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SUMMARY
Histone modifications play important roles in regulating DNA-based biological processes. Of the
modified sites, histone H3 lysine 56 (H3K56) is unique in that it lies within the globular core
domain near the entry-exit sites of the nucleosomal DNA superhelix and its acetylation state in
yeast is a marker for newly synthesized histones in transcription, DNA repair and DNA
replication. We now report the presence of H3K56 monomethylation (H3K56me1) in mammalian
cells and find that the histone lysine methytransferase G9a/KMT1C is required for H3K56me1
both in vivo and in vitro. We also find that disruption of G9a or H3K56 impairs DNA replication.
Furthermore, H3K56me1 associates with the replication processivity factor PCNA primarily in G1
phase of the cell cycle and directly, in vitro. These results find H3K56me1 in mammals and
indicate a role for H3K56me1 as a chromatin docking site for PCNA prior to its function in DNA
replication.

INTRODUCTION
Histones carry diverse covalent modifications to regulate chromatin-dependent processes
(Kouzarides, 2007). However, most research has been focused on residues within the
unstructured N-terminal tails, which protrude from the nucleosome core to interact with
various regulatory factors. In contrast, highly abundant (~30%) acetylation of K56 in the
histone H3 globular domain has been identified in yeast and has been shown to mark histone
assembly in various biological processes including transcription, DNA repair and replication
(Han et al., 2007; Masumoto et al., 2005; Williams et al., 2008; Xu et al., 2005). H3K56
acetylation (H3K56ac) state has also been found to regulate yeast aging and the formation of
heterochromatin (Feser et al., 2010; Xu et al., 2007). H3K56ac in mammals is much less
abundant (~1%) and is associated with transcription of genes involved in pluripotency (Xie
et al., 2009), chromatin assembly during DNA damage and repair (Das et al., 2009),
genomic stability and DNA damage response (Tjeertes et al., 2009; Yuan et al., 2009).
Interestingly, previous mass spectrometry studies also suggested the possibility of H3K56
methylation in mammalian cells (Garcia et al., 2007; Peters et al., 2003). However, H3K56
methylation has not been clearly identified and its biological significance remains unknown.
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We show here that H3K56me1 exists in low abundance (~0.8%) in mammals where it serves
as a docking site for PCNA in G1 of the cell cycle. Our data indicate that disrupting this
interaction impairs subsequent DNA replication.

RESULTS
H3K56me1 Is Enriched at Chromatin Regions that Are Distinct from Those Involved in
Transcription or Heterochromatin in Mammalian Cells

To address the presence and function of H3K56me1 we generated an antibody that
recognizes H3K56me1 and validated its specificity by ELISA, competitive western blot and
immunofluorescence, dot blot and western blot with histone modification analogs as shown
in Figure S1. Using this antibody we show by western blot analysis that H3K56 is
monomethylated in human cells (HeLa) but not in yeast (Figure 1A). To further confirm the
presence of H3K56me1, we applied a sensitive mass spectrometry analysis by which a
propionylated histone tryptic digest was analyzed (Plazas-Mayorca et al., 2009). A small
fraction of H3 was identified as H3K56me1 in HeLa cells (~0.8% of total H3, Figure 1B)
and in HEK293 cells (data not shown). We did not detect any di- or trimethylated H3K56
(Figure 1B). The presence of H3K56me1 was further verified by the tandem mass spectrum
analysis (Figure 1C).

To demarcate the location of H3K56me1 in the nucleus, we compared its staining pattern to
those of transcriptionally active and silent regions. We found that H3K56me1 is distributed
throughout the nucleus in HeLa cells in a punctate staining pattern and shows no obvious
colocalization with RNA Pol II (Figure 2A). Moreover, H3K56me1 is largely excluded from
transcriptionally silent heterochromatin regions, which are DAPI-dense (Figure 2B) and
which are enriched for Heterochromatin Protein 1α (HP1α) (Figure 2C). The exclusion of
H3K56me1 from heterochromatin was also observed in mouse NIH3T3 fibroblast cells and
human MCF7 breast epithelial cells (data not shown). Collectively, these results confirm
that a small, but significant fraction of histone H3 is monomethylated at K56 in mammals
and suggest that most H3K56me1 is involved in functions distinct from those in
transcription and heterochromatin.

G9a Is Required for H3K56me1 in vivo and in vitro
In order to investigate H3K56me1 function in vivo we next wished to identify the histone
methyltransferase (HMTase) required for H3K56me1 and screened a number of known
HMTases by small interference RNA (siRNA) treatment in human HeLa cells. We found
that siRNA knockdown of histone methyltransferases SET8, Ezh2, SETDB1/SETDB2 and
Suv39h1/Suv39h2 decreased the level of these HMTases significantly in each case as
assayed by western blots. However there was no obvious decrease in H3K56me1 level in
any of these knockdown experiments (Figure 3A). In contrast, knockdown of G9a, the
HMTase responsible for H3K9me1 and H3K9me2 in vivo (Peters et al., 2003; Rice et al.,
2003; Tachibana et al., 2002), significantly decreased the H3K56me1 level (Figure 3B).
Further, we found in G9a knockout mouse embryonic stem cells (G9a−/− ESCs) (Tachibana
et al., 2002) that H3K56me1 is decreased as assayed by western blot (Figure 3C). The
H3K56me1 signal is highly specific, as it was competed away by the H3K56me1 peptide but
not H3K9me1 or H3K9me2 containing peptides (Figure S2A–S2B). Finally, using
immunofluroscence we found that the staining of H3K56me1 is reduced strongly in G9a−/−

ESCs (Figure 3D). Since G9a also methylates H3K9me1 and H3K9me2 we wished to
distinguish the cellular sites at which K9 and K56 methylation occur. We found by
immunofluorescence that there is no obvious colocalization between H3K56me1 and
H3K9me1 or H3K9me2 in HeLa cells (Figure S2C–S2D). We conclude that there is little
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overlap in cellular location of H3K56me1 and either H3K9me1 or H3K9me2 and that G9a is
required for H3K56me1 in vivo.

To ask whether G9a possesses activity for H3K56me1 in vitro we used as our substrate
recombinant H3 containing the tri-methyl lysine analog at K9 (H3KC9me3), which cannot
be methylated by G9a at H3K9 in vitro. We found that G9a mono-methylates histone H3 at
lysine 56 in vitro as assayed by western blot analysis (Figure 3E). Given that G9a also
methylates H3K27 in vitro (Tachibana et al., 2001), we wished to demonstrate that our
antibody signal for H3K56me1 is not contaminated by possible recognition of H3K27me1.
We find that the H3K56me1 signal is competed away completely by the peptide containing
H3K56me1 but not by H3K27me1 peptide (Figure S2E). To confirm these findings we used
recombinant H3 with a K9C substitution as the substrate for G9a HMTase activity and then
analyzed the products by mass spectrometry. This experiment demonstrates that G9a
directly monomethylates H3K56 at a low level (1.2%) similar to that of H3K56me1 in vivo
(Figure S2F). Therefore, G9a is required for H3K56me1 in vivo and in vitro. While we
cannot rule out the possibility that other HMTases also methylate H3K56 or that unknown
cofactors are important for higher catalytic efficiency and specificity of G9a towards H3K56
at specific chromosomal loci, our data indicate that H3K56me1 level can be regulated in
vivo by G9a.

Disruption of G9a or H3K56 Impairs DNA Replication
It is known that G9a is involved in early embryonic development and G9a deficient embryos
display growth defects (Tachibana et al., 2002), however, the underlying mechanism
remains unclear. To investigate the role of G9a in cell growth, we first examined cell cycle
progression of G9a−/− ESCs. We found that passage through S phase was significantly
delayed in G9a−/− ESCs after recovery from nocodazole-induced mitotic arrest. The results
are shown in Figure 4A. Four hours after release, the DNA content of G9a+/+ ESCs and
G9a−/− ESCs indicated that the entry into S phase was similar. However, 10 hours after the
release from nocodazole arrest ~ 86% of G9a−/− ESCs are still in S phase as compared to ~
55% of G9a+/+ ESCs. Since these findings suggest that DNA replication may be defective,
we investigated DNA replication more directly by measuring incorporation of EdU (5-
ethynyl-2′-deoxyuridine) in asynchronous G9a−/− ESCs via flow cytometry analysis. We
found that loss of G9a led to a partial “collapse” of the arc of S phase cells and that the
median intensity of incorporated EdU was significantly decreased in G9a−/− ESCs (Figure
4B). This suggests that G9a−/− ESCs incorporate less EdU in S phase and the improper S-
phase progression of G9a−/− ESCs likely results from defective DNA replication. This delay
in S phase is not due to a checkpoint response since Chk1, the key effector kinase activated
by ATR in response to replicative-stress induced DNA damage (Smits et al., 2010), is not
activated (phosphorylation at serine 345) and γH2AX level is not increased in G9a−/− ESCs
(Figure 4C). We also used siRNA to knock down G9a in HeLa cells and found that
depletion of G9a results in a significant S-phase accumulation of these cells that is not
mediated by the DNA damage checkpoint response (data not shown). Therefore, our data
indicate that DNA replication is impaired in G9a deficient cells.

It is known that G9a colocalizes with BrdU incorporation sites via its direct interaction with
DNMT1 (Esteve et al., 2006). Since G9a knockdown may also affect DNA replication
through such interactions we wished to ask whether mutating histone H3K56 or H3K9
specifically disrupts DNA replication. To do so we used HeLa cells expressing replication-
dependent histone H3.1 bearing K56 or K9 substitutions (Tagami et al., 2004; Yuan et al.,
2009). We found that compared to the wild type, a greater fraction of cells accumulates in S
phase when expressing H3.1 K56 mutant constructs (K56A, K56R, K56Q) (Figure 4D). In
contrast, the H3.1 K9A mutant did not significantly affect cell cycle progression. In
addition, we found that the cells expressing replication-independent histone H3.3 bearing
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K56Q and K56R mutants did not accumulate in S phase more than H3.3 WT cells (Figure
4D). Together, these data argue that H3K56me1 promotes passage through S phase and is
important for efficient DNA replication.

The defect in DNA replication caused by lack of H3K56me1 led us to investigate whether
the replication machinery is affected by H3.1 K56 substitutions. At the replication fork,
replication protein A (RPA) stabilizes the unwound DNA duplex and RFC protein is
recruited to load proliferating cell nuclear antigen (PCNA) which encircles DNA at the fork
in S phase. In this manner, PCNA provides a platform on chromatin for the interaction of
many replication factors (Branzei and Foiani; Moldovan et al., 2007; Sclafani and Holzen,
2007; Waga and Stillman, 1998). We found that histone H3.1 K56 substitution (K56A) has
little if any effect on either chromatin-associated RPA or RFC however, chromatin-bound
PCNA is significantly decreased in cells expressing H3.1 K56A (Figure 4E). We then
compared the effect of replication-dependent H3.1 and replication-independent H3.3
mutations on PCNA levels. We found that the H3.1 K56 substitutions decreased chromatin-
bound PCNA considerably, unlike H3.1 K9A or H3.3 K56 substitutions (Figure 4F).
Therefore, these findings argue that H3.1 K56me1 facilitates efficient DNA replication by
directly or indirectly affecting PCNA levels on chromatin.

H3K56me1 Directly Associates with PCNA
We next asked whether PCNA interacts with H3K56me1. As shown in Figure 5A, PCNA in
nuclear extracts of HeLa cells or mouse Raw 264.7 cells is pulled down by the biotinylated
H3 peptide bearing K56me1. In contrast, we were unable to detect a similar association of
PCNA with H3 peptides trimethylated at K56 or monomethylated at K9 (Figure 5A). As a
negative control, we show that the H3K56me1 peptide does not bind to the histone
chaperone Asf1a/1b (Figure 5A) which interacts with H3/H4 (Groth et al., 2007). To address
whether the interaction of PCNA with H3K56me1 is direct, we further performed the pull-
down assay using purified recombinant PCNA and found that PCNA binds to the H3 peptide
preferentially when K56 is monomethylated (Figure 5B). To ensure that the interaction
between H3K56me1 and PCNA is not limited to short peptides, we assembled histone
octamers with unmodified histone H3.1 or H3.1 KC56me1 for the pull-down experiment
with purified PCNA. Given that in our pull-down binding buffer conditions (0.5M NaCl),
the octamers would dissociate to H3/H4 tetramers and H2A/H2B dimers (Eickbush and
Moudrianakis, 1978), our data indicate that PCNA binds preferentially to H3/H4 tetramers
containing KC56me1 (Figure 5C). H3.1 KC56me1 does not prevent nucleosome formation in
vitro (data not shown). Nevertheless, we did not see binding of PCNA to H3.1 KC56me1
assembled in a nucleosome (data not shown). Since DNA wrapped around the histone
octamer may make K56 inaccessible (Luger et al., 1997), this argues that binding of PCNA
to the nucleosome may require a cofactor or nucleosome remodeler. This is reminiscent of
the function of CoREST in demethylation of nucleosomal H3K4me2 by LSD1 (Lee et al.,
2005; Shi et al., 2005). In conclusion, a peptide containing H3K56me1 pulls down PCNA
from nuclear extract. Moreover, recombinant PCNA binds directly to H3K56me1 peptide
and also to H3KC56me1-H4 tetramers in vitro. These data support a direct interaction
between PCNA and histone H3.1 that is monomethylated at K56.

H3K56me1 Associates with PCNA in a Cell Cycle Specific Manner
Using co-immunoprecipitation we have shown that PCNA interacts in vivo with H3K56me1
but not with H3K9me1 (Figure S3A–S3B). While the H3K56me1 level is unchanged during
the cell cycle in HeLa cells (data not shown), PCNA synthesis begins in G1 (Kurki et al.,
1986) but encircles DNA and becomes detergent resistant only when cells enter S phase of
the cell cycle (Waga and Stillman, 1998). In light of this, we wished to examine whether the
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interaction between PCNA and H3K56me1 is regulated in a cell cycle specific manner. This
was done using two independent approaches.

First, we applied an immunoprecipitation assay using HeLa cells released from double
thymidine block (synchronized in S phase) or nocodazole block (synchronized in G1 phase).
We found that PCNA co-immunoprecipitates with H3K56me1 with maximum association
observed in G1 phase (Figure 5D). The association between H3K56me1 and PCNA is
significantly decreased when cells enter S phase (Figure 5D). Second, we used the in situ
proximity ligation assay (PLA), in which protein-protein interactions are visualized as
fluorescent spots by rolling-circle amplification reactions dependent on the close proximity
(< 40 nm) of the target proteins (Greenberg et al., 2008; Soderberg et al., 2006; Zhu et al.,
2011). We found that the non-S phase population of asynchronous HeLa cells (EdU
negative) preferentially shows greatly increased formation of PCNA-K56me1 complexes
visualized as the red PLA spots (Figure 5E). Similar results were obtained in asynchronous
NIH 3T3 cells (Figure S3C–S3D). However, neither H3K9me1 nor H3K9me2 associates
with PCNA when assayed by PLA, suggesting that the H3K56me1 specifically binds to
PCNA (Figure S3E–S3I). We then assayed PCNA-K56me1 complex formation during the
cell cycle using synchronized HeLa cells. Our data demonstrate that PCNA-K56me1
complexes form preferentially in G1 (Figure 5F). Therefore, while PCNA has been assumed
to be soluble or bound non-specifically to chromatin in G1, our data indicate that PCNA
interacts in G1 with chromatin modified by H3K56me1. This may be interpreted to mean
that H3K56me1 provides a chromatin docking site for PCNA in G1.

DISCUSSION
Our study establishes the presence of H3K56me1 in mammals, and demonstrates that the
histone methyltransferase G9a is required for H3K56me1 in vivo and in vitro. We further
show that G9a or H3K56 disruption, but not that of H3K9, results in decreased EdU
incorporation indicating a defect in DNA replication that leads to the accumulation of cells
in S phase. We find that H3K56me1 interacts in vivo and in vitro with PCNA, which
provides a clue to the role of H3K56me1 in DNA replication. PCNA binding to chromatin
requires replication-dependent H3.1 K56 but not H3.1 K9. Finally, our data indicate that
PCNA interacts with H3K56me1 preferentially in G1 phase of the cell cycle. Since
disruption of this interaction leads to defective PCNA recruitment to chromatin and DNA
replication in S phase we propose that PCNA docking in G1 at H3K56me1 in chromatin
facilitates the subsequent function of PCNA as a processivity factor in S phase. This is
reminiscent of many cell division cycle mutants in yeast, in which the primary defect
precedes the diagnostic landmark (Hartwell, 1978; Pringle, 1978).

G9a/KMT1C was initially described as a methyltransferase responsible for H3K9me1 and
H3K9me2 (Tachibana et al., 2002). More recently, G9a has also been shown to methylate
histone H1 (Trojer et al., 2009; Weiss et al., 2010) and non-histone substrates (Huang and
Berger, 2008; Rathert et al., 2008). We report here that G9a disruption results in
significantly decreased histone H3K56me1 in vivo. However, we find there is some residual
H3K56me1 in G9a−/− ESCs. This is not due to the presence of G9a like protein GLP/
KMT1D as we have knocked down GLP in G9a−/− cells and found that the residual
H3K56me1 is unchanged (data not shown). This is expected from the cooperative activities
of G9a and GLP that are present in the same enzymatic complex (Tachibana et al., 2005).
Therefore G9a may not be the only HMTase responsible for H3K56me1 in vivo. We also
find that G9a generates H3K56me1 at a low level (~1.2%) in vitro. Interestingly, K9 and
K56 lie within a K-S-T motif (RK9ST; QK56ST), which may help explain why G9a can
target these two lysines. While the R residue (RK9ST) has been shown to be required for
methylating G9a targets in vitro (Rathert et al., 2008) this requirement is not absolute as
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histone H1.2 is methylated in vivo and in vitro by G9a/Glp1 at a C-terminal target site
lacking this arginine (Weiss et al., 2010). The mechanism whereby G9a selects specific sites
and whether the limited sequence similarity around K9 and K56 (RK9ST; QK56ST) (or
additional cofactors) play a role in substrate selection in vivo (Rathert et al., 2008) remain
topics for further study.

In this study we provide evidence suggesting a specific role for H3K56me1 in the regulation
of DNA replication. In yeast, H3K56ac plays a role in replication-coupled nucleosome
assembly (Li et al., 2008), and in mammals H3K56ac is required for proper nucleosome
assembly during DNA damage response (Das et al., 2009; Yuan et al., 2009). Theoretically,
we cannot exclude the possibility that lack of H3K56ac may cause a DNA replication defect.
However, if it does so H3K56ac functions through a mechanism distinct from H3K56me1,
since H3K56ac does not associate with PCNA when assayed by PLA (Figure S4).
Moreover, H3K56ac increases upon genotoxic stress and localizes to the DNA damage foci
(Das et al., 2009; Yuan et al., 2009,), probably due to its role in chromatin assembly (Das et
al., 2009). However, unlike H3K56ac, H3K56me1 remains unchanged and does not localize
to DNA damage loci upon gamma irradiation (Figure S5). This indicates that H3K56
acetylation and monomethylation have distinct cellular functions.

While PCNA synthesis begins in G1 (Kurki et al., 1986), it encircles DNA and becomes
detergent resistant, which has been operationally defined as chromatin-bound, only when
cells enter S phase of the cell cycle (Mukherjee et al., 2009; Waga and Stillman, 1998).
However, the majority of PCNA has been assumed to be soluble or bound non-specifically,
especially in G1 where it can be washed away by detergent most likely since it does not
encircle DNA. Our data indicate that PCNA binds to H3K56me1 in G1 and that its
disruption impairs PCNA recruitment to chromatin and DNA replication in S phase. At this
stage, we can only speculate as to the function of H3K56me1 in this interaction. Providing
an H3K56me1 docking site in G1 may increase the effective concentration for PCNA in
subsequent replication. Alternatively, since PCNA serves as a platform in S phase for a large
number of factors involved in replication, the binding of PCNA to H3K56me1 may prevent
the recruitment of factors to PCNA in G1 that must only be recruited in S phase. The
detailed mechanism by which H3K56me1 regulates PCNA function in DNA replication
remains an interesting topic for future study.

EXPERIMENTAL PROCEDURES
Cell Culture

HeLa cells, MCF7 cells, NIH 3T3 cells and HEK293 cells were grown in DMEM media
supplemented with 10% FBS. ES cells were maintained in DMEM containing leukemia
inhibitory factor (LIF), Non Essential Amino Acids, 2-mercaptoethanol and 10% defined
FBS.

Mass Spectrometry
Histones purified from HeLa and HEK293 cells were prepared essentially as previously
published using the “one-pot” proteomics procedure (Plazas-Mayorca et al., 2009). Trypsin
digested propionylated histones were desalted using homemade StageTips as previously
described (Plazas-Mayorca et al., 2009), and the samples were analyzed by nanoflowLC-MS
on an Orbitrap mass spectrometer operated as previously described (Plazas-Mayorca et al.,
2009). All data were manually inspected. A detailed description can also be found in the
Supplemental Experimental Procedures.

Yu et al. Page 6

Mol Cell. Author manuscript; available in PMC 2013 April 13.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



In vitro HMTase Assay
The methyltransferase assay was performed as described previously with modifications
(Tachibana et al., 2001). Briefly, 1μg of recombinant histone H3 that has tri-methyl lysine
analog at K9 (Active Motif) or bears a K9C mutation and 0.25 μg, 0.5 μg or 1 μg of
recombinant G9a (Active Motif) was added to the methyltransferase activity buffer (80 μM
S-adenosylmethionine, 50 mM Tris, pH 9.0, 0.5 mM dithiothreitol) to yield 25 μl final
volume and incubated at 37°C for 60 min. The reaction products were analyzed by western
blot or mass spectrometry analysis.

Pull-down Assays
Biotinylated H3 peptides unmodified, mono- or trimethylated at K56 or K9 were prebound
to avidin agarose beads, incubated with nuclear extracts or purified recombinant PCNA at
4°C and the bound proteins were analyzed by SDS-PAGE and western blot. A detailed
description can also be found in the Supplemental Experimental Procedures.

FACS Analysis
To measure the cell cycle profile, cells were trypsinized, washed and fixed in ice-cold
ethanol at 4°C for at least 12 hrs. Immediately before flow cytometric analysis, the cells
were permeabilized and stained with propidium iodide for 20 minutes, then subjected to
FACS analysis using FACSCalibur Analytic Flow cytometer. A detailed description can
also be found in the Supplemental Experimental Procedures.

in situ Proximity Ligation Assay (PLA)
In situ PLA in combination with immunofluorescence confocal microscopy was performed
to detect physically protein–protein interactions using Duolink II Detection Kit with PLA
PLUS and MINUS Probes for mouse and rabbit according to the manufacturer’s protocol
(Olink Bioscience). A detailed description can also be found in the Supplemental
Experimental Procedures.

Statistical Analysis
Statistical significance evaluation was assessed using Student’s t-test, with a two-tailed
distribution and assuming unequal sample variance. Data are presented as the mean ±
standard error of the mean (s.e.m.). The number of repeated experiments and the number of
cells used for PLA signal counting or for Pearson’s correlation coefficients calculation (n)
are indicated in the legends.

Supplementary Material
Refer to Web version on PubMed Central for supplementary material.
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Highlights

• H3K56me1 is detected in mammals

• G9a/KMT1C is required for H3K56me1 in vivo and in vitro

• H3K56me1 facilitates DNA replication

• Replication factor PCNA binds preferentially to H3K56me1 in G1 phase

Yu et al. Page 11

Mol Cell. Author manuscript; available in PMC 2013 April 13.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Figure 1. Histone H3K56 Is Monomethylated in Mammals
(A) Recombinant human histone H3 and purified histones from S. cerevisiae (yeast) and
HeLa cells (human) were probed with α-H3K56me1 antibody. Equivalent amounts of
proteins were loaded as shown by Coomassie blue staining. (B) Histones were isolated from
HeLa cells and analyzed by mass spectrometry. Full mass spectrum is shown for unmodified
(pr-YQKprSTELLIR, 681 m/z) and monomethylated (pr-YQKprme1STELLIR, 688 m/z)
peptides from HPLC separated elutions. Accurate mass on the peptide at 688.894 m/z
clearly indicates that the modification is a monomethylation mark. (C) Tandem mass
spectrum of the monomethylated peptide (pr-YQKprme1STELLIR) shows that the
monomethylation modification is localized to the K56 residue. See also Figure S1.

Yu et al. Page 12

Mol Cell. Author manuscript; available in PMC 2013 April 13.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Figure 2. Subnuclear Localization of Histone H3K56me1
(A) Dual immunofluorescence staining of HeLa cells was performed using α-H3K56me1
and α-Pol II antibodies. H3K56me1 shows no obvious colocalization with Pol II. (B)
Immunofluorescence staining showing that in HeLa cells H3K56me1 is distributed
extensively throughout the nucleus, but is excluded from DAPI dense regions. (C) Dual
immunofluorescence staining of HeLa cells was performed using α-H3K56me1 and α-HP1α
antibodies. H3K56me1 shows no obvious colocalization with α-HP1α. Pearson’s correlation
coefficients (Rr) are calculated using ImageJ software. Data represent mean ± s.e.m., (A, n =
105; B, n = 89; C, n = 72). Cells were fixed with methanol without Triton X-100 pre-
extraction. Scale bar, 10 μm.

Yu et al. Page 13

Mol Cell. Author manuscript; available in PMC 2013 April 13.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Figure 3. G9a Is Required for Histone H3K56 Monomethylation in vivo and in vitro
(A) HeLa cells were transfected with SET8, Ezh2, SETDB1/SETDB2, Suv39H1/Suv39H2
siRNAs or non-targeting siRNA (Control). Immunoblots showing that the expression of
endogenous methyltransferases is decreased, while H3K56me1 level remains unchanged.
(B) HeLa cells were transfected with non-targeting siRNA (Control) or G9a siRNAs.
Immunoblot showing that the expression of endogenous G9a is decreased. Tubulin served as
an internal control for protein loading. H3K56me1 is decreased in HeLa cells transfected
with G9a siRNA compared to control, while endogenous histone H3 expression remains
unchanged. (C) Nuclear extracts prepared from G9a+/+ and G9a−/− ES cells were blotted
with α-H3K56me1 antibody. G9a−/− ES cells showed a significant reduction of H3K56me1.
Ponceau S staining of histones served as a loading control. (D) G9a+/+ and G9a−/− ES cells
were pre-extracted with 0.5% Triton X-100 and fixed with methanol. Immunofluorescence
staining was performed using H3K56me1 antibody. G9a+/+ ES cells showed extensive
H3K56me1 staining while the G9a−/− ES cells exhibited a dramatic loss of H3K56me1
signal. Original magnification, ×64. (E) G9a HMTase activity for H3K56 was measured by
in vitro HMTase assay using recombinant G9a. Substrate is recombinant H3 with tri-methyl
lysine analog at K9 (H3KC9me3). Immunoblot showing that H3 becomes monomethylated
at K56 when incubated with G9a. Ponceau S staining indicates that equal amounts of histone
H3 were used in each reaction. See also Figure S2.
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Figure 4. H3K56 Monomethylation Contributes to DNA Replication
(A) Loss of G9a leads to delayed passage through S phase. G9a+/+ and G9a−/− ES cells were
arrested in M phase by nocodazole treatment for 16 hrs, then released into the cell cycle.
Cells were collected at indicated time points, fixed, stained with propidium iodide (PI), and
DNA content was analyzed by FACS. Histograms of DNA content are shown (Left panels).
The percentage of cells in G1, S, and G2/M phases of the cell cycle at each time point is
shown (Right panel). (B) Inefficient DNA replication in G9a−/− ES cells was detected by
EdU incorporation. Cells were pulse labeled with EdU for 5 min, fixed, stained for EdU and
PI, and analyzed by FACS. Left panels: Plots of EdU incorporation against DNA staining
with PI are shown. Note that there is a partial “collapse” of the arc of S phase population of
G9a−/− ES cells. Right panels: Quantitation analysis showed that the median intensity of the
incorporated EdU was decreased in G9a−/− ES cells compared to G9a+/+ ES cells. Data are
presented as mean±SEM from 6 experiments, **, P < 0.01. (C) Immunoblots show that the
phosphorylation of Chk1, H2AX is not activated in G9a−/− ES cells. HEK293 cells treated
with 0.01% MMS served as a positive control for checkpoint activation. (D) Lack of
H3K56me1 leads to S-phase accumulation. HeLa cells were transfected with FLAG-tagged
histone H3.1 or H3.3 wild type (WT) or K56 mutants (K56A, K56R, K56Q) or H3.1 K9A.
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The cells were fixed, incubated with anti-FLAG antibody, followed by secondary antibody
conjugated to Alexa Fluor 647. The DNA content against PI staining of FLAG-tagged
positive cells was analyzed by FACS and the percentage of cells in each stage of the cell
cycle showing an accumulation in S phase when expressing H3.1K56 mutants. Data are
presented as mean±SEM from at least 3 experiments, *, P < 0.05, **, P < 0.01. (E) Lack of
H3K56me1 impairs PCNA binding to chromatin. The chromatin fraction was extracted from
HeLa cells transfected with FLAG-tagged H3.1 WT or H3.1 K56A mutant and the levels of
PCNA, RPA70 and RFC1 were measured by western blot. Immunoblot showing that the
chromatin-bound PCNA is decreased in cells expressing H3.1K56A mutant. Neither
chromatin-associated RPA70 nor RFC1 was decreased (left upper panels). Ponceau S
staining showing that both wild type H3.1 and H3.1K56A incorporated into chromatin
equally (left bottom panel). The levels of PCNA, RFC1, RPA70 in the whole cell lysate
were unchanged (right panels). (F) Immunoblots showing that chromatin-bound PCNA is
decreased in HeLa cells expressing H3.1K56 mutants but not H3.1K9A or H3.3K56
mutants. The level of PCNA in the whole cell lysate was unchanged (middle panel).
Ponceau S staining showing that both wild type H3 and mutant H3 incorporated into
chromatin equally (bottom panel).
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Figure 5. Histone H3K56 Monomethylation Associates with PCNA Specifically in A Cell Cycle
Dependent Manner
(A) Nuclear extracts from human (HeLa cells) or mouse (Raw264.7 cells) were used in
peptide pull-down assays with a series of biotinylated H3 peptides, either unmodified
(unmod.) or methylated as indicated. PCNA was pulled down specifically by the H3K56me1
peptide (top and middle panels). None of the peptides associated with Asf1a/1b (bottom
panels). (B) Peptide pull-down assay with purified recombinant PCNA and H3 peptides
either unmodified or methylated as indicated. Recombinant PCNA was pulled down
specifically by the H3K56me1 peptide. (C) Histone octamers with unmodified histone H3.1
(H3.1 unmod.) or H3.1 KC56me1 were assembled for the pull-down experiment with
purified PCNA. It should be noted that the octamers would dissociate to H3/H4 tetramers
and H2A/H2B dimers under our binding buffer conditions (0.5M NaCl) (Eickbush and
Moudrianakis, 1978). PCNA was associated with the H3.1 KC56me1-H4 tetramer (top
panel). Histone H3.1-H4 tetramer was equally immunoprecipitated by histone H3 antibody
(bottom panel) and equal amounts of PCNA were used in the experiment (middle panel). (D)
Nuclear fractions were prepared from synchronized HeLa cells and immunoprecipitated
with α-PCNA antibody. Immunoblot showing that PCNA associated with H3K56me1 in G1,
whereas the association decreased dramatically during S phase. Flow cytometry profiles are
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shown above the panels. (E) HeLa cells were incubated with EdU for 30 min, fixed with
methanol without Triton X-100 pre-extraction and immunofluorescence confocal
microscopy in combination with in situ PLA was performed. The incorporated EdU was
stained using Click-iT® EdU Alexa Fluor® 488 Imaging Kit. Nuclei were stained with
DAPI. Red dots in the confocal microscopic images indicate physically interacting
H3K56me1/PCNA complexes. Note that H3K56me1/PCNA complex predominantly occurs
in non-S phase cells. S phase cells incorporate EdU as indicated by arrowheads. Scale bar,
10 μm. Lower right panel: Quantification of the PLA signal in HeLa cells in two
independent experiments (EdU-, n = 58; EdU+, n = 32; Mean ± s.e.m., ***, P < 0.001). (F)
Quantification of the mean number of PLA signals in synchronized HeLa cells in at least
two independent experiments (G1, n = 93; G1/S, n = 150; S, n = 193; G2/M, n = 79; Mean ±
s.e.m., ***, P < 0.001). Flow cytometry profiles are shown below the bar graph panel. See
also Figure S3.
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