COVID-192 Research Tools
Defeat the SARS-CoV-2 Variants

5
=
<
o)
O
o)
-

e meJournal of DNA Methylation Regulates the Differ ential
‘-‘%“Immunology Expression of CX3GR1 on Human IL-7R o
OW and IL-7Ra™MIN Effector Memory CD8*
i o T Celswith Distinct Migratory Capacitiesto
isinformation is current as '
of February 26, 2022 the Fractalkine
Min Sun Shin, Sungyong Y ou, Y ouna Kang, Naeun Lee,
Seung-Ah Yoo, Kieyoung Park, Ki Soo Kang, Sang Hyun
Kim, Subhasis Mohanty, Albert C. Shaw, Ruth R.
Montgomery, Daehee Hwang and Insoo Kang

J Immunol 2015; 195:2861-2869; Prepublished online 14
August 2015;

doi: 10.4049/jimmunol.1500877

http://www.jimmunol .org/content/195/6/2861

Supplementary  http://www.jimmunol.or g/content/suppl/2015/08/14/jimmunol .150087
Material  7.DCSupplemental

References Thisarticle cites 54 articles, 20 of which you can access for free at:
http://www.jimmunol .org/content/195/6/2861.ful | #ref-list-1

Why The JI? Submit online.
» Rapid Reviews! 30 days* from submission to initial decision
* No Triage! Every submission reviewed by practicing scientists

» Fast Publication! 4 weeks from acceptance to publication

*average

Subscription  Information about subscribing to The Journal of Immunology is online at:
http://jimmunol.org/subscription

Permissions  Submit copyright permission requests at:
http://www.aai.org/About/Publications/Jl/copyright.html

Email Alerts Receive free email-alerts when new articles cite this article. Sign up at:
http://jimmunol.org/alerts

The Journal of Immunology is published twice each month by
The American Association of Immunologists, Inc.,

1451 Rockville Pike, Suite 650, Rockville, MD 20852
Copyright © 2015 by The American Association of
Immunologists, Inc. All rights reserved.

Print ISSN: 0022-1767 Online | SSN: 1550-6606.

2202 ‘9z Areniged uo 1senb Aq /6o’ jounwiwi[mammy/:dny wo.y pepeojumod


http://www.jimmunol.org/cgi/adclick/?ad=56318&adclick=true&url=https%3A%2F%2Fwww.invivogen.com%2Fsars2-spike-vectors%3Futm_source%3Djim-banner%26utm_medium%3Dbanner%26utm_campaign%3Djimmunol
http://www.jimmunol.org/content/195/6/2861
http://www.jimmunol.org/content/suppl/2015/08/14/jimmunol.1500877.DCSupplemental
http://www.jimmunol.org/content/suppl/2015/08/14/jimmunol.1500877.DCSupplemental
http://www.jimmunol.org/content/195/6/2861.full#ref-list-1
https://ji.msubmit.net
http://jimmunol.org/subscription
http://www.aai.org/About/Publications/JI/copyright.html
http://jimmunol.org/alerts
http://www.jimmunol.org/
http://www.jimmunol.org/
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DNA Methylation Regulates the Differential Expression of
CX3CR1 on Human IL-7Rc'*" and IL-7Ra™&" Effector
Memory CD8" T Cells with Distinct Migratory Capacities to
the Fractalkine

Min Sun Shin,* Sungyong You,"*® Youna Kang,* Naeun Lee,* Seung-Ah Yoo,*
Kieyoung Park,*" Ki Soo Kang,*’" Sang Hyun Kim,** Subhasis Mohanty,*
Albert C. Shaw,* Ruth R. Montgomery,* Daehee Hwang,**'" and Insoo Kang*

DNA methylation is an epigenetic mechanism that modulates gene expression in mammalian cells including T cells. Memory T cells
are heterogeneous populations. Human effector memory (EM) CD8" T cells in peripheral blood contain two cell subsets with distinct
traits that express low and high levels of the IL-7Ra. However, epigenetic mechanisms involved in defining such cellular traits are
largely unknown. In this study, we use genome-wide DNA methylation and individual gene expression to show the possible role of
DNA methylation in conferring distinct traits of chemotaxis and inflammatory responses in human IL-7Ro'*™ and IL-7Ra™#" EM
CDS8" T cells. In particular, IL-7Ra'* EM CD8* T cells had increased expression of CX3CR1 along with decreased DNA methylation
in the CX3CRI1 gene promoter compared with IL-7Ra™" EM CD8* T cells. Altering the DNA methylation status of the CX3CRI
gene promoter changed its activity and gene expression. IL-7Ra'™ EM CDS8* T cells had an increased migratory capacity to the
CX3CR1 ligand fractalkine compared with IL-7Ra"#" EM CD8* T cells, suggesting an important biological outcome of the
differential expression of CX3CR1. Moreover, IL-7Ra*” EM CDS8* T cells induced fractalkine expression on endothelial cells by
producing IFN-y and TNF-«, forming an autocrine amplification loop. Overall, our study shows the role of DNA methylation in
generating unique cellular traits in human IL-7Ro*" and IL-7Ra™2" EM CDS8" T cells, including differential expression of CX3CR1,

as well as potential biological implications of this differential expression. The Journal of Immunology, 2015, 195: 2861-2869.

eoxyribonucleic acid methylation is a type of epigenetic

mechanism that can be maintained during cell division and

propagated to daughter cells (1-3). DNA methylation can
affect the accessibility of DNA to transcription factors and RNA
polymerases, leading to the modulation of gene expression (2, 3).
In mammals, DNA methylation is found at cytosines within CpG
dinucleotides. DNA methyltransferases regulate this process by
adding methyl groups to cytosines (4). In general, DNA hypo-
methylation is associated with active gene expression, whereas
DNA hypermethylation is related to decreased gene expression (4).
DNA methylation has an important role in the differentiation of
CD4* T cell subsets. Hypomethylation of the IFNG gene was found
in human CD4* Th1 cells with the capacity to produce IFN-vy (5).
Similarly, hypothmethylation of the i/4 gene occurred during the

development of mouse Th2 cells that produced high levels of IL-4
(6), whereas the ifng gene became rapidly demethylated in memory,
but not naive CD8" T cells, upon activation in mice (7). Also, DNA
methylation has been implicated in globally regulating Ag-specific
effector CD8" T cell function following acute lymphocytic chorio-
meningitis virus infection (8).

IL-7, a member of the common cytokine receptor y-chain family
of cytokines, is produced by multiple stromal cells, including epi-
thelial cells in the thymus and bone marrow (9). IL-7 is essential in
the development and maintenance (homeostasis) of naive and
memory CD8 T cells by promoting cell survival (10-13). The effect
of IL-7 on T cells is controlled by the expression of the specific re-
ceptor for IL-7 that is composed of two chains: the high affinity IL-
7Ra-chain (CD127) and the common cytokine y-chain (CD132)
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(10, 11). In mice, compared with cells with low levels of IL-7Ra
expression, effector CD8* T cells with high levels of IL-7Ra ex-
pression survived better and became memory CD8" T cells during
microbial infections (10, 11).

Previously, we reported two unique subsets of effector memory
(CCR7™, EM) CD8" T cells that expressed low and high levels of
IL-7Ra (IL-7Ro'*™ and IL-7Ro™") in human peripheral blood (14).
Compared with IL-7Ra"&" EM CD8* T cells, IL-7Ra/'°* EM CD8*
T cells were highly Ag-experienced cells with limited TCR re-
pertoire and decreased expression of the costimulatory molecules
CD27 and CD28 (14). Also, IL-7Ra'®" EM CD8"* T cells had in-
creased expression levels of perforin, a cytotoxic molecule. The
differential expression of IL-7Ra by EM CD8* T cells was associ-
ated with different levels of DNA methylation in the /L7RA gene
promoter (15). Expansion of the IL-7Ra*” EM CD8" T cells was
found in older adults and patients with systemic lupus eryth-
ematosus (SLE), suggesting a potential association of this cell
subset with immunosenescence and inflammation (14, 16). How-
ever, the exact functional characteristics of IL-7Ra'®¥ and IL-
7RaMe" EM CD8* T cells and the mechanism(s) defining such
characteristics are still largely unknown. In this study, we show the
possible role of DNA methylation in conferring the distinct traits of
human IL-7Ra'*" and IL-7Ra™&" EM CD8* T cells, including the
differential expression of CX3CR1, as well as the biological rel-
evance of such differential expression.

Materials and Methods

Human subjects

Healthy adult subjects who were not taking immunosuppressive drugs and
did not have a disease affecting the immune system were recruited (14,
17). Informed consent was obtained from all subjects. This work was ap-
proved by the institutional review committee of Yale University.

Cells and flow cytometry

Mononuclear cells were prepared from peripheral blood on FicollPaque (GE
Healthcare, Piscataway, NJ) gradients. PBMCs were labeled with Abs to
allophycocyanin-cyanin (Cy)-CD3, Pacific Blue-CD8«, PE-Cy5-CD45RA,
PE-Cy7-CCR7 (all from BD Biosciences, San Diego, CA), IL-7Ra Abs
(R&D Systems, Minneapolis, MN), and PE-CX3CR1, PE-CXCRI1, or PE-
CXCR6 (BioLegend, San Diego, CA). Unconjugated IL-7Ra Abs were la-
beled with FITC-conjugated anti-goat IgG (Santa Cruz Biotechnology, Santa
Cruz, CA) secondary Abs. Some cells were fixed, permeabilized using
Cytofix/Cytoperm solution (BD Biosciences), and additionally labeled with
Abs to PE-CCL3, PE-CCLA4, or PE-CCL20 (all from R&D Systems). Labeled
cells were analyzed using an LSRII flow cytometer (BD Biosciences) and
FlowlJo software (Tree Star, Ashland, OR).

Cell sorting

Freshly isolated PBMCs were stained with Abs to allophycocyanin-Cy7-
CD16, Pacific Blue-CD8a, PE-Cy5-CD45RA, PE-Cy7-CCR7, and IL-7R«
Abs, followed by labeling with FITC-conjugated anti-goat IgG Abs to
detect unconjugated IL-7Ra Abs. Labeled cells were sorted into IL-7Ra'*"
and IL-7Ra"&" EM (CD45RAY~CCR77) CD8" T cells using a FACSAria
(BD Biosciences). The purity of cells was >97%.

Identification of differentially methylated sites

The Infinium Human Methylation27 array (Illumina) was used to analyze
bisulfite treated DNA from IL-7Ra’*¥ and IL-7Ra™¢" EM (CD45RA™
CCR7"7) CD8* T cells. The methylation array data were submitted to
the Gene Expression Omnibus (accession number GSE67816; http://www.
ncbi.nlm.nih.gov/geo/query/acc.cgi?token=mtctwsmolxifjcz&acc=GSE67816).
The standard protocol from Illumina was used for DNA purification and
bisulfite conversion. Prior to computing the methylation signal, probes with
=0.05 “detection p value” were removed from analysis. To determine the
differentially methylated sites between IL-7Ra'** and IL-7Ra"€" EM CD8*
T cells, we performed an integrative statistical method that involves the in-
tegration of the 7 test and the median fold-change test (18). For this analysis,
we used the M value method rather than the (3 value method to compute
methylation signal. The M value is approximately homoscedastic in the
entire methylation range, providing a better performance of the statistical test

EFFECTOR MEMORY CD8" T CELLS AND CX3CRI1

in the low and high methylation ranges, whereas the 3 value method has
abounded range, violating the normality assumption underlying the ¢ test and
median fold-change test (19). The M values were computed as the log, ratio
of the signals of the methylation-specific probe over the unmethylation-
specific probe (20) and were normalized using the quantile method (21).
With the normalized M values, we conducted the ¢ test and the median fold-
change test. Individual p values from the two tests were integrated into the
false-discovery rate (FDR) using Stouffer’s method (18). In selecting dif-
ferentially methylated sites, we applied an FDR cutoff of 0.05 and a constant
fold change threshold of M values of 1.8 to increase true positives of dif-
ferentially methylated probes. To determine the fold-change threshold, we
estimated an empirical null distribution by permuting the samples, and cal-
culated the 0.5 percentiles (o = 0.01) of the fold changes of M values using
the null distribution, resulting the cutoff as 1.8. To explore cellular pro-
cesses enriched by genes with differentially methylated sites, functional
enrichment analysis was performed using the Database for Annotation, Vi-
sualization, and Integrated Discovery (DAVID) software (22). Finally, we
identified the annotation clusters composed of significantly enriched cellular
processes and pathways and genes involved in the annotation clusters using
the functional annotation cluster report functionality in the DAVID.

Quantitative RT-PCR

Total RNA was isolated from sorted cells using the RNeasy Plus Micro kit
(Qiagen, Valencia, CA), and cDNA was synthesized. Real-time quantitative
RT-PCR (RT-qPCR) was performed on an Mx3005P QPCR system (Stra-
tagene, Santa Clara, CA) using the 2X Brilliant SYBR green master mix
(Stratagene). Primers were designed using PrimerBank (http://pga.mgh.
harvard.edu/primerbank/index.html). Primers used for RT-qPCR are as fol-
lows: CX3CRI (forward, 5'-TTGCCCTCACCAACAGCAAG-3'; reverse,
5'-AAGGCGGTAGTGAATTTGCAC-3"), fractalkine (forward, 5'-CCCG-
GAGCTGTGGTAGTAAT-3'; reverse, 5'-AAGGTGGAGAATGGTCA-
AGG-3'), and ACTINB (forward, 5'-CGTGGACATCCGCAAAGA-3';
reverse, 5'-TGCATCCTGTCGGCAATG-3"). The levels of gene expression
were normalized to the expression of ACTINB. The comparative Ct method
(AACrt) was used for the quantification of gene expression.

Bisulfite genomic DNA sequencing

To determine the methylation status of CpG sequences in the CX3CRI gene
promoter, bisulfite genomic DNA sequencing was performed. Bisulfite
modification was performed using EpiTect Bisulfite Kits (Qiagen) according
to the manufacturer’s instructions. The Bisulfite modified-genomic DNA was
amplified using bisulfite-specific PCR primers designed by MethPrimer
(http://www.urogene.org/cgi-bin/methprimer/methprimer.cgi). The sequen-
ces of the primers are listed in Supplemental Fig. 1. The PCR products were
cloned into pCR2.1 using a TA cloning kit (Invitrogen, Grand Island, NY) and
~10 individual colonies were isolated and sequenced per experiment.

Promoter assay

To generate the CX3CRI gene promoter construct (pGL3-CX3CR1), the
CX3CRI gene promoter region was amplified from genomic DNA using
high-fidelity DNA polymerase (Invitrogen Life Technologies), cloned into
pGL3-basic vector (Promega, Madison, WI), and verified by sequencing. In
methylating the CX3CRI promoter construct, the pGL3-CX3CRI1 construct
and pGL3-basic vector were incubated for 1 h at 37°C in the presence or
absence of SssI methylase (New England Biolabs, Beverly, MA) with 80 uM
S-adenosylmethionine (New England Biolabs). Methylated and unmethy-
lated constructs were purified using a Qiagen PCR purification kit (Qiagen)
and transfected into 293 T cells using lipofectamine (Invitrogen Life
Technologies), according to the manufacturer’s instructions. The pRL-TK
(Renilla luciferase control reporter vector; Promega) was cotransfected as
an internal control for transfection efficiency. Transfected cells were har-
vested after 24 h and analyzed, according to the manufacturer’s instructions
for luciferase and Renilla activities.

In vitro migration assay

PBMCs were seeded at a density of 1 X 10 cells in 50 wl RPMI 1640
medium supplemented with 0.2% BSA/well in the upper chambers of a
Corning HTS Transwell 96-well Permeable Support with the 5-pum pore
polycarbonate membrane (Corning, Chicago, IL). The lower chambers were
filled with 2% FBS-RPMI 1640 medium containing fractalkine (100 ng/ml;
R&D Systems). The cells were incubated for 4 h at 37°C in a CO, humid
incubator. Cells in the lower chambers were collected and labeled with
Abs to allophycocyanin-Cy7-CD3, Pacific Blue-CD8a, PE-Cy5-CD45RA,
PE-Cy7-CCR7, and IL-7Ro Abs, followed by labeling with FITC-
conjugated anti-goat IgG (Santa Cruz Biotechnology) secondary Abs.
Labeled cells were analyzed on an LSRII flow cytometer.
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Stimulation of primary HUVECs

Primary HUVECs (passages 2-3) purchased from the Yale Stem Cell Center
were seeded in 48-well plates at a cell density of 3 X 10* in Medium 200
containing low serum growth supplement (Life Technologies) per well
and incubated for 24 h. The cells were incubated for 8 h with the super-
natant (10% final concentration) of FACS-sorted 7Ra'®" or 7Ra&" EM
CD8* T cells that were stimulated for 18 h in RPMI 1640 medium supple-
mented with 10% FBS in the presence of anti-CD3 Abs (OKT3). In some
experiments, supernatants were pretreated for 10 min with anti-human
IFN-y (1 pg/ml) and anti-TNF-a (1 pg/ml) Abs (R&D Systems). The
cells were harvested, fixed, permeabilized, and stained with PE-conjugated
anti-human fractalkine mouse Abs (R&D Systems). Stained cells were an-
alyzed using an LSRII flow cytometer (BD Biosciences) and FlowJo soft-
ware. Fractalkine gene expression in HUVECs was analyzed by RT-qPCR.

Statistical analysis

Results were statistically analyzed by the matched or unmatched Student # test
or ANOVA as appropriate. The p values < 0.05 were considered statistically
significant.

Results

A set of genes, including chemotaxis-related genes, is
differentially methylated in human IL-7Ra'*" and IL-7Ra™*"
EM CD8* T cells

IL-7Ra can define different subsets of CD8" T cells with distinct
cellular characteristics (11, 14). Although DNA methylation is an
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important gene regulatory mechanism, whether this mechanism is
associated with the distinct traits in human EM CD8" T cell subsets
with low and high levels of IL-7Ra expression is largely unknown.
To address this question, we first analyzed DNA methylation in
FACS-purified human IL-7Ra'*" and IL-7Ra™2" EM CD8* T cells
(Fig. 1A) using Infinium Human Methylation27 array. We identified
331 differentially methylated CpG sites between IL-7Ro'*™ and IL-
7Ra"E" EM CD8* T cells with FDR < 0.05 with fold change of M
value = 1.8 (Fig. 1B). Of the 331 CpG sites, methylation of 168 sites
from 159 genes and 163 sites from 147 genes decreased and in-
creased in [L-7Ra'®Y EM CD8* T cells, respectively, compared with
IL-7Ra"&" EM CD8" T cells (Fig. 1B). We next performed func-
tional annotation clustering analysis using the DAVID software
to identify significantly enriched cellular processes and pathways.
Notably, chemokine signaling pathway, chemotaxis, cell adhesion,
cytokine—cytokine receptor interaction, inflammatory response,
response to wounding, and defense response were identified as
a significantly enriched annotation cluster by the genes with dif-
ferentially methylated CpG sites (Fig. 1C, Table I). Among the
enriched cellular processes and pathways in the annotation cluster,
chemokine- and cytokine-related terms were more significantly
enriched (p =4.93 X 107°) than others (Table I), and an array of
chemokines and chemokine-receptors including CX3CR1, CXCR1,
CXCR6, CCL2, CCL3, CCL4, CCL8, CCL20, CCL23, and
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FIGURE 1. Human IL-7Ra'*" and IL-7Ra™" effector memory CD8* T cells have differential DNA methylation. IL-7Ra'*" and IL-7Ra"&" EM (CCR7 ")
CD8" T cells were purified from fresh PBMCs of two healthy donors using a FACSAria. DNA were purified from sorted cells and analyzed using an Illumina
human DNA methylation array chip (see details in Materials and Methods). (R) Representative histograms showing IL-7Ra'*¥ and IL-7Ra"&" cells in human
peripheral EM CD8" T cells. (B) Heat map showing the pattern of differentially methylated CpG sites between IL-7Ra'®™ and IL-7Ra™" EM CD8* T cells. The
red and green colors indicate increased and decreased methylation of CpG sites, respectively. (C) The most significantly enriched annotation cluster by
the genes with differentially methylated sites in IL-7Ra'®" and IL-7Ra™&" EM CD8* T cells. Two-dimensional map displays the genes that are involved in
the annotation cluster. Heat map display the representative differential methylation patterns of the genes in IL-7Ra'® EM CD8* T cells compared with
IL-7Ra"€" EM CD8" T cells. Left and right panels are for the genes with decreased and increased methylation, respectively.
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Table I.  Enriched cellular process of differentially methylated genes in
IL-7Ra*" and IL-7Ra"#" EM CD8" T cells

Category Enriched Cellular Process p Value
GOBP Chemotaxis 0.00000493
Cell adhesion 0.000103
Cell—cell adhesion 0.0035712
Positive regulation of MAPKKK cascade  0.0098789
Cell proliferation 0.01034598
Positive regulation of JNK cascade 0.03514993
KEGG Cytokine—cytokine receptor interaction ~ 4.20 X 10~*
Chemokine signaling pathway 0.001006
Systemic lupus erythematosus 0.01279013
Graft-versus-host disease 0.04046789

GOBP, Gene Ontology Biological Process; KEGG, Kyoto Encyclopedia of
Genes and Genomes; MAPKKK, MAPK kinase kinase.

CCL3L1 belonged to the annotation cluster (Fig. 1C). These find-
ings suggest that low and high levels of IL-7Ra expression by EM
CD8" T cells can be associated with their distinct chemotactic
functions through differential CpG methylation of the genes related
to chemokines and their receptors.

IL-7Ra'*" EM CDS8* T cells have increased levels of the
CX3CRI gene and protein expression

To determine the consequences of differential DNA methylation on
transcription in these cells, we measured the gene expression of the
chemokine receptors and chemokines that showed different levels
of DNA methylation in IL-7Re'*" and IL-7Roa"€" EM CD8* T cells
on the DNA methylation array. We detected increased levels of
CX3CRI,CXCRI, CCL3,and CCL4 in IL-7Ra'*” EM CD8" T cells,
whereas the levels of CXCR6 and CCL20 genes were higher in IL-
7Ro"E" EM CD8" T cells (Fig. 2A, Supplemental Fig. 2A). The
expression levels of other chemokine genes were below detection
limits (CCL2 and CCLS) or similar (CCL23 and CCL3LI) between
the two cell subsets (data not shown). We analyzed the protein ex-
pression of CX3CR1, CXCR1, CCL3, CCL4, CXCR6, and CCL20
by IL-7Ra'*" and IL-7Ra"&" EM CD8* T cells. In accordance with
gene expression, CX3CR1 and CXCR1 were highly expressed by
IL-7Ra*¥ EM CDS8* T cells, which occurred in both CD45RA™* and
CD45RA™ EM CD8" T cells (Fig. 2B, 2C, Supplemental Fig. 2B,
2C). However, the expression levels of other molecules were not
different as measured by flow cytometry (Supplemental Fig. 2B).

IL-7Ra™ and IL-7Ra"*" EM CDS8™ T cells have different

levels of DNA methylation in the CX3CRI gene promoter

region

The DNA methylation array covers only a limited number of CpG
sites in human genes. Thus, we analyzed the DNA methylation

>

12 P=0.0019 IL-7RqoW
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status in the CpG site included in the array chip and other CpG sites of
the CX3CRI gene promoter. We focused our analysis on the CX3CR1
gene for several reasons. Despite the important role of the CX3CR/
gene in regulating the migration of inflammatory cells in normal
and pathologic conditions, the molecular mechanism(s) involved in
regulating its expression is largely unknown. Also, CX3CR1 was
expressed at high levels by IL-7Ra'*™ EM CDS8" T cells, which are
known to express increased levels of effector molecules including
perforin, granzyme B, and IFN-vy (14, 23). Of note, several variants of
CX3CRI transcripts were reported in human cells (24). According to
National Center for Biotechnology Information Gene, there are four
transcript variants of human CX3CR! including NM_001171174.1
(variant 1), NM_001171171.1 (variant 2), NM_001171172.1 (vari-
ant 3), and NM_001337.3 (variant 4) (Fig. 3A). The differentially
methylated probes of the CX3CR1 CpG site included in the array
chip were for the cytosine of -173 position from the first nucleotide
of the first exon of transcript variant 3 (+1) (Fig. 3A). We first
analyzed DNA methylation status at the —173 position in
IL-7Ro*" and IL-7R ™" EM CD8* T cells by sequencing DNA
after bisulfite treatment. IL-7Ra'® EM CD8" T cells had lower
levels of DNA methylation at —173 than IL-7Ra™&" EM CD8*
T cells (Fig. 3B). We also measured DNA methylation status in
additional CpG sites in the region upstream to — 173, corresponding
to the positions —633, —624 —610, —589, —427, —394, —385,
and —339 from the first exon of transcript variant 3. Notably,
IL-7Ra'™ EM CD8™ T cells had lower levels of DNA methylation
than IL-7Ra"€" EM CD8" T cells at five of the additional eight sites
that were analyzed (Fig. 3B). A similar trend was noticed in other
CpG sites without reaching the levels of statistical significance. Con-
sistent with the measurement of the total CX3CRI gene transcript, the
transcript variants 1,3, and 4 were more highly expressed in IL-7Ra'*¥
EM CD8* T cells than in IL-7Ra"€" EM CD8* T cells (Supplemental
Fig. 3). Both cell subsets barely expressed the transcript variant 2. We
also analyzed the CX3CR1 gene and protein expression as well as the
DNA methylation status in the CX3CRI promoter in naive CD8"
T cells. The gene and protein expression levels of this molecule were
lower in naive CD8" T cells than in IL-7Ra® EM CD8* T cells
(Supplemental Fig. 4). The CpG sites indicated in Fig. 3A were meth-
ylated atlevels greater than 90% in naive CD8* T cells (data not shown).

Altering DNA methylation affects CX3CR1 expression and its
gene promoter activity

DNA methylation can be inhibited by 5-aza-2’-deoxycytidine
(5-aza-dC), a nucleoside analog of cytidine, which traps DNA
methyltransferase 1 during cell replication (25, 26). We noticed that
Jurkat cells, a leukemic T cell line, have low levels of CX3CR1 gene
and protein expression with high levels of DNA methylation at
several CpG sites, including the one at —173, in the CX3CRI gene
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FIGURE 2. Human IL-7Ra*¥ and IL-7Ra™&" effector memory CD8™ T cells have different levels of CX3CR1 gene and protein expression. (A) RT-gPCR
analysis of CX3CR1 gene expression in FACS-sorted IL-7Ro'*” and IL-7Ro" & EM CD8* T cells of healthy individuals (n=5). (B and C) Flow cytometric analysis
of CX3CRI expression on IL-7Ra'*™ and IL-7Rc€" EM CD8" T cells in peripheral blood of healthy people (1 = 39). (B) Representative histograms of CX3CR1
and isotype control staining. (C) Mean fluorescence intensity (MFI) of CX3CR1 expression by IL-7Ra'*™ and IL-7Ra"€" EM CD8" T cells. AMFI of CX3CR1
expression was obtained by subtracting MFI of isotype control staining from MFI of CX3CR1 staining. Bars and error bars indicate mean and SEM, respectively.
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CX3CRI gene promoter are different in IL-7Ra
and IL-7Ra"" effector memory CD8" T cells. (A) Vi

llustration of the promoter regions of four CX3CR1
transcript variants (V1, V2, V3, and V4) and detailed
map of analyzed CpG sites. The first exons (E1) of
individual variants are indicated in black boxes. The -1000

5" promoter

CpG site (—173) included in the original DNA v2

methylation array chip and additional CpG sites (0 to

—1 KB) are indicated with vertical lines and num-

bers. The latter numbers were given in respect to the B

first nucleotide of the first exon of variant 3 (+1). (B) 1207

Methylation status of CpG sites in the CX3CRI gene S 100 1

promoter region depicted in (A) among IL-7Ra'¥ k] |

and IL-7Ra™¢" EM CD8" T cells. Details for bi- £ %

sulfite treatment and DNA methylation analysis are S 60 1

stated in Materials and Methods. Bars and error bars S 40 1

indicate the mean and SEM for individual CpG sites “C_:

in IL-7Ra'*" and IL-7Ra™&" EM CD8" T cells, re- > 209

spectively (n =7 donors). *p < 0.05. 0+
CpG site -633

promoter (Fig. 4, Supplemental Fig. 4). Because Jurkat T cells un-
dergo spontaneous replication, which is required for the effect of
5-aza-dC, we incubated these cells with or without 5-aza-dC to
further explore the role of DNA methylation in regulating CX3CR1
expression. Indeed, 5-aza-dC lowered DNA methylation and en-
hanced the expression of both CX3CR1 gene and protein by Jurkat
cells (Fig. 4B-D). We next determined the effect of DNA methyl-
ation on the promoter activity of the CX3CRI gene. We cloned
a region containing the CpG sites of the CX3CRI gene that was
analyzed for DNA methylation status (Fig. 5A). The promoter ac-
tivity of this region was validated by inserting it into the pGL3
vector (pGL3-CX3CR1-P) and measuring luciferase activity in
transfected 293T cells (Fig. 5B). Methylating the pGL3-CX3CR1-P
reduced the luciferase activity (Fig. 5C), supporting the role of
DNA methylation in regulating expression of CX3CR1.

IL-7Ra'*” EM CDS8™ T cells have increased migration capacity
in response to fractalkine

The natural ligand for CX3CR1 is the chemokine fractalkine
(CX3CL1) (27). We found an increased expression of CX3CR1 on
IL-7Ra!®Y EM CD8" T cells compared with IL-7Ra"&" EM and
naive CD8* T cells (Fig. 6A). We thus determined whether IL-
7Ra'™™ EM CDS8" T cells had an increased migration capacity in
response to fractalkine compared with other CD8* T cell subsets
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with lower levels of CX3CR1 expression using an in vitro Transwell
migration assay. Although the migration of cells varied among
donors, the number of IL-7Ra'*" EM CD8* T cells that migrated to
the lower chamber in the presence of fractalkine was higher than the
number of IL-7Ra™&" EM and naive CD8" T cells that migrated to
the same chamber (Fig. 6B). These findings suggest that IL-7Rc'*
EM CD8" T cells have increased migration capacity in response
to fractalkine in association with higher expression of CX3CR1
compared with other CD8" T cell subsets.

IL-7Ra'*” EM CDS8™ T cells produce high levels of IFN-y and
TNF-a that can upregulate fractalkine expression by
endothelial cells

We next determined whether IL-7Ra'® EM CD8" T cells could
induce the expression of fractalkine, possibly forming an autocrine
amplification loop. Fractalkine is expressed by cells including en-
dothelial cells, lymphocytes and neurons and has been associated
with pathologic conditions such as atherosclerosis, asthma, rheu-
matoid arthritis (RA), SLE, Crohn’s disease, cancers, and fibro-
genesis (28, 29). It is known that IFN-y and TNF-a can induce
fractalkine on endothelial cells (29). Indeed, IL-7Ra*Y EM CDS8*
T cells rapidly produced these cytokines at high levels upon TCR
triggering (Fig. 7A). Incubating HUVECs with the culture super-
natant of anti-CD3 Ab-stimulated IL-7Ro'®* EM CD8" T cells in-

P =0.0089

FIGURE 4. 5-aza-dC upregulates the expression
of CX3CRI1 by Jurkat T cells. Jurkat T cells were
cultured for 4 d with or without 5-aza-dC (0, 0.1,
and 2 pM). (A and B) Flow cytometric analysis
of CX3CRI1 expression on untreated and 5-aza-
dC—treated Jurkat T cells. (A) Representative histo-
2 uM grams of CX3CR1 and isotype control staining. (B)

5-aza-dC AMFI of CX3CRI1 expression obtained by sub-
tracting MFI values of isotype controls from MFI
* % * values of CX3CRI staining. (C) RT-qPCR analysis

of CX3CRI gene expression in untreated and
5-aza-dC-treated Jurkat T cells. (D) The methyla-
tion status of individual CpG sites in the CX3CRI
gene promoter in untreated and 5-aza-dC—treated
Jurkat T cells at day 4. Bars and error bars indicate
the mean and SEM, respectively [n =3 (B),n="7 (C),
and n =3 (D)]. *p < 0.05.
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FIGURES. CX3CRI gene promoter activity is affected by DNA methylation. (A) Schematic presentation of the CX3CR1 gene promoter region inserted into
the luciferase reporter gene construct (pGL3-CX3CR1-P). (B) The pGL3-CX3CR1-P and pGL3-basic vectors were transiently transfected into 293 T cells with
the pRL-TK vector (Renilla luciferase control reporter vector) as an internal control. Promoter activity is expressed as relative light units (RLU) to the pGL3-
basic vector of which was set as 1. (C) pGL3-CX3CRI1-P was methylated using SssI methylase (see details in Materials and Methods). Unmethylaed and
methylated pGL3-CX3CR1-P were transfected into 293T cells with pRL-TK vector. Promoter activity is expressed as RLU to the unmethylated pGL3-
CX3CRI1-P of which was set as 1. Bars and error bars indicate the mean and SD, respectively (n = 6 independent experiments performed in triplicates) (B and C).

duced fractalkine expression by HUVECs as measured by inflammatory cytokines IFN-y and TNF-a. Thus, it is conceivable
RT-qPCR and flow cytometry (Fig. 7B—-D). However, this finding that the inflammatory cytokines IFN-y and TNF-o produced from
was not observed when HUVECSs were incubated with the culture innate immune cells like NK cells and macrophages in an infected
supernatant of anti-CD3 Ab-stimulated IL-7Ra™&" EM CD8* or damaged site can induce fractalkine on endothelial cells, lead-
T cells (Fig. 7C). The expression of fractalkine on HUVECs by the ing to the attraction of IL-7Ra'* EM CD8" T cells with high levels
culture supernatant of IL-7Ra'® EM CD8™ T cells was reduced by of CX3CRI1 expression to the infected or damaged site. Activating
adding neutralizing Abs (anti-IFN-y and -TNF-a) to the culture the effector functions of the recruited IL-7Ra'*¥ EM CD8* T cells
supernatant during the incubation (Fig. 7C, 7D). These findings would lead to cytotoxicity and the release of cytokines and che-
suggest that IL-7Ra'®¥ EM CD8* T cells not only have a potent mokines. The released molecules would further recruit immune
migration response to fractalkine but also have the capacity to in- cells directly or indirectly by inducing additional chemokines like
duce the same chemokine, forming an autocrine amplification loop. fractalkine. Fig. 8 shows this model proposing the possible role of

IL-7Ro®” EM CDS8* T cells in defending the host against infec-

A proposed model for the role of IL-7Ra'™ EM CDS* T cells in tions or tumors as well as in contributing to inflammation.

inflammation

The primary role of CD8" T cells is to kill infected or tumor- Discussion
transformed cells by producing cytotoxic molecules (30). CD8* Memory T cells are heterogeneous populations with distinct cellular

T cells also are found in the affected tissues of an array of inflam- traits. Cell surface molecules like cytokine receptors can define such
matory disorders including atherosclerosis, autoimmune and respi- cell subsets (11, 14, 37). Previously, we reported the presence of cell
ratory diseases (31-36). In fact, CD8" T cells can produce molecules subsets expressing low and high levels of IL-7Ra in human pe-

such as cytokines and chemokines, contributing to inflammation ripheral EM CD8* T cells that have different phenotypic and func-
(30). IL-7Ra™™ EM CD8" T cells express high levels of the cyto- tional traits (14). Here we showed the possible role of DNA
toxic molecules perforin and granzyme B (14, 23) as well as the methylation, an epigenetic gene regulatory mechanism, in confer-
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FIGUREG6. IL-7Ra'®”EM CDS8" T cells have increased migration capacity in response to fractalkine. (A) Flow cytometric analysis of CX3CR1 expression on
IL-7Ra'*¥, IL-7Ra"€" EM, and naive human CD8* T cells. Representative data from more than 10 independent experiments. (B) PBMCs at 1 X 10° cells
purified from the peripheral blood of healthy adult donors were seeded into the upper chambers of a Transwell migration culture unit. Tissue culture medium with
or without fractalkine (100 ng/ml) was added to the lower chambers. After 4 h of incubation, cells in the lower chambers were collected and labeled with Abs to
CD3, CD8, CD45RA, CCR7, and IL-7Ra. Labeled cells were analyzed using flow cytometry to analyze IL-7Ral°W, IL-7Raieh EM, and naive CD8" T cells.
Numbers on the y-axis indicate the difference of cell numbers (8 cell numbers) between the lower chambers with and without fractalkine. Bars and error bars
indicate the mean and SEM, respectively (n = 8).

2202 ‘9z Areniged uo 1senb Aq /Bio’ jounwiwi[mmmy/:dny wouy papeojumod


http://www.jimmunol.org/

The Journal of Immunology

2867

Stimulation with a-CD3 Abs for 18hrs

P=0.03 P=0.02
2 2.5
= = , B IL-7RdYEM
E15 £ o righ
E 245 & 1L-7RaMe" EM
= 1 ¥y
. w
< =
L 05 ND = o5 ND
Unstimulated a-CD3 Unstimulated a-CD3
B C Pro0z D P=0.04
c
% 250 5 g 150
¢ 200 2k
5L 53 100 -
3 =150 AN
s g
=75 100 EETR
T © £ 8
© 50 % S
S I Iy
. T 9 , , L o
Fractalkine —> sup
Isotype Supernatant Un  IL-7Ra'®% |L-7Ra¥  |L-7Rahigh Untreated ~ Sup a-IFN-y Abs
Untreated g:lli:l\'j\‘ '_:YGAAbsS a-TNF-a Abs

= Supernatant
=== Supernatant & a-IFN-y Abs & a-TNF-a Abs

FIGURE 7. IL-7Ra'" effector memory CD8" T cells produce high levels of IFN-y and TNF-qa, leading to up-regulation of fractalkine expression by
HUVECs. (A) ELISA of IFN-y and TNF-o in culture supernatants of FACS-sorted IL-7Ra'®" and IL-7Ra™&" EM CD8* T cells that were incubated for 18 h with
or without anti-CD3 Abs. (B-D) HUVECs were incubated for 8 h in the culture supernatants (Sup, 10% final concentration) of anti-CD3 Ab-stimulated IL-
7Ra!¥ or IL-7Ra™E" EM CD8* T cells from (A) in the presence or absence of human anti-IFN-y and ~-TNF-o neutralizing Abs (1 wg/ml for both). Un, not
treated with supernatant. (B and C) Flow cytometric analysis of fractalkine by HUVECs. (B) Representative histograms of the flow cytometric analysis. (C) AMFI
values of fractalkine expression were obtained by subtracting MFI values of isotype control staining from MFI values of fractalkine staining. (D) RT-qPCR
analysis of fractalkine gene expression in HUVECs. Bars and error bars indicate the mean and SEM, respectively (n =3 (A) and n = 2-5 (C and D)).

ring these characteristics, especially the ones associated with che-
motaxis and inflammatory response. In particular, IL-7Ra/*¥ EM
CDS8* T cells had an increased expression of CX3CR1 along with
decreased DNA methylation in the CX3CR/ gene promoter com-
pared with IL-7Ra™E" EM CD8" T cells. Also, altering the DNA
methylation status of the CX3CRI gene promoter changed the
promoter activity and expression of CX3CR1, further supporting the
role of DNA methylation in regulating the gene expression of
CX3CRI in human CD8" T cells. IL-7Ra'*" EM CD8* T cells po-
tently migrated to the CX3CR1 ligand fractalkine, suggesting the
biological significance of increased expression of CX3CR1. More-
over, IL-7Ra'®Y EM CD8* T cells induced fractalkine on HUVECs
by producing high levels of IFN-y and TNF-a, possibly forming
an autocrine amplification loop. Overall, our study shows the in-
volvement of DNA methylation in generating unique cellular traits
of human IL-7Ra'*" and IL-7Ra™&" EM CD8* T cells, especially
the differential expression of CX3CRI, as well as the possible bio-
logical implication of such differential expression.

DNA methylation is one of the mechanisms that mediate epige-
netic regulation of gene expression (1-3). Genome-wide DNA
methylation studies indicate that the patterns of DNA methylation
are different between blood cell populations including T and B
cells, which can account in part for unique cellular characteristics
of individual cell populations (38). Also, global DNA methylation
changes were found during the differentiation of naive T cells to
effector and memory T cells in mice upon viral or antigenic chal-
lenge (8, 39). In fact, effector molecules such as IFN-y, IL-2, and
IL-4 can be differentially expressed in T cells through the regulation
of DNA methylation of respective genes (5-7, 40). Similarly, the
role of DNA methylation in controlling the expressions of FOXP3
and IL-7Ra in humans was reported in naturally occurring regula-
tory T cells and resting CD8" T cells, respectively (15, 41). These
findings indicate that DNA methylation is involved in defining
cellular traits of resting immune cells as well as in programming the
function of effector cells during the development of immune re-

sponses. In concordance with this notion, our study showed that IL-
7Ra’Y and IL-7Ra™€" EM CD8" T cells have distinct DNA
methylation profiles in >300 genes including particularly those
related to chemotaxis, chemokine signaling pathway, cell adhe-
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FIGURE 8. A proposed model for the role of IL-7Ra'*™ effector memory
CD8" T cells in promoting inflammation by forming an amplification loop of
CX3CRI and fractalkine. In response to an infection or tissue damage at
a peripheral site, IFN-y and TNF-«a are secreted from innate immune cells
like NK cells and macrophages (1), leading to inducing the expression of
fractalkine by endothelial cells (2). In the bloodstream, CX3CR1-expressing
IL-7Ra'®" EM CD8* T cells and other immune cells (data not shown) mi-
grate to the endothelial cells in response to fractalkine and move into the
infected or damaged peripheral site (3) where activated IL-7Ra'® EM
CD8* T cells (4) promote inflammation by producing chemokines (CCL3
and CCLA4), cytokines (IFN-y and TNF-a), and cytotoxic molecules (per-
forin and granzymes) with further immune cell recruitment, activation, and
tissue damage (5-7). Also, the secreted IFN-y and TNF-a further fractal-
kine expression on the endothelial cells, resulting in additional recruitment
of CX3CR1-espressing IL-7Ra'® EM CD8* Tand other cells by forming an
amplification loop of IL-7Ra/*¥ EM CD8* T cells, CX3CRI1, and fractal-
kine that augments inflammation (6).
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sion, cytokine—cytokine receptor interaction, and inflammatory
response. In addition, we found the role of DNA methylation in
differentially regulating CX3CR1 expression on IL-7Ro" and IL-
7Ro"E" EM CD8* T cells. Our finding is supported by a recent study
reporting that increased DNA methylation of the CX3CRI gene with
decreased gene expression occurred during the in vitro differentia-
tion of human monocytes to macrophages, although this was dem-
onstrated for only a single CpG site and not confirmed by analyzing
the effect of DNA methylation on gene expression (42). Overall,
DNA methylation likely serves as an important mechanism for
regulating the expression of CX3CR1 in multiple immune cells in-
cluding CD8" T cells and myeloid cells.

CX3CR1 is the receptor for fractalkine with adhesive and che-
moattractant functions (27). CX3CR1 is mainly found on immune
cells including T cells, monocytes and NK cells while fractalkine
is widely expressed by neurons, epithelial cells, dendritic cells and
macrophages (27, 29). Also, endothelial cells upregulate fractalkine
upon stimulation with inflammatory cytokines (43-45). Studies
reported increased levels of CX3CRI1 expression by CD8* T cells
that express the replication senescent molecule CD57 as well as the
cytotoxic molecules perforin and granzyme B (46, 47), although the
underlying molecular mechanism for this finding was unknown. Of
interest, IL-7Ra'°Y EM CD8* T cells that have increased expression
of CX3CRI also highly express CD57, perforin, and grazyme B
compared with other CD8" T cell subsets including IL-7Ra&" EM
CDS8* T cells (14, 23). Such differential expression of CX3CR1 on
IL-7Ra'*” EM CD8" T cells, which is mediated by DNA methyla-
tion, appears to have biological implications given the enhanced
migratory capacity of this cell subset in response to fractalkine as
well as potent inflammatory and cytotoxic properties of IL-7Ra'*"
EM CDS8* T cells. The membrane bound form of fractalkine, such as
the one expressed on endothelial cells, can promote the retention of
leukocytes as an adhesion molecule, whereas the soluble form of
fractalkine attracts immune cells, including T cells, having a potent
chemotactic activity (27, 48, 49). Thus, it is possible that CX3CR1
expressed on circulating IL-7Ra'* EM CD8" T cells interacts with
the membrane-bound form of fractalkine and further directs che-
motactic migration to the inflamed tissue sites where the soluble
form is present (28, 29). IL-7Ra'* EM CD8* T cells produce high
levels of IFN-y and TNF-« that can upregulate fractalkine by en-
dothelial cells, suggesting the possible dual roles of this cell subset
in CX3CR1/fractalkine-mediated inflammation. Increased expres-
sion of fractalkine and/or CX3CRI1 has been reported in affected
tissues of inflammatory diseases such as atherosclerosis, rheumatoid
arthritis, SLE, and systemic sclerosis (27, 29, 50, 51). Inhibiting
fractalkine or CX3CR1 reduced disease activity in mouse models of
RA, SLE, and atherosclerosis (52—-54). The expansion of IL-7Ra'*™
EM CD8" T cells and increased expression of CX3CR1 on CD8"*
T cells were reported in the peripheral blood of patients with SLE
and RA, respectively (16, 51). These observations warrant further
studies investigating the specific role of CX3CR1 expression by
CD8" T cells in inflammatory diseases.

In summary, our results show the involvement of DNA methyl-
ation in defining the unique cellular characteristics of human EM
CDS8* T cell subsets that include IL-7Ra'*" and IL-7Ra"" EM
CD8* T cells. In particular, these two cell subsets with distinct traits
have different levels of DNA methylation and expression in the
genes related to chemotaxis, chemokine signaling pathway, and
inflammatory response, suggesting a coordinated regulation of
such gene expression by DNA methylation. Furthermore, to our
knowledge, this is the first demonstration of the role of DNA
methylation in regulating the expression of the CX3CRI gene by
CD8™ T cells and the potential biological relevance of increased
expression of CX3CR1 by IL-7Ra®* EM CD8* T cells in humans.

EFFECTOR MEMORY CD8" T CELLS AND CX3CRI1
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