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Histone lysine methylation is thought to play a role in the pathogenesis of rheumatoid arthritis (RA).
We previously reported aberrant expression of the gene encoding mixed-lineage leukemia 1 (MLL1),
which catalyzes methylation of histone H3 lysine 4 (H3K4), in RA synovial fibroblasts (SFs). The aim of
this study was to elucidate the involvement of MLL1 in the activated phenotype of RASFs. SFs were
isolated from synovial tissues obtained from patients with RA or osteoarthritis (OA) during total knee
joint replacement. MLL1 mRNA and protein levels were determined after stimulation with tumor
necrosis factor a (TNFa). We also examined changes in trimethylation of H3K4 (H3K4me3) levels

in the promoters of RA-associated genes (matrix-degrading enzymes, cytokines, and chemokines)
and the mRNA levels upon small interfering RNA-mediated depletion of MLL1 in RASFs. We then
determined the levels of H3K4me3 and mRNAs following treatment with the WD repeat domain 5
(WDR5)/MLL1 inhibitor MM-102. H3K4me3 levels in the gene promoters were also compared between
RASFs and OASFs. After TNFa stimulation, MLL1 mRNA and protein levels were higher in RASFs than
OASFs. Silencing of MLL1 significantly reduced H3K4me3 levels in the promoters of several cytokine
(interleukin-6 [IL-6], IL-15) and chemokine (C-C motif chemokine ligand 2 [CCL2], CCL5, C-X-C motif
chemokine ligand 9 [CXCL9], CXCL10, CXCL11, and C-X3-C motif chemokine ligand 1 [CX3CL1]) genes
in RASFs. Correspondingly, the mRNA levels of these genes were significantly decreased. MM-102
significantly reduced the promoter H3K4me3 and mRNA levels of the CCL5, CXCL9, CXCL10, and
CXCL11 genes in RASFs. In addition, H3K4me3 levels in the promoters of the IL-6, IL-15, CCL2, CCLS5,
CXCL9, CXCL10, CXCL11, and CX3CL1 genes were significantly higher in RASFs than OASFs. Our
findings suggest that MLL1 regulates the expression of particular cytokines and chemokines in RASFs
and is associated with the pathogenesis of RA. These results could lead to new therapies for RA.
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Rheumatoid arthritis (RA) is a chronic destructive inflammatory disease that primarily affects the joints'. The
inflammatory process in RA leads to the activation of synovial fibroblasts (SFs), also called fibroblast-like syn-
oviocytes (FLS), and destruction of the articular cartilage and bone, resulting in joint disability?>. RASFs pro-
duce several matrix metalloproteinase (MMPs), cathepsins, cytokines, and chemokines**. MMPs, including
MMP-1, MMP-3, MMP-9, and MMP-13, and cathepsins, such as Cathepsin K (CTSK) and CTSL, are matrix-
degrading enzymes that cause cartilage destruction in RA>. Cytokines, such as interleukin-6 (IL-6), IL-8, IL-15,
and IL-23A, play a critical role in persistent inflammation in RA joints®'!. Chemokines, including C-C motif
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chemokine ligand 2 (CCL2), CCL3, and CCL5; C-X-C motif chemokine ligand 1 (CXCL1), CXCL5, CXCL6,
CXCL9, CXCL10, CXCL11, CXCL12, and CXCL13; and C-X3-C motif chemokine ligand 1 (CX3CL1), contribute
to RA pathogenesis via the recruitment of immune cells'?"*. Several cytokines and chemokines also induce a
low-grade inflammation in osteoarthritis (OA) joints®.

RA is an autoimmune disease characterized by the appearance of autoantibodies, such as rheumatoid factors
(RF) and anti-citrullinated protein/peptide antibodies (ACPA)*"*2. A line of evidence has shown that both genetic
and environmental factors are involved in the pathogenesis of RA?*. However, these factors do not fully explain
the pathogenesis of RA. Epigenetic mechanisms are also thought to play a role in the pathogenesis of autoim-
mune diseases such as RA**%, Epigenetics refers to heritable phenotypic changes that influence gene expression
independent of the DNA sequence®”?. The mechanisms of such epigenetic changes include DNA methylation,
covalent posttranslational modifications of histone tails, expression of non-coding RNAs, and adenosine triphos-
phate (ATP)-dependent chromatin remodeling. These mechanisms control the change in chromatin structure
between the open state (euchromatin) and the closed state (heterochromatin). Euchromatin enhances gene
transcription, whereas heterochromatin silences gene transcription. We previously reported that altered histone
modifications are associated with the pathogenesis of RA?-L. Histone lysine methylation (HKM) is associated
with activation of MMP genes in RASFs>*2. In addition, we showed that RASFs exhibit aberrant mRNA expres-
sion of histone lysine methyltransferases (HKMTs), including myeloid/lymphoid or mixed-lineage leukemia 1
(MLLL, also called lysine methyltransferase 2A [KMT2A])*. MLL1 catalyzes the methylation of histone H3 lysine
4 (H3K4), an active histone marker associated with euchromatin®*. MLL1 regulates the homeobox (HOX) gene
expression, which has been implicated in haematopoiesis and embryonic development®>. Mapping the genomic
binding sites of MLLI also identified approximately 20,000 promoters, suggesting that MLLLI is associated with
the regulation of a number of gene transcription in a variety of cells*®. Although MLL1 is suggested to be involved
in the pathogenesis of RA, the mechanisms remain unknown.

In this study, we clarified the role of MLL1 in the pathogenesis of RA by repressing MLL1 expression in RASFs
using small interfering RNA (siRNA) experiments. We assessed the levels of trimethylation of H3K4 (H3K4me3)
in the genes upon siRNA-mediated depletion of MLL1 in RASFs and identified the genes regulated by MLL1
in RASFs. MLLI is a part of a complex of proteins associated with Setl (COMPASS)-like complex that consists
of WD repeat domain 5 (WDR5) and other components. WDRS5 is required for H3K4 methylation by MLLI.
MM-102 is a small-molecule WDR5/MLLI inhibitor that inhibits the protein-protein interaction between MLL1
and WDR5 and the enzyme activity of MLL1 for H3K4 methylation®”. We investigated the effect of MM-102 on
RA-associated genes in RASFs. Furthermore, H3K4me3 levels in RASFs and OASFs were compared to confirm
that HKM is associated with RA pathogenesis.

Results

MLLa is highly expressed in RASFs after tumor necrosis factor o (TNFa) stimulation

Previous studies reported that aberrant HKM dysregulates gene transcription in RASFs, suggesting that HKM
is involved in the pathogenesis of RA***!. To determine the mechanism leading to aberrant HKM in RASFs,
we investigated the mRNA expression of HKMTs*’. Aberrant mRNA expression of several HKMTs, including
MLL1, which contributes to the generation of H3K4me3 in the promoter and increased gene transcription, was
observed in RASFs. Compared with OASFs, MLL1 expression was higher in RASFs at 24 h after TNFa stimula-
tion. To confirm these data, MLL1 mRNA levels were examined in RASFs and OASFs at several time points (0, 8,
16, 24, and 48 h) after stimulation with 10 ng/ml TNFa. MLL1 mRNA levels were significantly higher in RASFs
than OASFs at 16 and 24 h after TNFa stimulation (Fig. 1A). This result is consistent with the previous data.
Then, MLL1 protein levels were examined by western blotting analysis in RASFs and OASFs at 24 h after TNFa
stimulation (Fig. 1B and Supplementary Fig. 1). The MLLI protein levels were significantly higher in RASFs than
OASFs (Fig. 1C). Vinculin was used as the internal control. The results suggest that enhanced MLL1 expression
may lead to an increase in H3K4me3 levels in RASFs, possibly resulting in the gene activation associated with
the phenotype of RASFs.

MLL1 depletion decreases H3K4me3 levels in cytokine and chemokine promoters in RASFs
To identify the genes that are specifically regulated by MLL1 in RASFs, we treated RASFs with MLL1 siRNA and
investigated the changes in H3K4me3 levels in the promoters of several genes associated with the pathogenesis of
RA, including MMPs, cathepsins, cytokines, and chemokines. MLL1 mRNA levels were significantly repressed
upon siRNA-mediated depletion of MLLI in RASFs (Fig. 2A). MLLI protein levels were also examined by
western blotting analysis (Fig. 2B and Supplementary Fig. 2). The MLLI protein levels significantly decreased
in MLLI siRNA-treated RASFs (Fig. 2C). Vinculin was used as the internal control. Silencing of MLLI signifi-
cantly decreased the H3K4me3 levels of two cytokines (IL-6, IL-15) and six chemokines (CCL2, CCL5, CXCL9,
CXCL10, CXCL11, and CX3CL1) in RASFs (Fig. 2D). CXCL12 was shown as an example of negative controls.
Therefore, MLL1 is thought to be responsible for the activation of cytokine and chemokine genes associated with
the active phenotype of RASFs via H3K4 methylation in the promoters.

MLL1 depletion represses cytokine and chemokine expression in RASFs

To determine whether an MLL1-induced increase in H3K4me3 levels contributes to the activation of cytokine
and chemokine genes in RASFs, changes in cytokine and chemokine gene expression were examined following
siRNA-mediated depletion of MLL1. mRNA levels of the IL-6, IL-15, CCL2, CCL5, CXCL9, CXCL10, CXCLI11,
and CX3CLI genes were decreased in MLL1 siRNA-treated RASFs (Fig. 2E). CXCL12 was shown as an example
of negative controls. These results demonstrate that MLL1 regulates cytokine and chemokine gene activation
in RASFs.
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Figure 1. Enhanced expression of mixed-lineage leukemia 1 (MLL1) after tumor necrosis factor a (TNFa)
stimulation in rheumatoid arthritis (RA) synovial fibroblasts (SFs) compared to osteoarthritis (OA) SFs. (A)
MLL1 mRNA levels in OASFs and RASFs at various time points (0, 8, 16, 24, and 48 h) after stimulation with
10 ng/ml TNFa, as determined by quantitative reverse transcriptase (RT) — polymerase chain reaction (PCR).
Bars show the mean + standard error of the mean (SEM) (n=7 OA patients and 7 RA patients). Values are
expressed as the fold-increase versus the value for OASFs at 0 h. (B) Representative MLL1 protein expression
patterns in SFs from 3 OA patients and 3 RA patients by western blotting analysis. Vinculin was used as the
internal control. Original blots are presented in Supplementary Figs. 1A and B. (C) The quantified data of MLL1
protein levels are presented as mean + SEM (n=7 OA patients and 7 RA patients). The intensity of MLL1 was
normalized based on Vinculin. *=P<0.05; **=P<0.01 by Mann-Whitney U test.

MLL1 inhibition reduces cytokine and chemokine expression via H3K4 methylation in RASFs
The WDR5/MLLI1 inhibitor MM-102 inhibits the HKMT activity of MLL1. We treated RASFs with 300 pM
MM-102 for 72 h to further confirm the effect of MLL1 on the expression of cytokine and chemokine genes in
RASFs. MM-102 reduced H3K4me3 levels in the promoters of the CCL2, CCL5, CXCL9, CXCL10, and CXCL11
genes in RASFs (Fig. 3A). MM-102 treatment also decreased CCL5 CXCL9, CXCL10, and CXCL11 mRNA levels
in RASFs (Fig. 3B). The CCL2 mRNA level was not affected by MM-102 treatment in RASFs. CXCL12 was shown
as an example of negative controls. MM-102 decreased the expression of some of the cytokine and chemokine
genes that were repressed upon siRNA-mediated depletion of MLL1. The inhibitory effect of MM-102 on the
HKMT activity of MLL1 appeared to be weaker than that of MLLI siRNA.

H3K4 methylation is increased in cytokine and chemokine gene promoters in RASFs

To determine whether H3K4 methylation contributes to the cytokine and chemokine gene expression in RASFs,
H3K4me3 levels were compared between RASFs and OASFs. H3K4me3 levels in the cytokine and chemokine
promoters were significantly higher in RASFs than OASFs (Fig. 4A). Considering that MLL1 expression is
higher in RASFs than OASFs, these results suggest that MLL1 plays a role in the cytokine and chemokine gene
activation by this epigenetic change.

Discussion

The present study demonstrated that MLL1 enhances the expression of distinct cytokines and chemokines,
including IL-6, IL-15, CCL2, CCL5, CXCL9, CXCL10, CXCL11, and CX3CL1, via H3K4 methylation in RASFs
(Fig. 4B). We also showed that the levels of H3K4me3 in the promoters of these cytokine and chemokine genes
are upregulated in RASFs. These results suggest that MLL1 is responsible for the activation of RASFs. We isolated
RASFs from synovial tissues obtained from RA patients during total knee joint replacement. As the patients
in this study required joint arthroplasty due to RA, we believe the RASFs analyzed in this study to be from RA
patients with poor prognosis or destructive arthritis. Regarding the mechanism by which HKM mediates the
pathogenesis of RA, a similar result has already been reported as follows. Enhancer of zeste homolog 2 (EZH2),
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Figure 2. Reduction in levels of trimethylation of histone H3 lysine 4 (H3K4me3) and mRNAs of cytokine
and chemokine genes in RASFs upon small interfering RNA (siRNA)-mediated inhibition of MLL1. (A) MLL1
mRNA levels in RASFs treated with control siRNA or MLLI siRNA, as determined by quantitative RT-PCR
(n=12 RA patients). (B) Representative MLL1 protein expression patterns in RASFs treated with control
siRNA or MLL1 siRNA by western blotting analysis. Vinculin was used as the internal control. Original blots
are presented in Supplementary Figs. 2A and B. (C) The quantified data of MLL1 protein levels are presented
as mean = SEM (n=7 RASFs that were treated with control siRNA or MLL1 siRNA). The intensity of MLL1
was normalized based on Vinculin. (D) H3K4me3 levels of interleukin (IL)-6, IL-15, C-C motif chemokine
ligand (CCL)2, CCL5, C-X-C motif chemokine ligand (CXCL)9, CXCL10, CXCL11, C-X3-C motif chemokine
ligand (CX3CL)1, and CXCL12 genes in RASFs treated with control siRNA or MLL1 siRNA, as determined by
quantitative chromatin immunoprecipitation (ChIP)-PCR (n=8 RA patients). (E) IL-6, IL-15, CCL2, CCL5,
CXCL9, CXCL10, CXCL11, CX3CL1, and CXCL12 mRNA levels in RASFs treated with control siRNA or
MLLLI siRNA, as determined by quantitative RT-PCR (n=12 RA patients). Bars show the mean + SEM. Values
are expressed as the fold-increase versus the value for control siRNA-treated RASFs. *=P<0.05; **=P<0.01;
***=P<0.001 by Wilcoxon signed-rank test. See Fig. 1 for other definitions.

which methylates histone H3K27, was shown to regulate the transcription of Wnt signaling genes in RASFs®.
Epigenetic regulation is thought to play a role in the pathogenesis of RA.

Cytokine- and chemokine-mediated immune responses have been shown to contribute to the pathogenesis
of RA. Previous studies showed that IL-6, IL-15, CCL2, CCL5, CXCL9, CXCL10, CXCL11, and CX3CL1 are
highly expressed in RASFs®!*!1213151619 T this study, we showed high levels of H3K4me3 in these cytokine
and chemokine genes in RASFs. Our data thus suggest that these cytokines and chemokines play a pivotal
role in the activation of RASFs under epigenetic mechanisms. IL-6, a major pro-inflammatory cytokine with
pleiotropic functions®, is abundantly produced in RASFs and stimulates the growth and activation of RASFs
in an autocrine manner®. IL-15 belongs to the 4 a-helix bundle cytokine family and plays an essential role in
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Figure 3. Reduction in H3K4me3 and mRNA levels of cytokine and chemokine genes in RASFs following
treatment with the WD repeat domain 5 (WDR5)/MLL1 inhibitor MM-102. (A) H3K4me3 levels of the
CCL2, CCL5, CXCL9, CXCL10, CXCL11, and CXCL12 genes in RASFs treated with or without the treatment
of 300 pM MM-102 for 72 h, as determined by quantitative ChIP-PCR (n=8 RA patients). (B) CCL2, CCLS5,
CXCL9, CXCL10, CXCL11, and CXCL12 mRNA levels in RASFs treated with or without the treatment

of 300 pM MM-102 for 72 h, as determined by quantitative RT-PCR (n=12 RA patients). Bars show the
mean + SEM. Values are expressed as the fold-increase versus the value for RASFs not treated with MM-102.
*=P<0.05 **=P<0.01; **=P<0.001 by Wilcoxon signed-rank test. See Figs. 1 and 2 for other definitions.

T helper 17 (Th17) cell activation and proliferation*"*2. IL-15 produced by RASFs induces IL-17 expression in
T cells of RA patients*. CCL2, also called monocyte chemoattractant protein-1 (MCP-1), binds to C-C motif
chemokine receptor 2 (CCR2) and mediates the migration of effector T cells to the synovium tissue in RA*+*,
CCLS5, also known as regulated on activation, normal T cell expressed and secreted (RANTES), is primarily asso-
ciated with CCR5%. RASFs highly express CCL5, which induces MMP-1 and MMP-13 production*#¢, CXCL9,
also called monokine induced by interferon-y (MIG), binds to CXC motif chemokine receptor 3 (CXCR3)*.
RASFs produce CXCL9, which recruits CXCR3 - expressing plasma cells to the synovium'>*’. CXCL10, also
called interferon y-induced protein 10 (IP-10), is a ligand of CXCR3%. CXCL10 is highly secreted by RASFs
and enhances RASF invasion in an autocrine manner'®*”°!, CXCL11, also called interferon-inducible T-cell a
chemoattractant (I-TAC), binds to CXCR3 and polarizes CD4" T cells toward the Th2 or IL-10"" T regulatory 1
(Tr1) cell phenotype®*->*. Although CXCL11 may restrain inflammation, the function of CXCL11 in RA remains
to be fully elucidated. CX3CL1 is also known as fractalkine and interacts with CX3C motif chemokine receptor 1
(CX3CR1)>. RASFs highly express CX3CL1, which induces the migration of monocytes, T cells, and osteoclast
precursors into the RA synovium!®. CXCL12, also known as stromal cell-derived factor 1 (SDF1), binds to CXCR4
and chemotactic for lymphocytes and monocytes but not neutrophils®. Although CXCL12 is not thought to be
regulated by MLL1, CXCL12 expression levels are positively correlated with RA disease activity>.

H3K4me3 levels in the CCL2 promoter and CCL2 mRNA levels were lower in RASFs treated with MLL1
siRNA than RASFs treated with control siRNA (Fig. 2D and E). On the other hand, although H3K4me3 levels in
the CCL2 promoter were lower in RASFs treated with MM-102 than RASFs not treated with MM-102 (Fig. 3A),
CCL2 mRNA levels were similar between MM-102-treated and non-MM-102-treated RASFs (Fig. 3B). These
results seem contradictory. MM-102 suppresses the generation of H3K4me3 by MLL1. In RASFs that were
not treated with MM-102, H3K4me3 levels in the CCL2 promoter increased but CCL2 mRNA levels did not
increase. Elevated H3K4me3 in the CCL2 gene in RASFs not treated with MM-102 may not have been suf-
ficient to open the chromatin structure enough to increase CCL2 gene transcription. Alternatively, even if the
chromatin structure of the CCL2 gene had been open in RASFs not treated with MM-102, there might not have
been any transcription factors that would have activated the CCL2 gene transcription. This study demonstrates
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Figure 4. High levels of H3K4me3 that are induced by MLLL1 in the promoters of cytokine and chemokine
genes in RASFs. (A) Levels of H3K4me3 in the IL-6, IL-15, CCL2, CCL5, CXCL9, CXCL10, CXCLI11, and
CX3CL1 promoters in OASFs and RASFs, as determined by quantitative ChIP-PCR. Bars show the mean + SEM
(n=8 OA patients and 14 RA patients). H3K4me3 levels are normalized by input DNA and are expressed as
%INPUT. *=P<0.05; **=P<0.01; ***=P<0.001 by Mann-Whitney U test. (B) A scheme for regulation of
cytokine and chemokine gene expression by MLL1-mediated H3K4me3 in OASFs and RASFs. Highly expressed
MLLI leads to cytokine and chemokine gene activation by increasing H3K4me3 levels in RASFs compared with
OASFs. See Figs. 1, 2, and 3 for other definitions.

that MM-102 reduces the expression of several chemokines that play important roles in the pathogenesis of
RA. Hence, MLL1 may be a novel and promising target for RA therapy. To determine whether MM-102 would
be a useful agent in RA therapy, we are planning a therapeutic study using an animal arthritis model, such as
collagen-induced arthritis (CIA).

MLLI methylates a number of genes in a variety of cells*. Although a normal control group is desired in this
study, we suspect that there are few cells whose gene expression is not regulated by MLL1. Therefore, OASFs
would not be a normal control group in the experiments of MLL1 siRNA and MM-102. However, when RASFs
were treated with MLL1 siRNA, the levels of H3K4me3 in cytokine and chemokine genes other than CXCL12
were reduced to the same extent as in OASFs (Figs. 2D and 4A). This indirectly implies that the increase in
H3K4me3 in RASFs compared to OASFs may be regulated by RA-specific pathogenic activity of MLL1. The level
of H3K4me3 in the CXCL12 gene may be increased by any HKMT other than MLL1 in RASFs.

In conclusion, the results of this study shed light on the role of MLL1 in the epigenetic mechanisms involved
in the regulation of H3K4 methylation in distinct cytokine and chemokine genes in RASFs. As cytokines and
chemokines play important roles in the activation of RASFs, MLL1 may be a critical regulator in the develop-
ment of RA. We hope that the results of this study will help facilitate the development of a novel therapy for RA.

36

Methods

Patients and SFs

This study enrolled patients who were diagnosed with RA according to the 1987 American College of Rheuma-
tology (ACR) revised criteria or the 2010 ACR/European League Against Rheumatism (EULAR) classification
criteria for the diagnosis of RA®**. Human synovial tissues, which were obtained from RA and OA patients
during total knee joint replacement at the Saitama Medical University Hospital, were digested with 1.5 mg/ml
collagenase and 0.04% hyaluronidase at 37 °C for 2 h and harvested after 4-8 passages. Seven RASFs and 7 OASFs
were stimulated with 10 ng/ml recombinant human TNFa (Peprotech). Twelve RASFs were treated with 10 uM
siRNA specifically targeting human MLLI (Santa Cruz Biotechnology) for 48 h. Twelve RASFs were treated with
300 pM MM-102 (Tocris) for 72 h.
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Quantitative real-time reverse transcription (RT)—polymerase chain reaction (PCR)

Total RNA was isolated from SFs using an RNeasy kit (Qiagen), according to the manufacturer’s instructions.
The quantity of total RNA was measured by NanoDrop (Agilent) and 500 ng of total RNA was used to synthesize
cDNA using Superscript III (ThermoFisher Scientific), according to the manufacturer’ instructions. In prepara-
tion for the RT-PCR analysis, 20-ul aliquots of diluted cDNA, 0.125 uM of each primer, and Power SYBR green
PCR master mix (ThermoFisher Scientific) were amplified for 35 cycles using a StepOnePlus Real-Time PCR
System (ThermoFisher Scientific), according to the manufacturer’s instructions. The threshold cycle (Ct) of
genes was normalized with that of 18S ribosomal RNA (185 rRNA). Gene expression values are shown as 274,
The sequences of the primers are shown in Supplementary Table 1. All reactions were performed in dupulicate.

Western blotting analysis

SFs were washed once in PBS, resuspended in lysis buffer (50 mM Tris-HCI, pH 8, 150 mM NaCl, 1% Nonidet
P-40, 0.5% sodium deoxycholate, and 0.1% SDS, and protease inhibitors) supplemented with complete pro-
tease inhibitor cocktail Tablets (Roche), and incubated on ice for 30 min. Insoluble material was removed by
centrifugation at 14,000g at 4 °C for 15 min. After heating at 70 °C for 10 min in NuPage LDS sample buffer
(ThermoFisher Scientific), 25 pg samples per well were loaded and separated by Tris—Glycine gels (ThermoFisher
Scientific). The proteins were transferred onto a polyvinylidene difluoride membrane using an XCell IT system
(ThermoFisher Scientific). The membrane was blocked with 5% BSA at room temperature for 1 h and incubated
with primary antibodies (anti-MLL1 [Merck Millipore] or anti-vinculin [Abcam]) at room temperature for 1 h.
Vinculin was used as the internal control. The membrane was subsequently washed three times and incubated
with secondary horseradish peroxidase (HRP)-conjugated antibodies (GE Healthcare) at room temperature for
1 h. Then, the membrane was washed three times and developed for 1 min in ECL Western Blotting Detection
reagents (GE Healthcare). Signals were detected by chemo-luminescence, captured using an LAS-1000plus lumi-
nescent image analyzer (Fujifilm), and quantified by ImageQuant TL (Cytiva), according to the manufacturer’s
instructions. The intensity of MLL1 was normalized based on Vinculin.

Chromatin immunoprecipitation (ChIP)

The native ChIP protocol was described previously®*®!. SFs (5 x 10° cells) were digested with 2 units of micrococ-
cal nuclease at 37 °C for 10 min. The lysates were dialyzed against RIPA buffer at 4 °C for 2 h and then incubated
with Dynabeads protein G (ThermoFisher Scientific) and anti-H3K4me3 (Merck Millipore) at 4 °C overnight.
After incubation with 0.2 mg/ml RNase A and 1 mg/ml proteinase K at 65 °C overnight, the immunoprecipitated
DNA was purified and used for real-time PCR analysis. The amount of immunoprecipitated DNA was normal-
ized to that of input DNA. The sequences of the primers are shown in Supplementary Table 2. All reactions were
performed in dupulicate.

Statistics

Data were expressed as the mean + standard error of the mean (SEM). Differences between unpaired or paired
groups were evaluated using the Mann-Whitney U test or the Wilcoxon signed-rank test, respectively. In all
analyses, a P value less than 0.05 was considered statistically significant. All analyses were conducted using JMP
6.0 Software (SAS Institute).

Ethical approval

This study was approved by the Ethics Committee of Saitama Medical University (approval number: 620-VI).
The study was performed in accordance with the ethical standards in the Declaration of Helsinki and the relevant
guidelines and regulations. Written informed consent was obtained from every patient and all samples were
rendered anonymous. Anonymity and confidentiality were ensured.

Data availability
The data generated and/or analysed during the current study are available from the corresponding author on
reasonable request.
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