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Multiple sclerosis (MS) is a chronic inflammatory disease of the central nervous system
(CNS), in which T-cell migration into the CNS is key for pathogenesis. Patients with MS
exhibit impaired regulatory T cell populations, and both Foxp3+ Tregs and type |
regulatory T cells (Tr1) are dysfunctional. MS is a multifactorial disease and vitamin D
deficiency is associated with disease. Herein, we examined the impact of 1,25(0OH)2D3 on
CD4+ T cells coactivated by either CD28 to induce polyclonal activation or by the
complement regulator CD46 to promote Tr1 differentiation. Addition of 1,25(0H)2D3
led to a differential expression of adhesion molecules on CD28- and CD46-costimulated T
cells isolated from both healthy donors or from patients with MS. 1,25(0OH)2D3 favored
Tr1 motility though a Vitamin D-CD46 crosstalk highlighted by increased VDR expression
as well as increased CYP24A1 and miR-9 in CD46-costimulated T cells. Furthermore,
analysis of CD46 expression on T cells from a cohort of patients with MS supplemented by
vitamin D showed a negative correlation with the levels of circulating vitamin D. Moreover,
t-Distributed Stochastic Neighbor Embedding (t-SNE) analysis allowed the visualization
and identification of clusters increased by vitamin D supplementation, but not by placebo,
that exhibited similar adhesion phenotype to what was observed in vitro. Overall, our data
show a crosstalk between vitamin D and CD46 that allows a preferential effect of Vitamin D
on Tr1 cells, providing novel key insights into the role of an important modifiable
environmental factor in MS.

Keywords: vitamin D, multiple sclerosis, type | regulatory T cells, adhesion, CD46

INTRODUCTION

Vitamin D deficiency is a growing public health problem that is proposed as a contributing factor in
several chronic inflammatory diseases. Vitamin D3 (cholecalciferol) is formed in the skin from 7-
dehydrocholesterol following exposure to the ultraviolet radiation in sunlight. It is converted by
hydroxylation in the liver to 25-hydroxyvitamin D3 (25(OH)D3) (calcidiol). This is followed by a
second hydroxylation in the kidney to 1,25-dihydroxyvitamin D3 (1,25(OH)2D3) (calcitriol) which
is the active form of vitamin D. Vitamin D metabolism is controlled by several enzymes including
the cytochrome P450 monooxygenase 25(OH)D 1o hydroxylase (CYP27B1; 10(OH)ase), which
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metabolizes 25(OH)D3 to 1,25(0OH)2D3, while CYP24A1
converts it back to an inactive form for further degradation.
Importantly, these enzymes are also active in leukocytes enabling
them to regulate the presence of 1,25(OH)2D3 in the micro-
environment (1). Indeed, 1,25(OH)2D3 has immunomodulatory
roles and exerts a direct action on T cells (2). T cell activation
induces the expression of the nuclear Vitamin D receptor (VDR),
which is required for T cell activation (3). 1,25(OH)2D3
decreases secretion of IFNY, increases IL-10 production and
generates both conventional CD25+Foxp3+ regulatory T cells
(Tregs) and IL-10-secreting Type I regulatory cells (Tr1) (4-7),
which are essential for immune homeostasis (8, 9).

Multiple sclerosis (MS) is a complex autoimmune inflammatory
disease of the central nervous system (CNS) in which genetic
predisposition and environmental factors contribute to disease
pathogenesis (10, 11). The key role of the immune system in MS
pathogenesis has been highlighted by genome-wide association
studies (12), and the efficacy of immune-targeting therapeutic
strategies, with a central role for T cells due to effector T cells
(Teffs) that recognize auto-antigens and reduced numbers or
impaired function of regulatory T cells. Both Foxp3+ Tregs and
Trl, such as those induced by ligation of the complement regulator
CD46 (13, 14), are dysregulated in MS (15-17). While CD46
costimulation first promotes Thl differentiation, as IL-2
accumulates, CD46 switches human T cells from a Thl to a Trl
phenotype, characterized by moderate IFN-y and high IL-10
secretion (13, 14). T cell activation induces secretion of C3b, a
ligand for CD46, resulting into autocrine activation of the T cells
(14). CD46 induction of the Tr1 phenotype is dysregulated in MS
and other chronic inflammatory diseases, as CD46-costimulated T
cells in these patients secrete less IL-10 but normal levels of IFN-y
(14, 16, 18-21). Patients with relapsing-remitting MS have lower
levels of circulating vitamin D than controls (22, 23). Treatment
with 1,25(0OH)2D3 suppresses the development and progression of
experimental autoimmune encephalomyelitis (EAE), a murine
model of MS (5, 24). In MS, Vitamin D supplementation is safe
and has been variably associated with improvement of disease (25,
26) and with a modulation of T cell responses (27-29). In vitro, 1,25
(OH)2D3 promotes CD46 shedding and the switch to Trl
differentiation, suggesting that it acts in part through its effects on
CD46 (7). Furthermore, 1,25(OH)2D3 can restore the correct ratio
of IL-10:IFNYy produced by CD46-costimulated T cells from
patients with MS (7).

Immune cell trafficking across the blood-brain-barrier (BBB)
is a multi-step process that involves the sequential interaction of
specific cellular adhesion and signaling molecules, such as the
integrin VLA-4 (04B1, CD49d/CD29), LFA-1 (aLB2, CD11a/
CD18) and other cellular adhesion molecules such as CD226,
CD166, CD146, CD6, and CD99 (30). Recruitment of T cells into
the CNS is indeed crucial for the pathology of MS and molecules
controlling T cell migration represent key targets for therapy.
However, blocking immune cell trafficking is associated with
potentially fatal side-effects including progressive multifocal
leukoencephalopathy due to limitation of the CNS immune
surveillance (31). Therefore, it is important to determine
whether distinct adhesion molecules drive the migration of

effector T cells and/or regulatory T cells into the CNS, to
preferentially target migration of pathogenic T cells.

In this study, we analyze the role of 1,25(0OH)2D3 on
polyclonally activated T cells or Trl differentiated T cells, in
the context of T cell migration in MS. Overall, our data suggest
that Vitamin D favors response to CD46-induced Trl cells
through increased VDR expression and allowing a better
response to Vitamin D that promotes Tr1 cells. This represents
a key mechanism to promote immuno-modulation in chronic
inflammatory diseases, including MS.

MATERIALS AND METHODS

Cell Purification and Activation

Peripheral Blood Mononuclear Cel (PBMCI) were isolated from
blood obtained after informed consent of patients in the relapsing-
remitting stage (RRMS, see patient description in Table 1, ethical
approval SR258) or from age and sex-matched healthy donors
(ethical approval AMREC 115-HV-013), and samples were
obtained after informed consent according to the Declaration of
Helsinki. Purified CD4+ T cells (StemCell, Grenoble, France)
(Supplementary Figure S1) were activated for four days with
pre-coated anti-CD3 (OKT3, 5ug/ml)/anti-CD46 (MC120.6, 10
pg/ml) or anti-CD3/anti-CD28 (CD28.2, Biolegend, 5 ug/ml), and
10 U/ml of rhIL-2 (Cambridge Bioscience, Cambridge, UK) (13). At
the beginning of the culture, cells were treated with 10"M 1,25(0OH)
2D3 (Sigma, Gillingham, UK), a dose previously reported to
promote IL-10-producing Trl cells (6, 32, 33) or the vehicle
control, ethanol.

Patients Supplemented by Vitamin D
Frozen PBMCs from RRMS patients from a former study (34)
were obtained and subjected to flow cytometry analysis. Briefly,

TABLE 1 | Multiple Sclerosis (MS) patient characteristics.

Patient Age Gender EDSS Treatment
MS1 n/a M 1 None

MS2 43 F 1 Dimethyl fumarate
MS4 25 M 1 Dimethyl fumarate
MS5 49 F 1.5 None

MS6 33 F 1 None

MS7 41 F 2 Beta Interferon
MS8 39 M 2 Dimethyl fumarate
MS10 32 F 1 Beta Interferon
MS11 46 F 0 Dimethyl fumarate
MS12 55 F 2 Dimethyl fumarate
MS13 33 F 1 Dimethyl fumarate
MS14 39 F 0 Dimethyl fumarate
MS15 31 F 0 Dimethyl fumarate
MS16 37 F 1 Dimethyl fumarate
MS17 53 M 2 Dimethyl fumarate
MS18 49 F 2 Dimethyl fumarate
MS19 32 M 1 Dimethyl fumarate
MS20 44 F 2 Dimethyl fumarate
MS21 21 M n/a Dimethyl fumarate
MS22 36 M 1 Dimethyl fumarate
MS23 57 F 7 None
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RRMS patients with relapsing-remitting MS received vitamin D3
supplements (4,000 IU/day) or placebo during 16 weeks and
flow cytometry analyses were performed before and
after supplementation.

Flow Cytometry

After T cell activation, T cells were stained with directly labeled
antibodies (or isotype controls) as follows: CD46 (FITC, clone:
MEM-258, Biolegend), CD11a (PE, clone HII11, Biolegend),
CD69 (FITC, clone FN50, Biolegend), CD99 (PE, clone 3B2/
TAS, Biolegend), CD29 (PE, clone: TS2/16, Biolegend), CD49d
(APC, clone: 9F10, Biolegend), CXCR3 (PE human, Miltenyi
Biotech), CD226 (APC, clone 11A8, Biolegend), CD146 (APC,
clone P1H12, Biolegend), CD166 (PE, clone 3A6, Biolegend),
TIGIT (APC, clone: A15 15 36, Biolegend). Cells were analyzed
using a FACSCalibur or a 5 laser LST Fortessa (BD Biosciences).
A live-dead marker (LIVE/DEAD"" Fixable Far Red Dead Cell
Stain, Thermofisher) was added to the cells to exclude dead cells.
The delta geometric mean is shown (MFI staining - MFI
isotype). Representative staining are shown in Supplementary
Figure S1. For the cohort of patients supplemented with vitamin
D, PBMCs were analyzed with a panel of antibodies consisting of
CD3-AF700, CD4-FITC, CD25-BV605, CD127-BV421,
CD45RA-BV510, Foxp3-PE, CD46-PE/cy7, CD226-PE-dazzle
594, CD146-APC, CD162-BV711, CD6-BV785. Viable cells
were selected using the NIR-ZOMBIE APC-Cy7 (Biolegend)
(Supplementary Figure S1C). Cells were analyzed using a
Fortessa (BD Biosciences) and analysis was done using FlowJo
and t-SNE clustering.

Analysis of Flow Cytometry Data

With t-SNE and Phenograph

Data were first analyzed using FlowJo with FlowAl that cleans
unwanted events by evaluating three different properties (abrupt
changes in the flow rate, instability of signal acquisition and outliers
in the lower limit and margin events in the upper limit of the
dynamic range) (35). The number of live CD3+CD4+ T was
reduced in order to normalize the number of events from each
file to the concatenated total. Samples were randomly downsampled
to 20,000 events per sample for ex vivo PBMCs (10,000 events per
sample for activated cells). The concatenated population contained
a total of 360,000 cells for ex vivo PBMCs (140,000 per sample for
activated cells. A t-Distributed Stochastic Neighbor Embedding
(tSNE) was then run on the concatenated file to allow the
visualization of complex multi-dimensional data in fewer
dimensions. Events with a similar multidimensional expression
pattern group together within the dimensionally reduced data
space. CD3, CD4 and Viability Dye were removed from the t-
SNE and Phenograph analysis. In order to choose the analysis
parameters for the t-SNE and Phenograph analysis, the data were
run with increasing perplexity (from 10 to 10 starting at 30 as the
default value) for t-SNE and increasing k value (from 5 to 5, starting
at 30) for Phenograph (36). From a perplexity of 80 and above, the
clustering did not significantly change anymore. We therefore chose
100 and 50 for the k-value (reaching a plateau). Opt-SNE, an
automated toolkit for t-SNE parameter selection (37) was run with

the following parameters: perplexity = 100 (the number of nearest
neighbors), iteration = 1000 (maximum number of iterations) and
Eta = 44,099 (Learning rate). In each figure, all samples were derived
from the same t-SNE run. Phenograph was also run on the
concatenated files to determine phenotypic similarities between
cells according to k-nearest neighbors (k=50) and automatically
identify clusters (38).

Chemotaxis Assay

The ability of activated CD4" T cells to migrate toward CXCL11
was monitored by a chemotaxis assay using Transwell inserts
(6.5 mm insert, 3 um filter, Costar). 600 pl/well RPMI or CXCL11
(100 ng/ml, Recombinant Human CXCL11 (ITAC), carrier-free,
Biolegend) was added to the lower chambers. Activated CD4" T
cells were resuspended in fresh medium (1 million/ml) and 100 ul
was added to the upper chamber of the Transwell inserts, and
incubated at 37°C for 3.5 hrs. To evaluate chemotaxis, cells in the
bottom chamber were then analyzed by flow cytometry for 1 min
to evaluate the number of cells present. Dunn chamber chemotaxis
was performed with CD3/CD46-activated T cells allowed to
migrate in a gradient of 0-100nM nM CXCLI11. Cells were
monitored in a temperature-controlled chamber for 30 min by
time-lapse imaging using an inverted RMDIB microscope (Leica)
equipped with an Orca camera (Hamamatsu) that was controlled
by Micromanager image acquisition software (Fiji). The paths of
individual cells were tracked using the manual tracking plug-in
into Image] and tracks analyzed using the chemotaxis tool plug-in
into Image] (Ibidi).

Quantification of mRNA and

miRNA by qPCR

Subsequent to T cell activation, the T cells were harvested, lysed in
TRIzol reagent (Qiagen) and the total RNA isolated using the
miRNeasy mini kit (Qiagen) as directed by the manufacturer. The
quantity and purity of the extracted RNA was determined using a
Nanodrop spectrophotometer and cDNA generated using the
QuantiTect reverse transcription kit (Qiagen). Relative mRNA
expression of CYP27B1 (Forward primer:
CCAGACAGCACTCCACTCAG, Reverse primer: ACAGAGT
GACCAGCGTATTT), CYP24A1 (Forward primer: GATTTTCC
GCATGAAGTTGGGT, Reverse primer: CCTTCCACGGTTTG
ATCTCCA) and VDR (Forward primer: GTGGACATCGGCA
TGATGAAG, Reverse primer: GGTCGTAGGTCTTATGGTGGG)
using a Roche Lightcycler with PowerUp SYBR green mastermix
(ThermoFisher). The ribosomal protein RPL13A, (Forward primer:
ACCGTCTCAAGGTGTTTGACG, Reverse Primer:
GTACTTCCAGCCAACCTCGTG) was used as an endogenous
control (1). Expression of miR-9 and RNU-44 was assessed using
Taqman miRNA assays (Applied Biosystems). Results were
analyzed using the (2°“) method with normalization against
RPL13a and RNU44 expression for mRNA and miR, respectively.
Results are expressed as fold change relative to unstimulated cells.

Statistics
The groups were analyzed using Graphpad Prism software. All
data are represented as mean * standard error of the mean
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(SEM), and were analyzed using the Wilcoxon test when
assessing paired samples, or ANOVA with appropriate post hoc
analysis for multiple comparisons. A non-parametric Mann-
Whitney test or Kruskall-Wallis test was used to compare
healthy T cells and MS T cells. Regression analysis was used to
test for correlations between vitamin D concentrations and
CD46 expression. P-values were considered significant as
follows: *: p<0.05 to 0.01, **: 0.001 to 0.01, ***: 0.0001 to
0.001, and ****: < 0.0001.

RESULTS

1,25(0OH)2D3 Differentially Modulates
Surface Expression of Adhesion Molecules
Depending on the Activation Pathway
Purified human CD4+ T cells from healthy donors were
activated in the presence or absence of 1,25(OH)2D3 by either
CD3/CD28 to assess polyclonally activated effector T cells or

were costimulated with the complement regulator CD46 to
induce Trl-like cells (13, 14) (Supplementary Figure S2).
Expression of the integrins CD49d (the o chain of VLA-4, 04),
CD29 (the B chain of VLA-4, B1) and CD11a (the o chain of
LFA-1, aL), known to be involved in the regulation of T cell
trafficking to the CNS, was determined. The expression of CD46
and CD69 was used to assess activation. As previously reported
(7), the addition of 1,25(0OH)2D3 promoted CD46 shedding
upon its ligation (Figure 1A) that is required for Trl
differentiation (39, 40). The two costimulation pathways
induced similar expression of the activation marker CD69, and
this was strongly increased by the addition of 1,25(OH)2D3. In
contrast, 1,25(0OH)2D3 inhibited T-cell activation dependent
upregulation of CD49d, and significantly decreased CD29 on
CD28- but not on CD46-coactivated T cells, and had no
significant effect on CD11a expression (Figure 1A). To better
visualize the modulation of expression, the difference in the levels
of CD49d, CD29 and CD11a after activation with CD46 or CD28
costimulation compared to their basal expression in
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FIGURE 1 | 1,25(0OH)2D3 differentially modulates integrin surface expression on activated T cells depending on their activation pathway. (A) Human CD4+ T cells
were left unstimulated (US) or were activated with anti-CD3 and anti-CD28 or anti-CD46 as indicated, in the presence or absence of 1,25(0H)2D3 (VitD). After 4
days, expression of CD46, CD69, CD49d, CD29, and CD11a was assessed by flow cytometry (mean + SEM, n= 24, one way ANOVA with Holm-Sidak’s multiple
comparisons post hoc test). (B) The change in expression of CD49d, CD29, and CD11a upon activation compared to expression in unstimulated T cells was
calculated (mean + SEM, n= 22, Friedman test with Dunn’s multiple comparisons test). *: p<0.05 to 0.01, **: 0.001 to 0.01, ***: 0.0001 to 0.001, and ****: < 0.0001.
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unstimulated T cells is also represented in Figure 1B. It was
previously reported that 1,25(OH)2D3 increased expression of
the skin-homing chemokine receptor CCR10, and decreased
expression of the gut-homing trafficking molecules 04fB7-
integrin and CCR9 (41). In agreement, we also observed that
Vitamin D reduced B7-integrin expression on CD28-coactivated
T cells (Supplementary Figure S3A). In contrast, we found that
1,25(0OH)2D3 significantly increased expression of CCR9, but
not CCRI10, following both costimulation pathways
(Supplementary Figure S3B), and we did not detect a
significantly increased B7-integrin expression after CD46-
costimulation as previously reported (42).

We next assessed the effect of 1,25(OH)2D3 on a panel of
activation and cellular adhesion molecules that had been
previously identified as playing a role in T cell activation and/
or migration to the CNS (43-46). First, we observed that, in the
absence of 1,25(0OH)2D3, CD28 and CD46 costimulations led to
a differential modulation of these surface receptors (Figure 2).
CD46 notably promoted expression of CD226/DNAM-1,
CD146/MCAM, and CD166/ALCAM but reduced CD99.
Second, 1,25(0OH)2D3 had marked effects by increasing CDG6,
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(Figure 2).

The effect of 1,25(OH)2D3 on T cells isolated from patients
with relapsing-remitting MS (RRMS) was next examined
(Supplementary Figure S4). We calculated the difference in
expression of adhesion molecules upon addition of 1,25(OH)
2D3 (Figure 3). Similar effects of 1,25(OH)2D3 were observed
for healthy donors and RRMS patients, although the increase in
CD6 and CD226 observed with addition of 1,25(0OH)2D3 was
reduced in CD46-costimulated MS cells; this also holds for the
decrease in CD49d expression. These changes seemed to be
independent of disease-modifying treatments (Supplementary
Figure S5).

Overall, these data demonstrate a distinct modulation of cell
adhesion molecules controlling migration by 1,25(OH)2D3 on
CD28- and CD46-costimulated T cells. Similar trends were
observed on T cells isolated from healthy donors and patients
with RRMS, although CD46 costimulation of MS T cells revealed
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a reduced modulation, likely reflecting the altered CD46 pathway
in these patients (16, 18).

1,25(0H)2D3 Favors Chemotaxis of CD46-
Mediated Tr1 Cells Toward CXCL11
Through a CD46-Vitamin D Crosstalk
Chemokine receptors dictate chemotaxis and migration of
activated T cells. Notably CXCR3 is implicated in regulating T
cell migration in MS and 1,25(OH)2D3 reduces CXCR3
expression in EAE (47). We assessed chemotaxis of activated T
cells (upper chambers) toward the CXCR3 ligand CXCL11
(lower chambers). Addition of CXCLI11 increased migration of
both CD28- and CD46-coactivated T cells (Figure 4A, left
panel). 1,25(OH)2D3 enhanced CXCL11-mediated chemotaxis,
and it favored migration of CD46-costimulated cells compared
with CD28-activated T cells (~3 fold increase) (Figure 4A, right
panel). The effect of 1,25(OH)2D3 on increasing Trl-like cell
motility was confirmed by assessing velocity and distance
traveled using Dunn chambers (Figures 4B, C).

The increased motility induced by 1,25(OH)2D3 was not due
to increased CXCR3 expression on activated T cells
(Supplementary Figure S6). The biological functions of 1,25
(OH)2D3 are mediated through the VDR. Moreover, the amount
of 1,25(OH)2D3 available is regulated by CYP27B1 and
CYP24A1. To explain the preferential effect of vitamin D on
CD46-costimulated cells compared with CD28-activated cells,
the levels of expression of VDR, CYP27B1 and CYP24A1 mRNA
in activated T cells were assessed, with and without the addition
of 1,25(0OH)2D3 (Figure 5). We also examined expression of the

miRNA miR-9 that regulates VDR expression (48). Differences
in their expression were found depending on the costimulatory
signals received by the T cells. Increased VDR expression was
detected upon T cell activation confirming previous reports (3),
but CD46-costimulation doubled VDR expression when
compared with CD28-costimulation, and expression was
further increased by addition of 1,25(0OH)2D3. Expression of
miR-9 was increased following CD46-costimulation, and
significantly augmented in the presence of 1,25(OH)2D3.
CYP27B1 was not significantly increased by CD46
costimulation compared with CD28 and was not modulated by
1,25(0OH)2D3, but adding 1,25(0OH)2D3 led to a large increase in
CYP24A1 in CD46-costimulated T cells, indicating that the
increased VDR expression is functional. As 1,25(0H)2D3
promotes the CD46-mediated switch from pro-inflammatory
Thl to regulatory Trl (7, 14), these data indicate interplay
between the CD46 and Vitamin D pathways, favoring an effect
of 1,25(0OH)2D3 on Trl cells.

Vitamin D Supplementation Modulates the
Expression of Adhesion Molecules on
CD4+ T Cells in Patients With MS In Vivo

In order to assess whether Vitamin D was able to modulate
expression of adhesion molecules in humans in vivo, we next
analyzed samples from a cohort of patients with RRMS
supplemented by vitamin D3 (or placebo) previously reported
(34). Within PBMCs, CD3+CD4+ T cells were analyzed for
CD46, CD226, CD6, CD146, CD162/PSGLI, as well as Treg
markers (Foxp3, CD25, CD127, CD45RA). Significant increases
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FIGURE 4 | 1,25(0OH)2D3 favors migration of CD46-activated T cells. (A) Human CD4+ T cells were activated as indicated and chemotaxis to CXCL11 assessed by
transwells after 3.5 hrs. The left panel shows the increased chemotaxis after normalization to migration in the absence of CXCL11 (n=10, mean + SEM), and the right
panel the numbers of cell migrated when the cells were activated in the presence or absence of 1,25(0H)2D3 (n=6, mean + SEM). (B, C) CD46-costimulated T cells
activated in the presence or absence of 1,25(0H)2D3 were added to Dunn chambers with CXCL11 and time-lapsed every 30 s for 30 min. Analysis of the cell
movements were performed using the chemotaxis plugin from Ibidi into imaged. *: p<0.05 to 0.01 and ***: 0.0001 to 0.001.

Frontiers in Immunology | www.frontiersin.org

November 2020 | Volume 11 | Article 598727


https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Killick et al.

Vitamin D Favors Tr1 Response

250+ L s
20 i °
04 L o
° 7; o)
Y 1504 ° 2 o
S 1004 - - %°
O ° '&O
50+ .' 5%
o0
0 ST

ct VitD
us [cp4s|cp28| us [cp46|cp2s

»

2000+
1500+
1000+
G 500

100+
754
50

L]
25
0Leoee I'&] P ] PODON

ctd VitD |

us |cp4s|cD28| us |cp4s|cp2s |

miR

to 0.01, *: 0.001 to 0.01, **: 0.0001 to 0.001, and ***: < 0.0001.

150+
N (o]
o 100 . °
~
o .
>- 50 ®e® i
(&) ] E 2
0L csmmesn- ° G-
| ctrl VitD
| Us |cpa6|cp28| us |cpas|cp2s
kok ok
20000+ . ok )
150004 °
= 10000+
< 5000- ,%‘
<
o 50007 °
S o
O 2500 é o
) .
Ctrl VitD
us |cp46|cp28| uUs |cpa6|cp2s

FIGURE 5 | Crosstalk between the CD46 and vitamin D pathways. Human CD4+ T cells were activated as indicated and expression of VDR, miR-9, CYP27B1, and
CYP24A1 was quantified by gPCR after 4 days. Relative quantification was calculated according to the expression of the house keeping gene (ACt) and the fold
change compared to unstimulated samples (272Ct) was calculated. Analysis was performed using one way Anova with Sidak’s multiple comparisons test. *: p<0.05

in circulating vitamin D levels were observed after
supplementation (Figure 6A). We first analyzed the correlation
between the concentration of circulating vitamin D and CD46
expression at the surface of T cells. A significant negative
correlation was observed for CD46 expression on CD4+ T cells
(Figure 6B). Similar trends were observed when the patients
were segregated according to vitamin D supplementation
(placebo with open circles, vitamin D with closed symbols,
untreated patients depicted as red dots). Expression of the
adhesion molecules was determined using unsupervised t-SNE
analysis and phenograph clustering that allowed the
identification of 24 clusters within the CD3+CD4+ population
(Figures 6C, D, Supplementary Figure S7). We selected clusters
for which a modulation of the proportion/cell counts was
differentially observed after vitamin D treatment or placebo.
The clusters 7, 16, and 24 were increased with VitD and/or
decreased with placebo (Figure 7A). Among these, the cluster 24
reproduced the effects observed in vitro when activated by CD46,
with reduced CD46 expression associated with an increased
expression of CD6 and CD226, and a decreased expression of
CD146 (Figure 7B). Interestingly, a strong increase in CD162
was also detected in this cluster. We confirmed the regulation of
CD162 in vitro by CD46 stimulation in the presence of vitamin D
(Supplementary Figure S8). Reduced CD25 expression was
detected on the clusters 7 and 16. In contrast, the cluster 9,
which is increased in the placebo group but stable with vitamin
D, expressed increased CD25. While an increase of CD6 was

observed for the clusters 7, 16, and 24, the upregulation of CD226
was only observed in the clusters 24 and 7, while cells represented
in the cluster 16 exhibited a strong downregulation of CD226
expression. This suggests that vitamin D supplementation exerts
different effects on CD226 depending on the T cell subsets.
Opverall, the data show that vitamin D supplementation affects
CD46 expression and modulates the adhesion molecules on
circulating T cells, with some T cell clusters resembling the
phenotype observed after CD46 costimulation in vitro. The
analysis also allowed the identification of 2 clusters (4 and 18)
that corresponded to Tregs (Foxp3+CD25+CD127lo)
(Supplementary Figure S9). Interestingly, the cluster 4
expressed very high levels of CD146 and increased CD46
expression. However, no significant differences were observed
between the placebo and vitamin D supplemented groups as
similar increased proportions and cell numbers were detected for
both groups (Supplementary Figure S9).

Vitamin D Supplementation Modulates the
Profile of Adhesion Molecules Upon In
Vitro T Cell Activation

We next determined whether vitamin D supplementation could
modulate the profile of cell adhesion molecules after T cell
activation. We compared the phenotype of the CD3+CD4+ T
cells after costimulating the PBMCs in vitro with CD28 or CD46.
The t-SNE analysis showed, as expected, different clustering
depending on the costimulation pathway (Figures 8A, B).
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FIGURE 6 | Vitamin D supplementation modulates the phenotype of T cells in patients with multiple sclerosis (MS) in vivo. (A) 25(OH)D levels in serum before and
after a 16-week treatment with vitamin D or placebo (PCB) in a cohort of patients with MS (11 IFNB-treated, 3 untreated, red dots). (B) Correlation between the
expression of CD46 on circulating CD3+CD4+ T cells and vitamin D concentration. Placebo: open circles, vitamin D: closed symbols, untreated patients depicted as
red dots. (C) t-SNE was run on the concatenate file of 360,000 cells (perplexity = 100, iteration = 1000, Eta= 44,099). Phenograph was also run to identify clusters
(K=50) in the CD3+CD4+ T cells from five patients supplemented with vitamin D and four placebo (all IFNB treated). (D) Cell counts and percentage of the 24
clusters identified by PhenoGraph (in C) in the vitamin D and placebo groups before and after treatment. Boxes identified the clusters for which a differential

Interestingly, changes in the clustering were mainly observed
after vitamin D supplementation upon CD46 costimulation with
minimal changes observed after CD28 coactivation. The
phenograph analysis identified 19 clusters, with different
proportions depending on the costimulation pathways (Figure
8C, Supplementary Figure 10). We highlighted the clusters for
which an increased or decreased proportion was detected after
vitamin D supplementation and not placebo (Figure 8D).
Analysis of their phenotype shows that most of the clusters
that were increased by vitamin D supplementation had lower
CD25 expression and increased CD162 levels, with variable levels
of CD46, CD226, and CD6 (Figure 9A). In contrast, the clusters
decreased by vitamin D supplementation exhibited increased
CD25 expression and lower CD46 expression with minimal
changes in the adhesion molecules (Figure 9B). These data
show that vitamin D supplementation also affects the profile of
T cells upon their reactivation.

DISCUSSION

In this study, we highlight a key role of 1,25(OH)2D3, one of the
most prevalent modifiable environmental factors in MS, in the
regulation of inflammation by demonstrating its role in
differentially modulating the expression of adhesion molecules
involved in the migration of T cells to the CNS, depending on
their activation pathways (Figure 10). Vitamin D decreases
CD49d on both CD46- and CD28-costimulated T cells, but it
only reduces CD29 in CD28-activated T cells, hence it may still
allow migration of Tr1 cells through residual VLA-4 or other B1
integrins present at the surface of these cells. Of note, the analysis
of the previously reported differentially expressed genes after
1,25(0OH)2D3-treatment of EAE in the rat (49) shows decreased
expression of itga4 (coding for CD49d), itgb1 (CD29) and mcam
(CD146), suggesting, at least in part, a role of vitamin D at the
transcription level. 1,25(OH)2D3 has been reported to induce a
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skin-homing phenotype in T cells by increasing expression of
the skin-homing chemokine receptor CCR10, and decreasing
expression of the gut-homing 04P7 integrin and CCR9 (41).
While we detected a decrease in B7-integrin expression, we also
observed a significant increase in CCR9 with addition of 1,25
(OH)2D3. In the present study, we used CD4+ T cells without
IL-12 stimulation, whereas the previous study (41) used
predominantly CD8+ T cells that had been activated in the
presence of IL-12, with minimal effects on CD4+ T cells unless
these were pre-activated.

Vitamin D also strongly modulated the expression of several
adhesion molecules known to control T cell migration to the
CNS. Addition of 1,25(OH)2D3 in vitro increased expression of
both CD6 and CD226, while it decreased expression of CD166
and of CD146 especially on CD46-costimulated T cells. CD146
expression is increased on T cells from Natalizumab (anti-
integrin 04)-treated patients and favors Th17 migration (46,
50). The large reduction in CD146 expression observed following

CD226hi CD146lo
CD46lo

FIGURE 7 | Vitamin D supplementation modulates the expression of adhesion molecules on CD4+ T cells in patients with multiple sclerosis (MS). (A) Percentage
and (B) phenotype of the clusters increased after vitamin D supplementation (clusters 7 and 16), decreased by placebo (clusters 16 and 24) or increased by placebo
but stable with vitamin D (cluster 9). The phenotype represented is from the Vitamin D after group and is representative of the four different groups as they represent

Vitamin D treatment would be consistent with a reduction in
Th17 recruitment to the CNS. CD6 regulates T cell activation
and polymorphisms have been identified in MS (45).
Intriguingly, 1,25(OH)2D3 increased CD6 expression but
decreased its ligand, CD166/ALCAM. It would therefore be
interesting to determine the role of vitamin D on the
expression of CD318, a second ligand for CD6 recently
identified (51).

CD226 is expressed by Thl and Th17 cells and its blockade
ameliorates the course of EAE (52, 53). However, the role of
CD226 in Tregs is controversial. Although CD226 upregulation
has been associated with reduced suppressive activity (54), the
level of CD226 expression in Tregs has been correlated with their
increased suppressive activity, with MS Tregs expressing lower
levels of CD226 (44). Furthermore, CD226 is also a marker of
Trl (55) suggesting that it plays a role in Trl function. Indeed,
1,25(OH)2D3, which induces CD226 on CD46-costimulated T
cells, promotes CD46-mediated Trl suppression (7). In EAE,
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FIGURE 8 | Vitamin D supplementation modulates the phenotype of T cells in patients with multiple sclerosis (MS) after in vitro activation. (A) t-SNE representation
and (B) intensity of staining of CD46, CD25, CD162, CD45RA, CD127, CD6, Foxp3, and CD226 in CD3+CD4+ T cell clusters after CD28 or CD46 costimulation of
PMBCs from patients with MS supplemented by vitamin D or placebo (n=3 and n=4, respectively). (C) visualization of clusters identified by Phenograph on t-SNE-
map analysis of the CD3+CD4+ T cells. (D) Percentage of the 19 clusters identified by PhenoGraph in the vitamin D and placebo groups before and after treatment.
Clusters increased (green boxes) or decreased (blue boxes) after vitamin D supplementation are indicated.

ligation of CD226 has also been shown to ameliorate EAE with
an increased IL-10 production (56). Furthermore, we observed
that CD46 costimulation repressed TIGIT expression that was
induced by both CD3 and CD3/CD28 stimulation
(Supplementary Figure S11). TIGIT is an inhibitory co-
receptor that shares CD226 ligands. Therefore, 1,25(0OH)2D3-
treated CD46-induced Trl will positively respond to
CD226 ligands.

1,25(0OH)2D3 also induced expression of CD99 on CD46-
costimulated T cells. CD99 promotes T cell diapedesis across a
human BBB in vitro and anti-CD99 ameliorates EAE and
reduces T cell infiltration (57). Our data suggest that CD99
may however also promote migration of Trl cells to the CNS.
Collectively, our in vitro data suggest that the modulation of
adhesion molecules by 1,25(0OH)2D3 favors migration of Trl
cells compared with effector T cells. Indeed, 1,25(0OH)2D3
increased motility of CD46-costimulated T cells in response to
CXCL11, compared with CD28-activated T cells, supporting the
previously reported notion that CXCL11 promotes migration of
regulatory T cell subsets (58). CD46-costimulated T cells had

increased VDR expression, which may explain the preferential
effect of Vitamin D on these cells. Furthermore, 1,25(0H)2D3
dramatically increased miR-9 in CD46-costimulated T cells. As
miR-9 targets VDR (48), we propose that the induction of miR-9
may act as a negative feedback loop to limit the effects induced by
Vitamin D, which is also supported by the large induction of
CYP24A1 that reduces the amount of available active vitamin D.
Together, these data highlight the crosstalk between the Vitamin
D and CD46 pathways, favoring the role of vitamin D in Trl
cells. This is supported by the previous findings that vitamin D
promotes IL-10-producing T cells, both in vitro and in humans
(6, 32), and the CD46-mediated switch from Thl to Trl and
CD46 cleavage on activated T cells (7). This is further sustained
by the negative correlation we detected between CD46
expression and circulating vitamin D levels in the cohort of
patients supplemented by vitamin D.

Our ex vivo findings using the cohort of patients
supplemented with vitamin D support an effect of vitamin D
in the modulation of T cells that may be relevant to disease
pathogenesis. Unsupervised t-SNE clustering analysis revealed a
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FIGURE 10 | Schema summarizing the role of vitamin D in the modulation of adhesion of T cells. Schema summarizing the effect of 1,25(0H)2D3 on the modulation
of expression of adhesion molecules in (A) CD28- and (B) CD46-costimulated T cells. In the presence of 1,25(0H)2D3, CD28 costimulation increases VDR,
decreases expression of VLA4 (CD49d and CD29) and CD146, and moderately induces CD6, CD226 and PSGL1, and promotes TIGIT expression. CD46
costimulation leads to a larger VDR expression, decreases CD49d but maintains CD29, strongly promotes expression of CD6, CD226, PSGL1, and induces CD99.

cluster of T cells that was decreased in the placebo group but
maintained/increased after vitamin D supplementation, with
lower CD46 expression but increased expression of adhesion
molecules, including CD162L/PSGL1, and reduced CD146,
thereby reflecting the changes observed in our in vitro
activation conditions. This is suggestive of the activation of the
CD46 pathway by vitamin D in vivo in these patients. However,
vitamin D supplementation exerted different effects on CD226
depending on the cluster. This suggests that vitamin D will
differently regulate CD226 expression depending on the T cell
subsets. This may partly explain the controversial studies relating
to the role of CD226 in the control of the immune response.
Furthermore, the data obtained after in vitro activation suggest
that the levels of circulating vitamin D regulate the reactivation
of the T cells, modifying their phenotype in patients
supplemented by vitamin D. Interestingly, the cluster 9, which
is increased in the placebo group but stable with vitamin D in ex
vivo T cells, has increased CD25 expression, which is similar to
what we observed after in vitro reactivation of the cells. Of note,
most of the patients enrolled in the vitamin D supplementation
trial had almost normal vitamin D levels, and it is possible that
greater changes may have been observed after supplementation
with vitamin D in deficient patients. The analysis performed after
in vitro T cell activation shows a different clustering of the cells in
patients supplemented by vitamin D after CD46 costimulation,
and much less so after CD28 costimulation (Figure 8A). These
data show that vitamin D supplementation modulates the
response of T cells following subsequent T cell activation (at
least in vitro) and further support the concept that Vitamin D
favors response to CD46 costimulation.

Altogether, our data provide novel key insights into the
immunomodulatory role of vitamin D by exerting differential
regulation of adhesion molecules on T cells, depending on their
activation pathways, and suggesting that it favors the migratory
ability of regulatory T cells to the CNS. This supports a beneficial
role of this modifiable factor in MS.
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SUPPLEMENTARY FIGURE 1 | Profile of adhesion molecules on activated CD4+
T cells. (A) Human CD4+ T cells obtained from blood were purified from PBMCs using
the StemCell negative CD4+ isolation kit and were activated with anti-CD3 and anti-
CD28 or anti-CD46 as indicated, in the presence or absence of 1,25(0H)2D3. (B) After
4 days of culture, cells were analyzed by flow cytometry for a panel of markers, as
indicated. (C) Frozen PBMCs from MS patients supplemented with vitamin D or
placebo were thawed and analyzed by flow cytometry for a panel of markers on CD4.
The gating strategy is shown.

SUPPLEMENTARY FIGURE 2 | 1,25(0H)2D3 promotes the Th1-Tr1 switch in
human CD4+ T cells. Human CD4+ T cells were activated with anti-CD3 and anti-
CD28 or anti-CD46 as indicated, in the presence or absence of 1,25(0H)2D3. (A)
Concentrations of IL-10 and IFNy secreted were measured by ELISA. The IL-10/
IFNy ratio is shown. One way Anova with Sidak’s multiple comparisons test. (B)
IFNy and IL-10 secretion by CD46-costimulated T cells was assessed by secretion
assay (Miltenyi).

SUPPLEMENTARY FIGURE 3 | 1,25(0H)2D3 differentially modulates
expression of B7 integrin depending on the activation pathway. Human CD4+ T
cells were left unstimulated or were activated with anti-CD3 and anti-CD28 or anti-
CD46 as indicated, in the presence or absence of 1,25(0H)2D3. (A) Expression of
integrin B7 was determined by flow cytometry (representative of 4 donors, Vitamin
D=gray histograms, control=plain lines). Panel on the right shows the data obtained

REFERENCES

1. Smolders J, Damoiseaux J. Vitamin D as a T-cell modulator in multiple
sclerosis. Vitam Horm (2011) 86:401-28. doi: 10.1016/B978-0-12-386960-
9.00018-6

2. Mayne CG, Spanier JA, Relland LM, Williams CB, Hayes CE. 1,25-
Dihydroxyvitamin D3 acts directly on the T lymphocyte vitamin D

for the 4 donors. (B) Expression of CCR9 and CCR10 was quantified by gPCR (n=5
donors, mean + SEM, one way Anova with Sidak’s multiple comparisons test).

SUPPLEMENTARY FIGURE 4 | 1,25(0H)2D3 modulates expression of
adhesion molecules on MS CD4+ T cells. Human CD4+ T cells purified from the
blood of healthy donors (HC, Figure 1) and patients with RRMS (see Table 1) were
left unstimulated (US) or were activated with anti-CD3 and anti-CD28 or anti-CD46
as indicated, in the presence or absence of 1,25(0H)2D3. After 4 days, expression
of CD49d, CD11a, CD29, CD99, CD146, CD166, CD6 and CD226 was assessed
by flow cytometry (MS: mean + SEM, n=17, Friedman test with Dunn’s multiple
comparison test and Kruskall-Wallis test).

SUPPLEMENTARY FIGURE 5 | The modulation of adhesion molecules by 1,25
(OH)2D8 is not affected by treatments. Human CD4+ T cells purified from the blood
of patients with RRMS (see Table 1) were left unstimulated (US) or were activated
with anti-CD3 and anti-CD28 or anti-CD46 as indicated, in the presence or absence
of 1,25(0H)2D3. After 4 days, expression of CD49d, CD29, CD6, CD146, CD166,
and CD226 was assessed by flow cytometry (UT=untreated; DMF=dimethyl
fumarate; IFNB=beta-interferon).

SUPPLEMENTARY FIGURE 6 | Effect of 1,25(0H)2D3 on CXCR3 expression.
CXCRS3 expression on unstimulated, CD3, CD3/CD46 or CD3/CD28-co-activated
T cells from healthy donors in the presence or absence of 1,25(0H)2D3 (n=25,
mean + SEM).

SUPPLEMENTARY FIGURE 7 | t-SNE clustering representation of the effects of
Vitamin D supplementation on T cells in patients with MS. (A) t-SNE representation
and (B) intensity of staining of CD46, CD25, CD162, CD45RA, CD127, CD146,
CD8, Foxp3 and CD226 in CD3+CD4+ T cell clusters of PMBCs from patients with
MS supplemented by vitamin D or placebo (n=5 and n=4, respectively).

SUPPLEMENTARY FIGURE 8 | 1,25(0H)2D3 induces PSGL-1 on CD46-
costimulated T cells. Human CD4+ T cells purified from the blood of healthy donors
were coactivated with anti-CD3 and anti-CD28 or anti-CD46 as indicated, in the
presence or absence of 1,25(0H)2D3. After 4 days, expression of PSGL-1/CD162
was assessed by flow cytometry (mean + SEM, n=8, Friedman test with Dunn’s
multiple comparison test).

SUPPLEMENTARY FIGURE 9 | Vitamin D supplementation does not
specifically modulate the proportion of Tregs in patients with MS. (A) Identification of
the Treg clusters (Foxp3"CD25"CD127"°) by PhenoGraph analysis and their
phenotype (5 patients supplemented with vitamin D and 4 placebo (all IFNB treated).
(B) Percentage and count of these two Treg clusters in the vitamin D and placebo
groups before and after treatment.

SUPPLEMENTARY FIGURE 10 | Vitamin D supplementation modulates the
phenotype of T cells in patients with MS after in vitro activation. Percentage of the 19
CD3+CD4+ T cell clusters identified by PhenoGraph in the vitamin D and placebo
groups (N=3 and n=4, respectively) before and after treatment after CD28 or CD46
costimulation of PMBCs. Clusters increased (green boxes) or decreased (blue
boxes) after vitamin D supplementation are indicated.

SUPPLEMENTARY FIGURE 11 | CD46-costimulation represses TIGIT
expression on activated T cells. Human CD4+ T cells purified from the blood of
healthy donors were coactivated with anti-CD3 and anti-CD28 or anti-CD46 as
indicated, in the presence or absence of 1,25(0H)2D3. After 4 days, expression of
TIGIT was assessed by flow cytometry (mean + SEM, n=5, Friedman test with
Dunn’s multiple comparison test).

receptor to inhibit experimental autoimmune encephalomyelitis. Eur ]
Immunol (2011) 41:822-32. doi: 10.1002/¢ji.201040632

3. Von Essen MR, Kongsbak M, Schjerling P, Olgaard K, Odum N, Geisler C.
Vitamin D controls T cell antigen receptor signaling and activation of human
T cells. Nat Immunol (2010) 11:344-9. doi: 10.1038/ni.1851

4. Jeffery LE, Burke F, Mura M, Zheng Y, Qureshi OS, Hewison M, et al. 1,25-
Dihydroxyvitamin D3 and IL-2 combine to inhibit T cell production of
inflammatory cytokines and promote development of regulatory T cells

Frontiers in Immunology | www.frontiersin.org

November 2020 | Volume 11 | Article 598727


https://www.frontiersin.org/articles/10.3389/fimmu.2020.598727/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fimmu.2020.598727/full#supplementary-material
https://doi.org/10.1016/B978-0-12-386960-9.00018-6
https://doi.org/10.1016/B978-0-12-386960-9.00018-6
https://doi.org/10.1002/eji.201040632
https://doi.org/10.1038/ni.1851
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Killick et al.

Vitamin D Favors Tr1 Response

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

expressing CTLA-4 and FoxP3. J Immunol (2009) 183:5458-67. doi: 10.4049/
jimmunol.0803217

. Spach KM, Nashold FE, Dittel BN, Hayes CE. IL-10 signaling is essential for

1,25-dihydroxyvitamin D3-mediated inhibition of experimental autoimmune
encephalomyelitis. J Immunol (2006) 177:6030-7. doi: 10.4049/
jimmunol.177.9.6030

. Xystrakis E, Kusumakar S, Boswell S, Peek E, Urry Z, Richards DF, et al.

Reversing the defective induction of IL-10-secreting regulatory T cells in
glucocorticoid-resistant asthma patients. J Clin Invest (2006) 116:146-55. doi:
10.1172/JCI21759

. Kickler K, Ni Choileain S, Williams A, Richards A, Astier AL. Calcitriol

Modulates the CD46 Pathway in T Cells. PloS One (2012) 7:e48486. doi:
10.1371/journal.pone.0048486

. Ferreira LMR, Muller YD, Bluestone JA, Tang Q. Next-generation regulatory

T cell therapy. Nat Rev Drug Discovery (2019) 18:749-69. doi: 10.1038/
$41573-019-0041-4

. Roncarolo MG, Gregori S, Bacchetta R, Battaglia M, Gagliani N. The Biology

of T Regulatory Type 1 Cells and Their Therapeutic Application in Immune-
Mediated Diseases. Immunity (2018) 49:1004-19. doi: 10.1016/
jimmuni.2018.12.001

Olsson T, Barcellos LF, Alfredsson L. Interactions between genetic, lifestyle
and environmental risk factors for multiple sclerosis. Nat Rev Neurol (2017)
13:25-36. doi: 10.1038/nrneurol.2016.187

Ascherio A, Munger KL. Epidemiology of Multiple Sclerosis: From Risk
Factors to Prevention-An Update. Semin Neurol (2016) 36:103-14. doi:
10.1055/5-0036-1579693

International Multiple Sclerosis Genetics C. Multiple sclerosis genomic map
implicates peripheral immune cells and microglia in susceptibility. Science
(2019) 365:365. doi: 10.1126/science.aav7188

Kemper C, Chan AC, Green JM, Brett KA, Murphy KM, Atkinson JP.
Activation of human CD4(+) cells with CD3 and CD46 induces a T-
regulatory cell 1 phenotype. Nature (2003) 421:388-92. doi: 10.1038/
nature01315

Cardone J, Le Friec G, Vantourout P, Roberts A, Fuchs A, Jackson I, et al.
Complement regulator CD46 temporally regulates cytokine production by
conventional and unconventional T cells. Nat Immunol (2010) 11:862-71. doi:
10.1038/ni.1917

Viglietta V, Baecher-Allan C, Weiner HL, Hafler DA. Loss of functional
suppression by CD4+CD25+ regulatory T cells in patients with multiple
sclerosis. J Exp Med (2004) 199:971-9. doi: 10.1084/jem.20031579

Astier AL, Meiffren G, Freeman S, Hafler DA. Alterations in CD46-mediated
Tr1 regulatory T cells in patients with multiple sclerosis. J Clin Invest (2006)
116:3252-7. doi: 10.1172/JCI29251

Carbone F, De Rosa V, Carrieri PB, Montella S, Bruzzese D, Porcellini A, et al.
Regulatory T cell proliferative potential is impaired in human autoimmune
disease. Nat Med (2014) 20:69-74. doi: 10.1038/nm.3411

Astier AL, Hafler DA. Abnormal Trl differentiation in multiple sclerosis.
J Neuroimmunol (2007) 191:70-8. doi: 10.1016/j.jneuroim.2007.09.018

Ma A, Xiong Z, Hu Y, Qi S, Song L, Dun H, et al. Dysfunction of IL-10-
producing type 1 regulatory T cells and CD4+CD25+ regulatory T cells in a
mimic model of human multiple sclerosis in Cynomolgus monkeys. Int
Immunopharmacol (2009) 9:599-608. doi: 10.1016/j.intimp.2009.01.034
Chiarini M, Serana F, Zanotti C, Capra R, Rasia S, Rottoli M, et al. Modulation
of the central memory and Trl-like regulatory T cells in multiple sclerosis
patients responsive to interferon-beta therapy. Mult Scler (2012) 18:788-98.
doi: 10.1177/1352458511427720

Xu YQ, Gao YD, Yang J. and Guo W. A defect of CD4+CD25+ regulatory T
cells in inducing interleukin-10 production from CD4+ T cells under CD46
costimulation in asthma patients. ] Asthma (2010) 47:367-73. doi: 10.3109/
02770903.2010.481340

Munger KL, Levin LI, Hollis BW, Howard NS, Ascherio A. Serum 25-
hydroxyvitamin D levels and risk of multiple sclerosis. JAMA (2006)
296:2832-8. doi: 10.1001/jama.296.23.2832

Correale J, Ysrraelit MC, Gaitan MI. Immunomodulatory effects of Vitamin D
in multiple sclerosis. Brain (2009) 132:1146-60. doi: 10.1093/brain/awp033
Wang Y, Marling SJ, Zhu ]G, Severson KS, Deluca HF. Development of
experimental autoimmune encephalomyelitis (EAE) in mice requires vitamin

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42,

43.

D and the vitamin D receptor. Proc Natl Acad Sci U S A (2012) 109:8501-4.
doi: 10.1073/pnas.1206054109

Mclaughlin L, Clarke L, Khalilidehkordi E, Butzkueven H, Taylor B, Broadley
SA. Vitamin D for the treatment of multiple sclerosis: a meta-analysis.
J Neurol (2018) 265:2893-905. doi: 10.1007/s00415-018-9074-6

Damoiseaux J, Smolders J. The Engagement Between Vitamin D and the
Immune System: Is Consolidation by a Marriage to Be Expected?
EBioMedicine (2018) 31:9-10. doi: 10.1016/j.ebiom.2018.04.013

Sintzel MB, Rametta M, Reder AT. Vitamin D and Multiple Sclerosis: A
Comprehensive Review. Neurol Ther (2018) 7:59-85. doi: 10.1007/s40120-
017-0086-4

Hupperts R, Smolders J, Vieth R, Holmoy T, Marhardt K, Schluep M, et al.
Randomized trial of daily high-dose vitamin D3 in patients with RRMS
receiving subcutaneous interferon beta-la. Neurology (2019) 93:¢1906-16.
doi: 10.1212/WNL.0000000000008445

Muris AH, Smolders J, Rolf L, Klinkenberg L], Van Der Linden N, Meex S,
et al. Vitamin D Status Does Not Affect Disability Progression of Patients with
Multiple Sclerosis over Three Year Follow-Up. PloS One (2016) 11:e0156122.
doi: 10.1371/journal.pone.0156122

Engelhardt B, Vajkoczy P, Weller RO. The movers and shapers in immune
privilege of the CNS. Nat Immunol (2017) 18:123-31. doi: 10.1038/ni.3666
Roep BO, Buckner J, Sawcer S, Toes R, Zipp F. The problems and promises of
research into human immunology and autoimmune disease. Nat Med (2012)
18:48-53. doi: 10.1038/nm.2626

Barrat FJ, Cua DJ, Boonstra A, Richards DF, Crain C, Savelkoul HF, et al. In
vitro generation of interleukin 10-producing regulatory CD4(+) T cells is
induced by immunosuppressive drugs and inhibited by T helper type 1 (Th1)-
and Th2-inducing cytokines. ] Exp Med (2002) 195:603-16. doi: 10.1084/
jem.20011629

Urry Z, Chambers ES, Xystrakis E, Dimeloe S, Richards DF, Gabrysova L, et al.
The role of lalpha,25-dihydroxyvitamin D3 and cytokines in the promotion
of distinct Foxp3+ and IL-10+ CD4+ T cells. Eur ] Immunol (2012) 42:2697-
708. doi: 10.1002/¢ji.201242370

Rolf L, Damoiseaux J, Huitinga I, Kimenai D, Van Den Ouweland J, Hupperts R,
et al. Stress-Axis Regulation by Vitamin D3 in Multiple Sclerosis. Front Neurol
(2018) 9:263. doi: 10.3389/fneur.2018.00263

Monaco G, Chen H, Poidinger M, Chen J, De Magalhaes JP, Larbi A. flowAl:
automatic and interactive anomaly discerning tools for flow cytometry data.
Bioinformatics (2016) 32:2473-80. doi: 10.1093/bioinformatics/btw191
Toghi Eshghi S, Au-Yeung A, Takahashi C, Bolen CR, Nyachienga MN, Lear
SP, et al. Quantitative Comparison of Conventional and t-SNE-guided Gating
Analyses. Front Immunol (2019) 10:1194. doi: 10.3389/fimmu.2019.01194
Belkina AC, Ciccolella CO, Anno R, Halpert R, Spidlen J, Snyder-Cappione JE.
Automated optimized parameters for T-distributed stochastic neighbor
embedding improve visualization and analysis of large datasets. Nat
Commun (2019) 10:5415. doi: 10.1038/s41467-019-13055-y

Levine JH, Simonds EF, Bendall SC, Davis KL, Amir El AD, Tadmor MD, et al.
Data-Driven Phenotypic Dissection of AML Reveals Progenitor-like Cells that
Correlate with Prognosis. Cell (2015) 162:184-97. doi: 10.1016/j.cell.2015.05.047
Ni Choileain S, Weyand NJ, Neumann C, Thomas J, So M, Astier AL. The
dynamic processing of CD46 intracellular domains provides a molecular
rheostat for T cell activation. PloS One (2011) 6:¢16287. doi: 10.1371/
journal.pone.0016287

Ni Choileain S, Hay J, Thomas ], Williams A, Vermeren MM, Benezech C,
et al. TCR-stimulated changes in cell surface CD46 expression generate type 1
regulatory T cells. Sci Signal (2017) 10:10. doi: 10.1126/scisignal.aah6163
Sigmundsdottir H, Pan ], Debes GF, Alt C, Habtezion A, Soler D, et al. DCs
metabolize sunlight-induced vitamin D3 to ‘program’ T cell attraction to the
epidermal chemokine CCL27. Nat Immunol (2007) 8:285-93. doi: 10.1038/
nil433

Alford SK, Longmore GD, Stenson WF, Kemper C. CD46-induced
immunomodulatory CD4+ T cells express the adhesion molecule and
chemokine receptor pattern of intestinal T cells. J Immunol (2008)
181:2544-55. doi: 10.4049/jimmunol.181.4.2544

Engelhardt B, Ransohoff RM. Capture, crawl, cross: the T cell code to breach
the blood-brain barriers. Trends Immunol (2012) 33:579-89. doi: 10.1016/
§.it.2012.07.004

Frontiers in Immunology | www.frontiersin.org

November 2020 | Volume 11 | Article 598727


https://doi.org/10.4049/jimmunol.0803217
https://doi.org/10.4049/jimmunol.0803217
https://doi.org/10.4049/jimmunol.177.9.6030
https://doi.org/10.4049/jimmunol.177.9.6030
https://doi.org/10.1172/JCI21759
https://doi.org/10.1371/journal.pone.0048486
https://doi.org/10.1038/s41573-019-0041-4
https://doi.org/10.1038/s41573-019-0041-4
https://doi.org/10.1016/j.immuni.2018.12.001
https://doi.org/10.1016/j.immuni.2018.12.001
https://doi.org/10.1038/nrneurol.2016.187
https://doi.org/10.1055/s-0036-1579693
https://doi.org/10.1126/science.aav7188
https://doi.org/10.1038/nature01315
https://doi.org/10.1038/nature01315
https://doi.org/10.1038/ni.1917
https://doi.org/10.1084/jem.20031579
https://doi.org/10.1172/JCI29251
https://doi.org/10.1038/nm.3411
https://doi.org/10.1016/j.jneuroim.2007.09.018
https://doi.org/10.1016/j.intimp.2009.01.034
https://doi.org/10.1177/1352458511427720
https://doi.org/10.3109/02770903.2010.481340
https://doi.org/10.3109/02770903.2010.481340
https://doi.org/10.1001/jama.296.23.2832
https://doi.org/10.1093/brain/awp033
https://doi.org/10.1073/pnas.1206054109
https://doi.org/10.1007/s00415-018-9074-6
https://doi.org/10.1016/j.ebiom.2018.04.013
https://doi.org/10.1007/s40120-017-0086-4
https://doi.org/10.1007/s40120-017-0086-4
https://doi.org/10.1212/WNL.0000000000008445
https://doi.org/10.1371/journal.pone.0156122
https://doi.org/10.1038/ni.3666
https://doi.org/10.1038/nm.2626
https://doi.org/10.1084/jem.20011629
https://doi.org/10.1084/jem.20011629
https://doi.org/10.1002/eji.201242370
https://doi.org/10.3389/fneur.2018.00263
https://doi.org/10.1093/bioinformatics/btw191
https://doi.org/10.3389/fimmu.2019.01194
https://doi.org/10.1038/s41467-019-13055-y
https://doi.org/10.1016/j.cell.2015.05.047
https://doi.org/10.1371/journal.pone.0016287
https://doi.org/10.1371/journal.pone.0016287
https://doi.org/10.1126/scisignal.aah6163
https://doi.org/10.1038/ni1433
https://doi.org/10.1038/ni1433
https://doi.org/10.4049/jimmunol.181.4.2544
https://doi.org/10.1016/j.it.2012.07.004
https://doi.org/10.1016/j.it.2012.07.004
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Killick et al.

Vitamin D Favors Tr1 Response

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

Piedavent-Salomon M, Willing A, Engler JB, Steinbach K, Bauer S, Eggert B,
et al. Multiple sclerosis associated genetic variants of CD226 impair regulatory
T cell function. Brain (2015) 138:3263-74. doi: 10.1093/brain/awv256
Kofler DM, Farkas A, Von Bergwelt-Baildon M, Hafler DA. The Link Between
CD6 and Autoimmunity: Genetic and Cellular Associations. Curr Drug
Targets (2016) 17:651-65. doi: 10.2174/1389450117666160201105934
Breuer J, Korpos E, Hannocks MJ, Schneider-Hohendorf T, Song J, Zondler L,
et al. Blockade of MCAM/CD146 impedes CNS infiltration of T cells over the
choroid plexus. ] Neuroinflamm (2018) 15:236. doi: 10.1186/s12974-018-
1276-4

Grishkan IV, Fairchild AN, Calabresi PA, Gocke AR. 1,25-Dihydroxyvitamin
D3 selectively and reversibly impairs T helper-cell CNS localization. Proc Natl
Acad Sci USA (2013) 110:21101-6. doi: 10.1073/pnas.1306072110

Kong F, Du C, Wang Y. MicroRNA-9 affects isolated ovarian granulosa cells
proliferation and apoptosis via targeting vitamin D receptor. Mol Cell
Endocrinol (2019) 486:18-24. doi: 10.1016/j.mce.2019.02.012

Zeitelhofer M, Adzemovic MZ, Gomez-Cabrero D, Bergman P, Hochmeister
S, N'diaye M, et al. Functional genomics analysis of vitamin D effects on CD4+
T cells in vivo in experimental autoimmune encephalomyelitis. Proc Natl Acad
Sci U.S.A. (2017) 114:E1678-87. doi: 10.1073/pnas.1615783114
Schneider-Hohendorf T, Rossaint ], Mohan H, Boning D, Breuer J, Kuhlmann
T, et al. VLA-4 blockade promotes differential routes into human CNS
involving PSGL-1 rolling of T cells and MCAM-adhesion of TH17 cells.
J Exp Med (2014) 211:1833-46. doi: 10.1084/jem.20140540
Enyindah-Asonye G, Li Y, Ruth JH, Spassov DS, Hebron KE, Zijlstra A, et al.
CD318 is a ligand for CD6. Proc Natl Acad Sci USA (2017) 114:E6912-21. doi:
10.1073/pnas.1704008114

Dardalhon V, Schubart AS, Reddy J, Meyers JH, Monney L, Sabatos CA, et al.
CD226 is specifically expressed on the surface of Th1 cells and regulates their
expansion and effector functions. J Immunol (2005) 175:1558-65. doi:
10.4049/jimmunol.175.3.1558

Lozano E, Joller N, Cao Y, Kuchroo VK, Hafler DA. The CD226/CD155
interaction regulates the proinflammatory (Th1/Th17)/anti-inflammatory

54.

55.

56.

57.

58.

(Th2) balance in humans. J Immunol (2013) 191:3673-80. doi: 10.4049/
jimmunol.1300945

Fuhrman CA, Yeh WI, Seay HR, Saikumar Lakshmi P, Chopra G, Zhang L,
et al. Divergent Phenotypes of Human Regulatory T Cells Expressing the
Receptors TIGIT and CD226. ] Immunol (2015) 195:145-55. doi: 10.4049/
jimmunol.1402381

Gagliani N, Magnani CF, Huber S, Gianolini ME, Pala M, Licona-Limon P,
et al. Coexpression of CD49b and LAG-3 identifies human and mouse T
regulatory type 1 cells. Nat Med (2013) 19:739-46. doi: 10.1038/nm.3179
Zhang R, Zeng H, Zhang Y, Chen K, Zhang C, Song C, et al. CD226 ligation
protects against EAE by promoting IL-10 expression via regulation of CD4+ T
cell differentiation. Oncotarget (2016) 7:19251-64. doi: 10.18632/
oncotarget.7834

Winger RC, Harp CT, Chiang MY, Sullivan DP, Watson RL, Weber EW, et al.
Cutting Edge: CD99 Is a Novel Therapeutic Target for Control of T Cell-
Mediated Central Nervous System Autoimmune Disease. ] Immunol (2016)
196:1443-8. doi: 10.4049/jimmunol.1501634

Zohar Y, Wildbaum G, Novak R, Salzman AL, Thelen M, Alon R, et al.
CXCLI11-dependent induction of FOXP3-negative regulatory T cells
suppresses autoimmune encephalomyelitis. J Clin Invest (2014) 124:2009—
22. doi: 10.1172/JCI71951

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2020 Killick, Hay, Morandi, Vermeren, Kari, Angles, Williams,
Damoiseaux and Astier. This is an open-access article distributed under the terms
of the Creative Commons Attribution License (CC BY). The use, distribution or
reproduction in other forums is permitted, provided the original author(s) and the
copyright owner(s) are credited and that the original publication in this journal is
cited, in accordance with accepted academic practice. No use, distribution or
reproduction is permitted which does not comply with these terms.

Frontiers in Immunology | www.frontiersin.org

November 2020 | Volume 11 | Article 598727


https://doi.org/10.1093/brain/awv256
https://doi.org/10.2174/1389450117666160201105934
https://doi.org/10.1186/s12974-018-1276-4
https://doi.org/10.1186/s12974-018-1276-4
https://doi.org/10.1073/pnas.1306072110
https://doi.org/10.1016/j.mce.2019.02.012
https://doi.org/10.1073/pnas.1615783114
https://doi.org/10.1084/jem.20140540
https://doi.org/10.1073/pnas.1704008114
https://doi.org/10.4049/jimmunol.175.3.1558
https://doi.org/10.4049/jimmunol.1300945
https://doi.org/10.4049/jimmunol.1300945
https://doi.org/10.4049/jimmunol.1402381
https://doi.org/10.4049/jimmunol.1402381
https://doi.org/10.1038/nm.3179
https://doi.org/10.18632/oncotarget.7834
https://doi.org/10.18632/oncotarget.7834
https://doi.org/10.4049/jimmunol.1501634
https://doi.org/10.1172/JCI71951
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	Vitamin D/CD46 Crosstalk in Human T Cells in Multiple Sclerosis
	Introduction
	Materials and Methods
	Cell Purification and Activation
	Patients Supplemented by Vitamin D
	Flow Cytometry
	Analysis of Flow Cytometry Data With t-SNE and Phenograph
	Chemotaxis Assay
	Quantification of mRNA and miRNA by qPCR
	Statistics

	Results
	1,25(OH)2D3 Differentially Modulates Surface Expression of Adhesion Molecules Depending on the Activation Pathway
	1,25(OH)2D3 Favors Chemotaxis of CD46-Mediated Tr1 Cells Toward CXCL11 Through a CD46-Vitamin D Crosstalk
	Vitamin D Supplementation Modulates the Expression of Adhesion Molecules on CD4+ T Cells in Patients With MS In Vivo
	Vitamin D Supplementation Modulates the Profile of Adhesion Molecules Upon In Vitro T Cell Activation

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


