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Abstract

Background: Signal transducer and activator of transcription (STAT) activation of gene expression is both rapid
and transient, and when properly executed it affects growth, differentiation, homeostasis and the immune
response, but when dysregulated it contributes to human disease. Transcriptional activation is regulated by
alterations to the chromatin template. However, the role of histone modification at gene loci that are activated for
transcription in response to STAT signaling is poorly defined.

Results: Using chromatin immunoprecipitation, we profiled several histone modifications during STAT1 activation
of the interferon regulatory factor 1 gene (IRFT). Methylated lysine histone proteins H3K4me2, H3K4me3,
H3K79me3, H3K36me3 and monoubiquitinated histone ubH2B are dynamic and correlate with interferon (IFN)y
induction of STAT1 activity. Chemical inhibition of H3K4 methylation downregulates IRF1 transcription and
decreases RNA polymerase Il (Pol ) occupancy at the /RFT promoter. MEN1, a component of a complex proteins
associated with Set1 (COMPASS)-like complex and the hBRET component, RNF20, are localized to /RFT in the
uninduced state and are further recruited when IRFT is activated. RNAi-mediated depletion of RNF20 lowers both
ubH2B and H3K4me3, but surprisingly, upregulates IFNy induced /RFT transcription. The dynamics of
phosphorylation in the C-terminal domain (CTD) of Pol Il are disrupted during gene activation as well.
Conclusions: H2B monoubiquitination promotes H3K4 methylation, but the E3 ubiquitin ligase, RNF20, is repressive

of inducible transcription at the /RFT gene locus, suggesting that ubH2B can, directly or indirectly, affect Pol Il CTD
phosphorylation cycling to exert control on ongoing transcription.

Background

In response to a variety of extracellular ligands, signal
transducers and activators of transcription (STATs) are
rapidly recruited from their latent state in the cytoplasm
to cell surface receptors, where they are phosphorylated
by tyrosine kinases. They then translocate to the
nucleus, bind DNA response elements and drive the
transcription of target genes, affecting growth, differen-
tiation, homeostasis and the immune response [1]. Not
surprisingly, given their widespread involvement in
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normal cellular processes, dysregulation of STAT activ-
ity contributes to human disease, particularly to cancers.
Persistently active STAT3 and STAT5 are present in
breast cancers, head and neck cancers, prostate cancers,
multiple myeloma, leukemias and lymphomas [2,3].
STAT activation is both rapid and transient, with the
downregulation of STAT activity achieved by several
mechanisms, including dephosphorylation by the 45-kDa
nuclear phosphatase T cell protein tyrosine phosphatase
(TC45), which inactivates the STATs by removing their
required tyrosine phosphates, and the cytoplasmic phos-
phatase Src homology region 2 domain-containing phos-
phatase-1 (SHP-1), which dephosphorylates the kinases
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upstream of STATSs. Other negative regulators include
the suppressor of cytokine signaling (SOCS) family of
proteins, which are induced by cytokine signaling and
STAT activation and participate in a negative feedback
loop, and the protein inhibitor of activated STAT (PIAS)
family of proteins, which can directly inhibit STATSs by
preventing their DNA binding [4].

Transcriptional activation, like that mediated by
STATSs, is one of several nuclear processes regulated by
alterations to the chromatin fiber. Such alterations are
dynamic and include covalent histone modifications and
DNA methylation, as well as the activities of ATP-
dependent complexes [5]. Chromatin’s core structure,
the nucleosome, is composed of 146 bp of DNA
wrapped around an octamer of histone proteins (H3,
H4, H2A and H2B). A number of post-translational
modifications to the nucleosome, mostly in histone N-
terminal tails, have been described, including methyla-
tion, acetylation, phosphorylation and ubiquitination.
These covalent modifications define the functional state
of chromatin via both cis and trans mechanisms. Cis
mechanisms, best typified by acetylation/deacetylation,
result in changes to nucleosome packing that increase
or decrease DNA accessibility. In trans mechanisms,
non-histone proteins that possess particular binding
domains recognize specific histone modifications and
recruit additional factors that regulate chromatin struc-
ture [6,7]. Together, cis and trans mechanisms embellish
the chromatin fiber to generate biological effects that
extend beyond the DNA sequence alone.

Several genome-wide studies have investigated how
particular histone methylations correlate with gene
expression in human cells [8-14]. Dimethylation and tri-
methylation of lysine 4 (H3K4me2, H3K4me3) in the N-
terminal tail of histone H3 are known to correlate with
an active chromatin state. Trimethylation of lysine 27
(H3K27me3) is associated with silenced chromatin,
while monomethylation of this same residue is broadly
localized to euchromatin. H3K36me3 is enriched down-
stream of the promoters of actively transcribed genes,
and thus, is strongly correlated with H3K4me3, but is
not correlated at all with H3K27me3. H3K9me3 is typi-
cally associated with transcriptional repression, as is
H4K20mel [15] although others have linked these mod-
ifications to the activation of some genes [9,16,17].
H3K79mes3 is associated with actively transcribed genes
but Barski et al. found this modification is enriched at
some silent genes [9,18,19]. Such discrepancies suggest
that the function of histone methylation might be gene
specific and depend upon the recruitment of different
trans-acting complexes, or that methylation status might
be dynamic and titrated during gene expression by the
concerted activity of histone methyltransferases (HMT's)
and demethylases (HDMs) [20-23].
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In mammalian cells, there are multiple H3K4 methyl-
transferases, including SET1A/B and mixed lineage leu-
kemia (MLL) proteins 1-4, which contribute to complex
proteins associated with Setl (COMPASS) and COM-
PASS-like complexes, respectively [24]. WDRS82, the
human homolog of Cps35/Swd2, is associated only with
SET1A/B complexes (not MLL1-4 complexes). Like
Cps35, WDRS82 interacts with chromatin in a manner
that depends upon the monoubiquitination of H2B [25],
suggesting a mechanism similar to the crosstalk
mechanism that is well established in Saccharomyces
cerevisiae where H3K4 methylation requires H2B mono-
ubiquitination (ubH2B). Along these same lines, in vitro
transcription assays suggest that the presence of ubH2B
on chromatin stimulates SET1/COMPASS-dependent
H3K4 dimethylation and trimethylation [26]. It was
reported recently that ubH2B is associated with the
transcribed regions of highly expressed genes in human
cells. However, RNF20/BRE1A, a human homolog of the
yeast E3 ubiquitin ligase, Brel, can both activate and
repress distinct subsets of genes [27,28].

While little is known about the role of histone modifi-
cation in regulating the activity of genes that are poised
for transcription in response to STAT signaling, the
rapid and transient nature of STAT-triggered transcrip-
tion makes it an attractive system in which to study
dynamic signaling to chromatin. Interferon (IFN)y acti-
vation of STAT1 drives higher order chromatin remo-
deling at the major histocompatability complex (MHC)
and correlates with recruitment of the chromatin-remo-
deling enzyme BRG and histone acetylation [29,30].
However, surprisingly, histone deacetylase activity is
reportedly required for the transcription of IFN-respon-
sive genes, but the mechanistic basis for this require-
ment is unknown [31,32].

Here we report the detailed profiling of the changes in
the histone modification landscape that accompany
STAT1-activated expression of the interferon regulatory
factor 1 gene (IRFI). To begin to address the molecular
basis for these changes, we identified a COMPASS-like
complex as the likely H3K4 methyltransferase associated
with the IRFI promoter and showed that full H3K4 tri-
methylation depends upon the activity of the ubiquitina-
tion enzyme RNF20/BRE1A. Furthermore, our data
indicate that H2B monoubiquitination, located across
the IRF1 gene, represses transcription when STAT1 sig-
naling is induced by IFNy.

Results

Histone modifications correlate with inducible STAT1
activity

To investigate chromatin’s contribution to STAT-
induced gene expression, we generated a detailed profile
of the distribution of several histone modifications
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across the IRF1 gene locus in 2fTGH cells treated with
IFNy using chromatin immunoprecipitation (ChIP).
IFNy rapidly triggers IRFI gene expression by activating
STAT1 homodimers via the Janus kinase (JAK)-STAT
signaling pathway. Therefore, a 2fTGH derived cell line,
termed U3A, that lacks STAT1 expression was used as
a negative control [33]. To assay for dynamic changes in
histone modification, we collected ChIP data before,
during and after STAT activation, having determined
that IRF1 gene expression peaked at approximately 90
min and dissipated within 5 h when cells were treated
with IFNy for 30 min and then returned to normal
growth media (Figure 1 and Additional file 1e).

Studies from several model systems have determined
that methylation of lysines 4, 36 and 79 of histone H3
are typically associated with active gene expression
[9,11,18,34]. Likewise, we found H3K4me2, H3K4me3,
H3K79me3 and H3K36me3 all increase in a manner
that parallels STAT1 activity (Figure 2). With the excep-
tion of H3K79me3, the location of these modifications
at the IRFI locus is the same as reported in other stu-
dies [9,23]. H3K4me3 is located near the promoter, as is
H3K4me2, although the latter shows the considerably
broader peak typical for this modification (Figure 2c, d).
H3K4me2 and me3 are also present at significant levels
near the promoter in the uninduced state and in U3A
cells, as is RNA polymerase II (Pol II) (Figures 2 and 3),
confirming that IRFI, like most genes, undergoes tran-
scriptional initiation [8,23]. The sharp dip observed at
position -5 reflects the nucleosome depletion found at
transcription start sites (TSSs).
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Figure 1 Time course of interferon regulatory factor 1 gene
(IRF1) expression in response to interferon (IFN)y treatment.
2fTGH cells were treated with IFNy (5 ng/ml) for 30 min and then
returned to normal growth media. Reverse transcription quantitative
PCR (RT Q-PCR) was performed after the times shown to quantitate
IRF1 expression relative to glyceraldehyde 3-phosphate
dehydrogenase gene (GAPDH) expression, and presented as fold
change upon induction. Error bars represent standard error (n = 3).
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H3K79me3 overlaps with H3K4me2 but extends
further into the coding region, consistent with its
described association with transcriptional elongation
(Figure 2e) [19]. H3K79me3 is found only at very low
levels at the IRFI gene in 2fTGH cells in the uninduced
state or in U3A cells (Figure 3). Thus, this modification
specifically correlates with STAT1-induced transcription.
This profile for H3K79me3, is different from the profile
reported in a genome-wide study of CD4+ T cells which
found H3K79me3 higher at silent promoters than at
active ones, except in a narrow region near the TSS [9].

As expected, H3K36me3 was found to be biased toward
the 3’ region of the gene and is associated with elonga-
tion (Figure 2f). The H3K36me3 profile differs from the
other profiles collected; specifically, this modification
returns to uninduced levels at 5 h post-IFNy treatment
suggesting that a demethylase may target H3K36. The
overall histone occupancy observed, determined using a
pan H3 antibody, was consistent across the IRFI locus,
except at the TSS where a dip was observed as a result of
TSS histone depletion (Figure 2g).

To confirm the dynamic nature of histone modifica-
tion in STAT induced transcription, we performed ChIP
assays at three other IFNy responsive genes (RING4,
PSMBS8, GBPI) with quantitative real-time PCR (Q-
PCR) primers designed to amplify the 5, 3’ and middle
regions of these gene loci and found similar patterns
(data not shown). Taken together, the patterns and
dynamics of these histone modifications indicate that
STAT1 dependent genes experience transcription initia-
tion but that downstream events, dependent upon
STATT’s activation and DNA binding, regulate the accu-
mulation of transcripts.

Inhibition of methyltransferase activity decreases
H3K4me3 and H3K36me3 at the IRF1 gene as well as IRF1
transcription

Next, we investigated whether the pharmacological drug,
5’-deoxy-5’-methyl-thioadenosine (MTA), which inhibits
protein and DNA methylation, altered the dynamic
changes in histone methylation observed at the IRF1
gene in response to IFNy [35,36] Previously, MTA treat-
ment had been shown to reduce the global levels of
H3K4me3 by approximately twofold in HeLa cells, and
to specifically reduce H3K4me3 but not H3K4me2 levels
in the genome of HSV-1 during lytic infection [36].
Similarly, we observed that induced H3K4me3 levels
were reduced by treatment with MTA, and that
H3K4me2 remained unchanged (Figure 4a, b). However,
the global levels of H3 lysine 4 methylation were not
detectably lowered suggesting that the turnover of these
modifications in 2fTGH cells is slower than in HeLa
cells (Additional file 1a, b). We also examined the effect
of MTA treatment on inducible H3K36me3 levels and
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Figure 2 Histone H3 lysine methylation across the interferon regulatory factor 1 gene (IRF1) locus is dynamic in response to
interferon (IFN)y induction. (a-g) Chromatin immunoprecipitation (ChIP) of 2fTGH cells treated with IFNy for 30 min, or uninduced, and then
collected at various time points. The indicated antibodies were used and quantitative PCR (Q-PCR) quantified the precipitate yield, reported as
percentage of input. IgG served as the negative control and Pan H3 antibody as the positive control and indicator of histone levels across IRFT
(g). Locations of Q-PCR primers designed to span the entire locus of IRF1 are shown in (h).
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Figure 3 Histone H3 lysine methylation is present across the interferon regulatory factor 1 gene (IRF1) locus but is not dynamic in
signal transducer and activator of transcription 1 (STAT1)-null cells. (a-e) Chromatin immunoprecipitation (ChIP) of U3A cells treated with
interferon (IFN)y for 30 min, or uninduced, and then collected at various time points. The indicated antibodies were used and quantitative PCR

designed to span the entire locus of IRF1 are shown as in Figure 2h.

(Q-PCR) quantified the precipitate yield, reported as percentage of input. IgG served as the negative control. Locations of Q-PCR primers

found that they were decreased as well (Figure 4c). This
is not surprising, given that MTA is a general methyl-
transferase inhibitor. (The ChIP-grade antibody used to
immunoprecipitate H3K79me3 in Figure 2 was discon-
tinued and so we were unable to follow up our studies
of this modification.)

MTA has also been shown to decrease HSV-1 gene
transcription during lytic infection [36]. Therefore, we

considered if the decreases we observed for H3K4me3
and H3K36me3 correlated with decreased transcription
of the IRF1 gene using reverse transcriptase followed by
Q-PCR. Indeed, an approximately twofold reduction in
the steady-state level of IRFI mRNA was observed (Fig-
ure 4d). We confirmed that the reduction was due to
decreased transcription by quantitating the IRFI tran-
script levels in heterogeneous nuclear RNA (hnRNA)
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Figure 4 Dynamic H3 lysine methylation at the activated interferon regulatory factor 1 gene (IRF7) and IRF1 transcription are altered
by 5’-deoxy-5-methyl-thioadenosine (MTA) treatment. 2fTGH cells treated with MTA (1.5 mM) or dimethylsulfoxide (DMSO) for 24 h
followed by treatment with interferon (IFN)y for 30 min. (a-c) Chromatin immunoprecipitation (ChIP) using the indicated antibodies. Data were
normalized to Pan H3 cycle threshold (Ct) values to account for a non-specific carrier (DMSO) effect and reported as percentage of input. (d, e)
Reverse transcription quantitative PCR (RT Q-PCR) was performed after the times shown to quantitate /RFT mRNA and pre-mRNA expression
relative to glyceraldehyde 3-phosphate dehydrogenase gene (GAPDH) expression and presented as fold change upon induction. Error bars
represent standard error (n = 3). **P = 0.01, *P = 0.05. (f) Arrows indicate locations of Q-PCR primers designed to amplify either exonic (d) or
intronic (e) regions of the /RFT gene. (g, h) RNA polymerase Il (Pol Il) and signal transducer and activator of transcription 1 (STAT1) ChIP of
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using PCR primers that target intronic sequences (Fig-
ure 4e) [37]. STAT1 occupancy was not altered by
MTA treatment, but Pol II occupancy at the TSS was
decreased (Figure 4g, h).

H2B monoubiquitination

In yeast, H3 K4 methylation depends upon H2B monou-
biquitination [38]. In order to investigate the role of
H2B ubiquitination in STAT1-induced transcription, we

first determined the profile of ubH2B at the IRFI locus
at different times of IFNy induction in 2fTGH cells (Fig-
ure 5a) and in U3A cells (Figure 5b). ubH2B quickly
increases in response to IFNy, but decreases at later
time points. ubH2B is found highest in the middle cod-
ing region and lowest in the 5" and 3 regions. This pro-
file is identical to the ubH2B profile described in other
recent reports of mammalian cells, and the transient
nature is similar to an observation that has been



Buro et al. Epigenetics & Chromatin 2010, 3:16
http://www.epigeneticsandchromatin.com/content/3/1/16

Page 7 of 16

9
»s | UBAUbH2B

| 2FTGH ubH2B

07
06
05
04
031

Figure 5 H2B monoubiquitination is dynamic during interferon
regulatory factor 1 gene (IRF1) induction. Chromatin
immunoprecipitation (ChIP), using ubH2B antibody, of 2fTGH cells
(@) or U3A cells (b) treated with interferon (IFN)y for 30 min and
collected after the various time points. IgG served as the negative
control. Locations of quantitative PCR (Q-PCR) primers designed to
span the entire locus of /RF1 are as in Figure 2h.

reported in the open reading frame (ORF) of the yeast
GALI gene [26,27,39]. In U3A cells, ubH2B is also asso-
ciated with the middle region of the gene, though at
very low levels (Figure 5b). In fact, we recovered all
assayed modifications (except perhaps H3K79me3) in
the uninduced state and in the STAT1-null cell line
(Figures 2 and 3). Thus, maintenance of these histone
modifications does not depend upon the induction of
IFNYy responsive genes. Their maintenance could be
related to either basal transcription or a transcription-
independent mechanism or some combination of both.
Regardless, the observation of these modifications in
uninduced cells and U3A cells agrees with other reports,
and likely reflects how inducible genes are maintained in
a repressed but poised state [8,23].

RNF20 and a MLL/Menin complex are localized to IRF1
Having observed that both H2B monoubiquitination and
H3K4 methylation are dynamic during I/RF1 gene expres-
sion, we next asked if the enzymes driving these histone
modifications are associated with or recruited to the IRFI
gene as a result of IFNy induction. A ChIP-grade anti-
body was used to immunoprecipitate RNF20 from chro-
matin collected from cells in both the uninduced and
induced state (Figure 6a). In response to IFNy, RNF20
accumulated across the IRF1 gene locus, beginning at
around +250 bp, which is where ubH2B also begins to
accumulate. Low levels of RNF20 were localized across
the IRF1 gene in the uninduced state as well, suggesting
that it might play a role in basal transcription.

There are several recognized H3K4 methyltransferases
in mammalian systems, including SET1A/B and MLL1-4
[40]. However, ChIP-grade antibodies that discriminate
among all of them are not available. Because the non-
enzymatic proteins that contribute to COMPASS and
COMPASS-like complexes do show some specificity, we
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Figure 6 RNF20 and MEN1 are constitutively associated with
the interferon regulatory factor 1 gene (IRF1) and recruited by
interferon (IFN)y induction. 2fTGH cells were induced with IFNy for
30 min or uninduced. Chromatin immunoprecipitation (ChIP) was
performed using antibodies against RNF20 (a) and MENT1 (b) and
quantitative PCR (Q-PCR) quantified the precipitate yield, reported as
percentage of input. MENT was not detectable using primer pairs
beyond 3,000 bp.

used a ChIP-grade antibody against Menin (MEN1),
which is a component unique to the MLL1 and MLL2
COMPASS-like complexes. ChIP assays showed that
MENT1 is constitutively associated with the IRFI promo-
ter and that induction leads to an increase in a MEN1-
containing complex (Figure 6b). The COMPASS-like
activity constitutively associated with the IRFI promoter,
potentially explains the significant amounts of H3K4
methylation observed in uninduced cells and even in
U3A cells (Figures 2 and 3).

RNAi-mediated knockdown of RNF20 upregulates IRF1
transcription

Having observed that RNF20 was recruited to IRFI by
IENy induction, we initially hypothesized that RNAi-
mediated knockdown of RNF20 would lower or prevent
IRFI expression. Stable transfection of 2fTGH cells with
pGIPZ small hairpin RNA (s#RNA)-RNF20 reduced the
endogenous expression of RNF20 by 98% (Figure 7c).
However, we consistently observed increased inducible
transcription in sZ#RNA-RNF20 cells compared to a cell
line stably transfected with a non-silencing construct
(Figure 7a). We confirmed that the increased IRFI
mRNA accumulation was due to increased transcription
using intronic primers (Figure 7b). When an RNF20
c¢DNA that is C-terminally FLAG tagged was transiently
overexpressed (40%, Figure 7d) in 2fTGH cells, the
opposite effect on activated IRFI transcription was
observed (Figure 7e).

H2B monoubiquitination and H3 lysine methylation

RNF20 knockdown diminished ubH2B during induction
of the IRFI gene (Figure 8a). Importantly, inducible
H3K4me3 was lost as well (Figure 8b), providing sup-
port for a crosstalk mechanism in which H2B monoubi-
quitination promotes H3K4 methylation, as has been
described in other systems previously [38]. RNF20
knockdown did not affect H2K4me2 in any condition
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transducer and activator of transcription 1 (STAT1) served as loading control. (d) Western blot of extracts prepared from transiently transfected
2fTGH cells expressing pcDNA3.0 or FLAG tagged RNF20 pcDNA3.0 with a-FLAG and a-RNF20. STAT1 served as loading control. (e) RT Q-PCR of
transiently transfected 2fTGH cells expressing pcDNA3.0 or FLAG tagged RNF20 pcDNA3.0 as in (a). Error bars are standard error (n = 2). **P =
0.01, *P = 0.05. Blot quantifications were performed using ImageJ.
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Buro et al. Epigenetics & Chromatin 2010, 3:16
http://www.epigeneticsandchromatin.com/content/3/1/16

(data not shown) and the uninduced levels of ubH2B,
H3K4me3 were also unchanged in the shRNA-RNF20
cell line compared to the non-silencing control cell line
(Figure 8g, h). H3K36me3 showed the same profiles in
both the induced and uninduced conditions (Figure 8c,
i). Pol II, MEN1 and STAT1 are recruited properly in
response to IFNy in these cell lines (Figure 8d-f),
although MENT1 does appear to acquire an increased
stability or association in the uninduced state in the
ShRNA-RNF20 cell line (Figure 8k), but this enhanced
association does not correlate with increased H3K4me3
(Figure 8h). The RNF20 knockdown achieved in this cell
line is insufficient to fully ablate ubH2B; western blot-
ting demonstrated that there was an approximately 65%
loss of global ubH2B in the shRNA-RNF20 cell line
(Additional file 1c). An alternative explanation is that
hBREL1 is not the only H2B ubiquitinase in 2fTGH cells,
although this is unlikely [26].

Supportive of a crosstalk mechanism where ubH2B
promotes H3K4 methylation, we note that inhibition of
H2B ubiquitination using carbobenzoxy-L-leucyl-L-leu-
cyl-L-leucinal (MG132), a proteosome inhibitor that has
been used to rapidly and efficiently deplete ubH2B
[27,41], correlated with loss of both H3K4me3 and
H3K4me2 (Additional file 2b, c¢) in response to IFNy,
while H3K36me3 was unaffected (Additional file 2d).
When 2fTGH cells were treated with MG132, ubH2B
was eliminated globally (Additional file 1d), and at the
IRFI gene locus when cells were induced with IFNy
(Additional file 2a).

Genetic studies in yeast and mammalian in vitro tran-
scription assays have demonstrated that H2B monoubi-
quitination depends upon the early steps of
transcriptional elongation, requiring the presence of the
polymerase associated factor (PAF) complex and the
addition of nucleoside triphosphates (NTPs), and not
simply recruitment of Rad6/Brel [26,38]. To find out if
ubH2B at the IRFI gene also depends upon elongation,
2fTGH cells were treated with the elongation inhibitor
5,6-dichlorobenzimidazole riboside (DRB) [16,23]. Pol II
promoter occupancy is unaffected by DRB treatment
[18]. We confirmed that DRB ablates /RFI induced gene
expression. (Additional file 3a) and it also significantly
inhibits basal transcription. In ChIP assays, in the DRB
treated condition, induced ubH2B was strongly
decreased, as was H3K4me3 (Additional file 3b, c).
H3K36me3 normally correlates with ongoing transcrip-
tion and so, not surprisingly, induced H3K36me3 was
also decreased by DRB (Additional file 3d).

RNAi-mediated knockdown of RNF20 alters Pol Il C-
terminal domain (CTD) phosphorylation

In yeast, H2B ubiquitination has been functionally tied
to transcriptional elongation; H2B ubiquitination/
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deubiquitination occurs dynamically, with deubiquitina-
tion required for the recruitment of the RNA polymer-
ase II CTD serine 2 kinase, Ctk1[39,42]. Additionally,
H3K4 methylation has been attributed a repressive role
at the GALI0-GALI locus [43]. H3K4me2/3 occurs via
cryptic transcription and recruits a histone deacetylase
(HDAC) activity (Rpd3) to dampen GALI promoter
activity by inhibiting Pol II recruitment. In the absence
of H3K4 methylation, GALI induction is accelerated.
Because H2B monoubiquitination is transient and
peaks prior to maximal IRF1 transcription (Figure 5a),
which occurs at approximately 90 min, and RNF20
depletion upregulates IRFI while decreasing H3K4me3,
we speculated that RNF20 might directly or indirectly,
affect the recruitment of Pol II and/or the dynamics of
the phosphorylation that occurs at the CTD of Pol II
during transcription. As Pol II moves across a locus, a
change in phosphorylation occurs in the repeated
sequence, YSPTSPS, in the CTD of Pol II; serine 5 is
phosphorylated at initiation, while serine 2 phosphoryla-
tion is added during elongation [44,45]. ChIP assays
using antibodies that recognize total Pol II, serine 2
phosphorylation and serine 5 phosphorylation in the
CTD were performed using chromatin harvested at dif-
ferent times of IRF1 gene activation (Figure 9). The total
Pol II levels change as expected, increasing early in gene
induction and decreasing as transcription wanes at the
later time point, but with no differences in the shRNA-
RNF20 cell line versus the non-silencing cell line (Figure
9a, b). Phosphoserine 5 Pol II and phosphoserine 2 Pol
II also behave identically in the two cell lines at 30 min
of IFNy induction and in the uninduced condition (Fig-
ure 9c-f). However, at the later time point, both phos-
phoserine 5 Pol II and phosphoserine 2 Pol II in the
RNF20 depleted cell line remain high and do not return
to the lower levels seen in the control cell line (Figure
9d, f). Based on these data, we suspect that the increase
in transcription in the RNF20 depleted cells is mainly
the result of loss of a repressive effect from ubH2B.
Were the observed increase in transcription due to an
H3K4me2/3 based mechanism, Pol II and phosphoserine
5 Pol II should have been enriched at 30 min and/or in
the basal state. One possibility, among many, is that
ubH2B, in addition to determining the accessibility of a
serine 2 kinase (positive transcription elongation factor
b (P-TEFb)) to Pol II to foster elongation, also deter-
mines the accessibility of the phosphatases that target
serine 2 and/or 5. The result is a defect in Pol II CTD
cycling that acts to promote ongoing transcription.

Discussion

In this study, we characterized several histone modifica-
tions in STAT1 activation of the IRFI gene and showed
that ubH2B promotes H3K4me3 during induction.



Buro et al. Epigenetics & Chromatin 2010, 3:16 Page 11 of 16
http://www.epigeneticsandchromatin.com/content/3/1/16

RNA Pol Il 6 1 RNA Pol Il

N N w IS
;
o N N w IS
«

L — 4 -
0 +—my . ——e——a_——a a2 — ; , - —t——l
1000 -5 500 1000 1500 2000 3000 5000 1000 -5 500 1000 1500 2000 3000 5000
c RNA Pol Il CTD D RNA Pol Il CTD
12 1 (o] 12 -

(phospho S5) (phospho S5)

10

-
N B ] o] o
N B (o) o

° -1000 [ -5 l 500 1000 1500 2000 3000 5000_‘ ° —10(;—'*-5 I 500 r 1000 1500 » 2007 3000 ' SOOT
. F RNA Pol Il CTD

. RNA Pol Il CTD .

\ (phospho S2) | (phospho S2)

7 1 74

6 6

5 - 5

4 1 4 -

3 - 3

2 1 2 -

1 4 1 -

0o +—%¥ . = ——2—2 2 —A — - —

-1000 -5 500 1000 1500 2000 3000 5000 -1000 -5 500 1000 1500 2000 3000 5000

Non-silencing shRNA RNF20 shRNA
’ Un .— 2h
B 30' IgG
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Additionally, the enzymatic activities that produce these
modifications, COMPASS-like and RNF20, are found at
the IRFI gene and are further recruited by induction.
These data, along with the observation that methyltrans-
ferase inhibition hinders IRF1I transcription, suggested a
positive regulatory role for these enzymes. Unexpectedly,
the E3 ligase that targets H2B for ubiquitination, RNF20,
acts as a repressor of transcription, ostensibly by altering
the dynamic phosphorylation of the CTD of Pol II that
determines its initiation, elongation and termination.

Mammalian ubH2B function

Other studies of ubH2B in inducible mammalian gene
expression have suggested alternative roles for this mod-
ification, than the repressive role our data indicates.
Using in vitro transcription assays with a recombinant,
fully H2B-ubiquitinated chromatin template, Kim et al.
observed that H2B ubiquitination does not affect p53
activated transcription, arguing that H2B ubiquitination
is a consequence of transcription and it does not
directly affect the function of the transcriptional
machinery [26]. In contrast, ubH2B reportedly enhances
the rate of transcriptional elongation by Pol II in
response to retinoic acid [46], and at HOX genes [47].
The dynamics of H2B ubiquitination during transcrip-
tional activation (Figure 5) and the observation that
RNF20 knockdown increases inducible IRF1 transcrip-
tion (Figure 7a, b), while its overexpression inhibits IRF1
(Figure 7e) all argue against the ideas that this modifica-
tion occurs in the wake of Pol II or promotes Pol II pas-
sage at the IRFI gene. It is possible that these disparities
are simply related to the use of in vitro assays that dif-
ferently or incompletely recapitulate the inducible tran-
scription that occurs in vivo. Alternatively, the function
of ubH2B in gene expression might be context
dependent.

RNF20 as repressor in mammalian gene expression

Using gene expression microarrays, Shema et al. identi-
fied two cohorts of genes that are selectively up or
downregulated by RNF20 depletion in HeLa cells [28].
Based on our results, we speculate that these two
cohorts of genes may have different barriers built into
their chromatin, which contribute to regulation of their
expression. For instance, the cohort of genes that is acti-
vated by RNF20, such as TP53 and the HOX genes
[28,47] may not require a repressive mechanism to be
generated by ubH2B to regulate their transcription and,
in those cases, ubH2B works to promote elongation.
However, genes normally suppressed by RNF20 are
likely to be poised for activation and undergo basal tran-
scription, and therefore rely on H2B monoubiquitination
as a check against inappropriately activated transcrip-
tion. It is worth noting that Shema et al. report that this
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later cohort of genes is populated by several early
response and proliferative genes, is enriched in Pol II
and H3K4me3 (as is IRFI) as compared to RNF20
dependent and independent genes, and that many are
constitutively ‘on’ but in a ‘low gear’ state, reflecting the
unique features of these genes that poise them for rapid
activation in response to signaling events.

Similarities to activated transcription at the GAL1 gene in
Saccharomyces cerevisiae
The role of histone modification in inducible gene
expression is best characterized at the GALI locus in
Saccharomyces cerevisiae [38]. At that gene, dimethyla-
tion and trimethylation of histone H3K4 depend upon
monoubiquitination of H2B (ubH2B) at K123 in a
mechanism involving the Rad6/Brel ubiquitination
enzymes and the Setl/COMPASS methyltransferase
complex [40]. While the precise mechanism for this
trans-tail communication is not fully established, a
model has emerged whereby the H2B ubiquitin ligase,
Brel, and the E2 ubiquitin conjugase, Rad6, are
recruited to promoters by interaction with activators,
such as Gal4 [38]. The enzymatic activity for the mono-
ubiquitination of H2B, however, depends on further
interactions with the PAF complex, the Bur complex
and the phosphorylation of the CTD of Pol II at serine
5. H2B ubiquitination then recruits Cps35, (aka Swd2)
an essential component of COMPASS, which leads to
H3K4 dimethylation and trimethylation by the methyl-
transferase, Setl [42,48-51]. H3K4me3 recruits the
SAGA complex, which contains the deubiquitinase,
Ubp8. Deubiquitination of ubH2B allows Ctkl to phos-
phorylate the CTD of Pol II at serine 2, which in turn
recruits the methyltransferase for H3K36, Set2 [39].
Thus, Ubp8 provides the opposing deubiquitinase activ-
ity that is required for transition to efficient transcrip-
tional elongation at the inducible GALI gene. ubH2B’s
transitory profile at the IRFI gene indicates that it
might be removed by an opposing ubiquitin hydrolase,
as it is in yeast. While other events, such as histone
exchange or direct or indirect RNF20 inactivation, are
also possible, studies in the lab are ongoing to deter-
mine if USP22 (the mammalian homolog to Ubp8) also
deubiquitinates ubH2B. It seems a likely possibility it
does, since USP22 is required for MYC activated tran-
scription [52], but whether ubH2B directly blocks
recruitment of a kinase (P-TEFb) responsible for serine
2 phosphorylation in CTD of Pol II is not known [53].
Several other important research questions are sug-
gested by the data presented here. First, what is the
mechanistic basis for the defect observed in Pol II CTD
phosphorylation cycling and is this the direct cause of
increased transcription observed in the RNF20 depleted
cell line? Might H2B monoubiquitination also impact
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the function of CTD phosphatases (Fcpl and Rtrl) as it
does the kinase (Ctkl) across gene loci [54]? Second,
what is the basis for REN20’s recruitment? Does STAT1
help to recruit hBRE1, as Gal4 and p53 do [38,55]?
What is the role of the PAF complex? And what is the
precise nature of the MEN1-containing, COMPASS-like
complex and which of its components functions as the
translator in the crosstalk with hRAD6/hBRE1? WDR82
mediates the crosstalk between hSET1/COMPASS and
the ubiquitination complex, but it is a component speci-
fic to hSET1 [25]. While we cannot rule out the possibi-
lity that SET1/COMPASS, or another H3K4
methyltransferase, is also involved redundantly, the colo-
calization of MEN1 and RNF20 at the IRFI gene is the
first evidence of a possible interaction between COM-
PASS-like and hBRE1 in mammalian gene expression.

A different role for H3K36me3

Of the several histone modifications we profiled in this
study, only ubH2B and H3K36me3 return to basal
levels, mirroring the dynamics of STAT1 activation (Fig-
ures 2a, f and 5a) and IRF! transcription (Figure 1). In
yeast, H2B deubiquitination drives H3K36me2, which
then works to prevent cryptic transcription by Pol II in
the 3’ end of genes by recruiting a histone deacetylase
[56-58]. In addition, H3K36me2 levels do not parallel
transcriptional output in a titratable fashion, but rather
reflect one of two states: uninduced/basal transcription
or induced transcription [59,60]. We, and Edmonds et
al. [23], observed this same profile for H3K36me3 at
inducible genes in mammalian cell lines. However,
mammalian H3K36mel/me2 levels are very low, and
deletion of the Set2 homolog responsible for
H3K36me3, SETD2, removes all H3K36me3, but with
no consequence for proper transcription, leading
Edmunds et al. to conclude that K36 methylation in
mammalian transcription does not mirror its role in
yeast. Our data support this conclusion, given that
forced H2B deubiquitination, achieved with MG132 and
RNF20 knockdown, did not alter H3K36me3.

While it is not yet clear what H3K36me3 contributes
to mammalian inducible gene expression, recent
research has revealed that H3K36me3 preferentially
marks exons relative to introns and it has been pro-
posed that H3K36me3 exon marking connects transcrip-
tion and splicing [61,62]. While the primer pairs used to
profile the IRFI1 gene were designed without considering
intron-exon structure, the exons are heavily biased to
the 3’ end in the IRFI gene (Figure 2h). The 3’ bias
observed for H3K36me3 may reflect this.

Conclusions
Signal transduction pathways, like the JAK-STAT path-
way, relay signals from the extracellular environment
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through the cytoplasm and ultimately to the DNA, which
is organized as chromatin in the nucleus. Chromatin then
serves as the template for dynamic nuclear signaling
events (that is, post-translational modifications of his-
tones) that regulate transcription. These dynamic signaling
events are highly integrated, and it is becoming more clear
that it is the proper balance between opposing enzymatic
activities (E3 ubiquitin ligase/ubiquitin hydrolase, HMT/
HDM, kinase/phosphatase and so on) that determine the
functional output of a histone modification as either acti-
vating or repressing [63]. Therefore, it is important to bet-
ter define the function of histone modifications and the
interplay among the enzymatic activities (COMPASS-like,
hBRE1, PAF1 complex, USP22, and so on) that promote
these modifications if we are to fully understand how
chromatin contributes to both normal and aberrant acti-
vated transcription in mammalian systems.

Methods

Antibodies

The antibodies used were as follows: H3K4me3 (Abcam,
Cambridge, MA, USA, ab8580), H3K4me2 (Millipore,
Billerica, MA, USA, 07-030), H3K36me3 (Abcam
ab9050), H3K79me3 (Abcam ab2621), Pan H3 CT
(Millipore 07-690), ubH2B (Medimabs, Quebec, Canada,
MM-0029-p), RNA Pol II (Santa Cruz, Santa Cruz, CA,
USA sc-899), RNA polymerase II CTD repeat YSPTSPS
(phospho S2) (Abcam ab5095), RNA polymerase II CTD
repeat YSPTSPS (phospho S5) (Abcam ab5131), IgG
(Jackson Immunoresearch, West Grove, PA, USA),
STAT1 (Santa Cruz sc-345X), phospho-STAT1 (Tyr701)
(Cell Signaling Technology, Danvers, MA, USA, 9171S),
Menin (Bethyl Laboratories, Montgomery, TX, USA,
A300-105A), RNF20 (Abcam ab70495), RNF20-ChIP-
grade (Novus Biologicals, Littleton, CO, USA, NB100-
2242), FLAG (Sigma), Anti-rabbit or anti-mouse horse-
radish peroxidase (HRP) (Jackson Immunoresearch).

Cell lines and chemical inhibitors

2fTGH and U3A cell lines were cultured in HyClone
Dulbecco’s modified Eagle medium (DMEM)/high glu-
cose media supplemented with 10% cosmic calf serum
and 10% antibiotic/antimycotic (Fisher Scientific, Pitts-
burgh, PA, USA). Interferon (IFN)y treatment in all
cases involved adding IFNy (R&D Systems, Minneapolis,
MN, USA, 5 ng/ml) to the media for 30 min, replacing
with fresh media and harvesting cells at the indicated
times. MTA (Sigma, St. Louis, MO, USA), MG132 (Cal-
biochem, San Diego, CA, USA), DRB (Sigma) treated
cells were prepared as indicated in the figure legends.

Reverse transcriptase Q-PCR
Total RNA was collected using Isol-RNA lysis reagent (5
Prime, Gaithersburg, MD, USA). RNA was DNasel
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(Invitrogen, Carlsbad, CA, USA) treated and phenol/
chloroform extracted. RNA (2 pg) was converted to
cDNA using the High Capacity RNA-to-cDNA kit
(Applied Biosystems, Carlsbad, CA, USA). cDNA was
then subjected to Q-PCR (Sybr Green, 7500 FAST Real
Time PCR System, Applied Biosystems) using gene spe-
cific primers to the intronic or exonic region of the
IRFI gene. In all cases, an RT(-) control confirmed no
DNA contamination. Primer sequences will be provided
upon request. PCR efficiency was determined for all pri-
mer pairs before their use. To ensure the statistical sig-
nificance of differences reported in the RT-Q-PCR
assays, standard errors were calculated for the multipli-
cates, and when SE bars did not overlap, a paired ¢ test
confirmed significance, P < 0.05.

Western blot analysis

Cells were collected after various treatments and whole
cell extract, prepared as described in [64], was subjected
to SDS-PAGE (30 pg) and transferred to a nitrocellulose
membrane. Immunodetection was performed using anti-
pan H3 CT (1:25,000), anti-ubH2B (1:1,000), anti-
H3K4me3 (1:500), anti-H3K4me2 (1:5,000), anti-RNF20
(1:5,000), anti-STAT1 (1:1,000), anti-pY-STAT1
(1:1,000). A HRP anti-species secondary antibody
(1:10,000) was then applied and immunoreactive pro-
teins were visualized using chemiluminescence reagent
(Thermo Scientific, Pittsburgh, PA, USA). Histone acid
extraction was carried out as described previously [65].
Bands were quantified with Image].

Chip

ChIP was performed as described previously [66]. Briefly,
1 x 107 cells were fixed in 1% formaldehyde for 10 min
followed by the addition of 0.125 M glycine. Cells were
lysed using a douncer and the fixed chromatin was
sheared by sonication. Chromatin was subject to centri-
fugation (13,000 rpm for 25 min at 4°C) and was then
incubated overnight with various antibodies. Pan H3 and
IgG were included in all ChIPs as positive and negative
controls. Immunoprecipitation was carried out with pro-
tein A agarose/salmon sperm beads (Millipore). After
washing, the chromatin was eluted from the beads and
the cross links were reversed by heating at 65°C over-
night. DNA was treated with RNase A and proteinase K
(5 Prime), purified via phenol/chloroform extraction,
precipitated with ethanol overnight and resuspended in
TE buffer. Samples were analyzed by quantitative real
time-PCR (Applied Biosystems) using gene specific pri-
mers designed to run the length of the IRFI gene. Primer
sequences provided upon request. PCR efficiency was
determined for all primer pairs before their use. Data are
expressed as percentage of input and all experiments
were performed in duplicate, if not triplicate. Where
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indicated the data were normalized to the Pan H3 levels.
To ensure the statistical significance of differences
reported in the ChIP assays, standard errors were calcu-
lated for the multiplicates and, if necessary, a paired ¢
test confirmed significance, P < 0.05.

Transfection of shARNAmir and expression vectors

A pGIPZ shRNAmir vector targeting RNF20 mRNA
(RHS4430-98486410) as well as a non-silencing shRNA
vector (RHS4346) were purchased from Open Biosys-
tems, Huntsville, AL, USA. C-terminally FLAG tagged
RNF20 was PCR cloned between the Kpnl and EcoRV
sites of pcDNA3.0 (Invitrogen) using an RNF20 cDNA
as template (Open Biosystems, MHS4426-98361130).
Transfection of 2fTGH cells was carried out using
Arrest-in reagent according to the manufacturer’s proto-
col (Open Biosystems). Puromycin was used to select
for stable shRNAmir cell lines and individual clones
were characterized according to their RNF20 protein
expression using western blotting.

Additional material

Additional file 1: Western blotting of histones acid extracted after
treatment with 5’-deoxy-5"-methyl-thioadenosine (MTA),
carbobenzoxy-L-leucyl-L-leucyl-L-leucinal (MG132), and RNAi-
mediated knockdown of RNF20 and of phosphorylated signal
transducer and activator of transcription 1 (STAT1) during
interferon (IFN)y treatment. (a-d) Acid-extracted histones collected
from 2fTGH cells after various treatments were subjected to SDS-PAGE,
blotted on nitrocellulose and the indicated antibodies were used to
develop the blots. (a, b) MTA (1.5 mM for 24 h), dimethylsulfoxide
(DMSO) (vehicle for MTA, for 24 h). (c) 2fTGH cell lines stably expressing
pGIPZ small hairpin RNA (shRNA)-RNF20 (RNF20), a non-silencing shRNA
vector (NS) and cells not transfected (NT). ShRNA-RNF20, 65% loss of total
ubH2B. (d) MG132 (50 mM, for 4 h) produced a 95% loss of ubH2B
compared to ethanol (vehicle for MG132, for 4 h). (e) Whole cell extracts
of 2fTGH cells uninduced or induced with IFNy for 30 min and returned
to normal growth media were subjected to SDS-PAGE, blotted on
nitrocellulose and a phosphotyrosine 701 STAT1 antibody was used to
develop the blots. Upper band: STAT1a (91 kDa); lower band: STAT1B (84
kDa).

Additional file 2: Carbobenzoxy-L-leucyl-L-leucyl-L-leucinal (MG132)
treatment decreases inducible H2B monoubiquitination, affecting
H3K4 methylation but not H3K36 methylation. (a-d) Chromatin
immunoprecipitation (ChiP), using the indicated antibodies, of 2fTGH
cells treated with MG132 (in ethanol, 50 mM) for 4 h or carrier and then
induced with interferon (IFN)y for 30 min.

Additional file 3: 5,6-Dichlorobenzimidazole riboside (DRB)
inhibition of transcription elongation prevents dynamic ubH2B,
H3K4me3 and H3K36me3 during interferon regulatory factor 1
gene (IRF1) induction. (a) 2fTGH cells were treated with DRB (in
ethanol, 25 mg/ml) for 10 min prior to induction with interferon (IFN)y.
Cells were collected and RT Q-PCR was performed to quantitate /RF7
expression relative to GAPDH and presented as fold change upon
induction. Error bars represent standard error (n = 2). *P = 0.05. (b-d)
2fTGH cells were treated with DRB for 10 min prior to induction with
IFNy. ChIP assays with ubH2B, H3K4me3 and H3K36me3 antibodies were
performed and real-time quantitative PCR (Q-PCR) quantified the
precipitate yield, reported as percentage of input.



http://www.biomedcentral.com/content/supplementary/1756-8935-3-16-S1.PNG
http://www.biomedcentral.com/content/supplementary/1756-8935-3-16-S2.PNG
http://www.biomedcentral.com/content/supplementary/1756-8935-3-16-S3.PNG

Buro et al. Epigenetics & Chromatin 2010, 3:16
http://www.epigeneticsandchromatin.com/content/3/1/16

Acknowledgements

We thank James Darnell (Rockefeller University) for 2fTGH and U3A cell lines,
and Patrick Grant (University of Virginia) and Tom Milne (Rockefeller
University) for helpful suggestions.

Authors’ contributions

LJB and EC carried out the experimental studies and helped to draft the
manuscript. MAH conceived of the study, and participated in its design and
coordination and wrote the manuscript. All authors read and approved the
final manuscript.

Competing interests
The authors declare that they have no competing interests.

Received: 6 May 2010 Accepted: 8 September 2010
Published: 8 September 2010

References

1. Levy D, Darnell JE: Stats: transcriptional control and biological impact.
Nat Rev Mol Cell Biol 2002, 3:651-662.

2. Haura EB, Turkson J, Jove R: Mechanisms of disease: insights into the
emerging role of signal transducers and activators of transcription in
cancer. Nat Clin Pract Oncol 2005, 2:315-324.

3. Bromberg J: Stat proteins and oncogenesis. J Clin Invest 2002,
109:1139-1142.

4. Greenhalgh CJ, Hilton DJ: Negative regulation of cytokine signaling. J
Leukoc Biol 2001, 70:348-356.

5. Jenuwein T, Allis CD: Translating the histone code. Science 2001,
293:1074-1080.

6. Wang GG, Allis CD, Chi P: Chromatin remodeling and cancer, part II: ATP-
dependent chromatin remodeling. Trends Mol Med 2007, 13:373-380.

7. Wang GG, Allis CD, Chi P: Chromatin remodeling and cancer, part I:
covalent histone modifications. Trends Mol Med 2007, 13:363-372.

8. Guenther MG, Levine SS, Boyer LA, Jaenisch R, Young RA: A chromatin
landmark and transcription initiation at most promoters in human cells.
Cell 2007, 130:77-88.

9. Barski A, Cuddapah S, Cui K, Roh TY, Schones DE, Wang Z, Wei G,
Chepelev |, Zhao K: High-resolution profiling of histone methylations in
the human genome. Cell 2007, 129:823-837.

10.  ENCODE Project Consortium, Birney E, Stamatoyannopoulos JA, Dutta A,
Guigd R, Gingeras TR, Margulies EH, Weng Z, Snyder M, Dermitzakis ET,
Thurman RE, Kuehn MS, Taylor CM, Neph S, Koch CM, Asthana S,

Malhotra A, Adzhubei |, Greenbaum JA, Andrews RM, Flicek P, Boyle PJ,
Cao H, Carter NP, Clelland GK, Davis S, Day N, Dhami P, Dillon SC,
Dorschner MO, et al: Identification and analysis of functional elements in
1% of the human genome by the ENCODE pilot project. Nature 2007,
447:799-816.

11. Bernstein BE, Kamal M, Lindblad-Toh K, Bekiranov S, Bailey DK, Huebert DJ,
McMahon S, Karlsson EK, Kulbokas EJ, Gingeras TR, Schreiber SL, Lander ES:
Genomic maps and comparative analysis of histone modifications in
human and mouse. Cell 2005, 120:169-181.

12. Bernstein BE, Mikkelsen TS, Xie X, Kamal M, Huebert DJ, Cuff J, Fry B,
Meissner A, Wernig M, Plath K, Jaenisch R, Wagschal A, Feil R, Schreiber SL,
Lander ES: A bivalent chromatin structure marks key developmental
genes in embryonic stem cells. Cell 2006, 125:315-326.

13. Mikkelsen TS, Ku M, Jaffe DB, Issac B, Lieberman E, Giannoukos G, Alvarez P,
Brockman W, Kim TK, Koche RP, Lee W, Mendenhall E, O'Donovan A,
Presser A, Russ C, Xie X, Meissner A, Wernig M, Jaenisch R, Nusbaum C,
Lander ES, Bernstein BE: Genome-wide maps of chromatin state in
pluripotent and lineage-committed cells. Nature 2007, 448:553-560.

14. Mendenhall EM, Bernstein B: Chromatin state maps: new technologies,
new insights. Curr Opin Genet Dev 2008, 18:109-115.

15. Sims JK, Rice JC: PR-Set7 establishes a repressive trans-tail histone code
that regulates differentiation. Mol Cell Biol 2008, 28:4459-4468.

16.  Vakoc CR, Mandat SA, Olenchock BA, Blobel GA: Histone H3 lysine 9
methylation and hp1[gamma] are associated with transcription
elongation through mammalian chromatin. Mol Cell 2005, 19:381-391.

17. Talasz H, Lindner HH, Sarg B, Helliger W: Histone H4-lysine 20
monomethylation is increased in promoter and coding regions of active
genes and correlates with hyperacetylation. J Biol Chem 2005,
280:38814-38822.

20.

21.

22.

23.

24,

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

Page 15 of 16

Vakoc C, Sachdeva M, Wang H, Blobel G: Profile of histone lysine
methylation across transcribed mammalian chromatin. Mol Cell Biol 2006,
26:9185-9195.

Steger DJ, Lefterova MI, Ying L, Stonestrom AJ, Schupp M, Zhuo D,

Vakoc AL, Kim JE, Chen J, Lazar MA, Blobel GA, Vakoc CR: DOT1L/KMT4
recruitment and H3K79 methylation are ubiquitously coupled with gene
transcription in mammalian cells. Mol Cell Biol 2008, 28:2825-2839.

Kim J, Jia L, Tilley WD, Coetzee GA: Dynamic methylation of histone H3 at
lysine 4 in transcriptional regulation by the androgen receptor. Nucleic
Acids Res 2003, 31:6741-6747.

Garcia-Bassets I, Kwon YS, Telese F, Prefontaine GG, Hutt KR, Cheng CS,

Ju BG, Ohgi KA, Wang J, Escoubet-Lozach L, Rose DW, Glass CK, Fu XD,
Rosenfeld MG: Histone methylation-dependent mechanisms impose
ligand dependency for gene activation by nuclear receptors. Cell 2007,
128:505-518.

Bauer UM, Daujat S, Nielsen SJ, Nightingale K, Kouzarides T: Methylation at
arginine 17 of histone H3 is linked to gene activation. EMBO Rep 2002,
3:39-44.

Edmunds JW, Mahadevan LC, Clayton AL: Dynamic histone H3
methylation during gene induction: HYPB/Setd2 mediates all H3K36
trimethylation. EMBO J 2008, 27:406-420.

Tenney K, Shilatifard A: A COMPASS in the voyage of defining the role of
trithorax/MLL-containing complexes: linking leukemogensis to covalent
modifications of chromatin. J Cellular Biochem 2005, 95:429-436.

Wu M, Wang PF, Lee JS, Martin-Brown S, Florens L, Washburn MP,
Shilatifard A: Molecular regulation of H3K4 trimethylation by Wdr82, a
component of human Set1/COMPASS. Mol Cell Biol 2008, 28:7337-7344.
Kim J, Guermah M, Mcginty RK, Lee JS, Tang ZL, Milne TA, Shilatifard A,
Muir TW, Roeder RG: RAD6-mediated transcription-coupled H2B
ubiquitylation directly stimulates H3K4 methylation in human cells. Cell
2009, 137:459-471.

Minsky N, Shema E, Field Y, Schuster M, Segal E, Oren M:
Monoubiquitinated H2B is associated with the transcribed region of
highly expressed genes in human cells. Nat Cell Biol 2008, 10:483-488.
Shema E, Tirosh I, Aylon Y, Huang J, Ye C, Moskovits N, Raver-Shapira N,
Minsky N, Pirngruber J, Tarcic G, Hublarova P, Moyal L, Gana-Weisz M,
Shiloh Y, Yarden Y, Johnsen SA, Vojtesek B, Berger SL, Oren M: The histone
H2B-specific ubiquitin ligase RNF20/hBRE1 acts as a putative tumor
suppressor through selective regulation of gene expression. Genes Dev
2008, 22:2664-2676.

Christova R, Jones T, Wu PJ, Bolzer A, Costa-Pereira AP, Watling D, Kerr IM,
Sheer D: P-STAT1 mediates higher-order chromatin remodelling of the
human MHC in response to IFNgamma. J Cell Sci 2007, 120:3262-3270.

Ni Z, Karaskov E, Yu T, Callaghan SM, Der S, Park DS, Xu Z, Pattenden SG,
Bremner R: Apical role for BRG1 in cytokine-induced promoter assembly.
Proc Natl Acad Sci USA 2005, 102:14611-14616.

Chang HM, Paulson M, Holko M, Rice CM, Williams BR, Marie |, Levy DE:
Induction of interferon-stimulated gene expression and antiviral
responses require protein deacetylase activity. Proc Natl Acad Sci USA
2004, 101:9578-9583.

Nusinzon |, Horvath CM: Interferon-stimulated transcription and innate
antiviral immunity require deacetylase activity and histone deacetylase
1. Proc Natl Acad Sci USA 2003, 100:14742-14747.

Darnell JE Jr, Kerr IM, Stark GR: Jak-STAT pathways and transcriptional
activation in response to IFNs and other extracellular signaling proteins.
Science 1994, 264:1415-1421.

Pokholok DK, Harbison CT, Levine S, Cole M, Hannett NM, Lee TI, Bell GW,
Walker K, Rolfe PA, Herbolsheimer E, Zeitlinger J, Lewitter F, Gifford DK,
Young RA: Genome-wide map of nucleosome acetylation and
methylation in yeast. Cell 2005, 122:517-527.

Avila MA, Garcfa-Trevijano ER, Lu SC, Corrales FJ, Mato JM:
Methylthioadenosine. Int J Biochem Cell Bio 2004, 36:2125-2130.

Huang J, Kent JR, Placek B, Whelan KA, Hollow CM, Zeng PY, Fraser NW,
Berger SL: Trimethylation of histone H3 lysine 4 by Set1 in the lytic
infection of human herpes simplex virus 1. J Virol 2006, 80:5740-5746.
Elferink CJ, Reiners JJ Jr: Quantitative RT-PCR on CYP1A1 heterogeneous
nuclear RNA: a surrogate for the in vitro transcription run-on assay.
Biotechniques 1996, 20:470-477.

Weake VM, Workman JL: Histone ubiquitination: triggering gene activity.
Mol Cell 2008, 29:653-663.


http://www.ncbi.nlm.nih.gov/pubmed/12209125?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16264989?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16264989?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16264989?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11994401?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11527983?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11498575?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17822959?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17822959?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17822958?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17822958?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17632057?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17632057?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17512414?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17512414?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17571346?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17571346?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15680324?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15680324?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16630819?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16630819?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17603471?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17603471?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18339538?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18339538?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18474616?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18474616?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16061184?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16061184?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16061184?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16166085?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16166085?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16166085?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17030614?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17030614?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18285465?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18285465?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18285465?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14627807?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14627807?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17289570?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17289570?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11751582?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11751582?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18157086?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18157086?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18157086?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18838538?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18838538?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19410543?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19410543?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18344985?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18344985?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18832071?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18832071?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18832071?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17726060?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17726060?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16195385?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15210966?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15210966?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14645718?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14645718?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14645718?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8197455?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8197455?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16122420?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16122420?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16731913?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16731913?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8679208?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8679208?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18374642?dopt=Abstract

Buro et al. Epigenetics & Chromatin 2010, 3:16
http://www.epigeneticsandchromatin.com/content/3/1/16

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51

52.

53.

54.

55.

56.

57.

58.

59.

Wyce A, Xiao T, Whelan KA, Kosman C, Walter W, Eick D, Hughes TR,
Krogan NJ, Strahl BD, Berger SL: H2B ubiquitylation acts as a barrier to
Ctk1 nucleosomal recruitment prior to removal by Ubp8 within a SAGA-
related complex. Mol Cell 2007, 27:275-288.

Shilatifard A: Chromatin modifications by methylation and ubiquitination:
implications in the regulation of gene expression. Annu Rev Biochem
2006, 75:243-269.

Mimnaugh EG, Chen HY, Davie JR, Celis JE, Neckers L: Rapid
deubiquitination of nucleosomal histones in human tumor cells caused
by proteasome inhibitors and stress response inducers: effects on
replication, transcription, translation, and the cellular stress response.
Biochemistry 1997, 36:14418-14429.

Xiao T, Kao CF, Krogan NJ, Sun ZW, Greenblatt JF, Osley MA, Strahl BD:
Histone H2B ubiquitylation is associated with elongating RNA
polymerase II. Mol Cell Biol 2005, 25:637-651.

Pinskaya M, Gourvennec S, Morillon A: H3 lysine 4 di- and tri-methylation
deposited by cryptic transcription attenuates promoter activation. EMBO
J 2009, 28:1697-1707.

Morris DP, Michelotti GA, Schwinn DA: Evidence that phosphorylation of
the RNA polymerase Il carboxyl-terminal repeats is similar in yeast and
humans. J Biol Chem 2005, 280:31368-31377.

Phatnani HP, Greenleaf AL: Phosphorylation and functions of the RNA
polymerase Il CTD. Genes Dev 2006, 20:2922-2936.

Pavri R, Zhu B, Li G, Trojer P, Mandal S, Shilatifard A, Reinberg D: Histone
H2B monoubiquitination functions cooperatively with FACT to regulate
elongation by RNA polymerase II. Cell 2006, 125:703-717.

Zhu B, Zheng Y, Pham AD, Mandal SS, Erdjument-Bromage H, Tempst P,
Reinberg D: Monoubiquitination of human histone H2B: the factors
involved and their roles in HOX gene regulation. Mol Cell 2005,
20:601-611.

Vitaliano-Prunier A, Menant A, Hobeika M, Geli V, Gwizdek C, Dargemont C:
Ubiquitylation of the COMPASS component Swd2 links H2B
ubiquitylation to H3K4 trimethylation. Nat Cell Biol 2008, 10:1365-1371.
Lee JS, Shukla A, Schneider J, Swanson SK, Washburn MP, Florens L,
Bhaumik SR, Shilatifard A: Histone crosstalk between H2B
monoubiquitination and H3 methylation mediated by COMPASS. Cell
2007, 131:1084-1096.

Shukla A, Stanojevic N, Duan Z, Shadle T, Bhaumik SR: Functional analysis
of H2B-Lys-123 ubiquitination in regulation of H3-Lys-4 methylation and
recruitment of RNA polymerase Il at the coding sequences of several
active genes in vivo. J Biol Chem 2006, 281:19045-19054.

Sun ZW, Allis CD: Ubiquitination of histone H2B regulates H3
methylation and gene silencing in yeast. Nature 2002, 418:104-108.
Zhang XY, Varthi M, Sykes SM, Phillips C, Warzecha C, Zhu W, Wyce A,
Thorne AW, Berger SL, McMahon SB: The putative cancer stem cell
marker USP22 is a subunit of the human SAGA complex required for
activated transcription and cell-cycle progression. Mol Cell 2008,
29:102-111.

Wood A, Shilatifard A: Bur1/Bur2 and the Ctk complex in yeast: the split
personality of mammalian P-TEFb. Cell Cycle 2006, 5:1066-1068.
Buratowski S: Progression through the RNA polymerase Il CTD cycle. Mol
Cell 2009, 36:541-546.

Kim J, Hake SB, Roeder RG: The human homolog of yeast BRE1 functions
as a transcriptional coactivator through direct activator interactions. Mol
Cell 2005, 20:759-770.

Keogh MC, Kurdistani SK, Morris SA, Ahn SH, Podolny V, Collins SR,
Schuldiner M, Chin K, Punna T, Thompson NJ, Boone C, Emili A,

Weissman JS, Hughes TR, Strahl BD, Grunstein M, Greenblatt JF,

Buratowski S, Krogan NJ: Cotranscriptional set2 methylation of histone H3
lysine 36 recruits a repressive Rpd3 complex. Cell 2005, 123:593-605.
Joshi AA, Struhl K: Eaf3 chromodomain interaction with methylated H3-
K36 links histone deacetylation to Pol Il elongation. Mol Cell 2005,
20:971-978.

Carrozza MJ, Li B, Florens L, Suganuma T, Swanson SK, Lee KK, Shia WJ,
Anderson S, Yates J, Washburn MP, Workman JL: Histone H3 methylation
by Set2 directs deacetylation of coding regions by Rpd3 S to suppress
spurious intragenic transcription. Cell 2005, 123:581-592.

Rao B, Shibata Y, Strahl BD, Lieb JD: Dimethylation of histone H3 at lysine
36 demarcates regulatory and nonregulatory chromatin genome-wide.
Mol Cell Biol 2005, 25:9447-9459.

60.

62.

63.

64.

65.

66.

Page 16 of 16

Youdell ML, Kizer KO, Kisseleva-Romanova E, Fuchs SM, Duro E, Strahl BD,
Mellor J: Roles for Ctk1 and Spt6 in regulating the different methylation
states of histone H3 lysine 36. Mol Cell Biol 2008, 28:4915-4926.

Schwartz S, Meshorer E, Ast G: Chromatin organization marks exon-intron
structure. Nat Struct Mol Biol 2009, 16:990-995.

Kolasinska-Zwierz P, Down T, Latorre |, Liu T, Liu XS, Ahringer J: Differential
chromatin marking of introns and expressed exons by H3K36me3. Nat
Genet 2009, 41:376-381.

Berger SL: The complex language of chromatin regulation during
transcription. Nature 2007, 447:407-412.

Shuai K Liao J, Song MM: Enhancement of antiproliferative activity of
gamma interferon by the specific inhibition of tyrosine
dephosphorylation of Stat1. Mol Cell Biol 1996, 16:4932-4941.

Shechter D, Dormann HL, Allis CD, Hake SB: Extraction, purification and
analysis of histones. Nat Protocol 2007, 2:1445-1457.

Buro LJ, Shah S, Henriksen MA: Chromatin Immunoprecipitation (ChiP) to
Assay Dynamic Histone Modification in Activated Gene Expression in
Human Cells. JoVE 2010, 41[http://www.jove.com/index/details.stp?
id=2053].

doi:10.1186/1756-8935-3-16

Cite this article as: Buro et al: Menin and RNF20 recruitment is
associated with dynamic histone modifications that regulate signal
transducer and activator of transcription 1 (STAT1)-activated
transcription of the interferon regulatory factor 1 gene (IRF1). Epigenetics
& Chromatin 2010 3:16.

Submit your next manuscript to BioMed Central
and take full advantage of:

e Convenient online submission

* Thorough peer review

¢ No space constraints or color figure charges

¢ Immediate publication on acceptance

¢ Inclusion in PubMed, CAS, Scopus and Google Scholar

¢ Research which is freely available for redistribution

Submit your manuscript at
www.biomedcentral.com/submit

( BioMed Central



http://www.ncbi.nlm.nih.gov/pubmed/17643376?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17643376?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17643376?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16756492?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16756492?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9398160?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9398160?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9398160?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9398160?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15632065?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15632065?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19407817?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19407817?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16012166?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16012166?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16012166?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17079683?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17079683?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16713563?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16713563?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16713563?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16307923?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16307923?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18849979?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18849979?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18083099?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18083099?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16675445?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16675445?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16675445?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16675445?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12077605?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12077605?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18206973?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18206973?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18206973?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16721054?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16721054?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19941815?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16337599?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16337599?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16286008?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16286008?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16364921?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16364921?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16286007?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16286007?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16286007?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16227595?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16227595?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18541663?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18541663?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19684600?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19684600?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19182803?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19182803?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17522673?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17522673?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8756652?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8756652?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8756652?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20729799?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20729799?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20729799?dopt=Abstract
http://www.jove.com/index/details.stp?id=2053
http://www.jove.com/index/details.stp?id=2053

	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	Histone modifications correlate with inducible STAT1 activity
	Inhibition of methyltransferase activity decreases H3K4me3 and H3K36me3 at the IRF1 gene as well as IRF1 transcription
	H2B monoubiquitination
	RNF20 and a MLL/Menin complex are localized to IRF1
	RNAi-mediated knockdown of RNF20 upregulates IRF1 transcription
	H2B monoubiquitination and H3 lysine methylation
	RNAi-mediated knockdown of RNF20 alters Pol II C-terminal domain (CTD) phosphorylation

	Discussion
	Mammalian ubH2B function
	RNF20 as repressor in mammalian gene expression
	Similarities to activated transcription at the GAL1 gene in Saccharomyces cerevisiae
	A different role for H3K36me3

	Conclusions
	Methods
	Antibodies
	Cell lines and chemical inhibitors
	Reverse transcriptase Q-PCR
	Western blot analysis
	ChIP
	Transfection of shRNAmir and expression vectors

	Acknowledgements
	Authors' contributions
	Competing interests
	References

