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1. Abstract

Rheumatoid arthritis (RA) is a chronic inflammatory autoimmune disease
characterized by synovial inflammation, which is orchestrated by both innate and
adaptive immune responses. Major hallmarks of autoimmunity in this disease include
the appearance of serum autoantibodies and the persistent activation of self-reactive
CD4" cells. Although therapeutic strategies targeting cytokines and B or T cells have
had a major clinical impact, disease in many patients remains refractory to current
biologic interventions, and for patients who show a response to therapy, true
remission associated with reestablishment of immune tolerance is rare. This has
increased the interest in exploring strategies to reestablish immune tolerance and
provide longterm disease suppression.

Dendritic cells (DCs) are professional antigenpresenting cells (APCs) that can induce
either immunity or tolerance. Myeloid DCs and plasmacytoid DCs represent the 2
major subsets of DCs, with human plasmacytoid DCs defined as
CD45+CD123+CD303+CD11c- cells and myeloid DCs  defined as
CD45+CDla+CD11c+CDlc+ cells. Although both subsets exhibit a functional
plasticity in directing T cell responses, current evidence supports a predominant role
of plasmacytoid DCs in the maintenance of tolerance through the expansion/induction
of Treg cells. To date, two major subsets of Treg cells have been described: thymus-
derived Foxp3+ Treg cells and adaptive interleukin-10 (IL-10)—producing Treg cells
(Trl cells) generated in the peripheral blood.

The importance of Treg cells in the maintenance of tolerance is highlighted by the
development of spontaneous multiorgan autoimmunity following Treg cell deletion in
rodents. In humans, reduced numbers of Treg cells and impaired function of Treg
cells have been reported in patients with autoimmune diseases such as rheumatoid
arthritis (RA), systemic lupus erythematosus, and multiple sclerosis. The molecular
pathways involved in prompting plasmacytoid DCs to promote Treg cell development
are not fully understood. Expression of the indoleamine 2,3-dioxygenase (IDO)
enzyme by plasmacytoid DCs is thought to play a significant role in plasmacytoid
DC-mediated Treg cell induction.

Whether human DCs exploit similar mechanisms of Treg cell induction that might
facilitate reestablishment of tolerance in a disease setting remains to be seen.
Cytokine-directed therapy may have an impact on Treg cell function. Thus, Treg cells

in patients with active RA are functionally defective. Anti—tumor necrosis factor o



(anti-TNFa) therapy reverses this defect, through conversion of naive T cells into
Foxp3+ Treg cells. Whether therapy may also have an impact on DCs, in terms of
changing their effects on Treg cells, has not been explored.

Herein, we present findings demonstrating that plasmacytoid DCs isolated from
patients with RA whose disease is in remission induce an additional, distinct
population of Treg cells, Trl regulatory cells, in a manner that is dependent on the
presence of IDO. Unlike the previously described anti-TNFo—induced Treg cells, this
population of genuine Trl cells does not express Foxp3 but, instead, secretes high
levels of IL-10. Most notably, these cells suppress the proliferation of autologous
naive CD4+ cells, in a dose-dependent manner.

Finally, we studied how IL-21 cytokine effects on the function of pDCs, given that
IL-21 is found in high levels at the periphery of autoimmune diseases such as
systemic erythematosus lups (SLE). IL-21 is an immunomodulatory cytokine that is
implicated in the pathogenesis of autoimmune diseases, by promoting B cells
differentiation, or by affecting Th17 and Tregs function. Dendritic cells are potential
regulators of immune responses, since mature dendritic cells promote autoimmunity,
while immature dendritic cells promote tolerance. Thus, we studied the potential of
dendritic cells matured in the presence of IL-21 to affect on the activation and
proliferation of naive T cells.

Our results suggest that dendritic cells matured in the presence of IL-21 significantly
promote the proliferation of allogeneic CD4'CD25™ T cells, when IL-21 is present
during the activation of T cells. This increased proliferation correlates well with high
levels of IFN-y and TNF-a. Together our results highlight the intrinsic ability of pDCs
to regulate T cell responses in an autoimmune setting in humans and further support
the use of pDCs as a potential therapeutic modality for autoimmune diseases and

transplantation.



1. Mepiinyn

H pevpotosiong apbpitida (PA) sivar pia ypdvia, @AEYHOVAOOING ALTOAVOGT VOGOG,
oL YopaKkTNPIleTOn Omd EAEYUOVY] TV 0pOPIKAOV LUEVOVY, 1| OTTOlol EVOPYNOTPMOVETOL
1660 Omd TNV PLGIKN 0G0 Kol amd TV €WIKN avocio. Bacwkd yoapakmpiotikd g
ALTOOVOGI0G TN VOGO OLTY| OTOTEAOVV 1) TOPOVGIO AVTOUVTICOUATOV GTOV 0pd KoL 1|
ocvuvexng evepyomoinon avtodpoactik®v CD4+ T kuttdpov. Av kot ot Ogpomentikég
puébodol mov otoyevovv Kvtrokiveg, B kar T wuttapa €xouv onuovtikd KAWVIKO
OmOTEAECUO, N VOOOG 0 MOAAOVG acbevels mopapével avOekTIK) OTIS TPEYOVGES
Broroyéc Bepameieg, kot axopa Kol 6€ acbevelg Tov avromokpivovial ot Bepamneia,
aAnOwvn Heeon e AMOKATAGTAOT) TNG OLVOGOAOYIKNG OvOYNG Elval omdvia. Avtd €xel
avénoel 10 evOlHPEPOV OTNV UEAETN VE®V HEBOO®V Yo TNV OTOKOTAGTOCT TNG
VOGOaVOYNG, MGTE Vo EMTEVYDEL LoKpOXpOVIL VOEST TNG VOGOU.

Ta devoprtikd kdttapa (DCs) elvarl emayyeALOTIKA OVTLYOVOTOPOVGLOGTIKG KOTTOPO
OV UTOPOVV VO ETAYOLV E€ITE TNV OVOGOAOYIKY amdvinomn eite v avoyn. Ta
poehogdn oevopitikd kvtTapa (MDCs) kot o TAACUOKLTTOPOELDN OEVOPITIKA
K0ttapa (pDCs) anotehodv T1g 000 KOPLEG VITOKATNYOPIES TV SEVOPLTIKAOV KVTTAP®V.
Ta  oavBpomva  TAOGLOKLTTOPOELON devopitikd  yopaktnpilovior g
CD45+CD123+CD303+CDl11c- «x0ttopo Kot  TO  HOEAOEWN  OEVOPITIKA G
CD45+CDl1a+CD11c+CDlc+ kbdtrapa. Av kot to. 000 voeion yapaktnpilovtatl amod
Aetrtovpyikr] “‘mAaotikéTnTa 0T0 Vo KotevBivouv Tig T KLTTOPIKEG OmMOVTNGELS,
TPOceOTES HeAETEG LRooTNPilovy OTL TO. TAAGUOKLTTOPOEWDT OEVIPLTIKA KOLTTOPW
nailovv évav og emi to mAeioTov KLplapyo POLO GTNV SLATHPNOT TS CVOCOUVOYNS,
Héom tng devpuvong N/kar g emaywyns tov T pubctikdv kuttdpov (Tregs).
Méypt onuepa, dvo kvplo €idn pvbuctikdv T kvttdpwv €xovv meptypagel: to
Foxp3+ Treg kottapa mov mpoépyoviar and tov Bdpo, kot ta €0kd Treg wvTTOpO
nov mapdyovv IL-10 (Trl kdtrapa), ta omoia mapdyovtal otnv mepLPEpeLa.

H onpooio tov puBuctikov T kuttdpov 6ty d1Tnpnomn e ovoyng e oivetol
amd TNV EULPAVIOT QLTOUATNG, TOAVOPYOVIKNG OVTOOVOGING, LETA OO OloypopY| TV
Tregs o¢ movtikie. Xtovg avOpOTOLG, HEIOUEVO TOCOGTE  KOU  UEUEVN
Aertovpykdtra Tov Tregs €xovv meprypagel oe acbevelg e avTodvoca Voo UaTa,
ommg N pevpatoetdong apbpitda (PA), o cvomnuotikog epudnuatdong Adkog (XEA)
Kol 1 okApuvon kotd mAdkag. To poplokd onpatodoTIKG HOVOTATIOL 7OV
EUMAEKOVTOL GTOV TPOTO LE TOV OMOI0 TO MAUGUOKVTTOPOELDN] OEVOPLTIKA KOTTOPO

endyovv pvOuoticd T kouttapa dev givarl TApwg kotavontd. H ékppacn tov evibpov



IDO (2,3 deolvuyevdon g vooreapivng) omd ta pDCs  Bewpeiton 6Tt mailet
onuavTiKd poro otnyv emoyoyn Tregs and ta pDCs.

Edv 1o avBpomva pDCs ypnoipomolodv mapdHolovg HnNyoviopolvs  emoymyng
PLOUGTIKOV KLTTAP®OV TOL VA SLIELVKOAVVOLV TNV OTOKATACTOGT TNG OVOYNS OTo
mlaioco evog voorpatog mapapével va amodeyfel. Ot Bepaneieg mov otoyedhovv TIg
Kuttokiveg mBavov va €yovv kdmolo emidpacmn otnv opacn tev pvluctikov T
kuttdpov. 'Etol, ta Tregs oe acbeveic pe evepyd pevpatoedn apbpitida eivor
Aertovpykd erattopatikd. H Oepaneia pe anti-TNFo mwoapdyovteg avaostpiépel avtod
10 EAAelpa, HEow petaTpomng dwpwv T kuttdpov oe Foxp3+ T pubuictikd kottoapa.
Edv n Bepancio €xer emintmon kor ota devOopiTiKd KOTTOPO, TPOTOTOIDMVTOS TIG
emdpacelg Tovg ota pviuotikd T kottapa, Tapapével vo amoderybel. e avtnv v
dwTpiPr], TopovcldlovLE  EVPNUATO.  TOL  GUVNYOPOLV  GTO  YeYovog  OTL
TAOCUOKVTTOPOEWN OeVOPITIKG KVOTTOPO OV £xovV amopovmbel and oacBevelg pe
pevpatoedn apbpitda ce Veeomn, emdyovv Evav emmAfov, OKPITO TANBLOUO
puOuotikov kuttdpov, Ta Trl pvOuotikd T kottapa, kol pdioto pe TpoOTO TOLV
eoptdtar amd v mapovcsic tov evidpov IDO. Ze avrtibeon pe ta €og tOpa
neprypapévta Tregs mov endyovion and Tig anti-TNFa Ogpaneieg, avtodg o mAnbuoudg
tov Trl pvOuotikdv kuttdpov dev ekppdlet tov Foxp3, aAld exkpivel onuovtikd
eminedor  IL-10 wvttokivng. EmumAéov, 1o KOTTOPO 0UTEH  KATOGTEAAOLV  TOV
TOAMATAAGIOCoUO 0VTOAOY®V dwpwv CD4+ T kuttdpwv, pe 0060-£EAPTMOUEVO TPOTO.
Téhog, peremoape v enidpaocn ¢ wvtrokivng IL-21 oty dpdon twv pDCs,
dedopévou oOtL i IL-21 avevpioketon oe vynAd emineda o€ acbevelg pe avtodvocsa
voonuata, Ommg 0 CLGTNUOTIKOS epvOnuaT®OING Avkoc. H wrepievkivn-21 amoteiet
pio. 0VOCOTPOTOTOMTIKY KUTTOKIVY] TOV EUTAEKETOL GTNV TOOOYEVELD VTOAVOCWHV
voonudtov, mpodyoviag v opopomoinon twv B Agppoxvrttdpov, N
tpomonolwvtag v dpdon twv Thl7 kot tov pvOuotikeov T (Treg) xvttdpov. Ta
devoprtikad kouttapa (DCs) eivor v duvdpel puBIGTES TOV OVOCIOKADV OTOVIGEMY,
KaBMOG To OPE KOTTAPO TPOAYOLV TIS OVTOOVOCEG OTAVINGES, EVM TO (G®PO
JEVOPLTIKA TTPOGYOLV TV 0LVOGOUVOYT).

MelemOnke emopévag, N SLVOUIKT TOV SEVOPITIKAOV KLTTAPWOV TOV £XOVV OPLLAGEL
nmopovcio g [L-21 va emdpodv oty evepyonoinon Kot Tov TOAAUTAAGIUGHO TV T
Aeppoxuttdpov. Ta amroteAéoHaTd HLoG VTOSEIKVOOLV OTL TOL OEVIPITIKG KVTTAPO TOV
opipaveav mopovoio g IL-21, mpodyovv onuoviikd tov mOAAUTAOCIOCUO TV

oAhoyevv CD4'CD25™ T xuttdpov, 6tav 1 IL-21 sivor mopovsa katd v Sidpkesio
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g evepyomoinong tov T kuttdpwv. Avtdg o avénpévoc moAlamAaclocuos tov T
Aepgoxkvttdpov ocvvadel pe avénuévn ékkpron IFN-y wor TNF-a. Xvvolkd, ta
amoteAéopatd pog toviCovv v evdoyevn kavotta towv pDCs va pvBuilovv tig T
OVOGLOKEG AMOVINGELS 0T TANIGLO EVOG AVTOAVOGOL VOGTLATOS GTOV GvOpmTo, Kot
vroopilovV TEPATEP® TNV YPNON TOVG ®G BEPUTEVTIKO HEGO YO TO. OVTOAVOGO

VOGN LOLTO, KO TV LETOUOTYEVON.
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2.Introduction

2.1 Autoimmune diseases

Autoimmune diseases comprise a diverse group of complex clinical disorders that
affect approximately 5% of the population in Europe and North America ' . Among
the most common autoimmune disorders are rheumatoid arthritis (RA), systemic
lupus erythematosus (SLE), type I diabetes mellitus, multiple sclerosis, myasthenia
gravis, Crohn’s disease, Graves’ disease, Hashimoto’s thyroiditis.

The autoimmune diseases are characterised by systemic inflammation and symptoms
(SLE, rheumatoid arthritis, Sjogren’s syndrome) or organ-specific damage (type I
diabetes, Graves’ disease, Hashimoto’s thyroiditis, autoimmune hepatitis).
Autoimmune diseases develop when the body’s immune responses are directed
against its own tissues. This may happen when self-reactive lymphocytes escape from
the immune system’s tolerance mechanisms and become activated, resulting to
inflammation and tissue destruction. The immune system has evolved mechanisms
that protect from invading and self-directed threats. The immunologic
unresponsiveness towards self-constituents is called self-tolerance.

Self-tolerance is established and maintained through two fundamental mechanisms:
(a) elimination of self-reactive cells in the thymus during selection (central tolerance)
and (b) generation of a variety of peripheral regulatory mechanisms (ignorance,
deletion, anergy and suppression by regulatory T cells (Tregs)) to control potentially
pathogenic self-reactive cells that escape the thymus (peripheral tolerance). Break-
down of the peripheral mechanisms of tolerance could lead to activation of self-
reactive cells and the development of autoimmune diseases.

Although the mechanisms by which an autoimmune disorder occurs are not entirely
understood, autoimmune responses are thought to result from a combination of
genetic and environmental factors.

Genomewide association studies have revealed more than 200 genetic loci associated
with one or more autoimmune disorders. In many cases, the precise causal alleles or
genes have not been identified. Nevertheless, some loci are associated with the
intracellular signaling that drives the activation of T and B cells, signaling by
cytokines and cytokine receptors, and pathways that mediate innate immunity and
microbial responses.

Considerable evidence also implicates environmental triggers like infection, in the

development of autoimmune diseases, such as multiple sclerosis and type 1 diabetes”.
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Mechanisms that could lead from infection to autoimmunity include the release of
autoantigens through tissue damage®, the activation of T cells by superantigens or the
induction of inflammatory cytokines by microbial products®'’. In addition, ‘molecular
mimicry’, the structural similarity between microbial and self antigens, is proposed to

play a key role in inducing autoreactivity''"”.

2.2 Rheumatoid Arthritis

RA is a complex, debilitating, chronic, systemic autoimmune disease characterised by
an immunological, inflammatory and mesenchymal tissue reaction in the synovium
accompanied by polyarticular synovitis, ultimately leading to the progressive
destruction of articular and periarticular structures. It is one of the most prevalent
autoimmune diseases, affecting up to 1% of the adult population in Western countries
and causes significant morbidity and disability. RA is usually diagnosed before the
age of 60 and is more common in women than men. RA presents with several extra-
articular manifestations, including cardiac (pericarditis, atherosclerosis), pulmonary
(pleuritis, fibrosis), ocular (episcleritis, scleritis), cutaneous (nodules, vasculitis),
neurological (peripheral neuropathy) and haematological (leukopenia, anemia of
chronic disease). Rheumatoid arthritis is a systemic disease, characterised by
inflammation, which is orchestrated by both innate and adaptive immune responses.
Infiltration of cells of the innate and adaptive immune system into the joint space
drives the local production of proinflammatory T-helper type 1 and T-helper type 17
cytokines, chemokines, and matrix metalloproteinases by infiltrating monocytes and
synovial cells. Proliferation of synovial fibroblasts leads to the formation of pannus
tissue, which invades and degrades articular cartilage and subchondral bone. Major
hallmarks of autoimmunity in RA include the appearance of serum autoantibodies and
the persistent activation of self-reactive CD4" T cells. In the treatment of RA, several
drugs were used, non-steroidal anti-inflammatory drugs, disease-modifying
antirheumatic drugs (DMARD) and steroids. When the importance of
proinflammatory cytokines in the pathogenesis of RA was established, several
biological agents (TNFa antagonists, B cell depleting, CTLA-4 costimulation agent),
acting through cytokine inhibition, have been introduced for the treatment of patients

with RA.
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2.3 Immune response: T cells and DCs

Mature dendritic cells are not only well-recongnized for their role in T cell activation
and initiation of antigen-specific immune responses' ', but they also induce different
types of T cell immune responses depending on the type of original maturation signal.
There are two groups of signals that stimulate immature dendritic cells (imDCs) to
induce Thl versus Th2 differentiation'’. Molecules derived from pathogens, such as
lipopolysaccharide (LPS), bacterial CpG DNA and double-stranded viral RNA, as
well as T cell signals such as CD40 ligand and IFN-y, all promote imDCs to produce
IL-12 and prime for Thl responses. By contrast, anti-inflammatory molecules such as
IL-10, TGF-B, PGE-2, and corticosteroids, all inhibit imDC maturation and IL-12
production, and induce Th 2 or regulatory T cell responses.

Many dendritic cells reside in and traffic through nonlymphoid peripheral tissues,
continuously surveying the environment for invading microorganisms, tissue necrosis
and local inflammation®’. These ‘danger’ signals induce DC to undergo a maturation
process that includes their migration into T cell areas of draining lymph nodes. During
infection, DCs in the periphery are triggered by the exposure to microbial agents or
inflammatory mediators to increase their expression of major histocompatibility
complex (MHC) molecules and costimulatory molecules such as CD80 and CD86.
This activates peripheral DCs into a state ready for T cell activation. Exposure to
microbial products also modifies DC expression of chemokine receptors and adhesion
molecules, causing migration from the periphery to the T cell zone of secondary
lymphoid organs®'. Activated DCs then display pathogen encoded antigens to naive
antigen-specific T cells circulating through secondary lymphoid tissues, which
respond and initiate primary T cell immune responses®>>. More recently, DCs have
been shown to play an important role in regulating peripheral tolerance to self-
antigens. Under steady-state conditions, in the absence of microbial stimulation,
immature dendritic cells encounter self-antigens (e.g. apoptotic cells), and transport
them to secondary lymphoid organs®**> A major source of antigens during the steady-
state, is apoptotic tissue cells that die during physiologic tissue turnover. Apoptotic
cells represent a random source of self-antigens, critical for the maintenance of
peripheral tolerance®®. Cell death by apoptosis is not accompanied by inflammation,
and DCs that internalize apoptotic cells do not become activated”’*. Antigen-loaded
DCs migrate spontaneously to secondary lymph nodes, mature en route, and acquire

capacity to stimulate T cells. However, the outcome of T cell stimulation by steady-
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state DCs can be apoptosis >, anergy’, or the development of regulatory T (Treg)
cells®', depending on the state of maturation of the DCs. Each of these mechanisms
results in some form of T cell tolerance”>**%. Thus, unabated DC activation may

skew self-antigen presentation from tolerance to autoimmunity.
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2.4 Dendritic cells : ¢cDCs and pDCs

Dendritic cells (DCs) are professional antigen-presenting cells, that display an
extraordinary capacity to stimulate naive T cells and to initiate primary immune
responses. Based on their lineage origin, DCs can be divided in two subsets:
conventional DCs (cDCs) that come from myeloid progenitors and plasmacytoid DCs
(pDCs) that originate from lymphoid progenitors. This diversity permits the adaptive
immune system to mount functionally distinct types of responses.

¢DCs, the original DC type identified by Steinman & Cohn® as a powerful stimulator
of T cell responses, possess dendritic morphology with prominent cytoplasmic veils
and protrusions, differentiate and reside in tissues and lymphoid organs in the steady
state and turn over rapidly and undergo proliferation in situ. cDCs express a broad
range of pattern-recognition receptors; they express high levels of MHC class II and
the integrin CD11c (a specific marker in the mouse), but not B220. ¢cDCs have a
unique capacity for naive T cell priming. ¢cDCs comprise two main subsets:
CDS8 CD11b'cDCs, also called myeloid, showing high capacity for MHC class II—
mediated presentation of exogenous antigen and CD8'CD103°cDCs, in tissues,
capable of antigen cross-presentation to cytotoxic T cells. Myeloid DCs are found in
three compartments: peripheral tissue, secondary lymphoid organ and blood.

The best studied human mDC subsets are those from skin, where three subsets can be
identified. The epidermis hosts only Langerhan’s cells (LCs) while the dermis
displays two mDC subsets, CDla” DCs and CD14" DCs, as well as macrophages®*°.
LCs and CD14" DCs differ in their molecular profiles including cytokines they
secrete upon activation. While CD14" DCs produce a large set of soluble factors
including IL-12, LCs produce only a few cytokines, including IL-15°. This distinct
cytokine secretion pattern might contribute to the unique biological functions of these
DC subsets.

pDCs are a rare cell type constituting only 0.2% to 0.8% of peripheral blood cells in
healthy individuals. pDCs are round-shaped cells with a prominent rough
endoplasmatic reticulum (ER) resembling that of immunoglobulin-secreting plasma
cells (therefore called plasmacytoid)37. Human pDCs were first isolated from human
blood and tonsils as CD4'CD123" (IL-3 receptor-a chain) cells that lack lineage
markers for B cells, T cells, myeloid cells, and natural killer (NK) cells as well as the
classical DC-marker CD11¢ *"?*, More recently, a number of pDC-specific markers

have been identified and have greatly facilitated the isolation of human pDCs. Blood
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DC antigen 2 (BDCA-2) is a member of the C-type lectin family of transmembrane
glycoproteins that is specific for pDCs*” . However, the use of monoclonal antibody
against BDCA-2 for pDC enrichment is limited as BDCA-2 engagement results in
inhibition of their functional capability. Other receptors specific for human pDCs
include immunoglobulin-like transcript 7 (ILT-7), belonging to the leukocyte
immunoglobulin-like receptor gene family*’, and BDCA-4/neuropilin-1, a receptor for
members of the semaphorin family*'. Antibodies to BDCA-4 do not impair pDC
function and are now commonly used for enrichment of human pDCs from blood.

In the mouse, pDCs can be identified as CD11b CD11¢"°VB220" cells****. Mouse
pDCs also react with the GR1 antibody, which recognizes Ly6G on granulocytes and
Ly6C expressed by pDCs. Siglec-H (sialic-acid-binding immunoglobulin-like lectin
H) and mPDCA-1 (mouse pDC antigen 1) are specific surface markers on mouse
pDCs, and antibodies against these markers have been recently developed to deplete
pDCs in naive mice* .

A number of findings have suggested that the developmental pathways of pDCs are
distinct from c¢cDCs and may be related to the lymphoid lineage rather than the

myeloid lineage*°

. There is however evidence that pDCs can arise from both
common lymphoid progenitors (CLPs) and common myeloid progenitors (CMPs)’".
Furthermore, Flt-3 ligand (FIt-3L) appears to provide the central signal for the
development of pDCs through its receptor FlIt-3 and transcription factor STAT3
(signal transducer and activator of transcription 3), the same molecules that also drive
the development of cDCs>>™°,

However, the recent identification of E2-2, a basic helix-loop-helix transcription
factor (E protein) as the essential and specific transcriptional regulator of pDC
development has provided strong evidence for a distinct developmental pathway of
pDCs™. E2-2 directly regulates the synthesis of other transcription factors that are
important for pDC development (SpiB) but also regulates expression of specific
markers for the pDC lineage (BDCA-2, ILT-7) and genes that control the production
of interferon (INF-a regulatory factor 7 [IRF7])*°.

pDCs develop fully in the bone marrow from where they are released into the blood
stream. The migration and peripheral distribution of pDCs are significantly different
from those described for cDCs. cDCs typically seed peripheral tissues and become
resident cells that migrate into T cell-rich areas of lymphoid organs through afferent

57-58

lymphatics™ ™. In contrast, pDCs directly migrate from the blood into T cell-rich
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areas of lymphoid organs under steady state conditions. This migration occurs through
high endothelial venules (HEVs) and appears to be associated with the expression of

CD62L and CCR7°%®!. Under steady state conditions, pDCs are difficult to detect in

62-63

most peripheral tissues, such as skin, mucosa, and lung"". However, large numbers

of pDCs have been found in peripheral tissues during viral infections, in both mice®

% and human®"®. Large numbers of pDCs have also been described in tissues of

many autoimmune inflammatory conditions: pDCs accumulate in skin lesions of

70-71

.. 62.69 .. . . . 2
psoriasis’ ", lupus erythematosus™ ', in inflamed synovial of rheumatoid arthritis

7 in salivary glands of patients with Sjogren’s syndrome’*, and in inflamed muscle

tissue of dermatomyositis”. Furthermore, pDCs are recruited to the brain lesions of
patients with multiple sclerosis’®.

Several studies have shown that pDCs efficiently present endogenous antigens, either

-78 9-81
d77 7 7 B

constitutively expresse or derived from viruses infecting the pDCs

y
contrast, pDCs poorly present exogenous antigens when compared to cDCs, mainly
because pDCs are unable to uptake exogenous antigens, by phagocytosis® and
secondly, because pDCs are unable to accumulate long-lived MHC-II peptide
complexes on their surface”"*. However, pDCs may internalize certain exogenous
antigens, through BDCA-2, Siglec-H, DCIR (dendritic cell immunoreceptor)
receptors83 3,

pDCs are professional type I interferon producing cells. pDCs were found to produce
over 95% of type I IFNs by peripheral blood mononuclear cells in response to many
viruses. pDCs produce 200 to 1000 times more type I IFNs than any other blood cell
type™. Human pDCs express almost all the subtypes of type I IFNs, namely IFN-q,
IFN-B, IFN-A, IFN-w, and IFN-t*"*®. Type I IFNs strongly activate immature cDCs to
produce IL-12, IL-15, IL-18, and IL-23, cytokines that are not produced by human

89-90

pDCs themselves™ . Moreover, type I IFNs differentiate monocytes into cDCs,

which subsequently induce strong T helper (Th)l-mediated immune responses® ">,

Type I IFNs also increase the ability of mDC to crosspresent antigens to CD8" T
cells™, promote CD8" T cell survival and clonal expansion”, and polarize CD4" T

96-97

cells into Thl cells™". pDC-derived type I IFNs also stimulate activation of NK

cells” and differentiation of B cells into antibody-secreting plasma cells™.
The ability of pDCs to mount a robust type I IFN response is linked to several unique
features of pDCs'®

TLRs. This is in contrast to cDCs, which express TLR1, TLR2, TLR3, TLR4, TLRS,

. First, pDCs selectively express TLR7 and TLRY but not other
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and TLR8'"'*. Secondly, pDCs constitutively express high levels of IRF7. This
allows the rapid assembly of a multiprotein signal transduction pathway, following
TLR7 and TLRY activation'®. pDCs also constitutively express high levels of IRFS,

which amplifies type I IFN production by pDCs'®*

. The third feature that makes pDCs
professional IFNs-producing cells is related to their unique ability to retain DNA in
early endosomes for extended periods of time, which allows a sustained activation of
IRF7 by the MyD88 signal transduction complex with induction of IFNs'*>'%

Upon activation, mature pDCs initiate protective immune responses through the
secretion of large amounts of type I IFNs. However, activated pDCs also acquire
dendritic morphology and they upregulate expression of major histocompatibility
complex (MHC) and T-cell co-stimulatory molecules, which enables them to directly
engage and activate naive T cells’’. Upon activation through TLR7 and TLR9, human
pDCs produce IFN-a and TNF-a and differentiate into mature DCs that prime naive
CD4" T cells to produce IFN-y and IL-10'"7. Human pDCs also mature into DCs in
culture with IL-3 or IL-3 plus CD40L*’. pDCs activated by IL-3 and CD40L do not
produce significant amounts of IFN-o but upregulate the costimulatory molecule
OX40L, which leads to IL-4- independent priming T cells secreting Th2 cytokines IL-
4, IL-5, and IL-10°%'"%. Thus, like classical cDCs, pDCs display functional plasticity
with the ability to prime different effector T-cell responses, depending on the type of
maturation signals.

Nonactivated, human and mouse pDCs express low to undetectable levels of CD80
and CD86 and are therefore incapable of inducing significant proliferation of naive T
cells’””"!'%”_ However, nonactivated human pDCs can induce antigen-specific anergy

110

and IL-10 production in CD4" T-cell clones' . Human pDCs activated through both

TLR and IL-3-dependent pathways have an intrinsic capacity to prime a population of

IL-10-producing T cells with regulatory function'''"'!*,

pDCs constitutively express high levels of inducible co-stimulator ligand (ICOS-L)'"",
which promotes survival, expansion, and IL-10 production of a subset of a FoxP3" T
regulatory cells expressing ICOS'"”. Murine studies have shown that nonactivated
pDCs can convert T cell receptor—transgenic T cells into T regulatory cells with the
ability to suppress antigen-specific T-cell proliferation mice “'''"". Together these
findings suggest a specialized role of nonactivated pDCs in peripheral tolerance, by

suppressing inflammatory responses or mediating tolerance by inducing Tregs®''™

121
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2.5 DCs in autoimmunity
With the recognition of elevated IFN levels as a pathogenesis factor in several
autoimmune diseases, the potentially important role of pDCs in autoimmunity has

122
d .

been recognize The strongest evidence for pDC involvement has been

accumulated from the study of two diseases: psoriasis and systemic lupus

100,12
erythematosus'**'**

. pDC:s efficiently sense viral nucleic acids but do not respond to
self-nucleic acids released into the extracellular environment by dying host cells. This
discrimination appears to be mainly achieved by the intracellular localization of TLR7
and TLRY9, which allows recognition of nucleic acids released into endosomal

compartments by the endocytosed virus'**

. By contrast, free self-nucleic acids are
rapidly degraded in the extracellular environment and do not access TLR7- and
TLRO9-containing endosomes spontaneously. However, recent evidence suggests that
self-nucleic acids are able to enter TLR-containing endosomes when complexed with
host-derived factors that are aberrantly expressed in certain autoimmune diseases'>”
126

In psoriasis, early skin lesions are highly infiltrated by activated pDCs, corresponding
with decreased numbers of circulating pDCs in the blood®”. Blocking IFN production
by pDCs using anti-BDCA-2 antibody inhibited the development of skin lesions in a
xenograft model, providing causal proof of pDC function in the disease®.
Subsequently, complexes of self-DNA with the antimicrobial peptide LL-37 were
identified as the activating stimulus for pDCs'>>. DNA complexed with LL37 is
highly resistant to nuclease degradation, enters endosomal compartments of pDCs and
triggers high levels of type I IFN production via TLR9 in early endosomes'®’. As a
result of LL37 overexpression in psoriatic skin, the continuous formation of DNA—
LL37 complexes triggers a sustained pDC activation to produce type I IFNs, which
triggers T cell-mediated autoimmunity and disease development®. This, and possibly
other, homologous proteins promote the aggregation of released cellular DNA and
RNA into large complexes that efficiently activate pDCs'**'?’. Although the origin of
these complexes and the consequences of pDC activation remain to be elucidated, the
major role of pDCs in psoriasis appears well established.

Similarly, lupus patients show a decrease in circulating pDCs and the accumulation of
activated, IFN-producing pDCs in affected tissues such as the skin’’. The hallmark of
lupus is the production of antinuclear antibodies, and immune complexes of such

antibodies with endogenous nucleic acids were shown to activate pDCs through
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TLR7/9'%*!'*® These complexes may be delivered into the endosomal compartment of

pDCs via Fc receptor FC,YRHIZG,128—130

, and their stimulatory capacity can be
augmented by the nuclear DNA-binding protein HMGB1"', released by dying cells.
HMGB1 binds RAGE (receptor for advanced glycation end products), thereby
facilitating the association of DNA with TLR9 in early endosomes''. As a result,
pDCs are continuously activated to produce type I IFNs, leading to an unabated
activation and maturation of ¢cDCs that stimulate autoreactive T cells’. In addition,
self-DNA forms complexes with LL-37 and other antimicrobial peptides released by
neutrophils, and the resulting complexes induce IFN secretion in pDCs through
TLRY9. Notably, TLR-activated pDCs become resistant to glucocorticoids, which
could underlie the limited efficacy of these drugs in lupus'**'*.

Moreover, pDC-derived type I IFNs, together with IL-6, promote the differentiation
of autoreactive B cells into autoantibody-secreting plasma cells”. Recent studies
demonstrate that the expression of type I IFN genes and IFN-induced genes represent
the most striking molecular signatures of SLE peripheral blood cells and correlates

with disease activity'**. Thus, type I IFNs may represent the most important effector

molecules in SLE pathology.
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2.6 Tregs

Specific immunologic tolerance to self antigens requires the immune system to
discriminate between self and non-self. Elimination of self-reactive T cells in the
thymus during T cell development leads to central tolerance. Peripheral tolerance is
designed both to control responses to foreign antigens encountered in the periphery
and to maintain tolerance to self antigens. While peripheral tolerance is mediated by a
variety of mechanisms, a specific subset of T cells known as regulatory T cells play a
critical role.

Tregs are characterised as CD4'CD25" T cells, both in human and mice. CD25, the
interleukin-2 receptor a-chain (IL-2Ra), is also expressed by activated T cells, but the
CD4'CD25"e" cells among the CD4"CD25" subset are considered to be Treg cells.
An important marker of the suppressive capacity of Tregs is the expression of the X
chromosome encoded forkhead winged-helix transcription factor Foxp3 (forkhead
box p3)'*°. Foxp3 is uniquely expressed by Treg cells and is critically important in the
development of these cells. Humans with loss of function mutations of Foxp3 develop
a severe, multiorgan, autoimmune and inflammatory disorder, called dysregulation,
polyendocrinopathy, enteropathy, and X-linked syndrome (IPEX syndrome)®'*.
Spontaneous Foxp3 mutation in mice results to an analogous phenotype, called
scurfy! 38140
Different Tregs subsets are now subdivided based on expression of cell surface
markers, production of cytokines, and mechanisms of action. Two subsets of Treg
cells have been identified, the CD4 CD25" natural Treg (nTreg) cells, which mediate
central tolerance, and induced Treg (iTreg) cells, which mediate peripheral tolerance.
Natural occurring Treg cells are a T population with immunosuppressive properties
that constitutes 5-10% of the total peripheral CD4" T cells'*"'**. Besides the
expression of CD25, they constitutively express other several activation markers, such
as the glucocorticoid-induced tumor-necrosis factor (TNF) receptor-related protein
(GITR), OX40 (CD134), L-selectin (CD62 ligand (CD62L)), and cytotoxic T
lymphocyte-associated antigen 4 (CTLA-4 or CD152). However, it should be noted
that none of these markers exclusively identifies Tregs as they can also be expressed
to various degrees on activated T cell subsets and various antigen-presenting cells
(APCs). However, Foxp3 is a more exclusive intracellular marker for the

identification of Tregs'*> .
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nTreg cells develop in the thymus, have a repertoire similar to that of conventional T
cells but more skewed toward recognition of autoantigens, undergo clonal expansion
upon antigen exposure, and yet maintain their suppressive phenotype. Since the exact
mechanism of the development of nTreg cells is not completely understood, it is
possible that some thymocytes receive a strong signal via their T cell receptor (TCR)
and CD28, escape negative selection, and differentiate into nTreg cells. The nTreg
cells then migrate to the periphery and suppress autoreactive T cells, thus suppressing
autoimmunity. Stimulation through the CD28 molecule is also required for the
survival and proliferation of nTreg cells in the periphery.

Furthermore, several studies reported the existence of various subsets of induced Treg
cells, generated in the periphery after antigen recognition by naive CD4'CD25 T

143
cells

. The suppressive function of these induced Tregs is mediated by the
production of suppressive cytokines (IL-10 and transforming growth factor-B (TGF-
B)). Therefore, the current classification of induced Tregs is based on expression of
different suppressive cytokines. CD4" regulatory T cells of type 1 (Trl) express high
levels of IL-10 and moderate levels of IL-5, IFN-y, and TGF-£, and they are negative
for IL-2 and IL-4"*"'*_ T helper 3 (Th3) regulatory T cells express high levels of
TGF-B'*'*". These cells acquire FoxP3 and CD25 expression and have suppressive
functions.

Apart from the CD4" naturally occurring and induced Tregs in controlling proper
function of the immune system, CD8" T suppressor cells have also been described.
CD8" T suppressor cells are derived from an oligoclonal T cell population, and they
lack CD28 and express FOXP3, GITR, CTLA-4, OX-40, and CD62L at the same
level as compared to CD4"CD25" Tregs'*'*°. In addition, CD8" T suppressor cells,
that are able to inhibit T cell proliferation, can be induced by xenogenic APCs or by
peptide-pulsed autologous APCs'**"!,

Treg cells are anergic and require IL-2 or T cell receptor ligation for their
proliferation and suppressive function. Their effector function is not restricted by
histocompatibility antigens, and they can suppress both CD4 and CD8" T cells in an
antigen-nonspecific manner'®. Treg cells can selectively suppress various aspects of
T effector function, such as proliferation, cytokine production, chemokine receptor
expression, or cytolytic function (figure a). The precise mechanisms underlying

suppression mediated by Treg cells are controversial. It is possible that Treg cells

suppress immunologic responses in multiple ways, which may involve contact
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dependent processes, with direct contact between Treg cells and T effector cells, or
may involve Treg interactions with antigen-presenting cells (APCs), which then
suppress T effector cells. Other mechanisms include local secretion of inhibitory
cytokines and local competition for growth factors'™.

Both in vitro and in vivo analyses suggest that Treg cells can suppress the
proliferation and/ or cytokine production of effector T cells (Teff). Additionally, Treg
cells prevent CD8" cells from differentiating into cytolytic effector cells in vivo
without affecting their proliferation or interferon-y (IFN-y) production'™.

Because the suppression of Teff cell proliferation by Tregs cells was observed in vitro
in an APC-free system, it was suggested that Treg cells suppress through direct
contact with Teff cells'**. Possible mechanisms include delivery of large amounts of
cytoplamic cAMP to Teff cells by contact through gap junctions'>, or direct killing of
Teff cells through the release of granzyme B and perforin'*®"'*.

Because natural Treg cells constitutively express CD25, the high-affinity receptor for
IL-2, it has long been suspected that Treg cells can suppress by consuming IL-2
produced by Teff cells, thereby preventing their proliferation and differentiation. Teff

cells undergo apoptosis after being exposed to Treg cells'®.
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Figure a: Regulatory T cells (Tregs) inhibit multiple stages of target cell activity. (a) Tregs
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O,

appear to be unable to inhibit the early activation events (up-regulation of CD25 and CD69)
of the first 6-10 hr of target CD4" T-cell activation. (b) Tregs suppress proliferation of
multiple immune cell types possibly via attenuation of interleukin-2 production. (c)
Suppression of CD4" T-cell differentiation by limiting the duration of T-cell receptor

signalling or inhibiting the induction of the lineage specific transcription factors GATA3 and



Tbet. (d) Treg suppression of effector T-cell cytokine production (interferon-c and
interleukin-4 by T helper type 1 and type 2 cells, respectively); inhibition of lytic granule
release by CD8 effectors; inhibition of B-cell antibody production, directly or via blockade of
CD4 help'®".

Moreover, Treg cells directly interact with antigen-presenting dendritic cells. The
interaction of Treg cells with DCs profoundly affects the ability of Teff cells to
subsequently engage and become activated by the same DCs. Treg cells either
abrogate the antigen-presenting activity of the DC or promote the secretion of
suppressive factors by the target DC population. It has been shown that Treg cells can
stimulate APCs to upregulate the activity of indoleamine 2,3-dioxygenase (IDO), a
potent immunosuppressive enzyme associated with pregnancy and tumor immune
evasion' 1%,

Furthermore, blocking CTLA-4 in vivo abrogates Treg cell-mediated suppression in
mouse models of inflammatory bowl disease (IBD), autoimmune gastritis and
transplantation. In the setting of IBD, CTLA-4-deficient Treg cells are able to prevent

disease. However, unlike the protection afforded by wild-type Treg cells, disease

protection mediated by CTLA-4-deficient Treg cells is dependent on IL-10'%*,
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2.7 Tregs in autoimmunity

Reduced functional activity of Tregs results in an increased susceptibility to

autoimmune disease. Patients with multiple sclerosis (MS)'®

166

, polyglandular

169

17 type-I diabetes'®®, psoriasis'®’,

syndrome of type II ™, active rtheumatoid arthritis
and myasthenia gravis'’’ show a significant decrease in the suppressive function of
CD4'CD25" Tregs as compared with cells from healthy donors. Because the
percentage of CD4'CD25" Tregs in peripheral blood of these patients is unaltered as
compared with healthy controls, it has been suggested that it is mainly defective Treg
function, rather than its number, that contributes to disease development in these
disease conditions. In addition, in some autoimmune diseases, reduced levels of
CD4'CD25" Tregs have been observed in the peripheral blood of patients'’' 72,
However, in these cases, the recruitment or migration of Tregs from the blood to the
inflammatory site may be responsible for the decreased number of Tregs in peripheral
blood. Indeed, studies on patients with RA or juvenile idiopathic arthritis (JIA)
demonstrated that at the site of inflammation (i.e., in the synovial fluid) the
percentage of CD4'CD25" Tregs was significantly increased as compared with the

percentage in peripheral blood'”""

. The reasons for the increased frequencies of
Tregs in inflamed synovia are not known. In addition to preferential homing to
synovia from peripheral blood, it is possible that Treg population expands within the
synovia. However, the persistence of inflammation in the rheumatoid joints despite
the increased number of Tregs indicates that these cells are ineffective in controlling
the inflammatory response. One possible explanation is that Tregs in the joint are
defective in mediating their suppressive, anti-inflammatory activity.

IPEX is thus far the clearest example that an abnormality in naturally arising Tregs is
a primary cause of autoimmune disease, IBD, and allergy in humans. Although IPEX
is a rare disease, its clinical picture and its underlying causative phenotype as a
deficiency or malfunction of natural Tregs hold several important implications for the

role of Tregs in maintaining immunologic self-tolerance in humans and also for the

etiology and the pathogenetic mechanism of human autoimmune diseases.
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2.8 IL-21 in autoimmunity

Interleukin-21 (IL-21) is a potent immunomodulatory cytokine that has been
implicated in the pathogenesis of autoimmune diseases, including systemic lupus
erythematosus (SLE). IL-21 is a type I cytokine, clearly related to the y. family of

cytokines, and more similar to IL-2, IL-4, IL-15. IL-21-receptor (IL-21R) is a type I

cytokine receptor, most related to the IL-2 receptor B-chain (27% similar)'".

IL-21R was observed initially to be expressed by spleen and thymus, consistent with

L TSR 176-178
expression in lymphohaematopoietic lineages

detected on CD4" T cells, CD8" T cells, B cells, NK cells, DCs, macrophages '"*'""

'3 and also on fibroblasts, keratinocytes and intestinal epithelial cells'®*'*®,

. IL-21R expression has been

suggesting that IL- 21 has a broad range of actions. IL-21R expression is constitutive
on B and NK cells. Expression on B cells is the highest, even on resting cells, with
constitutive expression in a number of cell lines'’®'””. Absent to low-level IL-21R
expression was observed on resting T cells, but it was significantly increased

following stimulation by mitogens, T cell receptor (TCR) activation, or following

transformation with human T cell lymphotropic virus, type I (HTLV-I) 70177179180,

IL-21 was first observed to be produced by activated CD4" T cells'"*'”

185

and by innate

immune natural killer T (NKT) cells™ and the more recently identified Thl7

. 189-191
lineage'®"”

. IL-21 has pleiotropic effects on both innate and adaptive immune
responses. Depending on the cellular context, nature of costimulation, and the ambient
cytokine milieu, IL-21 can induce B cell activation, differentiation and death!"%!7

180’192'193, the differentiation and activation of NK cells'”, is involved in NK T cell

185,194 .
85, 9, can costimulate T-cell

proliferation, cytokine release, and effector function
proliferation, enhances CD8" T-cell function'*'"°, and promotes proliferation and
differentiation of cells of the macrophage and granulocyte lineages'”'**. Conversely,
IL-21 also has direct inhibitory effects on the antigen-presenting function of dendritic

'8l and can be pro-apoptotic for B cells'**"**"*® and NK cells. IL-21 is also a

cells
critical regulator of Th17 development'*'*'2%. Moreover, IL-21 has been shown to
have strong antitumor action via its effects on both NK and CD8" T cells and also has
been identified as a key component in the development of autoimmune disease.
Although, IL-21 is a pleiotropic cytokine with actions on many cells, one of its
essential non-redundant activities is to regulate B-cell responsiveness in both health

and disease.
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First insight in the disease-promoting effect of IL-21 was suggested by the
observation that transgenic mice expressing very high levels of IL-21 did not
survive”. Further, in several mouse models of SLE, IL-21 has either been indirectly
or directly shown to be a contributing factor to disease. Elevated levels of IL-21 were
observed also in NOD mice*”', which develop an autoimmune form of diabetes, and
in the BXSB-Yaa mouse model'”. In the BXSB-Yaa disease, affected animals
develop very severe lupus and die at approximately 6 months of age. Elevated levels
of IL-21 were also noted in another autoimmune mouse model, the Sanroque mutant,
which has defective expression/function of the protein Roquin, which negatively
regulates the production of a population of follicular T helper cells that produce high
levels of IL-21?*%. These cells produce high levels of IL-21, which is correlated with
elevated antinuclear antibodies, as well as with the development of lymphadenopathy
and glomerulonephritis. The MRL/lpr mouse model of SLE is also associated with
elevated production of IL-21 by CD4" T cells®”. Interestingly, treatment of these
animals with an IL-21R-Fc fusion protein resulted in disease amelioration, indicative
of a pathophysiological role of IL-21 in this disease.. The same agent also exhibited a
partial effect in a mouse model of collagen induced arthritis™**.

In human lupus, it has been reported that peripheral blood B cells have reduced IL-
21R expression, which was associated with nephritis and higher titers of
autoantibody””. However, the lower levels of IL-21R on SLE B cells may reflect
expansions of altered B-cell subpopulations in these patients*®*"’. Corresponding to
the augmented IL-21 expression in mice, a cohort of SLE patients have highly
elevated IL-21 plasma levels®”. The increased IL-21 levels correlated with increases
of some cytokines but not others. Specifically, increases of IL-21 correlated with
increased IL-1, TNF, IL-6, IL-20, IL-22, IL-15, and IFNg, but not with IL-10, [FNa,
IFND, or IL-12. Furthermore, there were no correlations of increases in IL-21 with
SLE disease activity index (SLEDAI) scores, anti-DNA titers, or complement
levels®®. Finally, there is a genetic association of IL-21 polymorphisms with SLE in

209
humans

, consistent with a role of IL-21 in the pathophysiology of at least some
patients with this disease.

The role of IL21 in RA has not been extensively studied, but a few reports in both
mouse and human suggest that IL21 may be involved in disease progression.
Recently, a pathogenic role of IL21 in two animal models of arthritis was reported®**.

In those studies, blockade of IL21 with an IL21R-Fc¢ fusion protein reduced and
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importantly, reversed clinical disease activity in both collagen-induced arthritis and

2 In human RA, alterations of the IL21R have been

adjuvant-induced arthritis
described. IL21R has been shown to be expressed by synovial macrophages and
fibroblasts from biopsies of patients with RA, but not from patients with
osteoarthritis'®*. However, IL21 was not detected in these biopsies. In addition, a
significantly higher percentage of IL21R-positive inflammatory cells was found in the
blood and synovial fluid from patients with RA*'°. Furthermore, blood and synovial
fluid T cells from patients with RA secreted higher levels of tumour necrosis factor
and IFNy after stimulation with anti-CD3 and IL21 than T cells from patients with
osteoarthritis or healthy subjects, suggesting that IL21 may play a role in upregulating
secretion of proinflammatory cytokines that may contribute to worsening of
disease™'".

In a recent study, it was shown that, under lymphopenic conditions, the remaining T
cells undergo extensive compensatory expansion, in order to reconstitute the immune
system and high levels of IL-21 result to the development of secondary

. 211
autoirmmunity

. It is thus proposed that IL-21 may promote autoimmunity by
inducing proinflammatory Th17 cells*'>, by promoting B cell differentiation and
antibody production®'® or by reducing the suppressor effect of Tregs®'**". Another
possible explanation is that [L-21 could modulate dendritic cell function. Actually, the
precise role of IL-21 in DCs maturation and function has not been addressed. There is
a study showing that the presence of IL-21 during the differentiation of monocytes
towards DCs in vitro leads to altered function of DCs with reduced MHC-II, CDS&0,
CDS86 expression and low stimulatory capacity for T cell activation'®'. Inducible-
costimulator ligand (ICOS-L) is expressed on dendritic cells and is implicated in both
negative and positive co-stimulation of T cells. Interaction of ICOS/ICOS-L can
either augment or inhibit T cell mediated immune responses depending on the in vivo
setting. Disrupting ICOS/ICOS-L signaling suppressed intragraft T cell activation and

cytokine expression and prolonged allograft survival*' !,
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3. Objectives

Even though both subtypes of dendritic cells exhibit a functional plasticity in directing
T cell responses, recent evidence supports a predominant role of pDCs in the
maintenance of tolerance, through the induction or/and expansion of Treg cells. To
this end, the objectives of our study were:

a. to examine whether pDCs from RA patients in remission could induce and/or
expand regulatory T cells

b. to investigate whether pDCs-induced Tregs can potently suppress effector cells in
vitro

c. to delineate the mechanism through which pDCs instruct naive T cells towards

Tregs

Since IL-21 is shown to be implicated in the development of autoimmunity, in both
human disease and mice models, while DCs are capable of differentially instructing
effector T cells, the objective of our study was:

d. to address the role of IL-21 in DC maturation and to assess the potential of IL-21-

treated DCs to influence T cell immune responses
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4. Materials and Methods

Patient population. Patients (n=35) with RA, fulfilling the revised classification
criteria of the American College of Rheumatology for RA, were included in this
study. Disease activity was assessed by the Disease Activity Score (DAS 28). Disease
remission is defined as a DAS below 2.4. 20 patients with active and 15 inactive RA
patients in remission were evaluated, after either anti-TNFo therapy (infliximab
administered at a dose of 3 mg/kg i.v. at weeks 0, 2, 4, 8 and at every 8 wks) or
methotrexate (10 to 15 mg/wk orally). 10 healthy individuals were used as controls.

All subjects gave written informed consent prior to study enrolment.

Active RA Inactive RAY

Sex, no. female/no. male 11/4 4/8
Age, years 66.2 * 8.18 525 £ 20.58
RA duration, years 12.6 = 11.74 9.41 = 8.54
DAS28 5.06 = 1.02 1.91 = 0.48
Therapy, no. of patients

Anu-TNFa 15 8

MTX 0 -

Table 1. Characteristics of the patients with rheumatoid arthritis (RA)*

* Except where indicated otherwise, values are the mean + SD. Patients with missing
data are excluded. DAS28 = Disease Activity Score in 28 joints; anti-TNFa = anti—
tumor necrosis factor o; MTX = methotrexate.

1 Defined as those achieving disease remission from 6 months up to 2.5 years after

the start of therapy for RA.

Media and Reagents. The following fluorescent-conjugated antibodies were used:
CD45-PC5 (clone J33), CD69-PE (clone TP1.55.3) and CD4-PC5 (clone 13B8.2) all
from Beckman-Coulter (Miami, FL). CD303-FITC (BDCA-2, clone AC144),
CDI123-PE (IL3-R, clone AC145), CDIc-PE (BDCA-1, clone ADS5-8E7) from
Miltenyi Biotec (Bergisch Gladbach, Germany). CD11c-FITC (clone 3.9), PD-L1-PE
(clone MIH1), ICOS-L-PE (clone MIH12), CD80-PE (B7-1, clone 2D10), CD86-PE
(B7-2, clone 1T2.2), HLA-DR-PE (clone LN3) and Foxp3-PE (clone 3G3) from
eBioscience (San Diego, CA). CD25-FITC (clone M-A251), CD62L-FITC (clone
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Dreg-56) from BD Biosciences Pharmingen (San Diego, CA). For CFSE staining of
CD4" T cells, the CellTrace CFSE cell proliferation kit was used (Invitrogen, Eugene,
Oregon, USA).

All cell cultures were performed in RPMI 1640, supplemented with 10% fetal bovine
serum (FBS), penicillin (100U/ml), streptomycin (100pg/ml) and 2mM L-Glutamine
(all from Gibco, Carlsbad, CA). Recombinant human IL-3 (rhIL-3) (R&D, UK &
Europe), recombinant human IL-4 (rh-IL-4) and thGM-CSF (from Peprotech, EC
London) were used in DCs cultures as indicated. For DCs activation anti-human
CDA40L (Peprotech) and LPS was used (500ng/ml) were used. For T cells stimulation,
we used Spg/ml plate bound anti-human purified CD3 (aCD3, OKT-3 clone;
eBioscience) and 1pug/ml soluble anti-human purified CD28 (aCD28, clone CD28.3;
eBioscience). In some experiments, soluble aCD3 (50ng/ml) was used. The IDO
inhibitor 1-MT (1-methyl-DL-tryptophan, Sigma-Aldrich, Germany) was dissolved in
DMSO and used at 10 uM concentration in in vitro cultures. Recombinant human IL-
21 (rh-IL-21) (Peprotech) was used during DCs differentiation and activation
(30ng/ml).

Cell isolation and culture. Peripheral blood mononuclear cells (PBMCs) from RA
patients or healthy volunteers were isolated by Ficoll-Histopaque (Sigma-Aldrich,)
density-gradient centrifugation of heparinized venous blood aspirates, immediately
after peripheral blood draw.

In order to generate moDCs, PBMCs were magnetically separated using the CD14
isolation kit (Miltenyi Biotec), following the manufacturer’s instructions. Cells were
cultured for seven days in the presence of IL-4 (50ng/ml), GM-CSF (50ng/ml).
Replacement with fresh media took place on days 3 and 5. The generated moDCs
were activated for 24 hours with LPS.

Synovial fluid samples were obtained from active RA patients and mononuclear cells
were isolated, upon treatment with hyalouronidase solution [Img hyalouronidase
(Sigma-Aldrich) per ml of hyalouronidase buffer (1M phosphate buffer, pH=7, SM
NaCl, 7,5% BSA)] for 10 minutes at RT, followed by Ficoll-Histopaque density

gradient centrifugation. Leucocytes were collected and were used for further analysis.

Flow cytometry analysis. PBMCs were magnetically separated using anti-CD3
microbeads (Miltenyi Biotec), following the manufacturer’s instructions. The

phenotypic characterization of the DC subsets was performed on the CD3" cell
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fraction, based on the surface expression of CD45, CD303, CD123, CD11¢c and CDlc
molecules. Alternatively, DC subsets were stained with the negative co-stimulatory
molecules ICOS-L and PD-L1. The CD3" cell population was extracellularly stained
with CD4, CD25, CD62L, followed by intracellular Foxp3 staining, according to the
manufacturer’s protocol. For the IL-21 experiments, PBMCs were magnetically
separated using the anti-CD14 microbeads (Miltenyi Biotec). Mature moDCs were
stained for surface molecules, CD80, CD86, CD40, HLA-DR, PD-L1 and ICOS-L,
CD4 and CD69. IgG isotype matched controls were used as negative controls. All
stainings were conducted in PBS/5% FCS for 20 min at 4°C. Flow cytometry was
performed with an Epics Elite model flow cytometer (Coulter, Miami FL) and data
were analysed with WinMDI software.

For the IL-21 experiments, flow cytometry was performed with a Caliber model flow
cytometer (BD Biosciences Pharmingen, San Diego, CA) and data were analysed

with FlowJo software.

Mixed leukocyte reaction (MLR). mDCs and pDCs populations were isolated from
PBMCs of inactive RA patients using the BDCA-1 (CDl1c) and BDCA-4 (CD304)
magnetic microbeads dendritic cell isolation kits respectively, according to the
manufacturer’s instructions (Miltenyi Biotec). The purity of the isolated populations
ranged from 75% to 95%. To maintain viability, mDCs and pDCs were cultured in
flat-bottom 96 well-plate, with 2ng/ml GM-CSF and 1ng/ml IL-3 respectively. After
one to two days of culture, DCs were activated for 24h in the presence of 1pg/ml anti-
CD40L. CD4'CD25" T cells (responders) were isolated from heparinised cord blood
using CD4 and CD25 magnetic microbeads (Miltenyi Biotec), and were subsequently
labelled with 2uM CFSE, in labelling buffer (PBS, 0.1% BSA) for 10 min in 37°C.
MLRs were set up as follows: 10* mDCs or pDCs were co-cultured with 2 x 10*
allogeneic CFSE-labelled CD25™ T cells in round-bottom 96-well plates, for 5-7 days,
in the presence or absence of soluble aCD3. Proliferation of T cells was determined
based on CFSE dilution by flow cytometry. Culture supernatants were collected in
order to be assessed for the presence of cytokines. In other experiments, MLR was
performed in the presence of the specific antagonist of the IDO enzyme, 1-MT
(1mM), in order to examine the role of IDO in T cell activation/proliferation.

For the IL-21 experiments, DCs were generated from PBMCs of healthy volunteers

as mentioned before. MLRs were set up as follows: 10* moDCs were co-cultured

33



with 2 x 10* allogeneic CFSE-labelled CD25™ T cells in round-bottom 96-well plates,
for 5-7 days, in the presence of soluble aCD3 (10ng/ml). In half conditions soluble
IL-21 was added (30ng/ml). Proliferation of T cells was determined based on CFSE
dilution by flow cytometry. Culture supernatants were collected in order to be

assessed for the presence of cytokines.

Cytokine detection. DC-primed CD4" T cells were collected and washed after 5 days
of primary culture and were re-stimulated (10° cells/ml) with 5 pg/ml of plate-bound
aCD3 and 1 pg/ml of soluble aCD28 for 24h. The levels of IL-10, IFN-y and TNF-a
in culture supernatants were measured by using the respective human cytokine
ELISA kits (eBioscience). The detection limits were 15,65pg/ml for IFN-y,
16,25pg/ml for IL-10 and 5,81pg/ml for TNF-a.

IDO expression by Real Time-PCR. 2 x 10° pDCs isolated from either inactive RA
patients or healthy controls were resuspended in TRI reagent (Sigma) and total RNA
was extracted using the RNeasy Mini Kit (Qiagen). RNA was then reverse-
transcribed into ¢cDNA using ThermoScript Reverse Transcriptase (Invitrogen).
cDNA was stored at -20° C until further use.

Expression of IDO enzyme by pDCs was determined by real time-PCR using gene-
specific primers for the human gene IDO: 5’-CATGCTGCTCAGTTCCTCCAG-3’
(forward), 5’-CAGAGCTTTCACACAGGCGTC-3’ (reverse). PCR was run with 5 pl
undiluted ¢cDNA template in 20ul reactions in duplicate on a Prism 7000 SDS
(Applied Biosystems) using 1x iTaq SYBR Green master mix (Biorad) and IDO
primers at a concentration of 0.4uM or 0.25uM. Amplification of GAPDH using
gene-specific primers 5’-CATGTTCCAATATGATTCCACC-3’ (forward) and 5°-
GATGGGATTTCCATTGATGAC-3’ (reverse) was used as reference gene. The
temperature profile consisted of an initial 95° C step for 10 minutes (for Taq
activation), followed by 40 cycles of 95° C for 15 sec and 56° C for 1 min. Standard
curve was determined by serially diluting a control ¢cDNA sample. Relative
quantification method using a standard curve was used to evaluate the expression of

IDO gene after normalization to the reference gene GAPDH.
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IL-21R expression by PCR. 2 x 10° moDCs generated from healthy controls were
resuspended in TRI reagent (Sigma) and total RNA was extracted using the RNeasy
Mini Kit (Qiagen). RNA was then reverse-transcribed into cDNA using ThermoScript
Reverse Transcriptase (Invitrogen). cDNA was stored at -20° C until further use.
Expression of IL-21R by moDCs was determined by PCR using gene-specific
primers for the human gene IL-21R : 5>-CTTACCTGGCAAGACCAGTATGA -3°
(forward), 5’-GTAGAAGGCAGGGTCTTCGTAAT-3’ (reverse).

Suppression assay. For the suppression experiments, DC-primed T cells (Donor A)
were collected and cultured with 2 x 10 naive autologous CD4"CD25" T cells (Donor
A) in the presence of 10* irradiated (40Gy) allogeneic CD3-depleted monocytes as
APCs (Donor B), in round-bottomed 96-well plates. Titration of DC-primed T cells
was performed, resulting in naive T: DC-primed T ratios of I:1, 1:0,5 and 1:0,1. After
4 days of culture, 1uCi [*H]thymidine (Amersham Biosciences) was added to each
well for the last 18h of culture. The cells were harvested and incorporated

radioactivity was measured using a Beckman beta counter.
Statistical analysis. The non-parametric Mann-Whitney U test was used for statistical

analysis. Results were expressed as mean + SEM and p-values (two-tailed) <0.05

were considered as statistically significant.
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5. Results

5.1 Induction of Interleukin-10—Producing Treg Cells by Plasmacytoid Dendritic
Cells in Patients With Rheumatoid Arthritis Responding to Therapy

5.1.1 Increased frequencies of Foxp3™ Treg cells in patients with inactive RA

We first sought to confirm whether Treg cells had been restored in the peripheral
blood of patients with RA who had been successfully treated and achieved remission
of their RA, as reported previously'”*'®. As shown in Figure 1A, the percentages of
Foxp3'CD4" T cells in patients with inactive RA were increased 2—3-fold compared
with those in patients with active RA. Of interest, although the CD4 Foxp3" T cells
from all 3 groups were also CD25high (results not shown), they exhibited a distinct
pattern of expression for the CD62L molecule. Thus, in patients with inactive RA,
almost 34% of the CD4 Foxp3" cells did not express CD62L, whereas in healthy
controls and patients with active RA, the majority of the CD4 Foxp3" cells (>85%)
were CD62L" (Figure 1B). Taken together, these findings support the notion of the de
novo generation of Treg cells, rather than the expansion of these cells from
preexisting Treg cells, in the peripheral blood of patients with therapy induced

remission of RA.
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Figure 1. Increase in the levels of Foxp3'CD4" T cells in the peripheral blood of
patients with rheumatoid arthritis (RA) responding to therapy. T cells were isolated
from peripheral blood mononuclear cells obtained from healthy controls, patients with
active RA, and patients with inactive RA, and assessed by fluorescence-activated cell
sorting (FACS) analysis. A, Intracellular Foxp3 expression was determined by
staining CD3" T cells with fluorescence-conjugated antibodies against CD4 and
Foxp3. Values are the percentages of gated CD4 Foxp3™ T cells. B, The gated
CD4Foxp3™ T cell population was also assessed by FACS analysis for the expression
of the CD62L molecule. Representative results are shown for 10 healthy controls, 20

patients with active RA, and 15 patients with inactive RA.
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5.1.2 Restoration of the levels of plasmacytoid and myeloid DCs in the peripheral
blood of patients with RA achieving remission

Since DCs have been linked to the induction of tolerance through the generation of
Treg cells (21), we reasoned that DCs may be involved in the generation and/or
expansion of Treg cells in patients with RA whose disease is in therapy-induced
remission. To this end, CD3-depleted peripheral blood leukocytes were stained for the
CD303 antigen (BDCA-2) and the CD1c antigen (BDCA-1), which are expressed on
the surface of plasmacytoid DCs and the surface of myeloid DCs, respectively. The
results were then analyzed by flow cytometry. As shown in Figure 2A, expression of
myeloid DCs (CD45'CD1c¢'CD11¢"CD303") was severely curtailed in the peripheral
blood of patients with active RA, in contrast to that in patients with inactive RA, in
whom the myeloid DC levels were similar to those in healthy controls. The decrease
in myeloid DC numbers in patients with active RA was statistically significant
compared with that in either healthy controls or patients with inactive RA (Figure
2B). Similar to the findings regarding myeloid DCs, CD303" cells were virtually
absent (<0.1%) in the peripheral blood of patients with active RA, whereas the levels
of CD303" cells in patients who had achieved remission were restored (~0.5%) and
were comparable with the levels in healthy controls (~0.7%) (Figure 2C). We also
determined the relative frequencies of CD45°CD303°CD1c¢CD11¢CD3"
plasmacytoid DCs in the peripheral blood of patients with active RA and patients with
inactive RA and found that the numbers of plasmacytoid DCs (CD303" cells) in
patients with active RA (mean 250 per 3 x 105 cells) were significantly decreased as
compared with those in either patients with inactive RA (mean 1,700 per 3 x 10° cells;
P < 0.005) or healthy individuals (mean 2,100 per 3 x 105 cells; P < 0.05) (Figure
2D). To further confirm that CD303 is specifically expressed on plasmacytoid DCs,
we performed costaining for CD123 (IL-3 receptor a), which is commonly used as a
marker for plasmacytoid DCs. As shown in Figure 2E, the entire population of
CD303" cells (>96%) also stained positive for CD123. The decrease in DCs in the
peripheral blood of patients with active RA prompted us to explore whether some of
these cells may be accumulating at the site of inflammation within the joint. An
increased accumulation of myeloid DCs (~15%) in the SF of patients with active RA
was observed. In contrast, we failed to detect CD303" plasmacytoid DCs in the SF of

the same RA patients (results not shown).
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Figure 2. Restoration of the levels of myeloid and plasmacytoid dendritic cells (DCs)
in the peripheral blood of patients with rheumatoid arthritis (RA) in remission. CD3-
depleted peripheral blood mononuclear cells from healthy controls (n = 10), patients
with active RA (n = 20), and patients with inactive RA (n = 15) were stained with
myeloid DC (CDlc)- and plasmacytoid DC (CD303)-specific antibodies, and
expression of these molecules in the peripheral blood was assessed by flow
cytometry. A and B, The proportion of CD45°CD1c'CD11¢'CD303™ myeloid DCs
(A) and the relative frequencies of CD1c¢” myeloid DCs per 3 x 10° events (B) were
determined. C and D, The fraction of CD45'CD303"CD1c¢'CD11¢” plasmacytoid DCs
(C) and the frequencies of CD303" plasmacytoid DCs per 3 x 10> events (D) were
determined. Each symbol in B and D represents the results from an independent
experiment, and the horizontal lines indicate the mean. P values (bars) were
calculated by Mann-Whitney U test. E, The CD45'CD303" fraction of cells from
patients with inactive RA (left) was also assessed to determine the percentage staining
positive (upper right) or negative (lower right) for CD123 (interleukin-3 receptor o).

Results in E are representative of 1 of 5 independent experiments.
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5.1.3 Induction of IL-10-secreting T cells from naive CD4" T cells by mature
plasmacytoid DCs in patients with RA responding to therapy

We next sought to determine whether plasmacytoid DCs isolated from RA patients
showing a response to therapy have the ability to induce T cells with a regulatory
phenotype. To this end, myeloid DCs and plasmacytoid DCs were isolated from the
peripheral blood of patients with inactive RA and cultured in the presence of GM-
CSF and IL-3, respectively, and then matured with CD40L for 24 hours. The
maturation status of the DC subsets was confirmed on the basis of the expression of
HLA-DR, CD80, CD86, CD40, and the chemokine receptor CCR7 (results not
shown). To detect the ability of CD40L-matured myeloid and plasmacytoid DCs to
activate and expand naive T cells, we cultured CFSE-labeled naive CD4'CD25™ T
cells, which were isolated from cord blood, in the presence of CD40L-matured
plasmacytoid DCs and myeloid DCs, and monitored cell proliferation based on
dilution of the CFSE staining after 6 days. Naive T cells cocultured with mature
plasmacytoid DCs were hyporesponsive, as demonstrated by their delayed
proliferation, in contrast to that seen in cocultures with mature myeloid DCs, in which
a robust expansion of naive T cells occurred (Figure 3A). Specifically, more than 90%
of the myeloid DC—primed T cells progressed to the third division, whereas only 40%
of the T cells cultured with plasmacytoid DCs entered the third division (gate M3 in
Figure 3A). This was further confirmed on the basis of the increased expression of the
early activation marker CD69 on CD4" T cells. Thus, the majority (>90%) of the
CFSE'CD4" T cells cultured with myeloid DCs were CD69™ after 6 days of culture,
whereas almost 35% of the plasmacytoid DC—primed T cells were in the early
activation stage (CFSE'CD69") (Figure 3B). We next assessed the ability of DC-
primed T cells to secrete cytokines upon in vitro restimulation with anti-human
CD3/anti-human CD28. T cells cultured in the presence of myeloid DCs produced
significant amounts of IFNy (250-500 pg/ml), whereas T cells cultured with
plasmacytoid DCs produced lower amounts of IFNy (80-100 pg/ml) (Figure 3C).
Most notably, plasmacytoid DC—primed T cells secreted large amounts of IL-10
(800—1,200 pg/ml), in contrast to myeloid DC—primed T cells, in which IL-10 was not
detectable (Figure 3C). Collectively, these results show that T cells cultured in the
presence of plasmacytoid DCs from patients with RA in remission proliferate poorly
and secrete significant amounts of IL-10 in response to polyclonal stimulation,

indicating that they have acquired features of Treg cells.
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Figure 3. Induction of interleukin-10 (IL-10)-secreting T cells by mature
plasmacytoid dendritic cells (pDCs) isolated from patients with rheumatoid arthritis
(RA) in remission. Myeloid DCs (mDCs) and pDCs isolated from the peripheral
blood mononuclear cells of patients with inactive RA were cultured with 2 ng/ml
granulocyte—macrophage colony-stimulating factor and 1 ng/ml IL-3, respectively,
and matured upon culture with 1 pg/ml anti-CD40L for 24 hours. Allogeneic naive
5,6-carboxyfluorescein succinimidyl ester (CFSE)-labeled CD4'CD25™ T cells were
isolated from cord blood and were cultured with either mature mDCs or mature pDCs
in a DC-to—T cell ratio of 1:2. As the control, CFSE-labeled naive T cells were used.
The proliferation was optimized using soluble human purified anti-CD3 (50 ng/ml).
A, Histograms show the dilution of CFSE staining in CD4 CD25™ T cells after 6 days
of coculture with DC subsets. Gates depict individual cell cycles. B, The surface
expression of the CD69 molecule was assessed on T cells cultured with mDCs or
pDCs. The values indicate quadrant percentages. C, DC-primed T cells were collected
after 6 days of coculture and restimulated with 5 pg/ml of plate-bound anti-CD3
(aCD3) and 1 pg/ml of soluble anti-CD28 monoclonal antibodies. Culture
supernatants were collected 24 hours later and assessed by cytokine enzyme-linked
immunosorbent assay for the presence of interferon-y (IFNy) and IL-10. The detection
limit of the assay was 15.65 pg/ml for [FNy and 16.25 pg/ml for IL-10. Bars show the

mean and SEM representative results from 1 of at least 3 independent experiments.
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5.1.4 Suppression of naive CD4 T cell proliferation by mature plasmacytoid
DC-induced IL-10-producing Treg cells in patients with RA in remission

To determine whether IL-10—producing plasmacytoid DC—primed T cells are Treg
cells, plasmacytoid DC—primed T cells were cultured with CFSE-labeled autologous
naive CD4'CD25™ T cells in the presence of irradiated allogeneic CD3-depleted
monocytes as APCs; myeloid DC—primed T cells were used as the control. As shown
in Figure 4A, plasmacytoid DC—primed T cells inhibited the proliferation of the
autologous naive T cells, in a dose-dependent manner. In contrast, the addition of
myeloid DC—primed T cells into the culture resulted in an increased proliferation of
the autologous naive T cells, when compared with that in cultures with naive T cells
alone (Figure 4B). These results indicate that mature plasmacytoid DCs in patients
with RA in remission have an intrinsic ability to induce the generation of Treg cells

that display a potent suppressive activity on autologous T cells in vitro.
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Figure 4. Suppression of autologous T cell proliferation by plasmacytoid dendritic
cell (pDC)—primed T cells in vitro. Naive CD4'CD25 T cells from the peripheral
blood of a single donor were cocultured with either pDCs (A) or myeloid DCs
(mDCs) (B) from patients with rheumatoid arthritis in remission, and then matured
with CD40L. After 7 days of culture, CD4" T cells were separated from DCs and used
for functional assays, in which 2 x 10* freshly purified autologous CD4"CD25™ T cells
from the same donor were cultured with 10* irradiated antigen-presenting cells from a
second donor, and the DC-primed T cells from the first donor were added at graded
doses. T cell proliferation was assessed in a 4-day mixed leukocyte reaction assay,
with 3H-thymidine added during the last 18 hours of culture. Bars show the mean +

SEM representative results from 1 of 4 independent experiments.
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5.1.5 Increased expression of IDO mRNA, but not ICOS-L and PDL-1 molecules,
by mature plasmacytoid DCs in patients with inactive RA

Several lines of evidence indicate an important role of negative costimulatory
molecules, such as ICOS-L and PDL-1*""?* as well as the expression of the enzyme
IDO**! by DCs in the induction of Treg cells. As shown in Figure 5A, plasmacytoid
DCs from patients with inactive RA and healthy controls expressed comparable levels
of either ICOS-L or PDL-1 upon maturation, suggesting that the expression of these
molecules most likely does not account for the polarization of T cells by plasmacytoid
DCs toward Treg cells in these patients. In contrast, plasmacytoid DCs from patients
with RA in remission displayed a 4-8-fold increase in IDO mRNA levels as
compared with that in healthy individuals, independent of the maturation status of the

plasmacytoid DCs (Figure 5B).

5.1.6 Induction of IL-10—producing Treg cells by plasmacytoid DCs in an IDO-
dependent manner

To examine whether the expression of IDO by mature plasmacytoid DCs in patients
with RA in remission is required for the differentiation of naive T cells into IL-10-
producing Treg cells, we set up cocultures of naive T cells and DCs in the presence or
absence of the IDO specific inhibitor 1-MT. As shown in Figure 5C, mature myeloid
DCs induced a robust proliferation of naive CD4'CD25 T cells, irrespective of the
addition of 1-MT in vitro. In cocultures with plasmacytoid DCs, naive T cells
proliferated poorly when cultured with plasmacytoid DCs alone (Figures 3A and 5C),
whereas this phenotype was altered in the presence of the IDO inhibitor, since a
strong proliferation of naive T cells occurred after inhibition of IDO (Figure 5C). The
reversal in plasmacytoid DC—induced T cell proliferation in the presence of the IDO
inhibitor was further confirmed by measuring the expression of CD69 by proliferating
T cells. In the absence of 1-MT inhibition, only 40% of the CD4" T cells divided
(CFSE'CD4") and down-regulated the CD69 molecule (Figure 5D). In contrast, with
the addition of the IDO inhibitor, more than 90% of the cells entered cell division,
with the majority of cells (~86%) being CFSE'CD4 'CD69; only 6% of the cells were
activated (CFSE'CD4°CD69") but not dividing (Figure 5D). Furthermore, T cells
primed with myeloid DCs with or without the addition of 1-MT did not produce
significant amounts of IL-10 (<50 pg/ml) (Figure 5E). In contrast, plasmacytoid DC—
primed T cells secreted large amounts of IL-10 upon restimulation (1,400—1,750 pg/
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ml), and the addition of the IDO inhibitor during plasmacytoid DC-T cell cocultures
effectively abolished the secretion of IL-10 by T cells (180-250 pg/ml) (Figure 5E).
In contrast, blocking of the ICOS pathway or blocking of the secretion of cytokines
by DCs using neutralizing antibodies did not affect the ability of plasmacytoid DCs to
polarize naive T cells toward Treg cells (detailed results available from the
corresponding author upon request). Taken together, these findings suggest that
plasmacytoid DCs from RA patients whose disease has responded to therapy have the
capacity to polarize naive T cells toward Treg cells that secrete high levels of IL-10 in

an IDO-dependent manner.
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Figure 5. Induction of interleukin-10 (IL-10)—producing Treg cells by plasmacytoid
dendritic cells (pDCs) in an indoleamine 2,3-dioxygenase (IDO)—dependent manner.

A, Surface expression of inducible costimulator ligand (ICOS-L) and programmed
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death ligand 1 (PDL-1) on mature pDCs from patients with inactive rheumatoid
arthritis (RA) (solid line) and healthy controls (shaded line). Results obtained with
isotype-matched control antibody are also shown (filled histogram). B, IDO mRNA
expression on pDCs from the same patients with inactive RA and healthy controls as
in A. IDO-specific mRNA levels were quantified by quantitative reverse
transcription—polymerase chain reaction and normalized to GADPH mRNA levels.
Bars show the mean and SD results with or without maturation by CD40L. C,
Expression levels of myeloid DCs (mDCs) (left) and pDCs (right) from patients with
inactive RA in cocultures with allogeneic 5,6-carboxyfluorescein succinimidyl ester
(CFSE)-labeled CD4'CD25 naive T cells, in the presence (open histogram) or
absence (filled histogram) of the IDO-specific antagonist 1-methyl-DL-tryptophan (1-
MT). CFSE dilution of the depicted CD4" gated cells is shown after 5 days of culture.
D, Surface expression of CD69 on CFSE'CD4'CD25 T cells cultured with pDCs,
with (right) or without (left) 1-MT. The values indicate quadrant percentages. E,
Secretion of IL-10 in DC primed T cells in the presence or absence of 1-MT. IL-10
levels were measured by enzyme-linked immunosorbent assay in the supernatants
collected 24 hours after restimulation. Bars show the mean and SEM representative

results of 1 of at least 3 independent experiments.

5.1.7 Increased levels of IL-10—producing T cells in the peripheral blood of
patients with inactive RA

To determine whether disease remission is associated with an increase in IL-10—
producing T cells in the peripheral blood, we examined the secretion of IL-10 upon
polyclonal stimulation of CD4"CD25™ T cells isolated from patients with inactive RA,
patients with active RA, and healthy controls. Although both T cells from patients
with active RA and those from healthy individuals showed increased levels of IL-10
upon stimulation, the levels of IL-10 secreted from stimulated T cells from patients
with RA in remission were 3—4-fold higher (details available from the corresponding
author upon request). Collectively, these results confirm that patients with RA in
remission display increased numbers of IL-10—producing T cells, a proportion of
which might have been induced upon interaction with the IDOexpressing

plasmacytoid DCs.
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5.2 IL-21 conditioned-DCs promote T cell reactivity through downregulation of
ICOS-L

5.2.1 IL-21R is expressed in human mature and immature dendritic cells,
generated with IL-4 and GM-CSF

IL-21 receptor (IL-21R) is expressed on CD4" and CD8" T cells, B cells, NK cells,
macrophages, keratinocytes and DCs. However, it is not known whether IL-21R is
expressed on human mature and immature dendritic cells. For this reason, PBMCs
were isolated from healthy volunteers, and after CD14 enrichment and culture with
IL-4 and GM-CSF, moDCs were generated. Generated monocyte-derived dendritic
cells (moDCs) were submitted to PCR to test the expression of IL-21R. IL-21R is

expressed on both mature and immature moDCs, generated with IL-4 and GM-CSF.

H-1 H-2

imm. / mat. imm. / mat.

Figure 6: Expression of IL-21R in human myeloid-derived dendritic cells by PCR.
Monocyte derived dendritic cells (moDCs) were generated from peripheral blood
mononuclear cells (PBMCs) of healthy volunteers, using 50ng/ml of IL-4 and GM-
CSF. moDCs were collected on day 7 and half of them were activated with LPS in
order to generate mature moDCs. Mature and immature moDCs were submitted to
PCR for the expression of IL-21R. moDCs were generated from PBMCs of 8 healthy

volunteers.
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5.2.2 IL-21-conditioned DCs promote the proliferation of naive T cells in the
presence of soluble IL-21

We next sought to determine whether dendritic cells generated within an environment
of high levels of IL-21, such as the periphery of SLE patients, acquire a new function.
To this end, we set up co-cultures of moDCs, differentiated in the presence of IL-21,
with naive CFSE labeled CD4'CD25 T cells, isolated from cord blood, in the
presence or absence of IL-21. We demonstrate that moDCs matured in the presence of
IL-21, significantly increased the proliferation of allogeneic CD4'CD25™ T cells, as
compared to non-IL-21-treated moDCs. The immunogenicity of IL-21-treated moDCs

was further increased when IL-21 was present during T cell activation.
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Figure 7: IL-21-conditioned DCs promote the proliferation of naive T cells in the
presence of soluble IL-21. Monocyte derived dendritic cells (moDCs), were generated

from peripheral blood mononuclear cells (PBMCs) from healthy donors, cultured with
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50 ng/ml of GM-CSF and IL-4, and matured upon culture with LPS for 24 hours.
Allogeneic naive CFSE-labeled CD4'CD25 T cells were isolated from cord blood
and were cultured with either mature moDCs or mature moDCs generated in the
presence of soluble IL-21, in a moDC-to—T cell ratio of 1:2. The proliferation was
optimized using soluble human purified anti-CD3 (50 ng/ml). As the control, CFSE-
labeled naive T cells were used. A, Histograms show the dilution of CFSE staining in
CD4'CD25 T cells after 5-7 days of coculture with moDCs. Gates depict individual

cell cycles. moDCs* are moDCs generated in the presence of IL-21

5.2.3 Increased levels of IFN-y and TNF-o in culture supernatants in the
presence of 1L-21

To better establish the results from the proliferation assays showing that IL-21 treated
moDCs promote the proliferation of naive CD4'CD25™ T cells, we measured the
cytokines secreted during these assays. In correlation with the proliferation assays,
increased levels of IFN-y and TNF-a were measured in cultures of naive CD4'CD25
T cells and moDCs in the presence of soluble IL-21, supporting the immunogenic

character IL-21 treated moDCs.
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Figure 8: Increased levels of IFN-y and TNF-a in culture supernatants in the presence
of IL-21. Culture supernatants, from the MLRs of moDCs with naive CD4'CD25 T
cells in the presence or absence of IL-21, were collected on day 5 and assessed by
cytokine enzyme-linked immunosorbent assay for the presence of interferon-y (IFNy)
and TNF-a. The detection limit of the assay was 15.65 pg/ml for IFNy and 5,81pg/ml
for TNF-a.
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5.2.4 1IL-21 conditioned-DCs promote T cell proliferation through the
downregulation of ICOS-L

Several co-stimulatory molecules on the surface of dendritic cells are implicated in
the tolerogenic or immunogenic character that naive T cells acquire after their
encounter with dendritic cells. To examine the phenotype that dendritic cells acquire
upon IL-21 treatment, we next assessed the levels of several co-stimulatory molecules
on the surface of dendritic cells generated and activated in the presence of IL-21. The
levels of CD-80, CD-86, CD-40, HLA-DR, ICOS-L and PD-L1 were measured in
mature moDCs compared to mature moDCs generated and matured in the presence of
IL-21. IL-21 treatment leads to the downregulation of ICOS-L on the surface of
dendritic cells, while CD-80, CD-86, CD-40, HLA-DR (results not shown) and PD-

L1 are not altered.
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Figure 9: IL-21 treatment results to downregulation of ICOS-L on DCs. The surface
expression of the ICOS-L molecule was assessed on T cells cultured with moDCs and
moDCs generated and activated in the presence of IL-21. Histograms represent the
surface expression of PD-L1 and ICOS-L, on moDCs generated in the presence (blue
line) or absence (red line) of IL-21. PD-L1 expression is not altered by IL-21

treatment, whereas ICOS-L is downregulated upon IL-21 treatment.
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5.2.5 moDCs matured in the presence of SLE patients serum promote the

proliferation of naive T cells

It is reported that the serum of SLE patients is rich in IL-21?**. In order to correlate

our findings of IL-21 promoting DC immunogenicity with the phenotype that

dendritic cells acquire in the microenvironment of the periphery of lupus patients, we

next repeated the MLR experiments in the presence of serum obtained from active

SLE patients. Proliferation of naive CD4'CD25 T cells co-cultured with serum-

treated moDCs, was promoted in the presence of SLE serum (Figure 9A). Moreover,

the addition of SLE serum downregulates ICOS-L on moDCs (Figure 9B). Serum

from active SLE patients contains ~600pg/ml of IL-21, assessed by cytokine enzyme-

linked immunosorbent assay for the presence of ICOS-L.
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6. Discussion

6.1 Induction of Interleukin-10—Producing Treg Cells by Plasmacytoid Dendritic
Cells in Patients With Rheumatoid Arthritis Responding to Therapy

In this study, we have shown that the remission of RA is associated with the
restoration of plasmacytoid DC levels in the peripheral blood, and we have provided
evidence of an important role for this DC subset in the maintenance of tolerance
through the induction of IL-10-secreting Tr1 regulatory cells. Amelioration of disease
activity in RA patients resulted in the reestablishment of the levels of both
plasmacytoid DCs and myeloid DCs in the circulation. Because plasmacytoid DCs
migrate to the sites of inflammation, we sought to determine whether the lack of
plasmacytoid DCs in the peripheral blood of patients with active RA may be due to
the recruitment of plasmacytoid DCs at the synovium. Although we were unable to
detect CD303" plasmacytoid DCs in the SF of patients with inactive RA,
plasmacytoid DCs may still be present at the synovial membrane®*. There is ample
evidence for the functional plasticity of plasmacytoid DCs in directing T cell

223224 o
. Thus, virus-infected

responses, which mainly depends on their maturation status
plasmacytoid DCs elicit a potent Th1 response™>, whereas IL-3—treated plasmacytoid
DCs prime Th2 cells in an OX40 ligand— dependent mechanism'®. In addition,
plasmacytoid DCs induce Treg cell-mediated differentiation of naive T cells, which
depends on the activation stimulus used''"'"***®. Our findings are consistent with
those in previous studies in that our results also support the notion that amelioration of
an autoimmune disease in humans may be associated with plasmacytoid DC—induced
Treg cell development. Based on these observations, we speculate that in patients with
active RA, plasmacytoid DCs are exposed to a cytokine milieu and adapt to a
tolerogenic phenotype. During disease remission, tolerogenic plasmacytoid DCs are
restored in the peripheral blood, where they are able to polarize naive T cells toward
IL-10-secreting Treg cells. Although it is not clear whether remission of RA is
directly mediated through plasmacytoid DC-primed Treg cells, our results
demonstrate that IL-10—secreting Treg cells can potently suppress the activation of
naive T cells in vitro, implying a possible role in the homeostatic control of
inflammation in vivo. Both naturally occurring Treg cells and Tr1 cells have a crucial
role in the induction and maintenance of tolerance to self and foreign antigens™’. Our

results indicate that T cells primed by mature plasmacytoid DCs from patients with
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RA in remission have the cardinal features of Trl regulatory cells'*, since they
secrete high levels of IL-10 and low levels of IFNy, and they proliferate poorly
following polyclonal T cell receptor-mediated stimulation. Most notably, they
suppress the activation and proliferation of autologous naive CD4" T cells, in a dose-
dependent manner. Previous studies have convincingly shown that treatment of RA
patients with infliximab led to the induction of Foxp3 CD25""CD62L" Treg cells that
were distinct from natural Treg cells and Trl cells®'®. Although we confirmed the
presence of Foxp3'CD4 CD62L" T cells in patients with inactive RA (Figure 1A), we
were unable to detect Foxp3 expression by plasmacytoid DC—primed IL-10-
producing Trl cells (results not shown). These results suggest that restoration of
tolerance during an autoimmune disease may be mediated by distinct types of Treg
cells with specialized functions. Support for this hypothesis has been provided in
mouse models, in which distinct types of Treg cells could act in concert to suppress
autoimmune phenomena®*®. Secretion of high levels of IL-10 by plasmacytoid DC—
primed T cells could have a beneficial role during induction and/or maintenance of
remission in these patients. Therefore, the plasmacytoid DC—mediated secretion of IL-
10 by Trl cells in patients with RA in remission may exert pleiotropic effects toward
maintenance of immune tolerance. Secretion of IL-10 by plasmacytoid DC—primed
Treg cells might also increase the regulatory activity of other Treg cell subsets®’ or
restore the suppressive capacity of Foxp3+ Treg cells that were previously defective.
In addition, IL-10 can indirectly inhibit immune responses by abolishing the antigen-
presenting ability of APCs, either through down-regulation of the expression of the
major histocompatibility complex and costimulatory molecules or through inhibition
of cytokine secretion by these cells™". Consistent with our findings, an increase in
serum IL-10 levels has been demonstrated in patients who have exhibited a prolonged
clinical response upon anti-TNF treatment® 2. Our results clearly demonstrate that
IDO expression by mature plasmacytoid DCs isolated from patients with RA in
remission was required for the induction of IL-10—producing Treg cells. Blockage of
IDO activity by the inhibitor 1-MT completely reversed the T cell polarization. This is
in line with mouse and human studies demonstrating the crucial role of IDO in Treg
cell induction”****°_ This reversal was IDO-specific, since blockage of the ICOS
pathway or neutralization of cytokines such as TNFa and IL-10 did not affect the
ability of plasmacytoid DCs to polarize naive T cells toward IL-10—producing Treg
cells. Recent study findings have suggested that the ICOS pathway is essential for the
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induction of anergic T cells with a regulatory phenotype in immature myeloid DCs**°,

and therefore it might not be required for the induction of Trl cells. Although the
exact molecular mechanism that links Treg cell induction with IDO-expressing
plasmacytoid DCs is still unresolved, it has been proposed that interactions between
Treg cells and plasmacytoid DCs might initiate a so-called reverse-signaling
mechanism that leads to the activation of NF-kB signaling and up-regulation of
IDO*'**!. Subsequently, the combined effects of IDO expression and tryptophan

depletion may induce Treg cells from naive T cells**

. What drives the up-regulation
of IDO on plasmacytoid DCs in patients with RA who have experienced disease
remission remains to be determined. IDO is strongly upregulated on plasmacytoid
DCs that have been exposed to IFNy, a cytokine present during the course of RA**.
We postulate that plasmacytoid DCs exposed to the cytokine milieu in RA increase
the expression of IDO and, upon contact with naive T cells, mediate the conversion of
these cells toward Treg cells. In summary, we have shown that plasmacytoid DCs
isolated ex vivo from patients with RA in remission display increased IDO expression
and prime naive CD4" T cells to differentiate in vitro into IL-10—producing Trl
regulatory cells that potently suppress the proliferation of autologous naive CD4" T
cells. Amelioration of the disease was correlated with the reappearance of circulating
plasmacytoid DCs in RA patients, raising the possibility that IDO-expressing
plasmacytoid DC—induced Treg cells might be involved, at least in part, in the
restoration of immune homeostasis. It is tempting to speculate that plasmacytoid DCs
exposed to an autoimmune environment have been conditioned to express a
tolerogenic phenotype that induces the de novo generation of Treg cells with the
ability to control ongoing immune responses. A better understanding of the pathways
involved in the plasmacytoid DC—Treg cell crosstalk will facilitate the exploration of
the potential use of cell-based therapies for the induction of tolerance in

transplantation and autoimmunity.

53



6.2 IL-21 conditioned-DCs promote T cell reactivity through downregulation of
ICOS-L

We demonstrate that monocyte-derived dendritic cells (moDCs), matured in the
presence of IL-21, significantly increased the proliferation of allogeneic CD4 CD25
T cells, as compared to non-IL-21-treated moDCs. The immunogenicity of IL-21-
treated moDCs was further increased when IL-21 was present during T cell activation.
This enhanced T cell proliferation correlated well with increased secretion of IFN-g
and TNF-a in culture supernatants. Compared to untreated moDCs, IL-21 conditioned
moDCs exhibited a significant and specific downregulation of the expression of
inducible co-stimulator ligand (ICOS-L); in contrast, expression of HLA-DR, CD80,
CD86, CD40 and PD-L1 was not altered. Inducible-costimulator ligand (ICOS-L) is
expressed on dendritic cells and is implicated in both negative and positive co-
stimulation of T cells. Interaction of ICOS/ICOS-L can either augment or inhibit T
cell mediated immune responses depending on the in vivo setting. Disrupting
ICOS/ICOS-L signaling suppressed intragraft T cell activation and cytokine
expression and prolonged allograft survival?'®2"7, Finally, maturation of moDCs in
the presence of serum obtained from active SLE patients, that is previously reported
to be rich in IL-21, resulted in enhanced immunogenicity of moDCs and reduced
ICOS-L expression on their surface. Together these results suggest that modulation of
DCs by IL-21 may represent an important mechanism to explain the increased
immunogenicity of DCs in the autoimmune environment. However, the specific

mechanism underlying this effect remains to be delineated.
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7. Future Directions

Collectively, our data provide the first demonstration that human pDCs, isolated from
patients with an autoimmune disease in remission, can mediate the induction of Treg
cells. Our results further highlight the intrinsic ability of pDCs to regulate T cell
responses in an autoimmune setting in humans. However, several questions that
revealed remain to be answered, and the following experiments could be performed to
answer them.

In order to better characterize the phenotype of tolerogenic pDCs and the mechanism
they use to instruct naive T cells into regulatory T cells, we will determine genes that
are differentially expressed by pDCs in RA patients and healthy controls, using
microRNA expression analysis. pDCs will be isolated from healthy and active RA
patients with cell sorting, and isolation of RNA and DNA microarray analysis will
follow. Results will be confirmed by RT-PCR. Validation of the identified genes on
their role in Treg induction will be performed in RA animal models such as collagen
induced arthritis.

Specifically experiments in animal models of rheumatoid arthritis will further help
delineate the molecular mechanism used in the induction of Tregs by pDCs. Mouse
models of RA will be used (Antigen induced Arthritis, or Collagen induced Arthritis
models), and pDCs isolated from these mice will be transferred into syngeneic mice,
in order to examine whether they can induce Tregs. Secondly, we will study how pDC
depletion in vivo will lead to autoimmunity. To deplete the pDC population, mice will
be injected with the pDC-depleting antibody (120G8 depleting mAb), and the disease

should deteriorate.

Studying how IL-21 promotes T cell response, a remaining question to be answered is
how IL-21 modulates DCs function. To this end, IL-21 treated DCs will be cultured
with naive T cells, and we will assess the polarization of T cells into Thl, Th17 and
Treg cells. Naive T cells CD4'CD25  will be cultured with cytokine mixtures that
favor the induction of the respective T cell subsets, IL-12 and IL-2 for Thl, TGF-f
and IL-6 for Th17 and TGF-B for Treg; in all conditions aCD3 should be present plus
IL-21 treated or not DCs. The T cells that will be induced from IL-21-treated DCs
will be adoptively transferred during CIA and we will monitor their role in

perpetuating or suppressing disease. To this end, we will monitor clinical score (paw
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swelling, immunohistochemistry of the joints to determine cell infiltration, re-
stimulation of draining lymph nodes to assess immune responses).

Additionally, culture supernatants will be collected and assessed by immunosorbent
assay for the presence of IL-12, IFN-y and IL-10. Accordingly, the T cell polarization
can be characterized using intracellular staining of CD4" T cells for IL-12, IFN-y or
IL-10. Moreover, in mouse models of RA, using an IL-21 neutralizing antibody, we
can assess the disease activity by histology, and also characterize the DCs subsets and
profile, by measuring the cytokine secreted and the expression of co-stimulatory
molecules that are up-regulated. Finally, we will assess the populations of T cells in
the lymph nodes, spleen and synovia, and characterize the different populations of

Th17, Thl and Treg cells.
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