml) (Thermo Scientific) or IL-17 (1 ng/ml, 10 ng/ml, or 100 ng/ml)
(eBioscience) for 48 hours. The FLS were stained with PE-conjugated anti-MHC-11, CD40,
and CD54 followed by flow cytometry analysis. IL-6 and IL-8 in the supernatants were
measured by ELISA.

Statistical analysis

The Student t-test was performed for all of the statistical analyses of cytokine secretion, with
correction for multiple comparisons. The paired t-test was used for analysis of flow
cytometry data that was aggregated from replicate experiments, with correction for multiple
comparisons. Error bars shown in the figures represent the standard error of the mean.
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Induction of Th1 cells and Th17 cells from human CD4 T cells

As shown in Fig 1 upper panels, polarization under Th1 conditions induced a differentiated
T cell population that contained, in a representative experiment, 56% IFN-y (+) cells. Th17
polarizing conditions induced 11% IL-17(+) cells and 30% IFN-y (+) cells. Notably, almost
80% of the IL-17+ cells co-expressed IFN-y. Measurement of 1L-17 in culture supernatants
revealed comparable amounts of IL-17 in Thl and Th17 conditions whereas Th1 conditions
led to a significantly higher amount of IFN-y secretion than did Th17 conditions (Th1:
2979965.7 +/- 8056.344 pg/ml, Th17: 2366.487 +/- 18.709 pg/ml) (Fig 1 lower panels).
Thus, in vitro polarized human T cell subsets displayed a mixed phenotype with respect to
cytokine secretion, but the IFN-y/IL-17 ratio was much greater in the cytokine output of Thl
cells compared to Th17 cells. Moreover, flow cytometry underestimated the amount of
IL-17 secreted by Th1 cells.

IFN-y, but not IL-17, is contributory to human Th17 cell pathogenic potential in the
induction of CD40, CD54, and MHC-Il on FLS, and Th1 cells are more potent than Th17
cells in up-regulating these molecules

To gain insights into the roles of each pro-inflammatory cytokine in inducing these cell-cell
interaction molecules on FLS, FLS were cultured with various concentrations of IFN-y or
IL-17 in the absence of T cells. As previously reported, IFN-y significantly up-regulated the
expression of CD40[31], CD54[19, 31-33], and MHC-11[29, 30] (Fig 2 and Supplemental
Figure 1 upper panels). In contrast, IL-17 did not augment expression of any of these cell
interaction molecules on FLS (Fig 2 and Supplemental Figure 1, lower panels).

In co-culture experiments both Th17 and Th1 cells augmented expression of CD40, CD54
and MHC Class Il on RA FLS (Figure 3) and OA FLS (data not shown). The magnitude of
this effect was greater with Th1 cells, consistent with their higher production of IFN-y. In
co-cultures of RA FLS and Th17 cells, neutralization of IFN-y reduced induction of CD40
and CD54 but no such effect was observed with neutralization of 1L-17.

Contributions of IL-17 and IFN-y to IL-6 and IL-8 secretion in a Th17 cell-FLS co-culture

system

Both IL-6 and IL-8 are secreted by FLS and play important roles in RA[40]. To gain insight
as to the roles of T cell-derived pro-inflammatory cytokine in inducing IL-6 and IL-8, FLS
were treated with various concentrations of IFN-y or IL-17. As expected, IL-17 augmented
both IL-6 and IL-8 secretion in a dose dependent manner (Fig 4 and Supplemental Figure 2).
In contrast, IFN-y augmented IL-6 secretion inconsistently and to only a modest extent and
suppressed 1L-8 secretion in a dose dependent fashion (Fig 4 and Supplemental Figure 2).

In co-culture experiments, unexpected differences were observed between the responses of
RA FLS versus OA FLS to Th17 cells. As expected, neutralization of IL-17 inhibited I1L-6
and IL-8 secretion by the FLS (Figure 5). Unexpectedly, neutralization of IFN-y also
inhibited cytokine production by the RA FLS (Figure 5), but not the OA FLS (Supplemental
Figure 3 and data not shown). These results suggest that the functional role of IFN-y may be
different in T cell interactions with RA compared to OA FLS, and may also be different in
the context of other Th17 cytokines compared to when it is tested as a single stimulus.

Moreover, in the co-culture system, IFN-y neutralization did not augment IL-8 secretion as
might be expected from the results in Fig 4 and Supplemental Figure 2, even from the OA
FLS (Supplemental Figure 3). This may indicate that the inhibitory effect of IFN-y on IL-8
secretion is negligible in the presence of an abundance of other IL-8 inducing pro-
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inflammatory mediators, such as IL-17. We confirmed that the amount of IL-6 and IL-8
secreted by T cells prior to the co-culture was negligible compared to the amount of
cytokines detected in the co-culture supernatants, which further supports the inference that
the major producers of IL-6 and IL-8 in this system were FLS (data not shown).

Discussion

Phenotypic features of human Th17 cells that drive autoimmune pathology have not been
well defined. Specifically in RA, it has been a matter of debate whether IFN-y or IL-17
drives synovial inflammation, given the presence of a substantial proportion of human Th17
cells co-expressing IFN-y [15, 41] as well as animal studies showing discrepant findings
concerning the roles of IFN-y and IL-17 in the pathogenesis of arthritis[11, 12].

Understanding of the balance between IFN-y and I1L-17 is crucial to have a better insight
into this paradigm. IFN-y potently inhibits Th17 differentiation[42] through phosphorylation
of Statl. Whether the opposite is the case or not is controversial; however, IL-17 was shown
to be protective in a mouse model of IBD, given that adoptive transfer of IL-17 deficient T
cells was associated with a worse clinical outcome and higher IFN-y expression in the
inflamed colon, while I1L-17 suppressed both T cell 7-betand IFN-y expression /n vitro[43].

In proteoglycan-induced arthritis (PGIA) in mice, although IFN-y deficient mice develop
less severe arthritis, they eventually succumb to arthritis[12]. Although IL-17 deficiency
does not protect mice from PGIA, IFN-y deficient or T bet deficient mice developed more
severe PGIA than IFN-y/IL-17 or T-bet/IL-17 double deficient mice[12]. In collagen
induced arthritis (CIA), lack of IFN-y signaling leads to severe disease. Neutralization of
IFN-y was beneficial at an earlier stage of CIA, but aggravated the disease at a later
stage[11]. We have previously shown that neutralization of IFN-y aggravated CIA,
associated with increased IL-17 in the serum and joints. In this study, neutralization of IL-4
did not aggravate CIA unless IFN-y was concomitantly neutralized[44]. One plausible
interpretation of a series of such observations is that IL-17 mediated pathology is regulated
by IFN-y in PGIA and CIA.

Studies in other animal models of autoimmune diseases have provided important clues in
dissecting the link between pathogenic Thl and Th17 responses. Th17 cells are able to
induce colitis upon transfer into immunodeficient mice, but many of them convert to Thl
cells[36]. Diabetogenic BDC2.5 CD4 T cells polarized /n vitroto the Th17 phenotype lose
IL-17 expression and express IFN-y upon adoptive transfer into NOD-SCID mice,
ultimately causing p-cell destruction and diabetes[45]. In humans, Th17 cells and
IL-17(+)IFN-y(+) cells from the inflamed joints in patients with juvenile idiopathic arthritis
share distinct T cell receptor clonality[15], further supporting the conversion of Th17 cells
into IL-17(+)IFN-y(+) subset as a real phenomenon in view of the paucity of naive CD4 T
cell precursors in the inflamed joints. While Th17 to Thl conversion has been reported in
many murine and human autoimmune diseases as above, the opposite conversion has not
been reported either in mice nor humans. This may be partly explained by epigenetic
modifications of genes encoding the cytokines and transcription factors that are associated
with each lineage. The 7-betlocus in murine Th17 cells has both permissive and repressive
histone modifications while both Rorcand //171oci in Thl cells have exclusively repressive
marks, which might support the concept that Th17 cells are poised to express IFN-y whereas
it is hard to induce 1L-17 production in Th1l cells[46]. This notion is further supported by the
observation that Th17 cells undergo dynamic epigenetic remodeling and acquire Th1 cell-
like histone modifications across the /fnng locus upon stimulation with IL-12[47]. Based on a
series of such observations, we propose that an early stage of RA is primarily driven by
Th17 cells, which gradually convert to Th17/Th1 cells and are finally replaced by Thl cells
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during the progression of disease. Better understanding of such puzzling phenomena is
directly relevant to defining a precise therapeutic window of either 1L-17 or IFN-y blockade
in RA.

We herein report that the contribution of IFN-y and IL-17 to activation of FLS by Th17 cells
can vary depending on whether one is focusing on cell interaction molecule expression or
soluble inflammatory mediator secretion; IFN-y is essential for the former while 1L-17 is
more important for the latter. Expression of CD40, CD54 and Class Il MHC are all likely
crucial components of effective bidirectional T cell-FLS interaction. CD40 ligation
augments proliferation, CD54 expression, and pro-inflammatory cytokine secretion by
FLS[26, 27, 31]. /n vivo, the importance of CD40 is further highlighted by the observation
that a monoclonal antibody against CD40 ligand prevents the development of CIA,
production of anti-collagen antibodies, synovial proliferation, and inflammatory cell
infiltration to synovial tissues[48]. Except for cytokine activated T cells[49], CD54 plays a
crucial role for robust T cell adherence to FLS in most systems studied to date[18, 19].
CD54 also plays a critical role in eliciting HLA-1I restricted T cell responses[50]. As a result
of such an efficient T cells-FLS interaction, T cells secrete TNF-a, IFN-y, and IL-17, which
in turn augment FLS secretion of IL-15, IL-6, and IL-8[51]. Membrane bound IL-15 on FLS
stimulates T cells to secrete TNF-a, IFN-y, and IL-17 in a cell contact dependent system,
creating an auto-amplification loop of synovial inflammation[51]. Hence, the cell-cell
interaction molecules and soluble inflammatory mediators both constitute a critical
component of this inflammatory loop. Our observation that each component of FLS-T cell
interactions is differentially regulated by potentially antagonistic T cell-derived cytokines,
IFN-y and IL-17, might indicate the presence of negative feedback systems to prevent
unopposed inflammatory bursts mediated either by IFN-y or IL-17.

The data in this report highlight the complexity of the interactions between FLS and T cell
subsets. For example, IFN-y directly inhibits IL-8 production by FLS, yet neutralization of
IFN-y in co-cultures of FLS with Th17 cells failed to augment IL-8 secretion. This
apparently paradoxical result suggests that in the context of other pro-inflammatory
cytokines, some of the regulatory potential of IFN-y may be blocked or circumvented.
Potentially, upregulation of FLS cell interaction molecules by IFN-y augments the FLS
response to IL-17. The data also indicate intrinsic differences in the responses of RA
compared to OA FLS in co-culture with Th17 cells; neutralization studies suggested that RA
compared to OA FLS appeared to be receiving a more positive signal from IFN-y for 1L-6
secretion. These FLS lines were derived from patients with established, generally late-stage
disease, and could exhibit epigenetic changes resulting from long-standing disease activity.
The FLS responses in the co-cultures could also be influenced by other cytokines that were
not neutralized in these experiments, such as IL-17F and TNF.

Our data may have clinical implications, since it suggests that blocking either cytokine alone
might be detrimental depending on the context, particularly the relative proportion of each
cytokine in the inflammatory milieu. In an abundance of IFN-y, neutralization of IL-17 is
potentially detrimental as this could relieve potential IL-17 mediated inhibition of T cell
IFN-y expression[43] and further augment the IFN-y induced CD40, CD54, and MHC 1I
expression by FLS. In view of the potential for FLS to serve as antigen-presenting cells for
T cell responses to superantigens and even arthritogenic autoantigens,[24, 25] augmented
expression of these molecules by FLS could indirectly enhance the pro-inflammatory
cytokine milieu in the RA synovium. Alternatively, IL-17 neutralization may be more
beneficial in the presence of a paucity of IFN-y provided that there is not excessive
expression of CD40, CD54, and MHC-I1 by FLS. In contrast, in an abundance of 1L-17,
neutralization of IFN-y is likely to be detrimental as this could abrogate IFN-y mediated
suppression of T cell IL-17 expression and further augment IL-17 induced IL-6 and 1L-8
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secretion by FLS. Taking into account these insights as well as our hypothesis regarding the
dynamically changing roles of Th17 versus Thl cells during progression of RA,
neutralization of IL-17 and IFN-y may be more beneficial at its earlier and later stages
respectively. In the “intermediate” stage, when both Thl and Th17 immunity may play
indispensable roles, one might need to neutralize both. However, in the actual patient care
setting, assessment of such a complex issue may not be practical.

Alternatively, modulation of both Th1 and Th17 cell activation might serve as a more
feasible approach in efficiently redirecting the uncontrolled immune system to tolerance.
From this standpoint, it is quite promising that IL-4 can regulate both IL-17 and IFN-y
responses in the CIA mode.[44, 52] However, Th17 cells can become resistant to regulation
by IL-4 after repeated /in vivo or in vitro stimulation in mouse systems [38, 52] In
preliminary experiments we have found that IL-4 was able to reverse both IFN-y and IL-17
synthesis by human Th17 cells even after two rounds of Th17 polarization /n vitro (data not
shown).

While IL-23 is important in human Th17 differentiation[53, 54], it is plausible that IL-23
also plays an important role in stabilizing human Th17 lineage commitment given that the
IL-23 receptor is induced in a Stat3[55] and ROR-yt[56] dependent manner, but not in naive
CDAT cells, in mice. Of note, IL-23 renders murine Th17 cells resistant to regulation by one
of the Th17-opposing cytokines, IL-27[57]. However, our initial results indicate that the
regulatory effect of IL-4 was robust regardless of the concentrations of IL-23 during the
Th17 polarization (data not shown). This suggests that IL-4 could serve as a potent immune-
regulatory cytokine in Th17 (or Th17/Thl) driven autoimmune diseases such as RA. This
concept is consistent with our previous observation that DCs genetically engineered to
express IL-4 suppress both T cell IL-17 synthesis and collagen induced arthritis [52, 58].
However, much more work is required to examine whether IL-4 resistant Th17 cells exist in
human immune-driven diseases such as RA.

In assessing the sensitivity of Th17 cells to regulatory cytokines, expression of transcription
factors that control function of these cells is a critical issue. Stat3 and ROR-yt are both
crucial transcription factors involved in murine Th17 differentiation. Stat3 induces ROR-
yt[59]. Stat3 and ROR-yt cooperate with each other [55] and bind to the IL-17 promoter to
induce IL-17 expression[60, 61]. Whether stability of these molecular interactions
dynamically changes with increasing Th17 cell differentiation and ultimate senescence is an
intriguing issue for further exploration.

Conclusions

Studies of T cell interactions with FLS have revealed that human Th17 cells secrete
functionally significant amounts of IFN-y as well as IL-17A. Two relevant components of
synovial inflammation, cell-cell interaction molecules expressed by FLS and pro-
inflammatory cytokines secreted by FLS, are differentially regulated by these potentially
antagonistic T cell cytokines; IFN-y is important for the former while 1L-17 is more
important for the latter. It is likely that other cytokines produced by Th17 and/or Thl cells
also contribute to the response of FLS, including IL-17F, TNF and GM-CSF. The complex
balance and multiple effects of T cell cytokines on FLS and other cells in RA synovium
create uncertainty regarding the potential benefit of blocking a single T cell-derived
cytokine in the treatment of RA.
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Fig 1. Induction of Thl cellsand Th17 cellsfrom human CD4 T cells

Human CD4 T cells were cultured for 5 days either under Th1 or Th17 polarizing
conditions. Following FcR blocking, surface staining of CD4, and intracellular staining of
IL-17 and IFN-y, IL-17 (horizontal axis) versus IFN-y expression (vertical axis) in the
CDA4(+) population was assessed by flow cytometry analysis. Representative data of three
independent experiments is shown (Fig 1 upper panels). IFN-y and IL-17 in both Thl and
Th17 polarizing cell culture supernatants were measured by ELISA (Fig 1 lower panels).
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Figure 2. IFN-y, but not IL-17 induces CD40, CD54, and MHC-Il on RA FLS

Passage 4-8 FLS from patients with RA were cultured in CMRL culture media with 10%
FCS, 1% penicillin/streptomycin, and 2% L-glutamine in the presence of either IFN-y: 0.5
ng/ml, 5 ng/ml, or 50 ng/ml (upper panels) or IL-17: 0.1 ng/ml, 1 ng/ml, or 10 ng/ml (lower
panels) for 48 hours. The FLS were stained with PE-conjugated anti-CD40, CD54, or MHC-
I, followed by flow cytometry analysis. Combined results of 3 independent experiments are
presented both by % expression above background or relative mean fluorescence. “FLS
only” indicates FLS incubated for 48 hours without any cytokines. The data is expressed as
the mean +/- standard error of the mean (** p<0.01, * p<0.05 by paired t testing compared
to FLS only)
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Figure 3. IFN-y contributesto human Th17 cell pathogenic potential in inducing cell-cell
interaction moleculeson FL S

Human CD4 T cells cultured either under Th1 or Th17 polarizing condition were co-
cultured with passage 4-8 FLS from patients with RA in CMRL culture medium with 10%
FCS, 1% penicillin/streptomycin, and 2% L-glutamine with/without neutralization of IFN-y
(10 pg/ml), IL-17 (10 pg/ml), or both. After 48 hours co-culture, T cells were washed off by
cold RPMI medium. The FLS were detached by 3mM EDTA, stained with APC-conjugated
anti-CD90 and PE-conjugated anti-CD40, CD54, and MHC-I1. Flow cytometry was done to
assess the expression of CD40, CD54, and MHC-11 by CD90(+) cells. Combined results of 3
independent experiments are presented by % expression above background and by relative
mean fluorescence. “FLS only” indicates FLS incubated for 48 hours without T cells. Error
bars represent the standard error of the mean (** p<0.01, * p<0.05 by paired t testing).
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Figure4. IL-17 induces both IL-6 and IL-8 expression while | FN-y weakly induces | L-6 but
suppresses|L-8 expression by FLS

Passage 4-8 FLS from patients with RA were cultured in CMRL culture medium with 10%
FCS, 1% penicillin/streptomycin, and 2% L-glutamine in the presence of either IFN-y (0.5
ng/ml, 5 ng/ml, or 50 ng/ml) or 1L-17(0.1, 1 or 10 ng/ml) for 48 hours. IL-6 and IL-8 in the
culture supernatants were measured by ELISA of triplicate wells. “FLS only” indicates FLS
incubated for 48 hours without any cytokines. The results shown are from a single
experiment representative of 3 identical experiments. Error bars are the standard error of the
mean. Data was analyzed using the Student t test (**p<0.01 compared to FLS only).
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Figure5.IL-17 and | FN-y contributeto IL-6 and I L-8 secretion in a Th17 cell-FL S co-culture

system

Human CD4 T cells cultured under Th17 polarizing condition were co-cultured with passage
4-8 FLS from patients with RA in CMRL culture medium with 10% FCS, 1% penicillin/
streptomycin, and 2% L-glutamine with/without neutralization of IFN-y (10 pg/ml),
IL-17(10 pg/ml), or both. After 48 hours co-culture, IL-6 and IL-8 in the co-culture
supernatants were measured by ELISA from triplicate culture wells. Results of one
experiment representative of 3 independent and identical experiments are presented. “FLS
only” indicates FLS incubated for 48 hours without T cells. Error bars represent the standard
error of the mean (* p<0.05, ** p<0.01, ns: not significant)
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