Two data sets, one step, zero doubt

New Attune™ CytPix™ Flow Cytometer 0 g
Invitrogen

See it now > by Thermo Fisher Scientific

The Loss of H3K 27 Histone Demethylase Utx

%?ﬁg{ﬁﬁglogy in T Cells Aggravates Allergic Contact

b

Der matitis

Thisinf ioni Takashi Inoue, Miyuki Omori-Miyake, Saho Maruyama,
of gé%g&mft |20612|1$t CUrTent &S Masateka Okabe, Makoto Kuwahara, Hiroaki Honda,
’ Hiromasa Miura and Masakatsu Y amashita

J Immunol published online 29 September 2021
http://www.jimmunol .org/content/early/2021/09/29/jimmun
01.2001160

Supplementary  http://www.jimmunol.or g/content/suppl/2021/09/29/jimmunol.200116
Material  0.DCSupplemental

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/a erts

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 © 2021 by The American Association of
Immunologists, Inc. All rights reserved.

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

1202 ‘T 900100 Uo Ariqi AIsRAIUN [00dBAIT e /610" jounwiwi [ mmm//:dny wouy pepeojumod


http://www.jimmunol.org/cgi/adclick/?ad=56135&adclick=true&url=https%3A%2F%2Fwww.thermofisher.com%2Fus%2Fen%2Fhome%2Flife-science%2Fcell-analysis%2Fflow-cytometry%2Fflow-cytometers%2Fattune-nxt-flow-cytometer%2Fmodels%2Fcytpix.html%3Fcid%3Dbid_pca_fin_r0
http://www.jimmunol.org/content/early/2021/09/29/jimmunol.2001160
http://www.jimmunol.org/content/early/2021/09/29/jimmunol.2001160
http://www.jimmunol.org/content/suppl/2021/09/29/jimmunol.2001160.DCSupplemental
http://www.jimmunol.org/content/suppl/2021/09/29/jimmunol.2001160.DCSupplemental
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/
http://www.jimmunol.org/
http://www.jimmunol.org/
http://www.jimmunol.org/
http://www.jimmunol.org/

Published September 29, 2021, doi:10.4049/jimmunol.2001160
The Journal of Immunology

The Loss of H3K27 Histone Demethylase Utx in T Cells
Aggravates Allergic Contact Dermatitis

Takashi Inoue,*’ Miyuki Omori—Miyake,T’1 Saho Maruyama,;t Masataka Okabe,§
Makoto Kuwahara,i Hiroaki Honda,1I Hiromasa Miura,* and Masakatsu Yamashita®™*

The pathogenesis of allergic contact dermatitis (ACD) requires the activation of Ag-specific T cells, including effector and
regulatory T cells. The differentiation and function of these T cells is epigenetically regulated through DNA methylation and
histone modifications. However, the roles of altered histone H3K27 methylation in T cells in the development of ACD remain
unknown. Two types of histone H3K27 demethylases, Utx and Jmjd3, have been reported in mammals. To determine the role of
the histone H3K27 demethylase expression of T cells in the development of ACD, we generated T cell-specific, Utx-deficient (Utx
KO) mice or Jmjd3-deficient (Jmjd3 KO) mice. Unlike control mice, Utx KO mice had severer symptoms of ACD, whereas Jmjd3
KO mice showed symptoms identical to those in control mice. In Utx KO mice with ACD, the massive infiltration of myeloid cells,
including neutrophils and dendritic cells, has been observed. In addition, the expression of proinflammatory cytokines in CD4* T
cells of the draining lymph nodes (LNs) and in CD8" T cells of the skin was increased in Utx KO mice, whereas the ratio of Foxp3"
regulatory CD4" T cells to Foxp3~ conventional CD4" T cells was decreased in both the draining LNs and the skin of Utx KO
mice with ACD. Furthermore, Foxp3™ regulatory CD4" T cells of Utx KO mice with ACD expressed a decreased level of CCR4 (a
skin-tropic chemokine receptor) in comparison with control. Thus, in CD4" T cells, Utx could potentially be involved in the

regulation of the pathogenesis of ACD. The Journal of Immunology, 2021, 207: 1-12.

matitis (ACD) is induced by exposure to environmental aller-

gens. The prevalence of ACD in general individuals is ~20.1%
in adults and 16.5% in nonadults, with a female predominance (1).
Because contact allergens exist in very common products used in
daily life, as well as in industrial and occupational settings (2, 3), it
is difficult to remove potential allergens from daily life and prevent
the onset of ACD in association with allergic inflammation.

Allergic inflammation after exposure to a certain contact allergen
is caused by delayed-type hypersensitivity reactions through Ag-spe-
cific T cells (3). Ag-specific effector T cells contribute to the devel-
opment of the pathogenesis of ACD by producing proinflammatory
cytokines and chemokines. In addition, Ag-specific regulatory T
(Treg) cells are involved in the regulation of inflammation with their
anti-inflammatory functions (3, 4).

Epigenetic modifications such as histone modifications have
effects on the functions of immune cells (e.g., T cells and macro-
phages) and other participants (e.g., epidermal keratinocytes and der-
mal fibroblasts) that are associated with the development of allergic
inflammation (5, 6). In addition, the responses of Ag-specific T

I t has been well established in research that allergic contact der-

cells, including the functional differentiation and the phenotypic
plasticity of each subset of T cells, are tightly controlled by the gene
expression through epigenetic modifications (7-9). Among the mod-
ifications of histones, the methylation mark of H3K27 represents a
repressive transcription, whereas the methylation mark of H3K4 is a
hallmark of an active transcription (10, 11). Thus, the modifications
of the methylation of H3K4 and H3K27 are involved in the determi-
nation of the cell fate and function of CD4™ T cells (12).

Ezh2, Utx, and Jmjd3 regulate the methylation status of histone
H3K27 (13, 14). Ezh2 methylates the residue of histone H3K27,
whereas Utx and Jmjd3 demethylate the di- or trimethylated H3K27
(15). Utx has a role in promoting the differentiation of CD4" T
cells into Th2 cells (M. Kuwahara, M. Izumoto, H. Honda, K.
Inoue, Y. Imai, J. Suzuki, S. Maruyama, M. Yasukawa, and M.
Yamashita, manuscript posted on bioRxiv, DOI: 10.1101/184648).
However, Jmjd3 has roles in promoting the differentiation of CD4 ™
T cells into Thl cells and in suppressing differentiation into Th17
cells (16). Two studies reporting the function of Jmjd3 in the differ-
entiation into Th2 cells have reported conflicting results (M. Kuwa-
hara, et al., manuscript posted on bioRxiv, DOI: 10.1101/184648)
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2 LOSS OF Utx IN T CELLS AGGRAVATES CONTACT DERMATITIS

(16). Furthermore, Jmjd3 is involved in the peripheral differentiation
of CD4" T cells into Ty cells. Although functional roles of Utx
and Jmjd3 in the differentiation of T cells into effector cells remain
partially unknown, both the studies consistently showed that Utx
and Jmjd3 could be involved in the differentiation of T cells into
effector cells. Most important, the role of Utx and Jmjd3 in the path-
ogenesis of T cell-mediated immune disorders remains to be
elucidated.

In this study, we examined the effects of either Utx deficiency or
Jmjd3 deficiency in T cells on the pathogenesis of ACD. As a result,
unlike Jmjd3 deficiency in T cells, the Utx deficiency aggravated
the symptoms of ACD. The cellular and histological analyses of the
skin lesions and the draining lymph nodes (LNs) showed that Utx
deficiency in T cells increased the production of proinflammatory
cytokines in the skin lesions or the draining LNs but decreased the
ratio of T, cells to conventional CD4" T (Teony) cells in skin
lesions and the draining LNs. In addition, Utx deficiency in CD4"
T cells modified their differentiation into effector cells and T,
cells. We thus concluded that in T cells, Utx but not Jmjd3 nega-
tively regulates the pathogenesis of ACD.

Materials and Methods
Mice

T cell-specific, Utx-deficient mice and Jmjd3-deficient mice have been
established by crossing Cre recombinase transgenic mice under the control
of the Cd4 promoter (Cd4-Cre Tg mice) with either Und™# mice or
Jmjd3"*f% mice. The Cd4-Cre Tg mice were purchased from the BioRe-
source Research Center at the RIKEN Institute, Japan, Un/™%%* mice (17)
and Jmjd3™/°* mice (18) were established by Drs. Kazuki Inoue and Yuki
Imai (Ehime University) and Dr. Hiroaki Honda (Tokyo Women’s Medical
University), respectively. C57BL/6 mice that were purchased from Clea
Japan (Tokyo, Japan) were used as control mice after the mice became accli-
matized to the environment of the animal facility at least for 1 wk. All mice
at 8—13 wk of age with a C57BL/6 background were maintained under spe-
cific pathogen-free conditions in the animal facility at Ehime University
Graduate School of Medicine. All experiments were performed on either
female or male mice, except for Un/™ mice crossed with Cd4-Cre Tg
mice, for which experiments were performed on female mice. All the animal
procedures were approved by the Ehime University Animal Care and Use
Committee and the Gene Recombination Experiment Safety Committee of
Ehime University Graduate School of Medicine.

ACD models

The method of inducing ACD in our present study was established on the
basis of previously described methods (19). Mice were anesthetized, and
then 100 wl of 0.15% 2,4-dinitro-1-fluorobenzene (DNFB; Sigma-Aldrich,
Tokyo, Japan) dissolved in acetone/olive oil (3:1) was applied on the surface
of their shaved abdomen. Five days after the first application of 0.15%
DNFB solution, either 25 pl of 0.15% DNFB solution was applied to each
side of the auricles (the auricle skin model) or 50 pl of 0.15% DNFB solu-
tion was applied onto the dorsal skin of the lumbar area that was shaved
with hair clippers (the back skin model) three times with 5-d intervals. In
some experiments, acetone/olive oil was applied instead of 0.15% DNFB solu-
tion as a control. The ear thickness was measured at the indicated durations
using a thickness gauge (Dial thickness gauge; Mitsutoyo, Tokyo, Japan). The
increase in ear thickness versus baseline was calculated by subtraction.

Histology

Auricle skin samples were taken 24 h after the final application of DNFB, fixed
in 4% paraformaldehyde (Thermo Fisher Scientific, Tokyo, Japan), embedded
in paraffin, sectioned at 5 wm, and stained with H&E. Images were photo-
graphed using a BZ-9000 digital microscope (Keyence Co., Osaka, Japan).

Preparation and enrichment of cells from the draining LNs, auricle,
or spleen

For the preparation of cells from the draining LNs, one pair of axillary, bra-
chial, and inguinal LNs were pooled. For the preparation of cells from the
auricle skin, pieces of the auricle skin were pooled, minced, and digested
with 0.13 U/ml Liberase Thermolysin Medium (Sigma-Aldrich) and 50 U/
ml DNase I (Nippon Gene, Tokyo, Japan) for 45 min at 37°C. Six pieces of

auricle from wild-type (WT) mice and four pieces of auricle from Utx KO
mice were used for the analysis of the granulocytes or other innate cells. Six
pieces of auricle from WT or Utx KO mice were used for flow cytometry of
T cells. Total CD4™ T cells from LNs for ex vivo analysis were positively
selected using anti-CD4-FITC with anti-FITC Microbeads Ultrapure (Milte-
nyi Biotech, Tokyo, Japan) on an autoMACS separator at the purity of
>95%. Total CD4™ T cells from spleen for in vitro culture were negatively
selected using a MojoSort Mouse CD4 T Cell Isolation Kit (BioLegend,
Tokyo, Japan) at >95% purity. CD4"CD44"°CD62L" naive CD4" T cells
from spleen for in vitro culture were negatively selected using a MojoSort
Mouse CD4 T Cell Isolation Kit in combination with biotinylated anti-
mouse/antihuman CD44 mAb (clone IM7; BioLegend) and biotinylated anti-
mouse CD25 mAbD (clone PC61; BioLegend) on an autoMACS separator at
the purity of >95%.

Flow cytometry and sorting

Whole or enriched single cells were stained with Abs. The following
mAbs were used: anti-CD3 (clone 145-2C11), anti-CD4 (clone RM4-5),
anti-CD8 (clone 53-6.7), anti-CD11b (clone M1/70), anti-CD11c (clone
N418), anti-CD19 (clone eBio 1D3), anti-CD44 (clone IM7), anti-CD45
(clone 30-F11), anti-CD45R (clone RA3-6B2), anti-CD49b (clone
DX35), anti-CD62L (clone MEL-14), anti-CD64 (clone X54-5/7.1), anti-
CD69 (clone ['H].2F3), anti-CD103 (clone 2E7), anti-Foxp3 (clone
150D), anti-IA/IE (clone M5/114.15.2), anti—-IFN-y (clone HMG1.2),
anti-IL-2 (clone JES6-5H4), anti-IL-4 (clone 11BI11), anti-IL-17A
(clone TC11-18H10.1), anti-IL-17F (clone 9D3.1C8), anti-Ly6G (clone
1A8), anti-Siglec-F (clone E50-2440), anti—-TCR-B (clone H57-597),
and anti-TER119 (clone TER-119) (purchased from BioLegend, BD
Biosciences, eBioscience, Thermo Fisher Scientific, or TONBO Bio-
sciences, all located in Tokyo, Japan). The following fluorescent conju-
gations of Abs were used: FITC, PE, PE—cyanine 7, allophycocyanin,
Alexa Fluor 647, allophycocyanin—cyanine 7, Brilliant Violet 421, Vio-
let 450, or Brilliant Violet 510. For the staining of lineage markers, bio-
tinylated Abs were used in combination with Brilliant Violet 605
streptavidin. For the staining of cells in the auricle skin, the cells were
treated with anti-CD16/32 (clone 93; BioLegend) before the staining
with fluorescent conjugated Abs. Stained cells were analyzed on a Gal-
lios cytometer with the Kaluza software program (Beckman Coulter,
Tokyo, Japan), the CytoFLEX cytometer with the CytExpert 1.0 soft-
ware program (Beckman Coulter), or a FACSAria II cell sorter with the
FACSDiva software program (Beckton Dickinson, Tokyo, Japan). Cell
sorting was performed using a BD FACSAria II cell sorter with the
FACSDiva software program at the purity of >98%. All data were ana-
lyzed using the FlowJo software program, version 10.4.2 (BD Bioscien-
ces, Ashland, OR). The gating strategy was designed on the basis of a
previous study (20).

In vitro culture of CD4™ T cells

CD4" T cells were cultured in RPMI 1640 medium supplemented with 2
mM L-glutamine, 1 mM sodium pyruvate, 10 mmol/l nonessential amino
acids, 10 mM HEPES, 100 U/ml penicillin, 100 pg/ml streptomycin, 55 uM
2-ME, and 10% FBS in a humidified atmosphere of 5% CO, at 37°C. The
cells were stimulated with immobilized anti-TCR-B mAb (10 pg/ml, clone
H57-597; BioLegend) and soluble anti-CD28 mAb (1 pg/ml, clone 37.5;
BioLegend) for the first 2 d and expanded for 5 d (ThN, Th1, and Th2 con-
ditions), 3 d (Th17 and inducible Treg [iTreg] conditions), or the indicated
periods. The following culture conditions were used: ThN condition, 10 ng/
ml recombinant murine (rm)IL-2 (TONBO Biosciences); Thl culture condi-
tion, 10 ng/ml rmIL-2, 0.1 ng/ml rmIL-12 (PeproTech, Rocky Hill, NJ), and
2.5 pwg/ml anti-IL-4 mAb (clone 11B11; BioLegend); Th2 culture condition,
10 ng/ml rmIL-2, 1 ng/ml rmIL-4 (PeproTech), and 2.5 pg/ml anti-IFN-y
mAD (clone R4-6A2; BioLegend); Thl7 culture condition, 10 ng/ml rmIL-
18 (FUJIFILM Wako, Osaka, Japan), 5 ng/ml rmIL-6 (Fujifilm Wako),
1 ng/ml recombinant human TGF-B (R&D Systems, Minneapolis, MN),
2.5 pg/ml anti-IFN-y mAb, 2.5 pg/ml anti-IL-4 mAb, and 2.5 pg/ml
anti—IL-2 mAb (clone JES6-1A12; BioLegend); iTreg condition, 10 ng/ml
rmIL-2, 1 ng/ml recombinant human TGF-B, 2.5 pg/ml anti-IFN-y mAb,
and 2.5 pg/ml anti—IL-4 mAb.

Cytokine measurements

For intracellular cytokine staining, the cultured cells were restimulated with
immobilized 10 pg/ml anti-TCR-B mAb for 6 h in the presence of 2 uM
monensin. For intracellular cytokine staining, cells were fixed in 4% parafor-
maldehyde, permeabilized, blocked, and stained with the indicated mAbs.
Cytokine production was analyzed on a flow cytometer. For ELISA, the cells
were restimulated with immobilized 10 pg/ml anti-TCR-B mAb for 24 h.
The cytokines contained in the restimulated culture supernatant were

T20zZ ‘T #7010 Uo ARIqi] AisiBAIlUN [0odeAlT Te /610" jounwiwi ' mmmy/:dny woly pepeoumoq


http://www.jimmunol.org/

The Journal of Immunology

measured by a sandwich ELISA using an optimal pair of Abs as follows:
IFN-y, clone R4-6A2 and clone XMG1.2; IL-2, clone JES6-1A12 and clone
JES6-5H4; 1L-4, clone BVD4-1D11 and clone BVD6-24G2; and IL-5, clone
TRFKS5 and clone TRFK4 (BD Biosciences). ELISAs for IL-10 and GM-
CSF were performed with Ready-SET-Go! ELISA (Thermo Fisher Scien-
tific) according to the manufacturer’s protocols. The ELISAs for IL-17, IL-
17F, and IL-13 were performed with the DuoSet ELISA (R&D Systems)
according to the manufacturer’s protocols.

Quantitative RT-PCR

For ex vivo analysis, cells were stimulated with or without 10 pwg/ml
anti—-TCR- for 4 h, then lysed in TRI reagent (Molecular Research Center,
Cincinnati, OH). For in vitro analysis, cultured cells were harvested and
lysed in TRI reagent. Total RNA was extracted. cDNA was synthesized
using SuperScript VILO reverse transcriptase (Invitrogen/Thermo Fisher Sci-
entific). cDNA of stimulated cells was used as a template for quantitative
PCRs for the detection of cytokine genes, whereas cDNA of unstimulated
cells was used for the detection of other genes. The expression of genes was
detected with specific primers and Roche Universal Probes (Nippon Gene).
The primers and probes used were as follows: /8s rRNA: 5'-GCAAT-
TATTCCCCATGAACG-3' (forward), 5'-GGGACTTAATCAACGCAAGC-3’
(reverse), probe 48; Ccr4: 5'-CTCAGGATCACTTTCAGAAGAGC-3' (for-
ward), 5'-GGCATTCATCTTTGGAATCG-3' (reverse), probe 18; Ccr8: 5'-AG-
AAGAAAGGCTCGCTCAGA-3' (forward), 5'-GGCTCCATCGTGTAATC-
CAT-3' (reverse), probe 4; Ccrl0: 5'-TGGCAATGGCCTAGTCTTG-3' (for-
ward), 5'-AGGTGGGAGATCGGGTAGTT-3' (reverse), probe 71; Csf2: 5'-
GCATGTAGAGGCCATCAAAGA-3' (forward), 5'-CGGGTCTGCACACA-
TGTTA-3' (reverse), probe 79; Foxp3: 5'-TCAGGAGCCCACCAGTACA-3’
(forward), 5'-TCTGAAGGCAGAGTCAGGAGA-3' (reverse), probe 78; Gata3: -
5'-TTATCAAGCCCAAGCGAAG-3" (forward), 5'-TGGTGGTGGTCTGACA-
GTT-3' (reverse), probe 108; Ifng: 5'-ATCTGGAGGAACTGGCAAAA-3' (for-
ward), 5'-TTCAAGACTTCAAAGAGTCTGAGGTA-3'" (reverse), probe 21; //4:
5'-GATCGGCATTTTCAACGAG-3' (forward), 5'-CGAGCTCACTCTCTGTG-
GTG-3' (reverse), probe 92; 1110: 5'-CAGAGCCACATGCTCCTAGA-3' (for-
ward), 5'-TGTCCAGCTGGTCCTTTGTT-3' (reverse), probe 41; 1113: 5'-ACCC-
AGAGGATATTGC-3' (forward), 5'-TGGGCTACTTCGATTT-3' (reverse),
probe 75; 1117f: 5'-CCCAGGAAGACATACT-3' (forward), 5'-CAACAG-
TAGCAAAGAC-3'(reverse), probe 46; [122: 5'-TTTCCTGACCAAACT-
CAGCA-3’ (forward), 5'-TCTGGATGTTCTGGTCGTCA-3' (reverse), probe
17; Itgae: 5'-GCAGAGAACCACAGGACGA-3' (forward), 5'-CAATGAT-
GAGAGGCAAAGAGC-3' (reverse), probe 63; Kdméa: 5'-CGGGTTCGTG-
AGGTTTCAT-3' (forward), 5'-GAGATTCGTAGCAGCGAACA-3' (reverse),
probe 3; Kdm6b: 5'-GTACAGACCCCCGGAACC-3" (forward), 5'-TGGT-
GGAGAAAAGGCCTAAG-3' (reverse), probe 20; Rorc: 5'-CAGCGCAC-
CAACCTCTTT-3' (forward), 5'-CCCACATCTCCCACATTGA-3" (reverse),
probe 52; Thx21: 5'-TCAACCAGCACCAGACAGAG-3’ (forward), 5'-AAA-
CATCCTGTAATGGCTTGTG-3" (reverse), probe 19; Tnfa: 5'-TCTTCTC-
ATTCCTGCTTGTGG-3" (forward), 5'-GGTCTGGGCCATAGAACTGA-3’
(reverse), probe 49; Kdmb6a (exon 2, for deleted region in Ut KO): 5'-
CGGGTTCGTGAGGTTTCAT-3' (forward), 5'-GAGATTCGTAGCAGCGA-
ACA-3' (reverse), probe 3; Kdmo6b: 5'-GTACAGACCCCCGGAACC-3' (for-
ward), 5'-TGGTGGAGAAAAGGCCTAAG-3' (reverse), probe 20; Kdm6b
(exon 17, for deleted region in Jmjd3 KO): 5'-GGGTAACATCCACA-
GGCAAC-3' (forward), 5'-TGTATAGCTGCACGGTGTTCAT-3’ (reverse),
probe 102. For the detection of //5 (MmO00439646_ml) and I/17a
(MmmO004396180_m1) genes, predeveloped assay reagent kits of pri-
mers and probes (TagMan; Thermo Fisher Scientific) were used.

Western blotting

Cells were washed with ice-cold PBS, and nuclear and cytoplasmic lysates
were prepared using NE-PER Nuclear and Cytoplasmic Extraction Reagents
(Thermo Fisher Scientific). The lysates were denatured, separated with SDS-
PAGE on a 10% acrylamide gel, and transferred onto a polyvinylidene
diftuoride membrane. The blots were probed with rabbit anti-UTX mAb
(clone D3Qll), rabbit anti—B-actin mAb (clone 13ES), rabbit anti-
H3K27me2 polyclonal Ab (PoAb) (39245), rabbit anti-H3K27me3 PoAb
(39155), and mouse anti-histone H3 mAb (39763) (from either Cell Signal-
ing Technology, Tokyo, Japan, or Active Motif, Carlsbad, CA). The immu-
noreactive proteins were visualized with peroxidase-conjugated antirabbit
IgG (H+L) or antigoat IgG (H+L) (Jackson ImmunoResearch Laboratory,
West Grove, PA) using an ECL detection system (GE Healthcare, Tokyo,
Japan). The images were captured using a ChemiDoc XRS Plus luminescent
image analyzer (Bio-Rad Laboratories, Hercules, CA).

Chromatin immunoprecipitation (ChIP)—quantitative PCR

The ChIP assay was performed using the Magna ChIP G kit (17-611; Merck
Millipore, Burlington, MA) according to the manufacturer’s protocol.

Briefly, 1 million cells per one ChIP reaction of freshly isolated CD4* T
cells or CD4™ T cells that were cultured for 5 d under one ThN condition
were cross-linked with 1% paraformaldehyde in PBS and sonicated. The
sheared chromatin lysates were precipitated with 2 pg of rabbit PoAb
anti—histone H3K27me2 (39245; Active Motif) or 5 pg of rabbit PoAb
anti—histone H3K27me3 (39155; Active Motif) Ab. The precipitated genome
was amplified with gene-specific primers and Roche Universal Probes (Nippon
Gene). The primers and probes used were as follows: Ifig promoter region
(Ifng-p2): 5'-GAGGAGCCTTCGATCAGGTA-3' (forward), 5'-TTCTCTAG-
GTCAGCCGATGG-3' (reverse), probe 106; Csf2 promoter region: 5'-GCA-
GTGAGCCCAGTACTCAGA-3' (forward), 5'-CACAATGCCCAGGAAA-
AGTAA-3' (reverse), probe 5; Foxp3 exon 1 region: 5'- CATCTCCTCC-
ATCCAAGCTC-3' (forward), 5'-CTTCCAAGTCTCGTCTGAAGG-3' (reverse),
probe 2.

Statistical analyses

All statistical analyses were performed using the Prism software program
(version 6 or version 9; GraphPad Software, La Jolla, CA). Differences
between the two groups were tested using two-tailed unpaired 7 tests. Differ-
ences among multiple groups were tested using either one-way or two-way
ANOVA tests. The statistical significance is shown in the figures (*p <
0.05, **p < 0.01, #*#*p < 0.005, and ****p < 0.001).

Results
Deficiency of Utx, but not Jmjd3, in T cells aggravated the skin
symptoms of DNFB-derived ACD

Ag-specific CD4" and CD8" T cells (21) are involved in the
development of ACD. Both Utx and Jmjd3 play an important role
in the differentiation and function of CD4* and CD8™ T cells (M.
Kuwahara, et al., manuscript posted on bioRxiv, DOL: 10.1101/
184648) (16, 22). Thus, we first assessed the impact of the loss of
Utx or Jmjd3 in T cells upon the induction of ACD using T
cell-specific Utx KO mice and Jmjd3 KO mice. Of note, the
mRNA expression of Kdm6a coding Utx and Kdm6b coding
Jmjd3 was definitely deleted in CD4" T cells of Utx KO mice and
Jmjd3 KO mice, respectively (Supplemental Fig. 1A). In addition,
we confirmed the depletion of Utx protein in cultured Utx KO
CD4" T cells by immunoblotting (Supplemental Fig. 1B). How-
ever, the level of histone H3K27me2 and H3K27me3 was almost
identical among WT, Utx KO, and Jmjd3 KO CD4" T cells
(Supplemental Fig. 1C). Repeated applications of a hapten DNFB
resulted in scaly and swollen skin in Utx KO mice in comparison
with WT mice (Fig. 1A). In contrast, visual observation and the
measurement of the ear thickness revealed no difference in the
skin of Jmjd3 KO mice and WT mice (Fig. 1B).

In order to evaluate the morphological differences in the skin, we
analyzed histological sections of skin specimens, as shown in Fig.
1C and 1D. In comparison with auricle skin that was treated with
vehicle (a mixture of acetone and olive oil), the skin treated with
DNFB showed epidermal hyperplasia accompanied by mitotic fig-
ures in the epidermal keratinocytes, hyperkeratosis, hypertrophy of
keratinocytes in the spinous and granular layers, and an increase in
the intracellular space in the epidermis. In addition, cellular infiltra-
tion, including granulocyte infiltration and an increase in the number
of fibroblasts, was observed in the dermis of WT mice that were
treated with DNFB. DNFB-treated Utx KO mice had epidermal
hyperplasia and increased mitotic figures, a decrease in granular
layer keratinocytes, cellular hypertrophy in spinous layer keratino-
cytes, and microabscesses and massive infiltration of cells into the
epidermis, dermis, and s.c. tissue. On the one hand, the junction
between the dermis and s.c. tissue was not clear in the skin of Utx
KO mice that received DNFB (Fig. 1C). On the other hand, Jmjd3
KO mice that were treated with DNFB had epidermal hyperplasia
along with hypertrophy of keratinocytes and larger intracellular
spaces in the spinous layer of keratinocytes, whereas the intensity of
symptoms of Jmjd3 KO mice was milder than the symptoms of Utx
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FIGURE 1. Skin inflammation was aggravated in Utx KO mice but not in Jmjd3 KO mice. Representative images (left) and changes in the ear thickness
(right) of Utx KO mice (A) and Jmjd3 KO mice (B). Plots and error bars indicate the mean and SD, respectively. (A) WT (open circles; n» = 5) and Utx KO
(filled circles; n = 5). (B) WT (open circles; n = 6) and Jmjd3 KO (filled circles; » = 6). (C and D) Representative images of auricle sections stained with
H&E. Original magnification x20. (C) WT mice versus Utx KO mice. (D) WT mice versus Jmjd3 KO mice. Two-way ANOVA followed by post hoc test;
*p < 0.05, **p < 0.01, ****p < 0.001. DNFB, DNFB dissolved in acetone/olive oil; vehicle, acetone/olive oil; WT, wild type mouse as a control.

KO mice (Fig. 1D). No inflammation was observed in the auricle of
either Jmjd3 KO mice or WT mice that were treated with vehicle
(Fig. 1C and 1D). As described below, this morphological analysis
led us to focus on the role of the Utx expression in T cells in the
development of DNFB-derived ACD.

Changes of immune cells in the lesional skin of Utx KO mice after
repeated applications of DNFB

Upon repeated exposure to a hapten, inflammatory cells, including
granulocytes, macrophages, and Ag-specific effector T cells, infil-
trated the lesional skin (4). In order to compare the composition of
immune cells that accumulated in ACD skin between WT mice and
Utx KO mice, we established gating strategies for granulocytes
(Supplemental Fig. 2A) and for monocytes, macrophages, and den-
dritic cells (DCs) (Supplemental Fig. 2B) and analyzed immune
cells in the skin at 24 h after a third challenge with DNFB (Fig.
2A-2C). Consistent with the histological observations (Fig. 1C and
1D), the frequencies and cell numbers of granulocytes, neutrophils,
and eosinophils, per auricle, were all increased in Utx KO mice:
neutrophils expressing Ly6G (a neutrophil marker) (23) as a CD45™
lineage marker (Lin)~ TCR-B~ CD11b" Ly6G™, WT versus Utx
KO, 53.2 + 4.0% versus 50.2 + 9.8% [52.7 + 3.6 x 10° cells versus
152.7 £ 30.2 x 10> cells], a 2.9-fold increase in the mean cell num-
ber; eosinophils expressing Siglec-F (an eosinophil marker) (24) as
CD45" Lin~ TCR-B~ Ly6G~ IA/IE- CDI11b* Siglec-F*, WT ver-
sus Utx KO, 23.5 + 15.5% versus 60.4 + 13.7% [9.7 = 4.4 x 10° cells
versus 96.5 + 57.7 x 10° cells], a 9.9-fold increase in the mean cell
number (Fig. 2A and 2D).

In contrast, the cell numbers of monocytes in DNFB-treated Utx
KO mice were slightly increased compared with those in the
DNFB-treated WT mice: monocytes expressing CD64 (a monocyte/
macrophage marker) as CD45" Lin~ Ly6G~ IA/IE SSC-A"

CD11b* CD64%, WT versus Utx KO, 46.9 + 24.9% versus 52.3 +
27.1% [8.3 + 5.8 x 10? cells versus 11.2 £ 13.3 x 10° cells], a 1.3-
fold increase in the mean cell number. Only the cell numbers of
macrophages and DCs were increased in Utx KO mice: macro-
phages as CD45" Lin~ Ly6G~ IA/IE*™ CD11b*™ CD64", WT
versus Utx KO, 50.3 £ 24.4% versus 27.2 = 12.7% [14.3 = 10.2 X
10° cells versus 42.3 + 42.0 x 10° cells], a 3.0-fold increase in the
mean cell number; DCs as CD45" Lin~ Ly6G~ IA/IE® CD11b~/*
CDllc" CD64°, WT versus Utx KO, 16.1 + 3.1% versus 4.2 +
1.8% [1.9 £ 0.7 x 10° cells versus 3.4 = 0.4 x 10° cells], 1.8-fold
increase as the mean cell number (Fig. 2B and 2E). Of note, the
changes in the numbers of cells in Utx KO mice showed identical
trends between experiments. Only the changes in neutrophils and
DCs showed large statistically significant variations in the analysis
(Fig. 2D-2F). The cell numbers of total o T cells as CD45" TCR-
BT SSC-Al°, CD4™ T cells as CD45" TCRB™ SSC-A° CD4™,
and CD8" T cells as CD45" TCR-B* SSC-A"° CD8™ were almost
identical between Utx KO mice and WT mice, although the frequency
varied: CD4" T cells, WT versus Utx KO, 30.5 + 7.6% versus 21.7 £
4.2% [5.5+2.5 x 10% cells versus 5.3 = 2.0 x 10° cells]; CD8* T
cells, WT versus Utx KO, 51.4 + 12.8% versus 47.6 £ 6.9% [11.3 +
9.1 x 10 cells versus 12.1 £ 5.3 x 10° cells] (Fig. 2C and 2F).

In response to repeated Ag exposures, effector memory T (Tgy)
cells and tissue-resident memory T (Tgry) cells accumulate in local
sites of nonlymphoid tissues, such as the skin exposed to Ag rechal-
lenge (25). In order to classify the type of memory T cells in the skin,
we analyzed the expression profiles of surface markers. The fre-
quency of CD4" Tgy cells (CD45™ Lin~ TCR-B™ CD4* CD62LY
CD44") in the skin of DNFB-treated WT and Utx KO mice was
identical: WT versus Utx KO, 64.7 + 4.6% versus 57.4 + 1.4% [4.8
3.0 x 10° cells versus 5.0 + 2.4 x 10° cells] (Supplemental Fig. 3A
and data not shown). The frequency and cell number of CD4" Tgry,
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FIGURE 2. The cellular and functional analysis of immune cells that accumulated in the skin of Utx KO mice after repeated applications of a hapten
DNFB. Plots of (A) granulocytes, including neutrophils (Neut; CD45" lineage marker [Lin]~ TCR-8~ CD11b" Ly6G™) and eosinophils (Eo; CD45" Lin™
TCR-B~ Ly6G~ IA/IE~ CD11b" Siglec-F*), (B) monocytes (Mono; CD45" Lin~ Ly6G~ IA/IE~ SSC-A" CD11b" CD64 "), macrophages (Mac; CD45™"
Lin~ Ly6G~ IA/IE™™ CD11b "™ CD64 "), and DCs (CD45™ Lin~ Ly6G~ IA/IE™ CD11b~'* CD11c* CD647) and (C) BT cells (afT, CD45" TCRB™"
SSC-Al°), CD4™ T cells (CD45" TCR-B* SSC-A® CD4™"), and CD8™ T cells (CD45" TCR-B* SSC-A° CD8™). Numbers on plots indicate the frequencies
of gated populations (A—C). Calculated cell numbers (per one piece of auricle) of neutrophils and eosinophils (D); calculated cell numbers (per one piece of
auricle) of monocytes, macrophages, and DCs (E); and calculated cell numbers (per one piece of auricle) of CD4™ T cells and CD8™ T cells (F). The cell
numbers in (D)—(F) were determined from three independent FACS analyses of pooled skin at 24 h after the third challenge with DNFB. WT (open circles)
and Urx KO (filled circles). Each dot indicates one experiment. Three WT mice and two Utx KO mice were used in each experiment depicted in (A), (B),
(D), and (E). Three WT mice and three Utx KO mice were used in each experiment shown in (B) and (E). Each bar indicates the mean. Profiles of the mRNA
expression of the cytokine gene of (G) purified CD4" T cells (CD45" TCR-B™ SSC-A" CD4") and (H) purified CD8" T cells (CD45" TCR-B™ SSC-Al°
CD8") from pooled skin at 24 h after the third challenge with DNFB. RQ, relative quantity. Data are shown as levels relative to the reference gene,
18s rRNA. WT (open bars) and Utx KO (filled bars). Error bars indicate technical variation in triplicate. Data represent the results of two independent experi-
ments (G and H). Two-tailed unpaired ¢ test; *p < 0.05, **p < 0.01, ****p < 0.001. Refer to Supplemental Fig. 2 related to (A) and (B) for the gating strate-

gies. Supplemental Fig. 3 is related to (C); it shows the further analysis for memory phenotypes and CD25 expression.

cells (CD45" Lin~ TCR-B" CD4" CD69" CD103™/7) in the skin
of Utx KO mice was slightly higher than that in the skin of WT mice,
although the trend was not statistically significant: WT versus Utx
KO, 19.3 £ 17.9% versus 31.4 + 18.0% [1.1 + 1.1 x 10° cells versus
1.9 + 1.8 x 10° cells] (Supplemental Fig. 3B and data not shown).
Similarly to CD4" T cells, the numbers of CD8" Tpy, cells (CD45™
TCR-B* CD8" CD62L" CD44M) in the DNFB-treated skin of WT
mice and Utx KO mice were statistically identical: WT versus Utx
KO, 71.8 + 13.0% versus 70.9 + 14.8% [10.1 £ 7.6 x 10° cells ver-
sus 5.3 + 23 x 10° cells] (Supplemental Fig. 3C and data not
shown). In addition, the numbers of CD8" Tgy cells (CD45"
TCR-B* CD8" CD69" CD103™) in the skin of Utx KO mice were
also statistically identical to those of WT mice (Supplemental Fig. 3D,
WT versus Utx KO, 19.0 +4.5% versus 13.8 £ 0.5% [1.9 £ 1.4 x 10°
cells versus 1.7 + 0.7 x 10° cells]).

Although the numbers of CD4" T cells and CD8" T cells in the
lesional skin were identical between WT and Utx KO mice, the
numbers of CD25" Foxp3™ Teony cells were significantly increased
in the skin of Utx KO mice, whereas the numbers of Foxp3™ Treg
cells were decreased in Utx KO mice (Supplemental Fig. 3E and
3F). The result suggests that a larger number of CD4" T cells that
accumulated in the lesional skin of Utx KO mice could become acti-
vated. The mRNA expression of inflammatory cytokine genes was
analyzed at the same time point as Fig. 2A-2F to clarify the func-
tionality of CD4" T cells and CD8" T cells in the skin (Fig. 2G
and 2H). Total CD4" T cells in the DNFB-treated skin of Utx KO
mice expressed proinflammatory cytokine mRNAs, including /fng,
1113, and Csf2, at levels almost identical to those of the cells of WT
mice (Fig. 2G). Similarly, total CD8* T cells in the skin of Utx KO
mice expressed proinflammatory cytokines such as Ifig and Tnfa at
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FIGURE 3. Existence of T cells at various stages in the draining LNs of challenged Utx KO mice after repeated applications of a hapten DNFB. The
dynamics of frequency and cell numbers of (A) CD4 " T cells and (B) CD8™ T cells at various stages in the draining LNs at 24 h after the first, second, and
third challenges with DNFB. WT (open circles) and Utx KO (filled circles). Each dot indicates one mouse (Ctrl, n = 5; Utx KO, n = 5). Two-way ANOVA
followed by Sidak’s post hoc test; *p < 0.05, **p < 0.01, ***p < 0.005, ***%p < 0.001. CM, CD62L" CD44" central memory; EM, CD62L'° CD44"

effector memory; Naive, CD62L" CD44".

levels identical to those of the cells of WT mice. However, the /13
expression of Usx KO CD8" T cells in the skin was significantly
higher than that in WT cells (Fig. 2H). It is noteworthy that the rela-
tive quantities of fing and 7113 in CD4" T cells and CD8™ T cells
were calculated using the same standardized relative quantity (Fig.
2G and 2H). The Ifng expression of WT CD8" T cells was ~10
times higher than the expression of WT CD4" T cells, whereas the
1113 expression in WT CD8" T cells and WT CD4" T cells was
identical at the time point that we tested. Taken together, repeated
applications of DNFB to Utx KO mice caused the accumulation of
larger numbers of neutrophils and DCs as well as possibly larger
numbers of eosinophils and macrophages in the skin lesion than in
WT mice. Furthermore, the activation of Utx KO CD4™ T cells and
CD8" T cell-derived proinflammatory cytokines such as IL-13
might be involved in the aggravation of skin symptoms.

Changes of CD4" T cell phenotypes in the draining LNs after
repeated application of DNFB

The sensitization of skin by having contact with haptens primes the
naive T cells in the draining LNs into effector T cells through
migratory DCs that present peptides from haptenated proteins (3, 4).
To compare the kinetics of surface markers on T cells in the drain-
ing LNs along with Ag applications between WT mice and Utx KO
mice, we analyzed naive, central memory (CM), and EM pheno-
types on CD4" or CD8" T cells according to the expression of
CD62L and CD44. As shown in Fig. 3A and 3B, the frequencies
and cell numbers of total CD4™ and CD8™ T cells were both lower

in Utx KO mice at 24 h after the second challenge with DNFB. At
this point, a significant difference in ear thickness was observed
between WT and Utx KO mice (Fig. 1A). Furthermore, the numbers
of CD62L"™ CD44" naive CD4™ T cells, CD62L" CD44™ CD4"*
Tim cells, and CD62LM CD44M CD4™ Ty, cells were all decreased
in Utx KO mice until 24 h after the second challenge, whereas the
frequencies were dramatically decreased in CD4" Tgy, cells at 24 h
after the third challenge (Fig. 3A). In contrast, significant differences
in the frequencies and cell numbers in CD8" T cells were only
observed in the CM populations, with the exception of the slight dif-
ference in cell numbers of naive CD8" T cells between WT and
Utx KO mice (Fig. 3B). Because at least two challenges with
DNFB caused swelling responses in the auricle skin that were more
severe in Uty KO mice than in WT mice (Fig. 1A), the cell numbers
of memory and/or naive phenotypes of CD4" T cells and CD8™ T
cells in the draining LNs might not be linked to the severity of the
skin lesion.

To assess the capability of cytokine production in CD4" T cells
of skin-draining LNs after challenge with DNFB, we analyzed the
proinflammatory phenotypes of CD4" T cells and compared the
cells between WT or Utx KO mice at 24 h after the first, second,
and third challenges with DNFB. Among the cytokines that we
tested, the Ifng and Csf2 mRNA expression levels at 24 h after the
second challenge with DNFB were higher, whereas the 7/17a, 1117f,
and JL22 mRNA expression levels were lower, in Utx KO CD4* T
cells of the draining LNs than in WT CD4™ T cells (Fig. 4A). Con-
sistent with the lower //17a and IL17f mRNA expression in Utx KO
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FIGURE 4. The expression of proinflammatory cytokines and master regulators in CD4 " T cells of the draining LNs of challenged Utx KO mice after
repeated applications of a hapten DNFB. The dynamics of the expression levels of proinflammatory cytokines (A) and those of master regulators for Thl,
Th17, and Th2 cells (B) in CD4" T cells of the draining LNs at 24 h after the first, second, and third challenges with DNFB. RQ, relative quantity. Data are
shown as levels relative to the reference gene, /8s IRNA. WT (open circles) and Utx KO (filled circles). Each dot indicates one mouse (Ctrl, n = 5; Utx KO,
n = 5). Two-way ANOVA followed by Sidak’s post hoc test; *p < 0.05, **p < 0.01, ***p < 0.005.

CD4" T cells, the master regulator for Th17 cell differentiation,
Rorc (26), at 24 h after the second challenge with DNFB was lower
in Utx KO CD4" T cells than in WT CD4" T cells. In CD4" T
cells, the expression levels of 7bx2/ coding T-bet, the master regu-
lator for Thl cells (27), and Gata3, the master regulator for Th2
cells (28), were identical in WT and Utx KO mice, regardless of the
number of challenges with DNFB (Fig. 4B).

It is noteworthy that the expression of //13 was higher in Utx KO
CD4" T cells at 24 h after the first and second challenges with
DNFB than that in WT CD4" T cells. However, the difference was
not statistically significant. The expression of //4 and /5 did not dif-
fer between Utx KO CD4™ T cells and WT CD4™ T cells, regard-
less of the number of challenges (Fig. 4A). The expression of Gata3
dropped after the third challenge in CD4" T cells, regardless of the
presence of Utx (Fig. 4B). These findings suggested that Umx KO
CD4" T cells showed greater capacity to express Ifng and Csf2
(and probably 1713) than did WT CD4" T cells in the draining LNs
after challenges with the hapten, but that Utx KO CD4" T cells had
a smaller capacity to express //17a, Il17f, and /122 than did WT
CD4™ T cells in the draining LN after challenges with the hapten.

The roles of Utx in differentiating CD4" T cells in vitro

To address the role of Utx in the functional differentiation of CD4 "
T cells, we cultured splenic naive CD4™ T cells from either WT or
Utx KO mice under various conditions. First, we analyzed the
kinetic expression of Kdm6a and Kdm6b in naive CD4™ T cells
after stimulation with anti-TCR-$ plus anti-CD28 for up to 72 h
(Fig. 5A). Interestingly, the kinetics of the expression of Kdm6a and
Kdm6b in activated CD4" T cells were different: The expression of
Kdm6a was almost stable within the time frame that we analyzed,
whereas the expression of Kdm6b was transiently increased at just
after 2 h of stimulation and then gradually decreased (Fig. 5A). Sec-
ond, the expression levels of Kdm6a in differentiating CD4" T cells
that were cultured for 2 d under neutral (ThN), Thl, Th2, Th17 or

iTreg conditions were all lower than those in naive CD4" T cells.
Similarly, the expression levels of Kdm6b in differentiating CD4* T
cells were all lower, regardless of the culture conditions (Fig. 5B).

To assess the effects of Utx deficiency in effector CD4" T cell dif-
ferentiation in vitro, we cultured naive CD4™ T cells from WT or Utx
KO mice under various cytokine conditions. Activated Utx KO CD4™
T cells cultured with one ThN condition gave rise to a greater fre-
quency of IFN-y—producing cells and greater [FN-y production than
did activated WT CD4" T cells. The Utx KO cells produced slightly
a larger amount of IL-2 and a significantly larger amount of GM-CSF
than did WT cells (Fig. 5C and Supplemental Fig. 4A). The increase
in the production of IFN-y and GM-CSF in Uxx KO CD4" T cells
under one ThN condition was also supported by the status of
H3K27me2 and H3K27me3 (Supplemental Fig. 4B). The basal level
of H3K27me3 at the Ifing promoter region (I/fng-p2) in Utx KO unsti-
mulated CD4™ T cells was lower than in WT unstimulated CD4* T
cells. After cultivation for 5 d, the level of H3K27me3 at the Ifng-p2
in Utc KO cells showed no reduction, whereas the level in WT cells
was decreased. The level of H3K27me2 at the Csf2 promoter region
(Csf2-p) of unstimulated Utx KO CD4" T cells was almost the same
as in unstimulated WT cells. However, the level of H3K27me2 at the
Csf2-p gene locus of differentiated Utx KO cells was lower than that
in differentiated WT cells (Supplemental Fig. 4B).

Similarly, Utx KO CD4" T cells under one Thl condition were
capable of inducing slightly higher IL-2 production than were WT
cells. To the contrary, the amount of IFN-y in differentiated CD4 "
T cells under one Thl condition was slightly smaller than that in
WT cells (Fig. 5D and Supplemental Fig. 4A). It is noteworthy that
the amount of IFN-y produced by Ur KO CD4™ T cells under one
ThN condition (Fig. 5C) was almost identical to the amount pro-
duced under one Thl condition (Fig. 5D). In addition, on the one
hand, Urx KO CD4™ T cells that were cultured under one Thl con-
dition were capable of producing a significantly larger amount of
GM-CSF than were WT CD4" T cells (Fig. 5D). On the other
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hand, the capability to produce proinflammatory cytokines (e.g.,
IL-4, IL-5, and IL-13) and the regulatory cytokine IL-10 was
decreased in Urx KO CD4" T cells cultured under one Th2 condi-
tion as compared with WT CD4" T cells, whereas the production
of GM-CSF in WT and Utx KO CD4" T cells was identical (Fig.
SE and Supplemental Fig. 4A). The capability to produce IL-17A in
Utx KO CD4™ T cells cultured under one Th17 condition was also
inhibited in comparison with WT CD4" T cells, whereas the
IL-17F secretion was identical (Fig. SF and Supplemental Fig. 4A).
In addition, Utx KO CD4" T cells cultured under one Th17 condi-
tion were able to secrete larger amounts of GM-CSF than the WT
CD4" T cells. However, the amount of GM-CSF produced by the
U KO CD4" T cells under one Th17 condition was relatively
much smaller than the amount of GM-CSF produced by the Utx
KO cells under one Th2 condition (Fig. 5SE and 5F).
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The expression of chemokine receptors is required for the migra-
tion of CD4" T cells from the draining LNs to the skin (29). We
therefore analyzed the expression of skin-tropic chemokine recep-
tors, Ccrd, Cer8, and Cerl0, on CD4"1 T cells cultured under vari-
ous conditions in vitro. Ccr4 was expressed at the highest level in
differentiating Th2 and Thl7 cells, whereas Ccr8 and Ccrl0 were
expressed in Th2 and ThN at the highest level in differentiating WT
CD4" T cells, respectively. The loss of Utx slightly enhanced the
Cerd, Ccer8, and Ccrl0 expression in differentiating Th2 cells. In
contrast, Utx KO Th1 cells showed lower Ccr4 and Ccr8 expression
levels with the higher expression of Ccrl0. Utk KO CD4™ T cells
cultured under one ThN condition also expressed a lower level of
Ccrl0. However, the expression levels of Ccr4 and Cer§ in Utx KO
ThN cells were identical (Supplemental Fig. 4C). These analyses of
Ut KO CD4" T cells cultured under various conditions in vitro
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suggested that activated Utx KO CD4™ T cells might be able to pro-
duce a large amount of IFN-y and GM-CSF and that Usx KO effec-
tor CD4™ T cells could be prone to traffic to the skin.

T,eq cells in Utx KO mice with DNFB-derived ACD

Foxp3™ CD4™" Tyeg cells play suppressive roles in hapten-specific
effector responses (30). In order to address the effect of Urx defi-
ciency in T, cells upon aggravation of DNFB-induced Utx KO
ACD in mice and the role of Utx in the generation of T, cells
in vitro, we first analyzed the frequencies and cell numbers of T,
cells in our models of ACD. As shown in Fig. 6A and 6B, the fre-
quency and cell numbers of Foxp3™ CD4" Ty cells in the skin of
Utx KO mice at 24 h after the third challenge with DNFB were
lower than those in WT mice. However, the changes of Foxp3™
CD4™" Ty cells were not statistically significant: WT versus Utx
KO, 7.1 + 1.2% versus 2.1 + 0.4% [0.5 + 0.2 x 10° cells versus
0.2 + 0.1 x 10° cells]. Furthermore, the frequency and cell numbers
of Foxp3~™ CD4" T,y cells in the skin of Utx KO mice were
higher. However, the changes of Foxp3~ CD4" T, cells were not
statistically significant: WT versus Utx KO, 40.8 + 5.1% versus
61.9 +3.7% [2.8 £ 0.4 x 10° cells versus 5.2 + 1.8 x 10° cells].
The ratio of Foxp3 " CD4" Tieg cells to Foxp3™ CD4" Teony cells
in the skin was also lower in Utx KO mice than in WT mice: WT
versus Utx KO, 0.18 £ 0.04 versus 0.04 + 0.01. Consistently, the
expression of Foxp3 in the CD4" T cells in the skin of Uxx KO
mice was slightly lower than that in the cells in the skin of WT
mice: WT versus Utx KO, 1.20 versus 0.97 (Fig. 6C). In addition to
the phenotype in the skin, the frequencies and cell numbers of
Foxp3™ CD4" T, cells in the draining LNs of Utx KO mice and
the ratio of Ty, cells to Teony cells were all lower than those in WT
mice, regardless of the number of DNFB challenges (Fig. 6D—6F).
Furthermore, the expression of another T cell-mediated regulating
factor, 1110, was also lower in CD4™ T cells of Utx KO mice than
in those of WT mice at 24 h after the third challenge with DNFB,
whereas the expression after the first and second challenges was
identical (Fig. 6G). These data suggested that the regulatory func-
tions of CD4™ T cells could become weaker without the expression
of Utx.

In addition to the above analyses, we investigated the effect of
the Utx deficiency in naive CD4" T cells on the differentiation of
Tieg cells in vitro. The dimethylation or trimethylation status of his-
tone H3K27 at the Foxp3 exon 1 region in Utx KO freshly isolated
CD4" and activated CD4™ T cells was almost comparable to that
in WT cells (Supplemental Fig. 4B). However, the induction of
Foxp3 in activated CD4" T cells cultured under iTreg conditions
was decreased in Utx KO CD4" T cells as compared with that in
WT CD4" T cells (Fig. 6H). It is noteworthy that Urx KO Foxp3™
Tyeg cells under one culture condition in the presence of TGF-B
showed lower expression of CCR4 at both the mRNA (Fig. 6]) and
protein (Fig. 6]) levels than did WT Foxp3™* Ty cells. The effi-
ciency of CD4" T cell differentiation into Ty cells and of CCR4
induction that is required for infiltration of the skin (31) was lower
in the absence of Utx. All of the results suggested that lower num-
bers of Foxp3™ Treg cells and the weaker expression of CCR4 in
Utx KO CD4" T cells could be linked to the aggravation of skin
symptoms induced by the application of DNFB.

Discussion

Because CD4™ T cells are required to have an early inflammatory
response for the induction of contact hypersensitivity (3), we
focused on CD4™ T cells in the present study. We demonstrated
that T cell-specific Utx KO mice showed severer symptoms of
ACD than did WT mice, whereas Jmjd3 KO mice showed

conditions of inflammation identical to those in WT mice. We there-
fore concluded that the following factors in Utx KO mice could
potentially exacerbate the pathogenesis of ACD: (1) the massive
accumulation of myeloid cells and the activation of Ag-specific T
cells that express proinflammatory cytokines, (2) the decreased capa-
bility of CD4" T cells to differentiate into Foxp3™ Treg cells, and
(3) the decreased expression of CCR4 (a skin-tropic chemokine
receptor) in Ty, cells.

The analysis of the affected skin by flow cytometry showed a
greater accumulation of myeloid cells, including neutrophils, DCs,
eosinophils, and macrophages, in Utx KO mice than in WT mice.
Furthermore, CD8" T cells that were capable of producing larger
amounts of proinflammatory cytokines (e.g., //13) infiltrating the
skin of Utx KO mice than were seen in the skin of WT mice after a
third challenge with DNFB. Although the mRNA expression of
cytokine genes in CD4" T cells of the skin at one time point during
the process of ACD development did not differ between Utx KO
and WT mice to a statistically significant extent (Fig. 2G and 2H),
the higher levels of cytokine expression, such as /fag and Csf2, in
Utx KO CD4™ T cells in the skin at a different time point, after a
second challenge with DNFB, could be interpreted as follows. First,
Utx KO CD4" T cells expressed Ifing and Csf2 mRNAs at higher
levels than did WT CD4" T cells during the development of ACD
(Fig. 4A). Second, Utx KO CD4™ T cells cultured under one ThN
condition gave rise to the expression of IFN-y and GM-CSF at
higher levels than did WT CD4" T cells (Fig. 5C). The production
of IL-13 could attract T cells via the induction of CCL22 in kerati-
nocytes (32) and could downregulate the expression of structural
molecules in the epidermis (33, 34). In addition, the IFN-y expres-
sion in the skin could result in the accumulation of T cells and
inflammatory DCs (35), the production of chemoattracting and acti-
vating factors for monocytes in keratinocytes (36), and the induction
of the expression of transglutaminase, all processes that are involved
in the cornification of keratinocytes (37). Furthermore, the presence
of GM-CSF could become a mediator of tissue inflammation
through DCs, macrophages, and granulocytes (38). Thus, the
increase in the production of all proinflammatory cytokines in Utx
KO T cells could be associated with the accumulation of the other
immune cells in the skin, as we observed histologically in Utx KO
mice. Further analysis of the kinetic expression of cytokines and
comprehensive analysis of cytokine production in Utx KO T cells in
the skin could further elucidate the mechanisms of skin symptoms
of ACD.

As reported in one previous study (39), the expression of cell sur-
face molecules, including CD44, may be affected by the deletion of
Utx in CD4" T cells. Throughout our analysis, we have observed
the downregulated expression of CD44 in Uty KO T cells in the
skin-draining LNs and spleen and a slightly downregulated expres-
sion level in the skin (Supplemental Fig. 3 and data not shown).
Although CD44 may play a role in the development of ACD and
the expression of CD44 in Utx KO T cells in the skin was relatively
low (Fig. 2), we hypothesize that the lower expression of CD44 on
Ut KO CD4" T cells and CD8" T cells could not affect their
capability to express cytokines in the skin or the lesional skin.

Because Li et al. demonstrated that the generation of Foxp3™
Treg cells was reduced in Jmjd3-deficient CD4" T cells cultured
under one iTreg condition in vitro (16), we examined whether the
regulatory functions could become weakened in Utx KO mice.
Strikingly, the numbers of Ty, cells in the skin of U KO mice
were decreased, as were those in the draining LNs of Utx KO mice.
The expression of the regulatory cytokine ///0 was also decreased
in both CD4" T cells of Uxx KO mice with ACD and Utx KO
CD4" T cells cultured under one Th2 condition in vitro. The
decreased differentiation of Utx KO CD4™ T cells into Foxp3™ Tieg
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FIGURE 6. The existence of regulatory CD4" T cells in the skin and the draining LNs of Utx KO mice after repeated applications of DNFB. (A) Frequen-
cies and (B) cell numbers of CD45" TCR-B* SSC-A'® CD4" Foxp3* Ty, cells and CD45" TCR-B* SSC-A"® Foxp3™ CD4" Tp, cells in the pooled skin
at 24 h after the third challenge with DNFB and the ratio of Tyeg per Teony cell numbers. WT (open circles) and Utx KO (filled circles). Each dot indicates
one experiment. Five WT mice and five Utx KO mice were used in each experiment depicted in (A) and (B). Each bar indicates the mean. Two-tailed
unpaired £ test; **p < 0.01. (C) the expression of Foxp3 mRNA in CD45" TCR-B* SSC-A"° CD4" purified cells in the pooled skin from either WT or Usx
KO mice at 24 h after the third challenge with DNFB. Open bars, WT; filled bars, Utx KO. Error bars indicate technical variation. Data represent the results
of two independent experiments. Data are shown as levels relative to the reference gene, /8s tTRNA. Two-tailed unpaired ¢ test; **p < 0.01. (D) Frequencies
of CD3" CD4" Foxp3™ Tieg cells and CD3" CD4" Foxp3™ Teony cells in the draining LNs from either WT or Utx KO mice at 24 h after the third challenge
with DNFB. The dynamics of (E) the frequency and cell number and (F) the ratio of CD3* CD4" Foxp3* Theg cells and CD3" CD4" Foxp3™ Teony cells in
the draining LNs from either WT or Utx KO mice at 24 h after the first, second, and third challenges with DNFB. (G) The dynamics of the /10 expression in
the CD4™ T cells of the draining LNs from either WT or Utx KO mice at 24 h after the first, second, and third challenges with DNFB. (E-G) WT (open
circles) and Utx KO (filled circles). Each dot indicates one mouse (Ctrl, n = 5; Utx KO, n = 5). Two-way ANOVA followed by Sidak post hoc test,
*p < 0.05, #*p < 0.01, ***p < 0.005, ****p < 0.001. (H) The Foxp3 expression, (I) the Ccr4 mRNA expression, and (J) the CCR4 expression in differenti-
ating CD4™ T cells from either WT or Utx KO mice that were cultured under one iT,, condition for 3 d. Data represent the results of two independent
experiments. (H and J) WT (black lines) and Utx KO (red lines). (I) Open bars, WT; filled bars, Utx KO. Data are shown as levels relative to the reference
gene, /8s rRNA. Error bars indicate technical variation. Two-tailed unpaired 7 test, ****p < 0.001. RQ, relative quantity.

cells in in vitro culture under one iTreg condition with the lower
expression of CCR4 could be linked to the lower numbers of Tieg
cells in both the skin and the draining LNs. All of the aspects that
we have observed in Utx KO mice with ACD and in Utxx KO
CD4" T cells in vitro could be explained as the aggravation of the
pathogenesis of ACD, partially due to the deterioration of the regu-
latory functions.

Based on our data on Jmjd3 KO CD4" T cells in vitro (M.
Omori-Miyake, unpublished observations), as well as the data
described by Li et al. (16), the increase in IFN-y production in
in vitro cultures of Utx KO CD4" T cells under one ThN condition
was not observed in Jmjd3 KO CD4" T cells. Furthermore, Utx
and Jmjd3 deficiency had different influences on histone H3K27
methylation at the /fing and Csf2 promoter regions (Supplemental
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Fig. 4B). Therefore, Utx and Jmjd3 might have a distinct function
for the differentiation of CD4" T cells. Because the frequency of
Ag-specific T cells in the draining LNs in response to an Ag could
be quite low, we believe that the ThN conditions of culture, with
only IL-2, would mimic the events in our experimental model of
ACD. We therefore hypothesize that Utx could be involved in the
Ag-driven expression of IFN-y and GM-CSF in CD4" T cells for
the following reasons: (1) Utx KO CD4" T cells expressed Ifing and
Csf2 mRNAs at higher levels than WT CD4" T cells in response to
the application of DNFB (Fig. 4); (2) the trimethylation status of the
promoter region of the Ifig gene locus in Utx KO CD4™" T cells
was originally lower than that in WT CD4" T cells (Supplemental
Fig. 4B); and (3) the TCR stimulation—driven downregulation of
H3K27me?2 status at the promoter region of the Csf2 gene locus in
Utx KO CD4™ T cells was greater in than that in WT CD4" T cells
(Supplemental Fig. 4B).

To envision our further studies, we also determined the cytokine-
driven differentiation of Utx KO CD4" T cells under Thl, Th2,
Th17, or iTreg conditions in vitro (Fig. 5). The ablation of Utx in
CD4™ T cells resulted in the decreased expression of each character-
istic cytokine or transcription factor: IFN-y for one Thl condition;
IL-4, IL-13, and IL-5 for one Th2 condition; IL-17A for one Th17
condition; and Foxp3 for one iTreg condition. In addition, the trends
of IL-4, IL-5, and IL-13 production under one Th2 culture condi-
tion, the IL-17 production under one Th17 culture condition, and
the Foxp3 expression under one iTreg culture condition in Utx KO
CD4" T cells and Jmjd3 KO CD4" T cells were all identical, as
other groups have shown (Ref. 16 and M. Kuwahara, et al., manu-
script posted on bioRxiv, DOI: 10.1101/184648). What these results
suggest to us is that Utx and Jmjd3 might have distinct function in a
given condition but redundant functions in another condition for dif-
ferentiation of CD4" T cells. Although the molecular mechanisms
of these changes in Utx KO CD4™" T cells remain to be investigated,
the results have become a touchstone for our future studies.

In our present study, we assessed the effects of the loss of Utx
and Jmjd3 expression in T cells on the pathogenesis of ACD. The
exacerbated symptoms of ACD in Utx KO mice could occur via the
following potential mechanisms: the accumulation of T cells that
secrete proinflammatory cytokines, the infiltration of proinflamma-
tory myeloid cells that could be attracted and activated by the T
cells, and the reduced number of Ty, cells in the skin. Further stud-
ies will be needed to elucidate each of these potential mechanisms
and their interplay and thus to facilitate our further understanding of
how and why the symptoms of ACD in Utx KO mice would be
exacerbated.

Acknowledgments

The authors express their sincere thanks to Aya Tamai and Mei Imamura-
Miyazaki (Department of Immunology, Ehime University Graduate School
of Medicine) and the staff of the Division of Laboratory Animal Research at
the Advanced Research Support Center (Ehime University) for the mainte-
nance of the experimental mice. The authors also thank Dr. Kenji Kameda
for his technical assistance with the multicolor cell-sorter operation and the
staff for their technical assistance in the histological analysis (all at Division
of Analytical Bio-Medicine, Advanced Research Support Center, Ehime Uni-
versity), Drs. Akira Matsumoto (Department of Infections and Host
Defenses, Ehime University), and Kazuki Inoue and Yuuki Imai (Ehime
University) for their technical support.

Disclosures
The authors have no financial conflicts of interest.

11

References

1. Alinaghi, F., N. H. Bennike, A. Egeberg, J. P. Thyssen, and J. D. Johansen. 2019.
Prevalence of contact allergy in the general population: a systematic review and
meta-analysis. Contact Dermat. 80: 77-85.

. Ahlstrdom, M. G., J. P. Thyssen, M. Wennervaldt, T. Menné, and J. D. Johansen.
2019. Nickel allergy and allergic contact dermatitis: a clinical review of immu-
nology, epidemiology, exposure, and treatment. Contact Dermat. 81: 227-241.

. Kaplan, D. H., B. Z. Igyarto, and A. A. Gaspari. 2012. Early immune events in
the induction of allergic contact dermatitis. Nat. Rev. Immunol. 12: 114-124.

. Honda, T., G. Egawa, S. Grabbe, and K. Kabashima. 2013. Update of immune
events in the murine contact hypersensitivity model: toward the understanding of
allergic contact dermatitis. J. Invest. Dermatol. 133: 303-315.

. Alaskhar Alhamwe, B., R. Khalaila, J. Wolf, V. von Biilow, H. Harb, F. Alhamdan,
C. S. Hii, S. L. Prescott, A. Ferrante, H. Renz, et al. 2018. Histone modifications
and their role in epigenetics of atopy and allergic diseases. Allergy Asthma Clin.
Immunol. 14: 39.

. Kabesch, M. 2014. Epigenetics in asthma and allergy. Curr. Opin. Allergy Clin.
Immunol. 14: 62—-68.

. Chisolm, D. A., and A. S. Weinmann. 2018. Connections between metabolism
and epigenetics in programming cellular differentiation. Annu. Rev. Immunol. 36:
221-246.

. DuPage, M., and J. A. Bluestone. 2016. Harnessing the plasticity of CD4 " T cells
to treat immune-mediated disease. Nat. Rev. Immunol. 16: 149-163.

. Henning, A. N., R. Roychoudhuri, and N. P. Restifo. 2018. Epigenetic control of
CDS8™ T cell differentiation. Nat. Rev. Immunol. 18: 340-356.

10. Kimura, H. 2013. Histone modifications for human epigenome analysis. J. Hum.

Genet. 58: 439-445.

11. Zhang, T., S. Cooper, and N. Brockdorff. 2015. The interplay of histone modifi-
cations — writers that read. EMBO Rep. 16: 1467-1481.

12. Wei, G., L. Wei, J. Zhu, C. Zang, J. Hu-Li, Z. Yao, K. Cui, Y. Kanno, T. Y. Roh,
W. T. Watford, et al. 2009. Global mapping of H3K4me3 and H3K27me3 reveals
specificity and plasticity in lineage fate determination of differentiating CD4* T
cells. Immunity 30: 155-167.

13. Arcipowski, K. M., C. A. Martinez, and P. Ntziachristos. 2016. Histone demethy-
lases in physiology and cancer: a tale of two enzymes, JMJD3 and UTX. Curr.
Opin. Genet. Dev. 36: 59-67.

14. Wiles, E. T., and E. U. Selker. 2017. H3K27 methylation: a promiscuous repres-
sive chromatin mark. Curr. Opin. Genet. Dev. 43: 31-37.

15. Agger, K., P. A. Cloos, J. Christensen, D. Pasini, S. Rose, J. Rappsilber, I.
Issaeva, E. Canaani, A. E. Salcini, and K. Helin. 2007. UTX and JMJD3 are his-
tone H3K27 demethylases involved in HOX gene regulation and development.
Nature 449: 731-734.

16. Li, Q., J. Zou, M. Wang, X. Ding, I. Chepelev, X. Zhou, W. Zhao, G. Wei, J.
Cui, K. Zhao, et al. 2014. Critical role of histone demethylase Jmjd3 in the regu-
lation of CD4™" T-cell differentiation. Nat. Commun. 5: 5780.

17. Suzuki, J., T. Yamada, K. Inoue, S. Nabe, M. Kuwahara, N. Takemori, A. Takemori,
S. Matsuda, M. Kanoh, Y. Imai, et al. 2018. The tumor suppressor menin prevents
effector CD8 T-cell dysfunction by targeting mTORC1-dependent metabolic activa-
tion. Nat. Commun. 9: 3296.

18. Umutoni, D., T. Iwagawa, Y. Baba, A. Tsuhako, H. Honda, M. Aihara, and S.
Watanabe. 2020. H3K27me3 demethylase UTX regulates the differentiation of a
subset of bipolar cells in the mouse retina. Genes Cells 25: 402—412.

19. Inagaki, N., and H. Nagai. 2009. Analysis of the mechanism for the development
of allergic skin inflammation and the application for its treatment:mouse models
for the development of remedies for human allergic dermatitis. J. Pharmacol. Sci.
110: 251-259.

20. Yu, Y. R, E. G. O’Koren, D. F. Hotten, M. J. Kan, D. Kopin, E. R. Nelson, L.
Que, and M. D. Gunn. 2016. A protocol for the comprehensive flow cytometric
analysis of immune cells in normal and inflamed murine non-lymphoid tissues.
PLoS One 11: e0150606.

. Gocinski, B. L., and R. E. Tigelaar. 1990. Roles of CD4" and CD8" T cells in
murine contact sensitivity revealed by in vivo monoclonal antibody depletion. J.
Immunol. 144: 4121-4128.

22. Miller, S. A., S. E. Mohn, and A. S. Weinmann. 2010. Jmjd3 and UTX play a
demethylase-independent role in chromatin remodeling to regulate T-box family
member-dependent gene expression. Mol. Cell 40: 594-605.

23. Daley, J. M., A. A. Thomay, M. D. Connolly, J. S. Reichner, and J. E. Albina.
2008. Use of Ly6G-specific monoclonal antibody to deplete neutrophils in mice.
J. Leukoc. Biol. 83: 64-70.

24. Dyer, K. D., K. E. Garcia-Crespo, K. E. Killoran, and H. F. Rosenberg. 2011.
Antigen profiles for the quantitative assessment of eosinophils in mouse tissues
by flow cytometry. J. Immunol. Methods 369: 91-97.

25. Nguyen, Q. P., T. Z. Deng, D. A. Witherden, and A. W. Goldrath. 2019. Origins
of CD4™ circulating and tissue-resident memory T-cells. Immunology 157: 3—12.

26. Ivanov, L. I, B. S. McKenzie, L. Zhou, C. E. Tadokoro, A. Lepelley, J. J. Lafaille,
D. J. Cua, and D. R. Littman. 2006. The orphan nuclear receptor RORyt directs
the differentiation program of proinflammatory IL-17* T helper cells. Cell 126:
1121-1133.

27. Szabo, S. J., S. T. Kim, G. L. Costa, X. Zhang, C. G. Fathman, and L. H.
Glimcher. 2000. A novel transcription factor, T-bet, directs Thl lineage commit-
ment. Cell 100: 655-669.

28. Zheng, W., and R. A. Flavell. 1997. The transcription factor GATA-3 is neces-
sary and sufficient for Th2 cytokine gene expression in CD4 T cells. Cell 89:
587-596.

29. Islam, S. A., and A. D. Luster. 2012. T cell homing to epithelial barriers in aller-
gic disease. Nat. Med. 18: 705-715.

5]

W

o

w

(=)

=

=)

o

2

—_

T20zZ ‘T #7010 Uo ARIqi] AisiBAIlUN [0odeAlT Te /610" jounwiwi ' mmmy/:dny woly pepeoumoq


http://www.jimmunol.org/lookup/suppl/doi:10.4049/jimmunol.2001160/-/DCSupplemental
http://www.jimmunol.org/lookup/suppl/doi:10.4049/jimmunol.2001160/-/DCSupplemental
http://www.jimmunol.org/lookup/suppl/doi:10.4049/jimmunol.2001160/-/DCSupplemental
http://www.jimmunol.org/lookup/suppl/doi:10.4049/jimmunol.2001160/-/DCSupplemental
http://www.jimmunol.org/

12

30.

31.

32.

33.

34.

LOSS OF Utx IN T CELLS AGGRAVATES CONTACT DERMATITIS

Vocanson, M., A. Rozieres, A. Hennino, G. Poyet, V. Gaillard, S. Renaudineau,
A. Achachi, J. Benetiere, D. Kaiserlian, B. Dubois, and J. F. Nicolas. 2010.
Inducible costimulator (ICOS) is a marker for highly suppressive antigen-specific
T cells sharing features of TH17/THI and regulatory T cells. J. Allergy Clin.
Immunol. 126: 280-289.¢7.

Sather, B. D., P. Treuting, N. Perdue, M. Miazgowicz, J. D. Fontenot, A. Y. Ruden-
sky, and D. J. Campbell. 2007. Altering the distribution of Foxp3™ regulatory T cells
results in tissue-specific inflammatory disease. J. Exp. Med. 204: 1335-1347.
Purwar, R., T. Werfel, and M. Wittmann. 2006. IL-13-stimulated human kerati-
nocytes preferentially attract CD4*CCR4™ T cells: possible role in atopic derma-
titis. J. Invest. Dermatol. 126: 1043-1051.

Kim, B. E., D. Y. Leung, M. Boguniewicz, and M. D. Howell. 2008. Loricrin and
involucrin expression is down-regulated by Th2 cytokines through STAT-6. Clin.
Immunol. 126: 332-337.

Omori-Miyake, M., M. Yamashita, Y. Tsunemi, M. Kawashima, and J. Yagi. 2014.
In vitro assessment of IL-4- or IL-13-mediated changes in the structural components
of keratinocytes in mice and humans. [Published erratum appears in 2018 J. Invest.
Dermatol. 138: 472—-473.] J. Invest. Dermatol. 134: 1342—-1350.

35.

36.

37.

38.

39.

Johnson-Huang, L. M., M. Suérez-Farinas, K. C. Pierson, J. Fuentes-Duculan, I.
Cueto, T. Lentini, M. Sullivan-Whalen, P. Gilleaudeau, J. G. Krueger, A. S.
Haider, and M. A. Lowes. 2012. A single intradermal injection of IFN-y induces
an inflammatory state in both non-lesional psoriatic and healthy skin. J. Invest.
Dermatol. 132: 1177-1187.

Barker, J. N., M. L. Jones, C. L. Swenson, V. Sarma, R. S. Mitra, P. A. Ward,
K. J. Johnson, J. C. Fantone, V. M. Dixit, and B. J. Nickoloff. 1991. Monocyte che-
motaxis and activating factor production by keratinocytes in response to IFN-y.
J. Immunol. 146: 1192-1197.

Saunders, N. A., and A. M. Jetten. 1994. Control of growth regulatory and differ-
entiation-specific genes in human epidermal keratinocytes by interferon y. Antag-
onism by retinoic acid and transforming growth factor B1. J. Biol. Chem. 269:
2016-2022.

Becher, B., S. Tugues, and M. Greter. 2016. GM-CSF: from growth factor to cen-
tral mediator of tissue inflammation. /mmunity 45: 963-973.

Itoh, Y., L. C. Golden, N. Itoh, M. A. Matsukawa, E. Ren, V. Tse, A. P. Arnold,
and R. R. Voskuhl. 2019. The X-linked histone demethylase Kdmé6a in CD4* T
lymphocytes modulates autoimmunity. J. Clin. Invest. 129: 3852-3863.

T20zZ ‘T #7010 Uo ARIqi] AisiBAIlUN [0odeAlT Te /610" jounwiwi ' mmmy/:dny woly pepeoumoq


http://www.jimmunol.org/

3 \é\ \)\{‘o S{NO
2 Ux @8 @ <€180kDa
[¢] g 1
=, B-actin  smem——— < 45 kDa
0 o 0o
SN
C
& ©©

H3K27me2 wmmmes——— <17 kDa
H3K27me3 see— < 17 kDa

H3 e <17 kDa

FIGURE S1. Expressions of Utx and Jmjd3 and global methylation
status of H3K27me2/3 in CD4* T cells. (A) Messenger RNA expression of
Kdmé6a or Kdm6b was measured using primer pairs that were designed for
the deleted region of exon 2 of Kdmé6a gene for Utx detection and exon 17
of Kdm6b gene for Jmjd3 detection. Data were shown as relative levels to
the reference gene, 18s rRNA. RQ, relative quantity. Error bars indicate
technical variation in triplicate. One-way ANOVA, Dunnett’s post-hoc test,
**** p<0.001. (B) Immunoblot analysis of Utx and B-actin. Lysates of
nuclear fraction for Utx and one of cytoplasmic fraction for B-actin. (C)
Immunoblot analysis of histone H3, H3K27me2 and H3K27me3. Lysates
from whole cells. Total RNAs (A) and cell lysates (B, C) were prepared
from total CD4" T cells on day 5 that were cultured with rmIL-2 in the
presence of anti-TCRp and anti-CD28 for the first two days. WT, wild-type;
UKO, Utx KO; JKO, Jmjd3 KO.
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FIGURE S2. Gating strategies to identify innate cells in the mouse
skin. (A) After live cells (FSC-A vs. SSC-A, R1) and single cells (FSC-H vs.
FSC-W, R2) were included, leukocytes were gated as CD45" cells (R3).
Lineage marker™ (Lin", R4) and TCRp" (R5) cells were gated and neutrophils
were identified as Ly6G* CD11b". Eosinophils were identified as Siglec-F*
CD11b* in Ly6G™ population (R6). TER119 and CD19 were both used as
the lineage marker for (A). (B) Leukocytes were gated as shown in (A).
After Lin" (R4) and non-neutrophils (R5) were gated, monocytes were
identified as CD64* CD11b* in IA/IE” population (R6). Macrophages in R7
as CD64* CD11b™9"and DCs in R8 as CD64” CD11c+ IA/IE" were
identified. TER119, CD19 and TCRp were all used as the lineage marker
for (B). Neutrophils, Neut; eosinophils, Eo; monocytes, Mono;

macrophages, Mac; dendritic cells, DC.
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FIGURE S3. Flow-cytometric analysis of memory T cells in the mouse
skin. Frequencies of CD62L"° CD44" effector memory cells (A, C) and
CD69" resident memory cells (B, D) in CD4" TCRpB" cells (A, B) and CD8*
TCRp* cells (C, D) from pooled skin at 24 h after the 3rd challenge with
DNFB. Number on plots indicate the frequencies of depicted gates. (E)
Frequencies of CD25 in Foxp3~ or Foxp3* CD4* TCRB* cells from pooled
skin at 24 h after the 3rd challenge with DNFB. (F) Cell numbers per auricle
of CD25" Foxp3-, CD25"* Foxp3~ and CD25™ Foxp3* in CD4* TCRpB* were
plotted from three independent experiment (n=3). Two-tailed unpaired t-test,
* p<0.05.



H3K27me3 H3K27me2
Ifng p2 Ifng p2
1.07 #x%x 2.0
ThN 5 il 5
a a
[ = =
Z 05 = 1.0
15} 5}
i ) Il
oL L
WT UKO JKO WT UKO JKO
Th1 H3K27me3 H3K27me2
Csf2p Csf2p
1.2 157 sowwx

=]
IFN-y 208
204
53
Th2 0
WT UKO JKO WT UKO JKO
Z H3K27me3 H3K27me2
Foxp3 ex1 Foxp3 ex1
0.8 2.0

Th17

=}
Q
[ =
Z 04
o
B

e N

WT UKO JKO WT UKO JKO

% of input
o

IL-17A

Ccr4 Ccr8 Cer10
8 4 4
kkkk *kkk *kkk *kkk
6 3
O kkkk O
x 4 x 2
*kk hkkk *kkk
2 - 1 - -
0
N ThN Th1 Th2 Th17 N ThN Th1 Th2 Th17 N ThN Th1 Th2 Th17
Culture conditions Culture conditions Culture conditions

FIGURE S4. Locus specific methylation status of H3K27me2/3 in
cultured CD4+ T cells. (A) The frequency of cytokines produced in
cultured either WT or Utx KO CD4* T cells under one ThN culture condition
for five days, one Th1 culture condition for five days, one Th2 culture
condition for five days, or one Th17 culture condition for three days. (B)
ChIP-gPCR analysis on freshly isolated total CD4* T cells from spleen and
the cells that were cultured under the same condition as ThN in (A) with
antibodies specific for di- or trimethylated H3K27. Data are shown as a
percentage (%) of input DNA and indicate the distribution of di- or
trimethylated H3K27 at indicated regions of genome. Opened bars, freshly
isolated CD4* T cells; Striped bars, cultured CD4* T cells on day 5. WT,
wild-type; UKO, Utx KO; JKO, Jmjd3 KO. Two-way ANOVA, Tukey’s post-
hoc test, **** p<0.001. (C) The expression levels of chemokine receptors
relative to those homing to the skin in naive (N) and differentiating CD4* T
cells that were cultured under the indicated culture conditions for two days.
RQ, relative quantity. Data are shown as relative levels to the reference
gene, 18s rRNA. All the data represent the results of two independent
experiments. Open bar, WT; closed bar, Utx KO. Error bars indicate
technical variation. Two-way ANOVA, Sidak’s post-hoc test, * p<0.05, ***
p<0.005, **** p<0.001.





