Cytotherapy 000 (2022) 1-8

Full-length article

Contents lists available at ScienceDirect . .
International Society

CYTOTHERAPY [5Clee:

journal homepage: www.isct-cytotherapy.org

CD40L-expressing CD4" T cells prime adipose-derived stromal cells to
produce inflammatory chemokines

Joelle Dulong'**, Séverine Loisel"**, Delphine Rossille', Simon Léonard', Nadége Bescher'+,

Isabelle Bezier'+?

, Maelle Latour'*?
Nicolas Bertheuil "*#, David Roulois', Karin Tarte

, Céline Monvoisin', Delphine Monnier?,

1,2,3,%%

T UMR 1236, Univ Rennes, INSERM, Etablissement Francais du Sang Bretagne, Rennes, France
2 SITI Laboratory, Etablissement Frangais du Sang Bretagne, CHU Rennes, Rennes, France

3 Pole Biologie, CHU Rennes, Rennes, France

4 Department of Plastic Surgery, CHU Rennes, Rennes, France

ARTICLE INFO

ABSTRACT

Article History:

Received 8 July 2021
Accepted 20 January 2022
Available online xxx

Keywords:

adipose tissue

CD40

IL-8

mesenchymal stromal cells
neutrophils

obesity

The therapeutic potential of culture-adapted adipose-derived stromal cells (ASCs) is largely related to their
production of immunosuppressive factors that are inducible in vitro by priming with inflammatory stimuli,
in particular tumor necrosis factor-a (TNFa) and interferon-y (IFNy). In vivo, obesity is associated with
chronic inflammation of white adipose tissue, including accumulation of neutrophils, infiltration by IFNy/
TNFa-producing immune cells, and ASC dysfunction. In the current study, we identified in obese patients a
simultaneous upregulation of CD40Lin the adipose tissue stroma vascular fraction (AT-SVF), correlated with
the Th1 gene signature, and an overexpression of CD40 by native ASCs. Moreover, activated CD4" T cells
upregulated CD40 on culture-expanded ASCs and triggered their production of IL-8 in a CD40L-dependent
manner, leading to an increased capacity to recruit neutrophils. Finally, activation of ASCs by sCD40L or
CD40L-expressing CD4" T cells relies on both canonical and non-canonical NF-«kB pathways, and IL-8 was
found to be coregulated with NF-«B family members in AT-SVF. These data identify the CD40-CD40L axis as a
priming mechanism of ASCs, able to modulate their cross talk with neutrophils in an inflammatory context,
and their functional capacity for therapeutic applications.

© 2022 International Society for Cell & Gene Therapy. Published by Elsevier Inc. All rights reserved.

Introduction

White adipose tissue (WAT) contains large amounts of adipose
progenitor cells considered a valuable source of clinical-grade stro-
mal cells after in vitro expansion. Culture-adapted adipose-derived
stromal cells (ASCs) are a promising therapeutic alternative in a
broad range of clinical applications, including inflammatory diseases
and chronic degenerative disorders, owing to their anti-inflammatory
and immunosuppressive properties [1]. In fact, in vitro—expanded
ASCs and bone marrow—derived mesenchymal stromal cells (BM-
MSCs), despite sharing inhibitory activity toward all components of
innate and adaptive immunity, display distinctive phenotypic, tran-
scriptomic, and functional features, and ASCs have recently emerged
as easier to harvest, more immunosuppressive, and less immuno-
genic than BM-MSCs [2-4]. Such specificities are shared by their
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native counterparts, highlighting an imprinting of tissue source on
cultured MSC immune properties [2]. Yet the main driver of MSC
immune functions is their response to inflammatory stimuli, with
tumor necrosis factor-o (TNFe) and interferon-y (IFNy) acknowl-
edged as key inducers of the complex pattern of MSC immunosup-
pressive determinants in vitro [5,6]. How such factors, produced by
activated immune cells, impact the immune properties of MSCs in
vivo remains largely underexplored.

Obesity is characterized by chronic inflammation of WAT, associ-
ated with remodeling of immune cell landscape, including recruit-
ment of proinflammatory and profibrotic macrophages together with
type 1 immune cells such as CD8" T cells, IFNy-producing T helper 1
(Th1) CD4" T cells, or natural killer (NK) cells [7,8,9]. Their role in obe-
sity is less well studied, but neutrophils accumulate early upon high-
fat diet feeding in mice [10] and are the most important fat myeloid
subset in morbidly obese patients, strongly decreasing after losing
weight [11]. In obesity, adipocytes themselves are dysfunctional and
display proinflammatory properties [12]. Furthermore, ASCs
expanded from obese patients exhibit an altered transcriptomic pro-
file, with upregulation of adipogenic and inflammatory genes,
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including CXCL8/IL8 and CCL2 chemokines [13]. Moreover, they dis-
play superior migratory but weaker immunosuppressive capacities
compared with ASCs expanded from lean donors, and interleukin
(IL)-18 was proposed as partly involved in obesity-related ASC
immune dysfunctions [14,15,16]. However, the mechanisms involved
in the interplay between native and culture-adapted ASCs and
immune cells are poorly described.

The CD40-CD40 ligand (CD40L) pathway is involved in WAT
inflammation during obesity [17]. CD40L is produced by activated
CD4" T cells, and its circulating soluble form (sCD40L) is increased in
obese patients and correlated to body mass index (BMI) [18,19].
Moreover, mature adipocytes express CD40 and respond to CD40L
activation by upregulating IL-6, CCL2, and TNF« proinflammatory fac-
tors [20]. Whereas CD40 is detectable on the surface of native BM-
MSCs [21] and is upregulated by inflammatory stimuli on culture-
adapted BM-MSCs and ASCs [4], no study has explored whether
CD40 is expressed on native ASCs and could directly affect their
immune functions.

In the current work, we studied CD40-CD40L axis deregulation in
adipose tissue from obese versus lean patients and evaluated the
mechanisms and consequences of CD4" T cell—derived CD40L stimu-
lation in ASCs, with a particular interest in its impact on the cross talk
between ASCs and neutrophils.

Material and Methods
ASCs and immune cell production

Donor recruitment followed institutional review board approval,
and written informed consent process according to the revised Decla-
ration of Helsinki was obtained. Adipose tissue stromal vascular frac-
tions (AT-SVFs) were obtained from obese (BMI, 39.6 [35.5, 46],
median [minimum, maximum]|) and lean (24.4 [21.7, 25]) WAT
donors (Supplementary Table S1). Lipoaspirates were harvested at
the beginning of abdominoplasty using the traditional suction-
assisted lipectomy and were then digested with 200 IU/mL CLS4 col-
lagenase (Worthington), 1.6 IU/mL NPRO dispase (Worthington), and
10 IU/mL DNAse (Pulmozyme’ Roche) for 45 min at 37°C, filtrated,
and centrifuged, and the resulting AT-SVFs were frozen. Thawed AT-
SVFs were then wused for sorting DAPI"CD45 CD11b~
(CD235a CD31 (D146 CD34" viable native ASCs using a FACSAria II
(BD Biosciences) as previously described [2] or seeded at 1,000 cells/
cm? in «MEM (Invitrogen) supplemented with 10% fetal calf serum
(FCS; Biosera), 100 IU/mL penicillin, 100 pg/mL streptomycin (Invi-
trogen), and 1 ng/mL fibroblast growth factor 8 (Cellgenix). Culture
medium was renewed every 3 to 4 days until the cells reached near-
confluence (end of passage 0 [PO]). ASCs were then detached using
trypsin and used at P1 for phenotypic and functional experiments.
The lack of hematopoietic and endothelial cells within DAPI~ viable
cells was validated by flow cytometry using phycoerythrin (PE)-con-
jugated anti-CD90, BUV395-conjugated anti-CD45, BV786-conju-
gated anti-CD31 (all from BD), and APC-conjugated anti-CD73
(Miltenyi Biotech) monoclonal antibodies (mAbs) and their isotypic
controls (Supplementary Figure S1).

CD4" T cells and monocytes were isolated from peripheral blood
mononuclear cells (PBMCs) and polynuclear neutrophils from blood
samples using a CD4" T cell isolation kit, a pan monocyte isolation Kkit,
and whole blood CD15 MicroBeads (Miltenyi Biotec), respectively.

Gene expression profiling of AT-SVF

RNA was extracted from AT-SVF using the Nucleospin RNA XS
Micro kit (Macherey Nagel), and gene expression level was assessed
using the Fluidigm BioMark HD system. Briefly, cDNAs were obtained
using the Fluidigm reverse transcription Master Mix and preampli-
fied for 14 cycles in the presence of Pre-Amp Master Mix and pooled

Tagman assay mix (Supplementary Table S2). Gene expression was
then measured with the TagMan Gene Expression Master Mix
(Thermo Fisher) on a 48.48 Dynamic Array IFC. After a quality control
check, gene expression was calculated with the ACT calculation
method and CDKN1B, EIF2B1, and PUM1 as housekeeping genes. Prin-
cipal component analysis (PCA) was done on the 41 expressed genes
with the prcomp() R function and visualized using the Factoextra R
package (version 1.0.7). Eigengene values of the first dimension of
PCA (DIM1) were then visualized through a dot plot. We used the
function fviz_contrib() to identify the genes that contributed more
than average to the DIM1 axis. Levels of expression of these 23 genes
were then visualized via heatmap with the package pheatmap (ver-
sion 1.0.12).

ASC activation

For T cell activation, purified CD4" T cells were cultured in RPMI
and 10% human AB serum (Eurobio), 10 IU/mL recombinant human
IL2 (rhIL2, Proleukin; Clinigen), and 5 pg/mL concanavalin A (Sigma-
Aldrich). On day 3, 20 IU/mL rhIL2 was added, and on day 7, T cells
were restimulated with 0.1 M phorbol 12-myristate 13-acetate and
10 uM ionomycin (Sigma-Aldrich) for the last 5 hours. CD40L protein
membrane expression was then checked by flow cytometry using
PE-conjugated anti-CD40L mAb (Beckman Coulter) or appropriate
isotype control.

Confluent monolayers of P1 ASCs were treated or not with
100 IU/mL IFNy, 50 ng/mL TNF« (Bio-techne), soluble CD40L (Immu-
nex, 1.5 pug/ml for evaluation of nuclear factor-xB (NF-«B) pathway
activation or 300 ng/ml for functional experiments) or activated
third-party CD4" T cells (1:45, T/ASC ratio) for the indicated times.
Supernatant was frozen, and ASCs were collected for flow cytometry
and RNA extraction. In co-culture experiments with activated CD4* T
cells, ASCs were sorted as CD45-CD105" cells using fluorescein iso-
thiocyanate (FITC)-conjugated anti-human CD45 (Beckman Coulter)
and PE-conjugated anti-human CD105 (Beckman Coulter) mAbs
before RNA extraction. In some experiments, ASCs were transfected
before stimulation with control, CD40 (three different small interfer-
ing RNAs [siRNAs], 50 nM each), RELA (three different siRNAs, 5 nM
each), or NFKB2 (three different siRNAs, 50 nM each) siRNA (Life
Technologie) using HiPerfect (Qiagen) following manufacturer
instructions. Efficacy of siRNA was evaluated by quantitative poly-
merase chain reaction (QPCR) for corresponding genes (Supplemen-
tary Figure S2).

Evaluation of CD40 and chemokine expression in ASCs

After ex vivo—expanded ASC activation, CD40 surface expression
was evaluated by flow cytometry on CD45 CD105" cells using PE-
conjugated anti-CD40 mAb (Diaclone) and appropriate isotype con-
trol and analysis on a Fortessa X20 (BD). Moreover, CCL2, CCL5, IL8,
(D40, and IL6 were quantified by reverse-transcription (RT)-QPCR.
Briefly, cDNA synthesis was performed with the Superscript II
reverse-transcriptase (Invitrogen) and assay-on-demand primers and
probes, and Tagman Universal MasterMix was used to run QPCR on a
StepOnePlus Real Time PCR System (Applied Biosystems). PCR data
were normalized to the geometric mean of three housekeeping genes
(PUM1, CDKN1B, and EIF2B1). Results were further standardized by
comparison to gene expression of a pool of five MSCs when men-
tioned. Similarly, CD40 expression was quantified by RT-QPCR on
sorted native ASCs using the same housekeeping genes.

CCL2, CCL5, and IL8 protein levels were also quantified in ASC
supernatants by ELISA (Bio-Techne) according to the manufacturer
instructions. The minimum value was the detection threshold of the
method.
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NFxB pathway activation study

NF-kB pathway activation was evaluated using the Nuclear
Extract kit and the TransAM NF«B Family Kits (Active Motif) accord-
ing to manufacturer instructions using a Varioskan (Thermo Fisher)
to read absorbance. NF-xB1 and RELA activation were evaluated after
1 hour of stimulation, and NF-«xB2 and RELB after 5 hours of stimula-
tion, by 1.5 ;1g/mL CD40L.

RELA nuclear translocation was evaluated by immunofluorescence
on a SP5 microscope (Leica) after 30 min of stimulation by 1.5 pg/mL
CD40L. After 15 min of methanol fixation at —20°C, cells were incu-
bated with PBS bovine serum albumin (BSA; Sigma Aldrich) for 1 hour
at 37°C, before adding anti-RELA antibody (1/400; Cell Signaling) over-
night at 4°C and secondary antibody goat anti-rabbit IgG (Invitrogen)
for 1 hour at room temperature. After washing, cells were mounted
with Moviol containing sytox blue (Thermo Fisher) for nuclear label-
ing. The colocalization between nucleus and RELA staining was evalu-
ated using the plugin Colocalization Threshold in Fiji software.

Neutrophil and monocyte migration

After 3 days of ASC stimulation (300 ng/mL sCD40L or co-culture
with activated CD4" T cells), the medium was replaced by a migration
medium (RPMI and 0.1% human serum albumin (Vialebex; LFB) for
neutrophils and RPMI and 1% FCS for monocytes [22]) for 3 days
before supernatant collection.

Neutrophils and monocytes were added at 10° cells/100 uL in
migration medium to the upper compartment of Transwell chambers
with 5-pm pore filters (Corning Costar); lower chambers contained
ASC-conditioned migration medium. Supernatants from ASC/T cell
co-culture experiments were diluted 1:3 before their use in migra-
tion assays. When indicated, 10 pg/mL anti-CXCR1 blocking antibody
or isotype control (Bio-Techne) was added in the lower chamber. The
absolute number of viable DAPI"CD45" neutrophils or DAPI"CD14*
monocytes in the lower chamber was quantified with FlowCount
beads (Beckman Coulter). The percentage of cell migration was deter-
mined by comparing the number of viable cells in the lower compart-
ment after 2 hours of migration with the initial number of cells
seeded in the upper compartment.

Neutrophil survival

After 3 days of ASC stimulation (300 ng/mL sCD40L), purified neutro-
phils were co-cultured with or without ASCs (neutrophil/ASC ratio
2.5:1). The absolute number of viable DAPI-CD45" neutrophils was eval-
uated by flow cytometry with FlowCount beads after 2 days of culture.

Statistical analysis

Statistical analyses were performed with Prism software version
9.1.2 (GraphPad Software) and R version 3.6.0 (www.R_project.org).
The Wilcoxon test was used for matched pairs, and the Mann—Whit-
ney U test for nonpaired samples. When indicated, the normality of
distribution was tested by a Shapiro—Wilk test before using paired t
test. The fold-change is the ratio of median values.

The co-expression of NFKB1, NFKB2, RELA, RELB, and CXCL8 as well
as the correlation between TBX21, CD40LG, and IFNG were evaluated
by Pearson correlation analysis between two variables and visualized
on a matrix with package R corrplot version 0.84.

Results
Inflammation induces CD40 on ASCs

To explore the inflammatory context in obese patients, we ana-
lyzed by QPCR the expression of 44 inflammation-related genes in

AT-SVF obtained from 10 obese and nine lean patients. Gene expres-
sion profile of the 41 detectable genes was analyzed in a nonsuper-
vised manner through PCA (Figure 1A). Interestingly, AT-SVF
samples coming from obese versus lean patients were differentially
organized along the first dimension of the PCA (DIM1, P< 0.05)
(Figure 1B). The 23 genes contributing more than average to PCA
DIM1 (Supplementary Figure S3A) identified a pattern of genes
overexpressed in obese patients (Figure 1C) and essentially included
T cell and myeloid cell markers. CCL2, CCL5, and CXCL8, three inflam-
matory chemokines involved in the recruitment of myeloid cells,
belonged to this 23-gene panel together with the CD68 and CSFIR
macrophage markers. In agreement, ADIPOQ, the gene coding for the
anti-inflammatory factor adiponectin known to suppress M1 macro-
phage activation [23], was significantly reduced in obese patients
(Supplementary Figure S3B). Moreover, both TBX21 and GATA3, the
drivers of Th1 versus Th2 T cell differentiation, were found to be dif-
ferentially expressed between obese and lean patients (P < 0.05), and
TBX21 expression was found to be strongly correlated with IFNG and
CD40LG (P= 0.002 and P = 2.97 x 107>, respectively; Figure 1D), sug-
gesting an enrichment for functional Th1 cells in obese patients and
highlighting for the first time an overexpression of CD40LG in obese
AT-SVFs (P < 0.01, Figure 1E). We thus evaluated CD40 expression by
purified ASCs and revealed its overexpression in a series of obese
(n =5) versus lean (n = 5) native ASCs (P < 0.01) (Figure 1F). Interest-
ingly, analysis of public single-cell RNA-sequencing data obtained
from frozen WAT [24] identified native ASCs (corresponding to prea-
dipocyte and adipose precursor cell clusters) as the main CD40-
expressing cells within AT-SVF (Supplementary Figure S4A, B). These
data suggest that the CD40-CD40L pathway could be active in WAT
from obese patients and does not involve only mature adipocytes but
also CD40-expressing ASCs.

To better understand the signals triggered by CD40 upregulation
on ASCs, we stimulated short-term-expanded ASCs by various
inflammatory stimuli produced by activated Th1 cells, including
sCD40L, TNFe, and IFNy, or by CD4" T cells activated in vitro to
express CD40L (Supplementary Figure S4C). Whereas sCD40L did
not increase CD40-, [FNy-, or TNFa-induced CD40 overexpression on
ASCs as single agents, at either the mRNA or protein level (Figure 1
G, H and Supplementary Figure S4D, E), CD40 induction similar to
that obtained in ASC co-culture with activated CD4" T cells was
reached when combining IFNy, TNFe, and sCD40L, with a ~65-fold
increase of CD40 expression compared with resting ASCs. Overall, we
confirmed that inflammatory cytokines, but also direct contact with
activated CD4" T cells, upregulates CD40 expression on in vitro-
—expanded ASCs, as in ASCs from obese patients.

CDA4O0L triggers inflammatory chemokine overexpression in ASCs

After the demonstration of CD40 induction on ASCs exposed to
inflammatory stimuli in vitro and in vivo, we decided to investigate
the impact of CD40 activation on ASC properties, with a particular
interest in their production of chemokines, a key step in MSC immu-
nosuppressive properties [25]. Stimulation of in vitro—expanded
ASCs by sCD40L upregulated their expression of CCL2, CCL5, and IL-8
at the mRNA and protein levels (Figure 2 A, B). Given the huge infil-
tration of WAT from obese patients by neutrophils [11], we further
explored IL-8 production by primed ASCs. Activated CD4" T cells
strongly increased IL-8 production by ASCs, and this induction was
significantly reduced by decreasing ASC CD40 expression by a CD40
siRNA (Figure 2C), demonstrating a role for the CD40L-CD40 pathway
in T cell-dependent ASC activation. We next explored the ability of
the IL-8 produced by ASCs to recruit neutrophils. For that purpose,
we quantified by flow cytometry the number of neutrophils migrat-
ing toward supernatants from unstimulated and sCD40L-stimulated
ASCs through Transwell chambers (Figure 2D). Interestingly,
sCD40L-stimulated ASCs were more potent to recruit neutrophils
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Figure 1. Inflammatory context induces CD40 on ASC in vitro and in vivo. (A—E) AT-SVFs from obese (n = 10) and lean (n = 9) donors were studied by RT-QPCR for a panel of inflam-
mation-related genes. (A) Unsupervised analysis of the gene expression profile of the 41 expressed genes by PCA. (B) Scatterplot visualization of the first dimension of the PCA
(DIM1) eigengene value of each AT-SVF sample; *P < 0.05. (C) Heatmap representation of the 23 genes contributing more than average to PCA DIM1. (D) Correlation between TBX21
and IFNG and between TBX21 and CD40LG across the 19 AT-SVF samples. (E) Expression of CD40LG; **P < 0.01. (F) DAPI CD45 CD11b CD235a CD31 (D146 CD34" viable native
ASCs were sorted from obese (n = 10) and lean (n = 9) obese patients and studied for CD40 expression by RT-QPCR; **P < 0.01. (G and H) In vitro—expanded ASCs were activated by
sCD40L, TNFe (TNF), IFNy (IFN), or an activation cocktail containing TNF, IFN, and sCD40L. ASCs were also stimulated by activated CD40L-expressing CD4" T cells (Act CD4" T cells)
before sorting (for RNA extraction) or gating (for flow cytometry experiments) of CD45 CD105" primed ASCs. (G) CD40 mRNA expression was measured by RT-QPCR after 24 hours
of ASC activation (n = 6 ASC batches), normalized to three housekeeping genes, and represented in arbitrary units obtained by assigning the value of 1 to nonstimulated ASCs (dotted
lines). (H) CD40 protein membrane expression was also quantified by flow cytometry after 2 days (n = 6 ASC batches). The ratio of CD40 mean fluorescence intensity (MFI) to isotype
control MFI (rMFI) was normalized to 1 for the rMFI obtained with nonstimulated ASCs (dotted line), and the relative rMFIs (rrMFI) of CD40 between stimulated and nonstimulated
ASCs are represented. Bars: medians from independent experiments. *P < 0.05; ns, not significant.



J. Dulong et al. / Cytotherapy 00 (2022) 1-8 5

A *k
g  100- S 10007 Sk < 100- |
g —_ 2 100 & 2 .
g = & = . g = 104
[] [} °
X 0O 104 [ ] X 0 ] a o ° .
v g %o 24 3 3 10 8 ae 32 > a . 8 °® O Medium
g 9 o H 2 O 000 o U .' .. ]
£< o £2 11 .8 e 22 .’ ¢ @ sCD4OL
&= 14 ) - (o)
o= 0-5-5-86 o.o.. T S - o°8 %_\_0_1_
= S
3 H 2 o 3
S o1 9 r S 001 : . = .01 : .
B * Fokok
5000 - |—| 150 sk 1500
? 4000 H ’—E‘ 3 s e
W ° . % 100+ E 1000
2 3007 B < : oy ° oo O Medium
S 2000 ©°° . el & x @ scpbaoL
8 PPy 8 50 - v = 500
o o8 e 8 PP
1000 00 ” . 8 o
®eo0 o
0 T T ol efelee . oL Poo89 o
c 20000+ * DE wo@ctL E & 100, © CTL siRNA
) .
1s000{ * 2 g0 a-CXCR1 2 gl [0 cD40 siRNA
E & S
<. 10000 i o 60- S 60
8 A 5 s
2 5000 | ™ A 5
2 1 * | * | E" 40 4 :n 40
o7 ® 201 .w £ 204
oo -
. . s 0l ——= T -%n o5
CTLsiRNA  CD40 siRNA Medium sCD40L Medium Activated CD4*
T cells
sk
F G
O 20000 %k T 100 - 0.055
2. W cn = o A
> £ 15000 O AsC £
9
o9 @ sCDAOL-primed ASC g 604
2 5 10000 s
20 £ 404
E= N a
2 5000 £ 50l x %
NizIE
0 r r ; g 0 T T

Medium sCD40L

Figure 2. CD40L triggers chemokine overexpression and neutrophil recruitment by ASCs. (A and B) ASCs were cultured with (black symbols) or without (open symbols) sCD40L. (A)
CCL2, CCL5, and IL-8 were quantified by RT-QPCR after 24 hours of culture (n = 13 ASC batches), normalized to three housekeeping genes, and represented in arbitrary units obtained
by assigning the value of 1 to a pool of MSCs. (B) CCL2, CCL5, and IL-8 protein levels were quantified in cell supernatant by ELISA after 3 days of culture (n =10, n =8, n = 12 ASC
batches; respectively). (C) ASCs were transfected with control (CTL) or CD40 siRNA (three different siRNAs; 50 nM each) before co-culture with activated CD4" T cells (n = 5 ASC
batches). IL-8 protein level was quantified in the supernatant by ELISA after 3 days of culture. Dotted line represents the average of IL-8 levels found in the supernatant of ASCs cul-
tured without activated CD4" T cells. Each symbol corresponds to an individual experiment. Statistical analysis was performed using paired t test after testing the normality of the
distribution. (D) ASCs were cultured for 3 days with or without (medium) sCD40L before medium replacement. Supernatants were then collected and tested for their capacity to
trigger neutrophil recruitment in 2 hours through a 5-uM Transwell. Anti-CXCR1 blocking monoclonal antibody (a-CXCR1; 10 g/mL, green square) or its isotype control (CTL, 10
jeg/mL, pink circle) was added in the lower chamber. (E) ASCs were cultured for 3 days with or without (medium) activated CD4" T cells before medium replacement. Supernatants
were then collected and tested for their capacity to trigger neutrophil recruitment through a 5-uM Transwell. When indicated, ASCs were transfected with control (CTL siRNA, pink
circle) or CD40 (CD40 siRNA, green square) siRNAs before co-culture. (F) ASCs were cultured for 3 days with or without (medium) sCD40L before co-culture with neutrophils (neu-
trophil/ASC ratio, 2.5:1) for 2 days. The number of viable neutrophils was determined by flow cytometry. Shown are the data obtained using eight ASC batches and neutrophils puri-
fied from three donors. (G) ASCs were cultured for 3 days with or without (medium) soluble CD40L (sCD40L) before medium replacement. Supernatants were then collected and
tested for their capacity to trigger monocyte recruitment through a 5-M Transwell. Each symbol corresponds to an individual experiment (n = 8 ASC batches). Statistical analysis
was performed using Wilcoxon matched-pairs test.

than unstimulated ASCs, and neutrophil migration was completely resting ASCs and was suppressed when ASCs had been transduced by
abrogated by blocking the IL-8 receptor CXCR1 by an antagonist anti- CD40 siRNA before co-culture with T cells, indicating that CD4" T cells
body, demonstrating that neutrophil recruitment by resting and increased the capacity of ASCs to recruit neutrophils through CD40-
CD40L-primed ASCs was dependent on IL-8. To further investigate CD40L—-dependent IL-8 induction. BM-MSCs are well known to pro-
the relevance of these data, we next assessed whether supernatants tect neutrophils from apoptosis [22,26], and we thus evaluated
from ASC co-cultured with activated CD4" T cells were able to trigger whether ASCs displayed the same properties and how the process
the same effect on neutrophil migration (Figure 2E). Of note, diluted could be affected by CD40 stimulation. Interestingly, resting and
supernatant (1:3) from T cell-primed ASCs were used to obtain the sCD40L-primed ASCs strongly and similarly decreased neutrophil
maximum neutrophil migration (data not shown). Neutrophil migra- spontaneous cell death in vitro (Figure 2F). Of note, despite the slight
tion was higher in response to CD4" T cell-stimulated ASCs than upregulation of CCL2 production in sCD40L-activated ASCs
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(Figure 2A, B), the resulting increase of monocyte migration
remained nonsignificant (Figure 2G), highlighting neutrophils as a
major target of CD40 signaling in ASCs.

NF-kB mediates ASC activation by T cell-derived CD40L

CDA40 activity has never been studied on ASCs, and we decided to
explore the molecular mechanisms underlying its activation by
CD40L. Because both canonical (NFKB1) and non-canonical (RELB,
NFKB2) genes participated in the 23-gene pattern overexpressed in
obese AT-SVF (Figure 1C), and given the well-known activation of
both NF-xB pathways in immune cells by CD40L [27], we evaluated
the activation of NF-«kB by sCD40L in ASCs. Enzyme-linked immuno-
sorbent assay (ELISA)-based transcription factor activation assays
highlighted activation of both canonical and non-canonical NF-xB
pathways in ASCs after exposure to sCD40L (Figure 3A). Moreover,
we confirmed by confocal microscopy the translocation of the NF-«B
subunit RelA to the nucleus after CD40 engagement on ASCs
(Figure 3B). We then assessed whether activation of canonical and
non-canonical NF-xB pathways contributed to IL-8 production trig-
gered by sCD40L and activated CD4"* T cells in ASCs using validated
(Supplementary Figure S2) siRNAs targeting RELA and NFKB2. Inter-
estingly, IL-8 production was significantly decreased by these two
siRNA, independently of the source of CD40L (sCD40L or activated
CD4" T cells) (Figure 3C), leading to a decrease of neutrophil recruit-
ment (Figure 3D). Finally, IL-8 was found to be coregulated with NF-
«B family members in WAT, as highlighted by a Pearson correlation
performed on our series of 19 AT-SVF (Supplementary Figure S5),
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supporting a role for NF-«B in IL-8 expression in adipose tissue. Over-
all, these data support the hypothesis that CD4" T cells induce IL-8
production and neutrophil recruitment by ASCs through the activa-
tion of both canonical and non-canonical NF-«B pathways by CD40-
CD40L interaction, therefore participating in the inflammatory con-
text seen in AT-SVFs from obese patients.

Discussion

Accumulated evidence suggests that MSC immunosuppressive
activity is essentially inducible by inflammatory stimuli but, besides
well-described TNFe, IFNy, and Toll-like receptor (TLR) ligands, few
data are available about the impact of other immune cell-derived
factors on MSC immunoregulatory functions. In the current study, we
identified the CD40L-CD40 axis as a new pathway involved in T cell/
MSC cross talk and demonstrated that it could modulate the capacity
of native and culture-adapted ASCs to interact with neutrophils.

Mature adipocytes have been shown to express CD40 [20], simi-
larly to BM-MSCs that display increased CD40 expression in response
to in vitro inflammatory stimuli [28]. We report here that ASCs also
express CD40, in particular within inflamed WAT of obese patients
and under stimulation by activated CD4" T cell signaling in vitro. A
role for the CD40-CD40L axis in the interplay between stromal cells
and CD4" T cells has been reported for murine fibroblastic reticular
cells (FRCs), the specialized lymph node stromal cells regulating
immune response initiation, maintenance, and control. In this con-
text, activated T cells increase production of inflammatory chemo-
kines, including CCL5, by FRCs, in a CD40L-dependent manner [29].
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Figure 3. CD40 functional signaling in ASCs is mediated through the NF-kB pathway. (A) ASCs were treated with (gray bars) or without (medium, open bars) sSCD40L. NF-«B activa-
tion was evaluated after 1 hour (NF-«B1 and RELA) or 5 hours (NF-«B2 and RELB) of culture by an ELISA specific for activated DNA-binding forms of each NF-«B factor (n = 3 ASC
batches). (B) ASCs were cultured on glass cover slides and treated with or without (medium) sCD40L. RELA nuclear translocation was evaluated by immunofluorescence after
30 min of stimulation with anti-RELA antibody (green) and nucleus labeling (Sytox blue, blue). The scale bar represents 100 xm; the blank dots represent colocalization. Shown is
one representative experiment of three. (C) ASCs were transfected with control, RELA (pink circle), or NF-«B2 (green square) siRNAs before culture with activated CD4" T cells (n =3
ASC batches) or sCD40L (n = 3 ASC batches). IL-8 levels were quantified in the supernatant by ELISA after 2 days (sCD40L) or 3 days (activated CD4" T cells) of culture and normalized
to 100% for the IL-8 quantification obtained with control siRNA-transfected ASCs (dotted lines). (D) ASCs were transfected with control, RELA (pink circle), or NF-kB2 (green square)
siRNAs before culture with activated CD4" T cells (n = 3 ASC batches). Supernatants were then collected and tested for their capacity to trigger neutrophil recruitment in 2 hours
through a 5-uM Transwell. The percentage of migrating neutrophils was normalized to 100% for the migration measured with supernatants from control siRNA-transfected ASCs

(dotted lines).
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Interestingly, BM-MSC activation by CD40L-expressing mast cells
contributes to disease progression in splenic marginal zone lym-
phoma [30], and mast cells accumulate in WAT from obese patients
[8], suggesting they could participate in CD40-dependent activation
of ASCs. Of note, activated neutrophils could express CD40L [31] and
CD40 [32], making them able to directly interact with both CD40-
expressing ASCs and CD40L-expressing CD4" T cells, thus reinforcing
this ASC—T cell-neutrophil activation loop.

MSC immune functions involve early interaction with neutrophils.
BM-MSCs recruit neutrophils, in particular after priming by inflam-
matory stimuli, and sustain their survival through IL-6 production
[26]. Interestingly, CD40 activation did not upregulate IL-6 in ASCs
(Supplementary Figure S6), in agreement with their similar capacity
to inhibit neutrophil apoptosis in vitro compared with resting ASCs.
BM-MSCs also downregulate oxidative burst through ICAM1-depen-
dent neutrophil engulfment and extracellular release of the antioxi-
dant superoxide dismutase 3, while inhibiting the formation of
neutrophil extracellular trap (NET) and preventing neutrophil-
related tissue damage [33,34]. Similarly, amniotic membrane MSCs
decrease NET release as well as the production of reactive oxygen
species through producing TNFa-stimulated gene 6 protein (TSG-6)
[35]. Few data are available on the inhibition of neutrophil activity by
ASCs, but their clinical efficacy in cornea repair was attributed to their
capacity to trigger neutrophil clearance in a preclinical mouse model
[36]. In our study, the use of frozen AT-SVFs precluded any analysis
of neutrophil infiltration and activation in situ. How ASC inhibitory
functions toward neutrophils could reduce inflammatory responses
in obese patients thus remains to be explored. Of note, IL-18 was
recently shown to collaborate with TNFo/IFNy to upregulate IL-8
production and resulting neutrophil migration in BM-MSCs in a
NF-«kB—dependent manner [37]. These data suggest that other
NF-kB—activating stimuli could synergize with CD40L in triggering
neutrophil recruitment by primed MSCs. [FNy is produced by CD40L-
expressing Th1 cells and is overexpressed in obese WAT, whereas
TNFa upregulates IFN-yR [37] and CD40 (our study) on MSCs, under-
lying the capacity of MSCs to respond to complex inflammatory
molecular patterns.

Culture-adapted ASCs are intrinsically more efficient than BM-
MSCs at recruiting neutrophils and overexpress TSG-6, involved in
the early inhibition of neutrophil and macrophage activity, a specific
feature imprinted by their tissue origin [2]. ASCs also overexpress
NF-«B family members compared with their BM counterparts and
are considered to be FRC precursors [38]. It is thus tempting to specu-
late that expression of functional CD40 should thus be taken into
account when generating ASCs for clinical application, in particular
considering the huge amount of sCD40L present in platelet lysate-
containing medium frequently used to produce clinical-grade ASCs
[39]. Given the major role of MSC—neutrophil interaction in MSC
immunosuppressive activity, and the increasing interest in ASCs in
MSC-based clinical trials at the expense of their BM counterparts, our
work could pave the way for an integration of CD40-CD40L as an
MSC priming pathway with physiopathological and clinical impact.
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