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Immunofibroblasts regulate LTa3 expression in
tertiary lymphoid structures in a pathway
dependent on ICOS/ICOSL interaction

Saba Nayar® 123, Elena Pontarini® 4, Joana Campos, Onorina Berardicurti®, Charlotte G. Smith!, Saba Asam!,
David H. Gardner3, Serena Colafrancesco®, Davide Lucchesi® #, Rachel Coleby?, Ming-May Chung’,
Valentina lannizzotto!, Kelly Hunter2, Simon J. Bowman2, Gianluca Carlesso’, Ronald Herbst’,

Helen M. McGettrick® !, Jeff Browning® 8, Christopher D. Buckley® 19, Benjamin A. Fisher!2,

Michele Bombardieri# & Francesca Barone® 10

Immunofibroblasts have been described within tertiary lymphoid structures (TLS) that reg-
ulate lymphocyte aggregation at sites of chronic inflammation. Here we report, for the first
time, an immunoregulatory property of this population, dependent on inducible T-cell co-
stimulator ligand and its ligand (ICOS/ICOS-L). During inflammation, immunofibroblasts,
alongside other antigen presenting cells, like dendritic cells (DCs), upregulate ICOSL, binding
incoming ICOS + T cells and inducing LTa3 production that, in turn, drives the chemokine
production required for TLS assembly via TNFRI/II engagement. Pharmacological or genetic
blocking of ICOS/ICOS-L interaction results in defective LTa expression, abrogating both
lymphoid chemokine production and TLS formation. These data provide evidence of a pre-
viously unknown function for ICOSL-ICOS interaction, unveil a novel immunomodulatory
function for immunofibroblasts, and reveal a key regulatory function of LTa3, both as bio-
marker of TLS establishment and as first driver of TLS formation and maintenance in mice
and humans.
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tertiary lymphoid structures (TLS)! are often detected at

sites of chronic in ammation. TLS predominantly house
activated memory T and B cells, and often develop hyperactive
germinal centers (GCs), contributing to local expansion of
autoreactive B cell clones and, in some cases, escape of malignant
B cell clones and development of lymphomal=3. Fibroblasts that
display immuno-modulatory functions or “immuno broblasts”
have been recently recognized as key determinants of TLS
establishment and maintenance in the tissuel3~7. This popula-
tion, de ned by the expression of PDGFR and , podoplanin
(PDPN), FAP-1, ICAM-1 and VCAM-1 is responsible for the
production of lymphoid cytokine and chemokines in the context
of TLS (RFE).

We and others have previously demonstrated that sustained
lymphoid chemokine production by immuno broblasts, in both
SLOs and TLS, is dependent on the engagement of lymphotoxin
(LT) and TNF 823, Within SLOs, this entails the differential
contributions of soluble (LT 3) and membrane-bound form
(LT 1 2) of LT and their respective receptors, TNFR1/2 and
LT R. Mice de cient for either LT 3, LT 1 2 or LT R develop
spleen architectural defects and broader loss of SLOs. The defects
observed in Lta and Ltpr knockouts are more severe than those
described in the LtB de cient mice, suggesting that
LT 3 signalling through TNFR1/2 cooperates with LT R signal-
ling to enable spleen and SLO development as well as maintain
their organization13-2124=35_|n the lymphoid tissue of the nasal
mucosa and in the fat associated lymphoid tissue, signals medi-
ated by the TNFR1 seem to be more important than those
mediated by LT R, suggesting different hierarchies for the
engagement of these two pathways at distinct anatomic
sites33:36:37, A correlation between the ectopic expression of LT 3,
LT 1 2, lymphoid chemokines and the progressive lymphoid
organization, within TLS, has been observed in autoimmune
experimental mouse models and human autoimmune
diseases38-47. Moreover, ectopic expression of TNF and LT has
been shown to induce TLS formation, supporting a causative role
for these cytokines in tertiary lymphoneogenesis and ectopic GC
formation?8-51,

We have recently demonstrated that the establishment of an
immuno broblast network, capable of supporting lymphocyte
localization and survival at ectopic sites, precedes TLS formation,
following a cytokine program that is dependent, in its earliest
stages, on a unique cytokine cascade that includes IL-13 and IL-
22852 Those and other pro-in ammatory cytokines, such as IL-
17, are known to act as surrogates for LT in early TLS estab-
lishment. Nonetheless, it appears evident that the full maturation
of the immuno broblast network is dependent on the production
of LT by incoming lymphocytes®-1252, The differential role of the
membrane versus the soluble form of LT during TLS formation
has yet to be determined. Moreover, there is no clarity on the
signals required to induce and sustain LT production in TLS,
once the rst contact between immune cells and broblast is
established.

In this manuscript, using an inducible model of TLS formation
in murine salivary glands, that mimics histological features of
Sjogren’s syndrome (a disease characterized by the presence of
sicca syndrome (dryness of mouth and eyes) and systemic
autoimmunity6), we established that LT 3 mediated signals
precede and overcome those mediated by LT 1 2 in driving TLS.
We also demonstrated that immuno broblasts play a key role in
this process, providing inducible T cell co-stimulator ligands
(ICOSL) to activate incoming (ICOS+) activated lymphocytes
and initiate LT 3 production in the TLS. We con rmed the
sequential engagement of this pathway both in vivo in our model
of TLS and in vitro, using human salivary glands isolated from

Complex aggregates of lymphocytes, termed ectopic or

patients with Sjogren’s syndrome, demonstrating that, blocking
ICOS/ICOSL interaction, once this is engaged in the salivary
glands, is still able to suppresses LT 3 production, reversing T cell
activation and, in vivo, abrogating TLS formation. Finally, we
describe a role for LT 3 expression as biomarker in pSS. Taken
together, these data provide evidence for a novel immuno-
regulatory role for immuno broblasts in the context of chronic
in ammation, demonstrating a pathogenic link between immu-
no broblasts, aberrant T cell costimulation and lymphotoxin
production in TLS associated diseases.

Results

T cell derived lymphotoxin alpha (LT 3) regulates early che-
mokine production in TLS. We and others have previously
demonstrated819-12 that LT family members regulate sustained
chemokine production in assembling TLS. However, the signals
responsible for LT production in TLS are not fully understood.
Having induced TLS formation in wild-type (wt) murine salivary
glands following intra-ductal delivery of replication-de cient
adenovirus, we observed an increase in the gene expression of
LT and LT starting from day 5 p.c. onwards (Fig. la and
Supplementary Fig. 1). Accordingly, enrichment for LT 3 pro-
ducing CD45+ cells was observed at day 5 post TLS induction in
comparison to IL13 which has been previously shown to play a
role in TLS initiation (Fig. 1b and Supplementary Fig. 1b).

Within the CD45+ cells, T cells were found to be the
predominant source of LT 3 in wt murine salivary glands (Fig. 1c
and Supplementary Fig. 1). The speci city of our ndingon LT 3
was con rmed by double surface and intracellular staining for
lymphotoxin that con rmed the intracellular detection of LT 3
and not the surface expression of this protein, classically associate
with membrane bound LT 1 2 in this early phase in T cells
(Supplementary Fig. 1c). In order to con rm the role of CD3+
cells in early phases of TLS assembly we performed quanti cation
of mRNA transcripts of infected salivary glands isolated from
T-cell de cient mice (Cd3¢). We demonstrated a signi cant defect
inLT and LT transcripts, together with a signi cant decrease in
the chemokines CCL19 and CXCL13, respectively required for
migration and assembly of T and B lymphocytes into TLS
(Fig. 1d—f and Supplementary Fig. 1).

We then aimed to evaluate the speci c role of LT 3 in TLS
assembly. We therefore induced TLS formation in Lta / and
observed that TLS forming in Lta / exhibited a more severe
phenotype than those forming in Ltpr / 8 with a signi cant
early defect in CCL19, CCL21 and CXCL13 expression (8 and
Fig. 1g, h). In order to con rm that this defect was intrinsic to the
stromal cells we isolated immuno broblasts from wt, Lta / and
Ltpr / salivary glands 5 days post cannulation and we
con rmed that the immuno broblasts from Lta / mice display
a more profound defect in terms of chemokine production as
compared to the Ltpr / and the wt control (Supplementary
Fig. 1).

Since LT 3 is known to signal through the TNF receptors
(TNFR1/2) to induce chemokine expression, we postulated that
salivary gland cannulation in the p55/75 / (defective for Tnfrl/
2) mice would mirror the phenotype observed in Lta / and
Cd3s /' mice. First, we con rmed that immuno broblasts
express TNFRa and that this expression is upregulated post
infections (Supplementary Fig. 1). We further con rmed that
cannulated p55/75 / mice present an early defect both in CCL19
and CXCL13 transcript levels (Fig. 1i). Accordingly, immuno-

uorescence staining in the salivary glands of p55/75 / mice,
revealed the presence of smaller lymphocytic aggregates with
reduced T and B cell clusters (Fig. 1j). Interestingly, chemokine
expression was not abrogated in the latest phases of TLS
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assembly, suggesting a compensatory mechanism in these
knockouts (Fig. 1i).

ICOS+ T cells are required for LT 3 expression in newly
formed TLS. It has previously been shown that the co-
stimulatory molecule ICOS along with LT signaling is required
in a sequential manner for a GCs response in SLOs, and that
ICOS is a prerequisite for LT expression on lymphocytes®3.
Interestingly, in our system, engagement of this pathway proceeds
TLS and GC formation.

Incoming immune cells in the wt salivary glands already at day
5 post-viral delivery exhibited an activated phenotype and were
characterized by expression of the co-stimulatory molecule ICOS.
In addition to a small population of NK cell, the vast majority of
ICOS+ cells were T cells (Fig. 2a and Supplementary Fig. 2,
isotype control). ICOS is known to regulate T cell function,
including cytokine production in different settings®. Indeed, the
majority of ICOS+ T cells within in amed salivary glands
showed high expression for LT 3 (Fig. 2b).

In order to investigate whether the ICOS-ICOSL mediated co-
stimulatory pathway was responsible for the production of LT 3
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Fig. 1 LT 3 is responsible for chemokine production within newly formed TLSs. a qPCR analysis of Ita mRNA transcripts from wt (black bars) salivary
glands at day O, 3h, 6 h, day 1, day 2, day 5, day 8 and day 15 p.c. Gene expression was normalized to housekeeping gene B-actin and expressed as RQ
values relative to day O mRNA transcripts results. b CD45+ cells expressing IL13, IL22 or LTa3 at day 2 p.c. (grey bars) and day 5 p.c. (white bars) in wt
mice. ¢ Enumeration of LTa + lymphocytes within the CD45+ cells in wt salivary glands at day 5 p.c. by flow cytometry. Representative dot plot of LTa
expression in CD45+ cells and its frequency within CD3e+ and B220+ cells. d—f Graphs showing gPCR analysis of Ita (d), ccl19 (e) and cxcl13 (f) mRNA
transcripts from wt (black bars) and Cd3 / (dark grey bars) salivary glands at day 5, 8 and day 15 p.c. g Quantification of ccl19 and cxcll3 mRNA
transcripts from wt (black bars) and Lt / (light grey bars) salivary glands at day 5, 8 and 15 p.c. In all cases, gene expression was normalized to
housekeeping gene B-actin and expressed as RQ values relative to day 0 mRNA transcripts results. h Immunofluorescence staining in salivary glands from
wtand Lt / mice for lymphoid aggregates with CD3e (red), CD19 (blue) and CXCL13 or CCL21 (green) at day 15 p.c. Scale bar 100 um. i gPCR analysis
of ccl19 and cxcl13 mRNA transcripts from wt (black bars) and Tnfr1/2 /  (white bars) salivary glands at day, 5, 8 and 15 p.c. Chemokine mRNA transcript
results were normalized to B-actin. j Immunofluorescence staining for lymphoid aggregates within infected salivary glands from wt and Tnfr1/2 /  mice
with CD3¢ (red) and CD19 (blue) at day 8 p.c. Scale bar 100 ym. Data are mean + s.e.m from two independent experiments with three to six mice analyzed

per group. *p<0.05; **p< 0.01; ***p< 0.001, one-way ANOVA with Dunnett’s multiple comparison test (a) and unpaired t test (b, d, e, f, g, i).

in TLS, we infected Icosl / salivary glands and analyzed them at
day 5 p.c. The salivary glands from the Icosl / mice contained
signi cantly lower T cell numbers (Fig. 2c). T cells in these mice
showed both a numeric (Fig. 2d) and qualitative defect (Fig. 2e) in
LT production as compared to wt controls. However, ICOS
expression on T cells was not impaired (Fig. 2f), and the defect
in cytokine production observed was restricted to LT , with the
lcosl / T cells displaying normal transcript levels for both LT
and TNF and a normal number of pdpn+ immuno broblasts
(Supplementary Fig. 2). Importantly, the number of LT 1 2
positive cells in the Icosl /' mouse was not signi cantly reduced
(Supplementary Fig. 2), con rming our hypothesis that expres-
sion of LT 3 and not LT 1 2 is more critically affected by
interference with this pathway.

Having identi ed a role for ICOS-ICOSL interaction in the
upregulation of LT , we predicted that interruption of ICOS
signaling would also lead to a clear defect in TLS assembly.
Indeed, we observed fewer T cells and minimal B cell in ux,
when TLS formation was induced in the salivary glands of either
Icosl /' mice or wt animals treated with anti-ICOS blocking
antibody (Fig. 2g). Similar to Lta / mice, the transcript levels of
CCL19 were also signi cantly reduced when compared to
controls both at day 5 and day 8 post TLS induction. On the
contrary, CXCL13 appeared more signi cantly affected in the
later phases of TLS development, suggesting differential regula-
tion of these two chemokines in vivo by LT (Fig. 2h).
Interestingly, FACS sorted immuno broblasts from Icosl /
mice showed signi cantly lower CCL19, CCL21c and CXCL13
expression when compared to their wt counterparts (Fig. 2i),
despite the lack of difference in immuno broblast cell numbers
(Supplementary Fig. 2). These data suggest that interfering with
the ICOSL-ICOS pathways results in a functional, rather than
numerical, impairment of the immuno broblast component.

Immuno broblasts represent an important source of ICOSL
during TLS assembly. In wt mice, we con rmed upregulation of
ICOSL on classical antigen presenting cells, dendritic cells
(Fig. 3a). Surprisingly, a signi cant enrichment of ICOSL tran-
script was also observed in the non-hematopoietic compartment
and, in particular, on the same activated immuno broblasts that
were responsible for chemokine production (Fig. 3a, b and Sup-
plementary Fig. 3 comparing with other cell populations). In
order to investigate the relevance of this observation in vivo, we
generated bone marrow chimeras of Icosl / mice reconstituted
with wt bone marrow (BM) and wt mice reconstituted with
Icosl /' BM and studied TLS development as well as the reg-
ulation of LT expression on T cells isolated from these mice.
Flow cytometry analysis at day 5 post TLS induction demon-
strated a signi cant reduction in the numbers of in Itrating
T cells in both groups of chimeric mice when compared to wt

controls (Fig. 3c). Additionally, the number of LT -producing
T cells and the expression of lymphoid chemokines associated
with organization of the TLS were compromised when mice
lacked ICOSL in either the hematopoietic or non-hematopoietic
compartments (Fig. 3d—f and Supplementary Fig. 3). These

ndings suggest that both immune cells and immuno broblasts
provide ICOSL to incoming ICOS+ T cells (Fig. 3a, b).

To better dissect this co-stimulatory function of immuno bro-
blasts in vitro, we co-cultured TLS pdpn+CD31-EpCAM
immuno broblasts or dendritic cells (DCs) isolated from either
wtor Icosl /' mouse salivary glands with activated T cells isolated
from wt spleen. Transcript analysis of T cells unveiled inability of
T cells to upregulate LT when cultured in direct contact with
either immuno broblasts or DCs isolated from Icosl /' mice
compared to wt mice (Fig. 3g), recapitulating the effect observed
in vivo in lcosl / mice. Interestingly, this phenomenon was
dependent on direct cell—cell contact, as the use of trans-well Iters
to separate T cells and either immuno broblasts or DCs abolished
this effect, with a 15-fold difference between LT expressions in
the trans-well Iter model as compared to the direct co-culture
setting for T cell cultured with ICOSL suf cient cells (Fig. 3h).

ICOS-ICOSL interaction blockade in human minor and major
salivary glands results in decreased LT 3 production by CD4
T cells. In order to validate the relevance of this pathway in
human disease, we evaluated expression of ICOS and ICOSL in
minor labial salivary gland biopsies from patients with Sjogren’s
(SS) that display TLS (TLS + SS) in the salivary glands (Fig. 4a).
Expression of ICOS, ICOSL, LT and CCL19 transcripts were
signi cantly increased in TLS+ SS as compared to TLS SS
samples (Fig. 4b). ICOS expression was mainly detected on
CD3+ cells; whereas ICOSL expression was detected within, but
not limited to, the lymphocyte rich area in co-localization with
CD20+ cells, CD11c+ cells and on podoplanin+ cells. RNAscope
was used to con rm and quantify ICOSL distribution in the

broblasts and DCs in the salivary glands (Supplementary Fig. 4).
Expression of LT was enriched in CD3+ cells (Supplementary
Fig. 5) whereas ICOSL expression was detected in both sorted
CD11c+ and CD45 cells (Fig. 4c) from salivary glands of SS
patients. In contrast, CCL19 expression was con ned to CD45
cells (Fig. 4d). Finally, LT expression in human salivary glands
showed a signi cant positive correlation with the expression of
ICOS, CCL19 and ICOSL (Fig. 4e—g).

In order to con rm the functional relevance of this pathway in
humans, and evaluate the requirement for this pathway in
established disease, we treated minor salivary gland explant tissue
from patients with SS and a major salivary gland from a patient
diagnosed with a low grade mucosal associated lymphoid tissue
(MALT) lymphoma with an anti-human ICOS blocking antibody
(or isotype control) in vitro and assessed LT production in the
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lymphocyte subsets as described above for the murine cells. ICOS
blockade, in vitro, was associated with a decrease LT production
in CD4+ T cells in both settings (Fig. 5a—c), suggesting the
validity of our nding on the requirement of the ICOS /ICOSL
pathway in the context TLS formation in humans.

Interestingly, analysis of stimulated saliva samples from SS and
sicca patients for in ammation-related protein biomarkers using
Proseek Multiplex INF9*% revealed that sixteen proteins in
saliva were signi cantly separated between SS and sicca patients,
LT levels exhibited an independent and signi cant association
with SS in both univariate and multivariate analysis (Fig. 5d and
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Fig. 2 ICOS+ T cells regulate Lt expression within newly formed TLSs. a Representative dot plots showing flow cytometry staining for ICOS expression
in wt salivary glands at day 5 p.c. by CD45+ cells. Graph showing percentage of ICOS+ T lymphocytes and NK cells infiltrating salivary glands at day 5 p.c.
b ViSNE plots of ICOS+ T lymphocytes from infected salivary gland from wt mice at day 5 p.c., analyzed by multicolor flow cytometry. Colours indicate cell
expression level of labelled markers (LTa3 and CD4). ¢, d Flow cytometry analysis of absolute numbers of T cells and LTa-producing T cells in wt (black
bars) and Icosl/  (white bars) mice at day 5 p.c. e, f qPCR analysis of Ita and icos mRNA transcripts in FACS sorted CD3+ cells from wt (black bars) and
Icosl/  (white bars) mice at day 5 p.c. mRNA transcripts were normalized to housekeeping gene B-actin and presented as RQ values calculated with

calibrator day O CD45+ cells. g wt mice were left untreated or treated with anti-ICOS blocking antibody from day O post salivary gland cannulation and
sacrificed at days 5 and 8 p.c. Cannulated Icosl/ were also sacrificed and analyzed at days 5 and 8 p.c. Representative microphotographs of salivary
glands examined by immunofluorescence for CD3e (red) and CD19 (blue) showing lymphocytic infiltration. Scale bar 100 um. h gPCR analysis of mRNA
obtained from salivary glands at day 5 and 8 p.c. of lymphoid chemokine ccl19 and cxcl13 in anti-ICOS treated wt mice or Icos|/  mice (both white bars) in
comparison to wt mice (black bars). mRNA transcripts were normalized to B-actin mRNA and results are presented as relative quantitation (RQ).

i Transcript levels for ccll9, ccl2lc and cxcli3 in FACS sorted CD45-EpCAM-CD31-pdpn+ immunofibroblasts from wt (black bars) and Icosl/  (white
bars) mice at day 5 p.c. Transcripts levels were normalised to B-actin. Data are mean +s.e.m from two independent experiments with three to six mice

analyzed per group. *p<0.05; *p< 0.01; ***p< 0.001; n.s. non-significant, unpaired t test.

Supplementary Tables 1, 2). Levels of saliva LT were strongly
correlated with saliva CCL19 (r =0.7475; p<0.0001) (Fig. 5e).
Although, we observed higher levels of LT in the serum of SS
patients as compared to sicca patients, it could not classify SS
versus sicca using univariate or multivariate logistic analysis.
Furthermore, there was a lack of correlation observed between
saliva and serum LT protein levels suggesting that saliva LT isa
strong indicator of local salivary gland in ammation as opposed
to serum LT (Supplementary Fig. 6). Together, these data
suggest that saliva but not serum LT levels could be utilized to
identify the local in ammatory process with potential diagnostic/
prognostic value.

Discussion
Co-stimulation is the process by which immune cells receive
micro-environmental cues to shape an immune response. Here
we demonstrate for the rst time that, within TLS, immuno -
broblasts, alongside classical antigen presenting cells, are able to
provide key co-stimulatory signals to incoming lymphocytes,
enabling the production of LT 3 which, in turn, stimulates the
same immuno broblasts to produce chemokines required for
lymphocyte accumulation. This ampli catory loop is mediated by
the co-stimulatory pair ICOS/ICOSL and is responsible for the
switch from transient activation to the full establishment of the
functional TLS immuno broblast network mediated by the
lymphotoxin family members (Fig. 6). Thus, we reveal, for the
rst time, a critical co-stimulatory role for immuno broblasts in
driving TLS formation.

The relative contribution of LT 1 2 (via LT R engagement)
compared to LT 3 (via TNFR1/2) in the development and adult
maintenance of SLO is well established13-17.21.24-2854 |n ¢on-
trast, very little is understood about the relative role played by
these cytokines during TLS assembly.

We and others, in separate models of TLS, have demonstrated
that LT R signaling drives functional immuno broblast
maturation, which comprises stable chemokine and survival
factor expression®810-1252 |n our model of salivary gland
in ammation, absence of Ltf signal via Ltpr results in marked
impairment in CXCL13 production and failure to recruit B cells®.
Nonetheless, early production of CCL19 is maintained, suggesting
that the expression of CXCL13 and CCL19 is differentially
regulated in TLS. Here, we demonstrate that Lta / mice dis-
played a more severe impairment in both CXCL13 and CCL19
expression and a complete abolishment of the TLS establishment
as compared to the phenotype observed in the LtBr / mice®,
The absence of LT severely impairs early T cell recruitment,
suggesting that the LT 3-TNFR1/2 signaling axis regulates early
CCL19 and CCL21 production in a non-redundant manner; this
phenotype was con rmed in p55/75 / (defective in TNFR1/2)

mice. Interestingly, the phenotype observed in the p55/75 / was
not as severe as that observed in the Lta / mice, suggesting that
LT R signalling collaborates with TNFR1/2 for chemokine pro-
duction in immuno broblasts. Similarly, Vu et al. previously
demonstrated that GC B cells from Icos / mice express lower
levels of LT 1 2 compared to wild-type GC B cells in vivo;
interestingly, in that setting, the administration of agonistic anti-
LT receptor antibody was unable to restore the GC response,
also suggesting that additional input from another pathway or
engagement of a different receptor is required to accomplish GC
generation®3, LT  over-expression, under the control of rat
insulin promoter (RIP), is known to induce TLS formation in a
process that is dependent on TNFR1, but not LT R, con rming
that signals through TNFR are necessary and suf cient for the
initiation of TLS development#8-50, Moreover, engineered LT
expression in tumour cells leads to the formation of intra-tumoral
lymphoid tissue, able to sustain an ef cient immune response,
suggesting that signalling through LT and its receptor plays a
role in the induction of functionally competent TLS®5. However,
mice overexpressing both LT and LT display much larger
in Itrates with better segregated T and B cell areas and higher
expression of lymphoid chemokines than those observed in the
LT single transgenic mice®l. All together, these ndings suggest
that, while LT 3 plays a non-redundant role in TLS initiation, the
synergistic activation of TNFR1, TNFR2 and LT R is required for
the full development of TLS.

It has been previously demonstrated that, during TLS ontogeny,
T cells can recapitulate the role played by Lymphoid Tissue inducer
cells that express LT during SLO organogenesis®11.12525657  |n this
study, we demonstrated that, in absence of adequate levels of T cell-
secreted LT , immuno broblasts are not able to produce the lym-
phoid chemokines required for the early stage of TLS assembly,
providing a mechanistic link between T cells, lymphotoxin
expression and early chemokine production within TLS. In our
model, CCL19 is more susceptible to the decrease in LT , as
compared to CXCL13. Indeed, while CXCL13 expression can be
observed in several conditions, not necessarily characterised by
lymphoneogenesis such as mycobacteria granuloma®, the expres-
sion of both CXCL13 and CCL19 in a regulated and organised
manner is critically associated with TLS development®. In this
context, the earlier expression of LT regulates CCL19 production
by local immuno broblasts might help de ning the anatomical site
for TLS assembly.

Lymphotoxin production by activated T cells has been previously
reported, in association with engagement of co-stimulatory mole-
cules alongside TCR signaling8961, Here we show that immuno -
broblasts act in concert with classical antigen presenting cells,
providing ICOSL to incoming lymphocytes. In absence of this
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signal, T cells fail to produce enough LT 3 to support CCL19
production.

The relative contribution of different co-stimulatory pathways
within TLS have not been widely considered. However, a sig-
ni cant role for ICOS could be predicted based on its role in the
activation, maintenance, and function of activated/effector T cell
populations and in the formation of fully functional germinal
centers®. Importantly 1COS signaling induces and maintains T
follicular helper cells (Tfh), drives B cell af nity maturation and

plasma cell differentiation within GCs82-66, Accordingly, phar-
macological or genetic interference with the ICOS pathway pre-
vents the development of spontaneous disease in pre-diabetic
NOD mice8” and ameliorates both collagen-induced arthritis and
systemic lupus erythematous®8.69, Here we demonstrate that the
role of this signaling pathway exceeds these previously described
functions, positioning the ICOS/ICOSL interaction at the initia-
tion phases of TLS assembly and not only in the latest phases of
the GC response. Our work highlights a key role for this pathway,
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Fig. 3 Immuno broblast ICOSL contributes to TLS establishment. a Histogram showing flow cytometry staining for ICOSL expression on dendritic cells
(CD45+ CDllc+ cells) and immunofibroblasts (CD45-EpCAM-CD31-pdpn+) in wt mice at day O (blue line) and day 5 p.c. (green line), and isotype
control (red line). b icosImRNA expression in FACS sorted CD45-EpCAM-CD31-pdpn+ immunofibroblasts (black bars), CD45-EpCAM-CD3!-pdpn
fibroblasts (grey bars) at day O, 5 and 8 p.c. and sorted activated dendritic cells (DCs) cells at day 8 p.c. (white bar). mRNA transcripts were assessed by
gPCR and normalized to housekeeping gene B-actin. RQ values were calculated with calibrator day O pdpn- fibroblasts. ¢, d Absolute numbers of T cells (c)
and LTa-producing T cells (d) in wt (black bars), Icosl/  mice reconstituted with wt bone marrow (grey bars) and wt mice reconstituted with lcosl/
bone-marrow (bm) (white bars) at day 5 p.c were determined by flow cytometry. e, f Quantitative real time PCR analysis of mRNA transcripts of It (e)
and ccl19(f) in wt (black bars), Icosl/  mice reconstituted with wt bone-marrow (grey bars) and wt mice reconstituted with Icosl/  bone marrow (white
bars). mRNA transcripts were normalized to housekeeping gene B-actin. g, h FACS sorted wt T cells were either co-cultured directly (g) or in trans-wells
(h) with either wt or Icosl/  CD45-EpCAM-CD31-pdpn+ fibroblasts and dendritic cells (DCs) isolated at day O p.c. additionally stimulated with
adenovirus. Graphs gPCR analysis of Ita mRNA transcripts normalized to the housekeeping gene B-actin are presented as relative quantitation (RQ) values
calibrated to T cells cultured alone and the asterisks show significance as compared to T cells cultured alone. Data are mean + s.e.m from two independent
experiments with three to six mice analyzed per group. *p<0.05; **p< 0.01; ***p< 0.001; n.s. non-significant, one-way ANOVA with Dunnett's multiple

comparison test (b, g, h) and one-way ANOVA with Tukey's multiple comparison test (c-).

and an unexpected source for ICOSL in activated immuno bro-
blasts, alongside classical antigen presenting cells such as den-
dritic cells, revealing a critical link between ICOS and LT in TLS
mediated pathology.

Importantly, we provide evidence that this pathway might be
active in human TLS, both in in ammatory conditions and in the
earliest phases of malignant transformation (in the MALT lym-
phoma parotid treated in vitro with ICOS blocking antibody),
where 1COS/ICOSL activation is continuously required for LT
production and the aberrant lymphoid chemokine/cytokine
expression. Interestingly, in addition to its pathogenic role, this
pathway can be exploited as a biomarker of disease as we showed
that LT expression correlates with CCL19 levels and distin-
guishes patients with autoimmunity and dryness (Sjégren’s syn-
drome) from patients with dryness only (sicca patients). Whilst
we cannot exclude that this pathway might be relevant in other
models of in ammation, in our model it appears clear that ICOS-
LT -CCL19 axis represents a de ning molecular signature of TLS
that can be utilized as a diagnostic indicator for patient strati -
cation and precision medicine.

Recent publications highlighted the important role of TLS in
the context of cancer development and response to immu-
notherapy treatment’0~72, The implementation of serum bio-
markers such as LT might represent an important tool in this
context to stratify patients and further research on the prognostic
value of these indicators of TLS formation in cancer patients
should be fostered.

In summary, our data establish a novel functional connection
between co-stimulatory molecules present on immuno broblasts
and other antigen presenting cells, and their cognate receptors on
immune cells, unveiling a novel role for a classical co-stimulatory
pathway in TLS associated disease and an unexpected immuno-
regulatory role for immuno broblasts in the context of chronic
in ammation. These data, while supporting the development of
therapeutic applications aimed at blocking co-stimulatory mole-
cules in general and the ICOSL/ICOS pathway add to the growing
understanding of the role of non-immune cells in the context of
tissue pathology in chronic in ammation and cancer.

Methods

Mice and salivary gland cannulation. C57BL/6 wild-type (wt) mice were pur-
chased from Charles River. Lta / and Tnfr1/2 / (p55/75) mice were provided by
Dr J. Caamafio; Cd3s / (Tg(CD3 )26Cpt) and Icosl / mice were provided by Dr
D. Withers (University of Birmingham, UK). To generate bone marrow chimeras,
C57BL/6 and Icosl / mice were sub-lethally-irradiated (2 x 450 Rad), given bone-
marrow cells intravenously from lcosl / and C57BL/6 mice respectively and used
4-5wks after reconstitution. All mice were maintained under speci ¢ pathogen-
free conditions in the Biomedical Service Unit at the University of Birmingham
according to Home Of ce and local ethics committee regulations. Under ketamine/
domitor anaesthesia, the submandibular glands of female C57BL/6 and knock-out
mice (8-12 weeks old) were intra-ductally cannulated with 108-10° p.f.u. of

luciferase-encoding replication-defective adenovirus (Adv5) as previously
described846.52,

ICOS antibody injection. Mice were injected i.p. at 10 mg/kg with anti-ICOS
blocking antibody’3 every 4 days starting from day 0 p.c.

Human salivary gland biopsies, saliva and serum from Sjégren’s Syndrome
(SS) patients. Minor salivary gland (mSGs) samples, saliva and serum were
obtained from patients recruited in the OASIS cohort (Optimising assessments in
Sjoégren’s syndrome) at University Hospitals Birmingham NHS Trust. Saliva was
obtained by the patient rolling a sterilized marble around their mouth over a
5-minute period. All subjects provided written informed consent and the study was
approved by the Wales Research Ethics Committee 7 (WREC 7) formerly Dyfed
Powys REC; 13/WA/0392.

Specimens were identi ed among samples obtained from by patients diagnosed
with SS according to the 2016 ACR/EULAR classi cation and ful lling the
histological criteria for the diagnosis of SS (presence of focus score > 1). All patients
included were untreated with immunosuppressive drugs including steroids. Minor
and major SG from SS patients recruited at Barts Health NHS Trust in London
were also used in the study. All subjects provided written informed consent and
SGs were collected under ethics number: REC 05/Q0702/1 for Rheumatology/Oral
medicine clinic-Barts Health NHS Trust.

Sicca samples were selected from patients having undergone investigation for
SS, because of clinical symptoms of dryness (eyes and/or mouth), but who did not
ful 1 the classi cation criteria for SS, were not clinically diagnosed as primary or
secondary SS by the leading physician and were anti-Ro negative.

Histological identi cation of TLS in the salivary glands of Sjogren’s syndrome
patients. Histological characterization of TLS+ and TLS salivary glands was
performed as previously described in4. Brie y, salivary gland sequential sections
were stained for CD3 for T cells, CD20 for B cells, and CD138 for plasma cells. The
staining amount of each antigen was scored with a semi-quantitative method. The
scores ranged from 0 to 3, according to the in ammation degree, where a score of 0
corresponded to no cell in Itration, scattered in ammatory cells to 1, clusters of
lymphocytes organized around the excretory ducts to 2 with one aggregate and 3
with more than one aggregate. Salivary glands in Itrates with T cells and B cells
in Itration score 2, as well as showing B/T cell segregation and surrounded by
plasma cells were classi ed as ectopic lymphoid structures (TLS).

Histology and immuno uorescence of murine salivary glands. This was per-
formed as previously described in852, Brie y, salivary glands from mice were
harvested, snap frozen in OCT. Frozen sections of 6 um in thickness were cut, left
to dry overnight at room temperature and stored in 80 °C until use. For
immuno uorescence analysis, slides were allowed to reach room temperature and
then xed for 20 min in ice-cold acetone, left to dry and then were hydrated in PBS.
For immuno uorescence (IF) staining, all dilutions of reagents and antibodies were
made in PBS with 1% BSA (Sigma). Firstly, the sections were treated with
sequential avidin-biotin treatment to block endogenous biotin, sections for 15 min
each and washed for 5 min with PBS in between the two incubations, followed by
blocking with 10% horse serum for 10 min. Slides were then incubated for 60 min
with primary antibodies followed by incubation with secondary antibodies for
30 min. Hoechst (Molecular Probes) was used for nuclear stain. Slides were
mounted with Prolong Gold Antifade reagent (Invitrogen Life Technologies).
Images were acquired on a Zeiss LSM 510 laser scanning confocal head with a
Zeiss Axio Imager Z1 microscope. Digital images were recorded in four separately
scanned channels with no overlap in detection of emissions from the respective
uorochromes. Confocal micrographs were stored as digital arrays of 2048 x 2048
pixels with 8-bit sensitivity; detectors were routinely set so that intensities in each
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Fig. 4 Expression of ICOS and ICOSL in the salivary glands of patients with Sjogren’s syndrome. a Representative minor salivary glands (mSGs)
sequential sections were stained for CD3+ for T cells, CD20+ for B cells and CD138+ for plasma cells for histological identification of tertiary lymphoid
structures (TLS) in Sjogren’s syndrome salivary glands. b gPCR analysis for mRNA transcripts of icos, icosl, Itand ccl19n TLS+ (black dots, n=27) and
TLS (open dots, n=29) mSGs biopsies from Sjogren’s patients. mRNA transcripts were normalized to the housekeeping gene 18 S RNA transcripts.
*p<0.05; *p< 0.01, Mann-Whitney test. Data are representative as mean *s.d. ¢, d Whisker plots showing icosl (c) and ccl19 (d) mRNA transcripts in
dendritic cells (CD1lc+), non-hematopoietic (CD45 ) cells and T (CD3+) cells were sorted from primary Sjogren’s patients’ mSGs (n=>5). Data are
presented as min to max, *p< 0.05, Mann-Whitney test. e-g Linear regression analysis confirms significant correlation of It mRNA with icosmRNA (e),
ccl19mRNA () and icosImRNA (g) in mSGs biopsies of Sjogren’s patients.
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Fig. 5 ICOS-ICOSL interaction in uences LT 3 production in the salivary glands of patients with Sjogren’s syndrome and MALT lymphoma. a Graph
showing frequency of LTa3 producing lymphocyte populations in mSGs biopsies (n=7) treated with anti-ICOS (white squares) or as compared isotype
antibody (black squares) treatment ex vivo. *p< 0.05, Mann-Whitney test. Data are representative as mean + s.d. b Diagram showing LTa3 producing

lymphocyte populations in MALT-parotid SG biopsies. ¢ Graph showing percentage of LTa3 producing lymphocyte populations in MALT-parotid SG biopsy
treated ex vivo with anti-ICOS (white circles) or as compared isotype antibody (black circles). Data are representative as mean = s.d. d Graph showing
saliva levels of LTa in sicca and Sj gren syndrome patients. **p < 0.01, Mann-Whitney test. Data are representative as mean + s.d. e Graph showing linear
regression analysis to confirm correlation between LTa and CCL19 detected in saliva of Sj gren syndrome.

channel spanned the 0-255 scale optimally. The LSM510 Image Examiner Software
was used to process these images.

Immunohistochemistry. Formalin- xed, paraf n-embedded (FFPE) labial sali-
vary gland biopsies from Sjogren’s syndrome patients were processed for
staining as previously described in3°. For incubation of primary antibodies,
ampli cation methods and chromogens, the EnVision™ G | 2 Doublestain
System, Rabbit/Mouse (DAB+/Permanent Red) (Dako) was used according to
manufacturer’s instructions. This system allows the simultaneous detection of
two different antigens in one section; the rst antigen is identi ed with perox-
idase (HRP) and DAB as the chromogen, and the second with alkaline phos-
phatase (AP) and Permanent Red. In brief, sections were blocked with Dual
Endogenous Enzyme Block for 5 min, washed in TBS and the rst primary
antibody (ICOS clone SP98 Novus Biologicals, podoplanin clone D2-40 AbD
Serotec or ICOSL LSBio) diluted 1:10 in TBS (+1% BSA) was incubated for 1 h
at room temperature. The secondary antibody with Polymer/HRP was incubated
for 10 min and slides washed twice with TBS. Incubation with DAB took place
under the light microscope and the reaction was stopped with distilled water
when optimal brown staining was achieved. Followed by a blocking step with
Doublestain Block reagent (3 min), the sections were incubated with the second
diluted primary antibody (CD3 polyclonal rabbit (1:80) Dako, CD20 clone L26
(1:20) Dako, CD11c clone 5D11 (1:10) Leica or ICOSL (1:10) LSBio) for 1 h. The
following step was the Rabbit/Mouse (LINK) for 10 min and then another

10 min with Polymer/AP. The second reaction was then developed with

Permanent Red and once again it took place under the light microscope until
optimal red staining was achieved. Sections were dehydrated in increasing
concentrations of ethanol (80%, 95 and 100%) and placed in xylene for ve min,
twice. Finally, slides were mounted with Mounting Medium DPX
(Sigma—-Aldrich) and scanned using a Zeiss AxioScan.Z1 slide scanner.

RNAscope. Indirect detection by uorescence was based on the Opal™ Multiplex
IHC method (Akoya), and performed on the Autostainer Leica Bond RX. Samples
were probed for RNAscope®LS 2.5 Probe - Hs-ICOSLG - Homo sapiens inducible
T-cell co-stimulator ligand (ICOSLG) transcript variant 1 mRNA or Negative
control probe DapB (of Bacillus subtilis strain) following manufacturer’s instruc-
tions (ACDBi0). Subsequent staining was performed with antihuman CD11c
(Abcam) and PDPN (Abd Serotech) antibodies. Staining was performed using the
Opal™ 7-Color Automatic IHC Kit (Akoya) according to the manufacturer’s
recommendations. Signal ampli cation and covalent binding of uorophore was
achieved by using a tyramide signaling ampli cation reagent (included in the Opal
kit) that is conjugated with a different uorophore for each cycle. Multispectral
images were acquired at x20 magni cation using the Vectra Polaris Automated
Quantitative Pathology Imaging System (Akoya). MoTIF settings were used for
multispectral image acquisition. Multispectral image processing of multiplex IHC
stains was performed using Phenochart (version 1.0.11/Akoya) and inForm Image
Analysis Software (version 2.3, Akoya).
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Fig. 6 Model of immuno broblast- T cell cross-talk via ICOSL/ICOS
engagement in TLS formation. During inflammation in a non-lymphoid
organ, activated resident immunofibroblasts and DCs upregulate ICOSL,
which interacts with the locally recruited ICOS+ T cell contributing to their
secretion of LTa. Engagement of LTa3 with TNFR1/2 on immunofibroblasts
induces CCL19 and CCL21 chemokine production that is crucial for the
positive feedback loop involved in TLS formation.

Isolation of murine stromal cells, leukocytes, in vitro stimulation for cytokine
production and ow cytometry. These were performed as previously described
in852, Concisely, for stromal cells salivary glands were cut into small pieces and
tissue digested for 40 min at 37 °C with gentle stirring in 1.5 ml RPMI 1640
medium (Sigma) containing collagenase D (3.7 mg/ml; from Roche), DNase |

(30 ug/ml; from Sigma) and 2% (vol/vol) fetal calf serum (FCS). Followed by
further digestion for 20 min at 37 °C with medium containing collagenase dispase
(3.7 mg/ml; from Roche) and DNase | (30 ug/ml). Leukocyte isolation was per-
formed by salivary gland digestion for 20 min at 37 °C with gentle stirring in 2 ml
RPMI 1640 medium containing collagenase dispase (250 ug/ml), DNase | (25 ug/
ml) and 2% (vol/vol) FCS. Brie 'y, single-cell suspensions were incubated with the
surface antibodies mix (Supplementary Table 3) for 30 min. Intracellular staining
for cytokine production was performed (BD Cyto x/Cytoperm) according to the
manufactures protocol and stained for 1 h with intracellular antibodies mix or
isotype control (Supplementary Table 3). Stained cells were acquired using a Cyan-
ADP (Dako) or LSRFortessa (BD). Data were analyzed with FlowJo software (Tree
Star). For cell sorting, stained cells were sorted using MoFlo-XDP (Beckman
Coulter Inc). The purity of sorted stromal populations routinely exceeded 96%.

In vitro LTa cytokine stimulation assay. Isolated stromal cells or dendritic cells were
re-suspended at the same cell density in 500 ul of DMEM medium (Sigma) (with
10% FCS, 1%GPS, 1% NEAA, 1%HEPES and 50 UM -mercaptoethanol) for

in vitro LT cytokine stimulation assay in 48 well plates. T cells isolated from
spleen of wt mice were incubated with 50 ng/ml PMA, 750 ng/ml lonomycin and
10 ul of 108-10° p.f.u. of adenovirus for 4 h at 37 °C. Stimulated cells T cells were
then added at 1:4 ratios to 48 well plates with stromal cells and dendritic cells with
or without virus. Cells were harvested after 24 h and taken for quantitative PCR
analysis.

Ex-vivo assay and ow cytometry on human salivary glands. MALT- parotid gland
tissue and minor salivary glands lobules were cultured in complete RPMI medium,
for 2, 3 and 5 days. Cells egressed from the tissues were collected and stimulated
with PMA (50 ng/mL), ionomycin (750 ng/mL) and BrefeldinA (10 g/mL) for 4h
at 37 °C. MALT- parotid gland tissue and minor salivary glands lobules were

cultured in complete RPMI medium (10% FBS, Penicillin/ streptomycin anti-
obiotics) for 2, 3 and 5 days or incubated with either anti-ICOS blocking antibody
(clone JTA-009)7576 or its isotype control (10 g/mL), for 5 days. Cells egressed
from the tissues and cells obtained from the digestion of the leftover of the tissue
used for organ culture were collected and stimulated with Phorbol-12-Myristate-
13-Acetate ( nal concentration 50 ng/mL), ionomycin ( nal concentration 750 ng/
mL) and BrefeldinA ( nal concentration 10 g/mL) for 4 h at 37 °C.

After Fc-block and viability dye staining (Biolegend), single-cell suspensions
were incubated with the surface antibodies mix (Supplementary Table 4) for
20 min. For intracellular staining of Lt , cells were permeabilized using the
permabilisation kit (eBioscience) and stained for 1 h with intracellular antibodies
mix or isotype control (Supplementary Table 4). Experiments were acquired within
24 h using a LSR-Fortessa (Becton Dickinson). For absolute count analysis,
CountBright beads (LifeTechnologies) were added to the samples. Data were
analysed with FlowJo vX software (Flowjo LLC).

RNA isolation, reverse transcription and quantitative PCR for mouse salivary
gland whole tissues and isolated cells. Quantitative real-time PCR was performed
as previously described in852 using following primers Ccl19 (Mm00839967_g1),
Cxcl13 (Mm00444533_m1), Lta (Mm00440229_g1), Ltb (MmO00434774_g1), Tnf
(MmO00443258_m1), Tnfrsfla alias Tnfra (Mm00441883_g1), Icos
(Mm00497600_m1), Icosl (Mm00497237_m1) and Actb alias -actin
(Mm01205647_g1) was used as an endogenous control. Brie y, total RNA was iso-
lated from salivary glands with an RNeasy mini kit (Qiagen) and the RNA was then
reverse-transcribed using the high capacity reverse transcription cDNA synthesis kit
(Applied Biosystems) according to the manufacturer’s speci cations. Reverse tran-
scription was carried out on Techne 312 Thermal Cycler PCR machine. Quantitative
RT-PCR (Applied Biosystems) was performed on cDNA samples with the indicated
primers and was run in duplicates on a 384-well PCR plate (Applied Biosystems) and
detected using an ABI PRISM 7900HT instrument. Results were analyzed with the
Applied Biosystems SDS software (SDS 2.3).

RNA isolation, reverse transcription and quantitative PCR for mSGs from human SS
patients. Total RNA from minor salivary gland biopsies of Sjogren’s Syndrome
patients (TLS+ and TLS groups) and sicca syndrome was extracted using Trizol
(Invitrogen) and the Direct-zol kit (Zymo research). Complementary-DNA was
synthesised using the SuperScript IV Reverse Transcriptase kit (Thermo sher
scienti c¢) and diluted to 5ng/ | using RNAse-free water. Quantitative real-time
PCR was performed on a 7900HT Fast Real-Time PCR System (Applied biosys-
tems) using TagMan Gene Expression Master Mix (Applied biosystems) and the
following primers: 1COS (Hs00359999_m1), ICOS-L (Hs00323621_m1), LTA
(Hs04188773_g1) and CCL19 (Hs00171149_m1). All samples were run in dupli-
cate and replicates with more than 2 cycles between them were discarded. Gene
expression data was analysed using the 2 9elta Ct method using ribosomal 18 S
RNA (Hs99999901_s1) as housekeeping gene.

Statistic and reproducibility. Statistics were performed with Prism software
(GraphPad software Inc, San Diego, CA) using a Mann-Whitney test, student’s t
test and one-way ANOVA as applicable. For correlation analysis, Spearman rank
coef cient ‘r’ was calculated.

For data in Fig. 5d, e and Supplementary Fig. 6, descriptive summary statistics
were generated to determine the baseline characteristics of the study population.
After assessing the normal distribution of values (Shapiro-Wilk test), data were
summarized as median and 25th—75th percentile. Salivary biomarkers
concentration differences between groups were evaluated using the Wilcoxon rank-
sum test or Chi-squared test, as appropriate. The Pearson’s test was used to explore
the relationship between CCL19 and LT saliva concentration. Univariate and
multivariate logistic analysis was performed in order to reveal signi cant predictors
of disease. Statistical analysis was performed using the R statistical software
(version 3.5.0, The R Foundation for Statistical Computing, Vienna, Austria).

Data availability
The data supporting this study are available in the Article. Source data are available in
Supplementary Data 1.

Received: 1 June 2020; Accepted: 10 April 2022;

References

1. Pitzalis, C., Jones, G. W., Bombardieri, M. & Jones, S. A. Ectopic lymphoid-
like structures in infection, cancer and autoimmunity. Nat. Rev. Immunol. 14,
447-462 (2014).

2. Jones, G. W. & Jones, S. A. Ectopic lymphoid follicles: inducible centres for
generating antigen-speci ¢ immune responses within tissues. Immunology
147, 141-151 (2016).

COMMUNICATIONS BIOLOGY | (2022)5:413 | https://doi.org/10.1038/s42003-022-03344-6 | www.nature.com/commsbio 11


www.nature.com/commsbio
www.nature.com/commsbio

ARTICLE

COMMUNICATIONS BIOLOGY | https://doi.org/10.1038/542003-022-03344-6

10.

11.

12.

13.

14,

15.

16.

17.

18.

19.

20.

21.

22.

23.

24,

25.

26.

21.

28.

29.

30.

31

32.

33.

12

Jones, G. W., Hill, D. G. & Jones, S. A. Understanding immune cells in tertiary
lymphoid organ development: it is all starting to come together. Front.
Immunol. 7, 401 (2016).

Buckley, C. D., Barone, F., Nayar, S., Benezech, C. & Caamano, J. Stromal cells
in chronic in ammation and tertiary lymphoid organ formation. Annu. Rev.
Immunol. 33, 715-745 (2015).

Barone, F. et al. Stromal broblasts in tertiary lymphoid structures: a novel
target in chronic in ammation. Front. Immunol. 7, 477 (2016).

Barone, F., Nayar, S. & Buckley, C. D. The role of non-hematopoietic stromal
cells in the persistence of in ammation. Front. Immunol. 3, 416 (2012).
Collison, J. Immuno broblasts are the cornerstone of TLS formation in pSS.
Nat. Rev. Rheumatol. 15, 513 (2019).

Nayar, S. et al. Immuno broblasts are pivotal drivers of tertiary lymphoid
structure formation and local pathology. Proc. Natl Acad. Sci. USA 116,
13490-13497 (2019).

Furtado, G. C. et al. TNFalpha-dependent development of lymphoid tissue in
the absence of RORgammat(+) lymphoid tissue inducer cells. Mucosal.
Immunol. 7, 602-614 (2014).

Rangel-Moreno, J., Carragher, D. & Randall, T. D. Role of lymphotoxin and
homeostatic chemokines in the development and function of local lymphoid
tissues in the respiratory tract. Inmunologia 26, 13-28 (2007).
Rangel-Moreno, J. et al. The development of inducible bronchus-associated
lymphoid tissue depends on IL-17. Nat. Immunol. 12, 639-646 (2011).
Pikor, N. B. et al. Integration of Th17- and lymphotoxin-derived signals
initiates meningeal-resident stromal cell remodeling to propagate

neuroin ammation. Immunity 43, 1160-1173 (2015).

Banks, T. A. et al. Lymphotoxin-alpha-de cient mice. Effects on secondary
lymphoid organ development and humoral immune responsiveness. J.
Immunol. 155, 1685-1693 (1995).

Matsumoto, M. et al. Role of lymphotoxin and the type | TNF receptor in the
formation of germinal centers. Science 271, 1289-1291 (1996).

Endres, R. et al. Mature follicular dendritic cell networks depend on
expression of lymphotoxin beta receptor by radioresistant stromal cells and of
lymphotoxin beta and tumor necrosis factor by B cells. J. Exp. Med. 189,
159-168 (1999).

Ngo, V. N. et al. Lymphotoxin alpha/beta and tumor necrosis factor are
required for stromal cell expression of homing chemokines in B and T cell
areas of the spleen. J. Exp. Med. 189, 403-412 (1999).

Tumanov, A. V. et al. Dissecting the role of lymphotoxin in lymphoid organs
by conditional targeting. Immunol. Rev. 195, 106-116 (2003).

Ansel, K. M. et al. A chemokine-driven positive feedback loop organizes
lymphoid follicles. Nature 406, 309-314 (2000).

Cyster, J. G. et al. Follicular stromal cells and lymphocyte homing to follicles.
Immunol. Rev. 176, 181-193 (2000).

Ngo, V. N,, Cornall, R. J. & Cyster, J. G. Splenic T zone development is B cell
dependent. J. Exp. Med. 194, 1649-1660 (2001).

Le Hir, M. et al. Differentiation of follicular dendritic cells and full antibody
responses require tumor necrosis factor receptor-1 signaling. J. Exp. Med. 183,
2367-2372 (1996).

Withers, D. R. et al. The role of lymphoid tissue inducer cells in splenic white
pulp development. Eur. J. Immunol. 37, 3240-3245 (2007).

Bekiaris, V. et al. Role of CD30 in B/T segregation in the spleen. J. Immunol.
179, 7535-7543 (2007).

De Togni, P. et al. Abnormal development of peripheral lymphoid organs in
mice de cient in lymphotoxin. Science 264, 703—-707 (1994).

De Togni, P. et al. Pillars article: abnormal development of peripheral
lymphoid organs in mice de cient in lymphotoxin. Science 1994. 264:
703-707. J. Immunol. 192, 2010-2014 (2014).

Matsumoto, M. et al. Af nity maturation without germinal centres in
lymphotoxin-alpha-de cient mice. Nature 382, 462—-466 (1996).

Fu, Y. X. & Chaplin, D. D. Development and maturation of secondary
lymphoid tissues. Annu. Rev. Immunol. 17, 399-433 (1999).

Eugster, H. P. et al. Multiple immune abnormalities in tumor necrosis factor
and lymphotoxin-alpha double-de cient mice. Int. Immunol. 8, 23-36 (1996).
Futterer, A, Mink, K., Luz, A., Kosco-Vilbois, M. H. & Pfeffer, K. The
lymphotoxin beta receptor controls organogenesis and af nity maturation in
peripheral lymphoid tissues. Immunity 9, 59-70 (1998).

Koni, P. A. et al. Distinct roles in lymphoid organogenesis for lymphotoxins
alpha and beta revealed in lymphotoxin beta-de cient mice. Immunity 6,
491-500 (1997).

Rennert, P. D., Browning, J. L. & Hochman, P. S. Selective disruption of
lymphotoxin ligands reveals a novel set of mucosal lymph nodes and unique
effects on lymph node cellular organization. Int. Immunol. 9, 1627-1639 (1997).
Wau, Q. et al. The requirement of membrane lymphotoxin for the presence of
dendritic cells in lymphoid tissues. J. Exp. Med. 190, 629-638 (1999).
Harmsen, A. et al. Cutting edge: organogenesis of nasal-associated lymphoid
tissue (NALT) occurs independently of lymphotoxin-alpha (LT alpha) and

34,

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51

52.

53.

54

55.

56.

57.

58.

retinoic acid receptor-related orphan receptor-gamma, but the organization of
NALT is LT alpha dependent. J. Immunol. 168, 986-990 (2002).

Cuff, C. A, Sacca, R. & Ruddle, N. H. Differential induction of adhesion
molecule and chemokine expression by LTalpha3 and LTalphabeta in

in ammation elucidates potential mechanisms of mesenteric and peripheral
lymph node development. J. Immunol. 162, 5965-5972 (1999).

Hjelmstrom, P. et al. Lymphoid tissue homing chemokines are expressed in
chronic in ammation. Am. J. Pathol. 156, 1133-1138 (2000).

Fukuyama, S. et al. Initiation of NALT organogenesis is independent of the IL-
7R, LTbetaR, and NIK signaling pathways but requires the 1d2 gene and
CD3( )CDA4(+)CD45(+) cells. Immunity 17, 31-40 (2002).

Benezech, C. et al. In ammation-induced formation of fat-associated
lymphoid clusters. Nat. Immunol. 16, 819-828 (2015).

Nerviani, A. & Pitzalis, C. Role of chemokines in ectopic lymphoid structures
formation in autoimmunity and cancer. J. Leukoc. Biol. 104, 333-341 (2018).
Barone, F. et al. Association of CXCL13 and CCL21 expression with the
progressive organization of lymphoid-like structures in Sjogren’s syndrome.
Arthritis Rheum. 52, 1773-1784 (2005).

Salomonsson, S. et al. Expression of the B cell-attracting chemokine CXCL13
in the target organ and autoantibody production in ectopic lymphoid tissue in
the chronic in ammatory disease Sjogren’s syndrome. Scand. J. Immunol. 55,
336-342 (2002).

Salomonsson, S. et al. Cellular basis of ectopic germinal center formation and
autoantibody production in the target organ of patients with Sjogren’s
syndrome. Arthritis Rheum. 48, 3187-3201 (2003).

Manzo, A. et al. Systematic microanatomical analysis of CXCL13 and CCL21
in situ production and progressive lymphoid organization in rheumatoid
synovitis. Eur. J. Immunol. 35, 1347-1359 (2005).

Manzo, A., Bombardieri, M., Humby, F. & Pitzalis, C. Secondary and ectopic
lymphoid tissue responses in rheumatoid arthritis: from in ammation to
autoimmunity and tissue damage/remodeling. Immunol. Rev. 233, 267-285
(2010).

Hjelmstrom, P. Lymphoid neogenesis: de novo formation of lymphoid tissue
in chronic in ammation through expression of homing chemokines. J. Leukoc.
Biol. 69, 331-339 (2001).

Astorri, E. et al. Evolution of ectopic lymphoid neogenesis and in situ
autoantibody production in autoimmune nonobese diabetic mice: cellular and
molecular characterization of tertiary lymphoid structures in pancreatic islets.
J. Immunol. 185, 3359-3368 (2010).

Bombardieri, M. et al. Inducible tertiary lymphoid structures, autoimmunity,
and exocrine dysfunction in a novel model of salivary gland in ammation in
C57BL/6 mice. J. Immunol. 189, 3767-3776 (2012).

Corsiero, E. et al. Role of lymphoid chemokines in the development of
functional ectopic lymphoid structures in rheumatic autoimmune diseases.
Immunol. Lett. 145, 62—-67 (2012).

Sacca, R., Cuff, C. A, Lesslauer, W. & Ruddle, N. H. Differential activities of
secreted lymphotoxin-alpha3 and membrane lymphotoxin-alphalbeta2 in
lymphotoxin-induced in ammation: critical role of TNF receptor 1 signaling.
J. Immunol. 160, 485-491 (1998).

Picarella, D. E., Kratz, A, Li, C. B., Ruddle, N. H. & Flavell, R. A. Transgenic
tumor necrosis factor (TNF)-alpha production in pancreatic islets leads to
insulitis, not diabetes. Distinct patterns of in ammation in TNF-alpha and
TNF-beta transgenic mice. J. Immunol. 150, 4136-4150 (1993).

Kratz, A., Campos-Neto, A., Hanson, M. S. & Ruddle, N. H. Chronic

in ammation caused by lymphotoxin is lymphoid neogenesis. J. Exp. Med.
183, 1461-1472 (1996).

Drayton, D. L., Ying, X., Lee, J., Lesslauer, W. & Ruddle, N. H. Ectopic LT
alpha beta directs lymphoid organ neogenesis with concomitant expression of
peripheral node addressin and a HEV-restricted sulfotransferase. J. Exp. Med.
197, 1153-1163 (2003).

Barone, F. et al. IL-22 regulates lymphoid chemokine production and
assembly of tertiary lymphoid organs. Proc. Natl Acad. Sci. USA 112,
11024-11029 (2015).

Vu, F., Dianzani, U., Ware, C. F., Mak, T. & Gommerman, J. L. ICOS, CD40,
and lymphotoxin beta receptors signal sequentially and interdependently to
initiate a germinal center reaction. J. Immunol. 180, 2284-2293 (2008).
Wikenheiser, D. J. & Stumhofer, J. S. ICOS Co-Stimulation: Friend or Foe?
Front Immunol. 7, 304 (2016).

Schrama, D. et al. Targeting of lymphotoxin-alpha to the tumor elicits an

ef cient immune response associated with induction of peripheral lymphoid-
like tissue. Immunity 14, 111-121 (2001).

Cupedo, T., Jansen, W., Kraal, G. & Mebius, R. E. Induction of secondary and
tertiary lymphoid structures in the skin. Immunity 21, 655-667 (2004).
Peters, A. et al. Th17 cells induce ectopic lymphoid follicles in central nervous
system tissue in ammation. Immunity 35, 986-996 (2011).

Vermi, W. et al. Role of dendritic cell-derived CXCL13 in the pathogenesis of
Bartonella henselae B-rich granuloma. Blood 107, 454462 (2006).

COMMUNICATIONS BIOLOGY | (2022)5:413 | https://doi.org/10.1038/542003-022-03344-6 | www.nature.com/commsbio


www.nature.com/commsbio

COMMUNICATIONS BIOLOGY | https://doi.org/10.1038/542003-022-03344-6

ARTICLE

59. Rangel-Moreno, J., Moyron-Quiroz, J. E., Hartson, L., Kusser, K. & Randall, T.
D. Pulmonary expression of CXC chemokine ligand 13, CC chemokine ligand
19, and CC chemokine ligand 21 is essential for local immunity to in uenza.
Proc. Natl Acad. Sci. USA 104, 10577-10582 (2007).

60. Kuprash, D. V. et al. Cyclosporin A blocks the expression of lymphotoxin
alpha, but not lymphotoxin beta, in human peripheral blood mononuclear
cells. Blood 100, 1721-1727 (2002).

61. Thompson, C. B. et al. CD28 activation pathway regulates the production of
multiple T-cell-derived lymphokines/cytokines. Proc. Natl Acad. Sci. USA 86,
1333-1337 (1989).

62. Dong, C. et al. ICOS co-stimulatory receptor is essential for T-cell activation
and function. Nature 409, 97-101 (2001).

63. Dong, C., Temann, U. A. & Flavell, R. A. Cutting edge: critical role of inducible
costimulator in germinal center reactions. J. Immunol. 166, 3659-3662 (2001).

64. Wong, S. C., Oh, E,, Ng, C. H. & Lam, K. P. Impaired germinal center
formation and recall T-cell-dependent immune responses in mice lacking the
costimulatory ligand B7-H2. Blood 102, 1381-1388 (2003).

65. Hutloff, A. et al. ICOS is an inducible T-cell co-stimulator structurally and
functionally related to CD28. Nature 397, 263-266 (1999).

66. van Berkel, M. E. & Oosterwegel, M. A. CD28 and ICOS: similar or separate
costimulators of T cells? Immunol. Lett. 105, 115-122 (2006).

67. Ansari, M. J. et al. Role of ICOS pathway in autoimmune and alloimmune
responses in NOD mice. Clin. Immunol. 126, 140-147 (2008).

68. Hu, Y. L., Metz, D. P., Chung, J,, Siu, G. & Zhang, M. B7RP-1 blockade
ameliorates autoimmunity through regulation of follicular helper T cells. J.
Immunol. 182, 1421-1428 (2009).

69. Iwai, H. et al. Amelioration of collagen-induced arthritis by blockade of
inducible costimulator-B7 homologous protein costimulation. J. Immunol.
169, 4332-4339 (2002).

70. Helmink, B. A. et al. B cells and tertiary lymphoid structures promote
immunotherapy response. Nature 577, 549-555 (2020).

71. Cabrita, R. et al. Tertiary lymphoid structures improve immunotherapy and
survival in melanoma. Nature 577, 561-565 (2020).

72. Petitprez, F. et al. B cells are associated with survival and immunotherapy
response in sarcoma. Nature 577, 556-560 (2020).

73. Yusuf, I. et al. Germinal center B cell depletion diminishes CD4+ follicular T
helper cells in autoimmune mice. PLoS ONE 9, 102791 (2014).

74. Croia, C. et al. Implication of Epstein-Barr virus infection in disease-speci ¢
autoreactive B cell activation in ectopic lymphoid structures of Sjogren’s
syndrome. Arthritis Rheumatol. 66, 2545-2557 (2014).

75. Tajima, N. et al. JTA-009, a fully human antibody against human AILIM/
ICOS, ameliorates graft-vs-host reaction in SCID mice grafted with human
PBMCs. Exp. Hematol. 36, 15141523 (2008).

76. Kawamoto, M. et al. Expression and function of inducible co-stimulator in
patients with systemic lupus erythematosus: possible involvement in excessive
interferon-gamma and anti-double-stranded DNA antibody production.
Arthritis Res. Ther. 8, R62 (2006).

Acknowledgements
We thank David Withers and Jorge Caamano for providing animals; Technology Hub
(University of Birmingham) for ow cytometry, imaging, and PCR and Birmingham

Tissue Analytics (University of Birmingham) for assistance with RNAscope analysis. We
are indebted to the Biomedical Services Unit and Biological Services Facility for main-
taining the colonies. F.B. was funded by Versus Arthritis Senior Fellow. C.D.B. was
supported by Versus Arthritis Grant (G0601156), S.N., B.A.F. and S.J.B. have received
support from the National Institute for Health Research (NIHR) Birmingham Biome-
dical Research Centre at the University Hospitals Birmingham NHS Foundation Trust
and the University of Birmingham (Grant BRC-1215-20009). The views expressed are
those of the authors and not necessarily those of the NIHR or the Department of Health
and Social Care. H.M.M. was supported by an Arthritis Research Career Development
Fellowship (19899).

Author contributions

S.N., G.C, RH., C.D.B., BAF., MB, and F.B. designed research; S.N., E.P., J.C., O.B.,
SC,D.L,RC,MC,CGS, V., SJB,SA. and HM.M. performed research; G.C., J.B.
and K.H. contributed new reagents/analytic tools; S.N., E.P., J.C., and F.B. analyzed data;
and S.N., D.H.G. and F.B. wrote the paper.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/s42003-022-03344-6.

Correspondence and requests for materials should be addressed to Francesca Barone.

Peer review information Communications Biology thanks the anonymous reviewers for
their contribution to the peer review of this work. Primary Handling Editors: Christina
Karlsson Rosenthal.

Reprints and permission information is available at http://www.nature.com/reprints

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional af liations.

Open Access This article is licensed under a Creative Commons

BY Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in any medium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons license, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons license and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly from
the copyright holder. To view a copy of this license, visit http://creativecommons.org/
licenses/by/4.0/.

© The Author(s) 2022

COMMUNICATIONS BIOLOGY | (2022)5:413 | https://doi.org/10.1038/s42003-022-03344-6 | www.nature.com/commsbio 13


https://doi.org/10.1038/s42003-022-03344-6
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
www.nature.com/commsbio
www.nature.com/commsbio

	Immunofibroblasts regulate LTα3 expression in tertiary lymphoid structures in a pathway dependent on ICOS/ICOSL interaction
	Results
	T cell derived lymphotoxin alpha (LTα3) regulates early chemokine production in TLS

	Discussion




