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Post-translational histone modifications, acting alone or in a
context-dependent manner, influence numerous cellular pro-
cesses via their regulation of gene expression. Monomethylation
of histone H3 lysine 27 (K27mel) is a poorly understood histone
modification. Some reports describe depletion of K27Mel at
promoters and transcription start sites (TSS), implying its
depletion at TSS is necessary for active transcription, while oth-
ers have associated enrichment of H3K27mel at TSS with
increased levels of mRNA expression. Tissue- and gene-specific
patterns of H3K27mel enrichment and their correlation with
gene expression were determined via chromatin immunopre-
cipitation on chip microarray (ChIP-chip) and human mRNA
expression array analyses. Results from erythroid cells were
compared with those in neural and muscle cells. H3K27mel
enrichment varied depending on levels of cell-type specific gene
expression, with highest enrichment over transcriptionally
active genes. Over individual genes, the highest levels of
H3K27mel enrichment were found over the gene bodies of
highly expressed genes. In contrast to H3K4me3, which was
highly enriched at the TSS of actively transcribing genes,
H3K27mel was selectively depleted at the TSS of actively tran-
scribed genes. There was markedly decreased to no H3K27mel
enrichment in genes with low expression. At some locations,
H3K27 monomethylation was also found to be associated with
chromatin signatures of gene enhancers.

The dynamic state of chromatin is influenced by many fac-
tors including nucleosomal configuration (1). Nucleosomes are
composed of repetitive histone octamer units wrapped by
DNA. Histones are evolutionarily conserved proteins with a
characteristic histone fold and flexible NH,-terminal tails.
Post-translational modifications of histones (2) acting alone or
in a context-dependent manner, influence various cellular pro-
cesses such as transcription, replication, DNA repair, and cell
cycle progression by regulating the intrinsic chromatin envi-
ronment or modifying the binding of non-histone, chromatin-
modifying protein complexes (3, 4). Although some histone
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modifications correlate with specific biologic activities, it is
clear that the complexity of histone modifications, and their
interactions are just beginning to be revealed (4—7). Under-
standing the effect these modifications have on cellular pro-
cesses will provide important insights into both normal and
disease-associated processes (8).

Methylation of position-specific lysine residues in NH,-ter-
minal histone tails is a critical post translational modification
that can be associated with either active or repressed chromatin
(9). For example, modifications such as trimethylation of his-
tone H3 lysine 4 and acetylation of histone H3 lysine 9 are
generally associated with euchromatin and gene activation (2)
while trimethylation of histone H3 lysine 9 is generally associ-
ated with hetero-chromatin and gene repression.

In addition to the unmodified form, histone H3 K27 exists in
three methylation states, monomethylated, dimethylated, and
trimethylated. Dimethylated H3K27 is the most abundant form
(10) while trimethylated H3K27 has been the best character-
ized. Trimethylated histone H3 lysine 27 (H3K27me3)? is asso-
ciated with regions of heterochromatin and plays a critical role
in gene silencing (11) recruiting and/or stabilizing the poly-
comb repressor complex 1 on chromatin, thereby mediating
transcriptional repression (12—15). It plays a critical role in epi-
genetic programs in development, X chromosome inactivation,
and imprinting (11, 16, 17).

Monomethylation of histone H3 K27 is a poorly character-
ized post-translational histone modification for which variable
associations of gene expression and patterns of gene enrich-
ment have been observed (18). Immunofluorescence studies
localized H3K27mel primarily to areas of pericentric hetero-
chromatin where it was thought to be a marker of gene repres-
sion (9) yet it was also found in regions of transcriptionally
permissive euchromatin. Follow up studies of H3K27mel
enrichment and gene expression have been conflicting. Selec-
tive depletion of K27Mel at the promoters and transcription
start sites (TSS) of several genes has been observed, including
the active beta-globin and GATA?2 genes in G1E cells, implying
that depletion of H3K27mel at the TSS is necessary for active
transcription (19) while others associate increased enrichment
for H3K27mel at promoter regions with increased levels of
mRNA expression (20). Studies during cellular differentiation
positively correlated H3K27mel enrichment across gene bod-
ies with expression of less active genes but negatively correlated

3 The abbreviations used are: H3K27me3, trimethylated histone H3 lysine 27;
H3K27me1, monomethylated histone H3 lysine 27; H3K4me3, trimethy-
lated histone H3 lysine 4; TSS, transcriptional start site; ChIP-chip, chroma-
tin immunoprecipitation on microarray chip analysis.
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HeK27mel gene body enrichment across more active genes
(21). H3K27mel enrichment over inactive genes has been stud-
ied in less detail.

This report characterizes patterns of H3K27mel enrichment
in erythroid and non-erythroid cells using chromatin immuno-
precipitation on chip microarray correlated with mRNA tran-
scriptome analyses. These experiments revealed that the degree
of H3K27mel enrichment fluctuated depending on levels of
cell-type gene expression. The location of H3K27mel enrich-
ment varied depending on levels of cell-type specific mRNA
expression, with the highest levels of H3K27mel enrichment
found over the bodies of highly expressed genes. H3K27mel
was selectively depleted at the TSS of actively transcribed genes,
which was in sharp distinction to patterns of histone H4 lysine
4 trimethylation (H3K4me3), which were enriched at TSS.
There was markedly decreased to no H3K27mel enrichment in
genes with low expression. At some locations, H3K27 monom-
ethylation was also found associated with chromatin signatures
of gene enhancers.

EXPERIMENTAL PROCEDURES

Cell Culture and Selection—K562 (erythroid) and RD cells
(muscle, rhabdomyosarcoma) were maintained in RPMI 1640
medium with 10% fetal calf serum. SH-SY5Y cells (neural, neu-
roblastoma) were maintained in a 1:1 mixture of DMEM and
Ham’s F12 media with 10% fetal calf serum (22). Human CD34-
selected stem and progenitor cells were obtained from the Yale
Center from Excellence in Molecular Hematology. Cells were
cultured in StemSpan SF expansion media (StemSpan, 09650)
with estradiol (100 ng/ml), dexamethasone (10 ng/ml), human
transferrin (200 ng/ml), insulin (10 ng/ml), Flt3 ligand (100
ng/ml), stem cell factor (100 ng/ml), IL3 (50 ng/ml), IL6 (20
ng/ml), insulin like growth factor-1 (50 ng/ml), and erythropoi-
etin (3units/ml) for 914 days. FACS analysis was used to ana-
lyze cellular expression of CD71 (transferrin receptor) and
CD235a (glycophorin A) as described (22).

RNA Isolation and Amplification—RNA was prepared using
the Qiagen RNeasy kit (Qiagen, Valencia, CA) according to the
manufacturer’s instructions. For quality control, RNA purity
and integrity were verified by denaturing gel electrophoresis,
OD 260/280 ratio, and analysis on an Agilent 2100 Bioanalyzer
Agilent 2100 Bioanalyzer (Agilent Technologies, Santa Clara,
CA). Double-stranded cDNA and biotin-labeled cRNA were
synthesized and purified according to the recommended Illu-
mina protocol using a TotalPrep RNA Amplification kit
(Applied Biosystems). Triplicate samples of 400 ng of total RNA
per cell type were reverse transcribed to cDNA using a T7 oli-
go(dT) primer. Second-strand cDNA was synthesized, in vitro
transcribed, and labeled via incorporation of biotin-16-UTP.
Integrity of purified cRNA was assessed on an Agilent 2100
Bioanalyzer prior to hybridization.

Primary Microarray Data Acquisition and Analyses—La-
beled cRNA samples were hybridized to Illumina HumanWG-6
v2.0 Expression Bead Chip genome-wide arrays using standard-
ized Illumina reagents and protocols according to the manufac-
turer’s instructions. After washing and staining, BeadChips
were scanned on the Illumina Iscan. Scanned files were loaded
into BeadStudio software for analysis.
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Gene Expression Microarray Quality Control and Data
Analyses—Quality control, probe mapping, and transforma-
tion of array data were performed using the Bioconductor lumi
version 1.14 R version 2.11.0 package specifically designed for
analysis of [llumina Bead Arrays. Determination of the sample
mean expression, number of expressed genes, distance to sam-
ple mean, sample standard deviation, and plots of signal den-
sity, pair-wise correlation and sample clustering were gener-
ated to identify any possible outlier samples. Data were
subjected to the VST variance-stabilizing transformation, then
quantile normalized using procedures in the lumi package.
Genes with a detection p value of 0.01 (the default lumi cutoff)
in two or more of the three replicates were called present, and
were otherwise called absent. For analysis of high and low
expressed genes, median values of the three sample replicate
values were used for each probe. The highest 25% and lowest
25% expression value genes that were also present on the
NimbleGen ChIP-chip array were identified using a custom R
script.

Transcript Validation—Quantitative real-time quantitative
PCR was performed to confirm expression levels of RNA tran-
scripts. RNA prepared from K562 cells, SY5Y, and RD cells was
treated with amplification grade DNase I and reverse tran-
scribed with an oligo(dT) primer using the SuperScript First-
Strand Synthesis System (Invitrogen). Primer pairs for 15 rep-
resentative genes were created using Primer 3 software,
designed to amplify ~150-bp fragments, each spanning an
intron. Reverse transcription products were amplified by real-
time PCR using an iCycler (Bio-Rad) with the primers in sup-
plemental Table S1. PCR specificity was verified by assessing
amplification product melting curves. Real-time PCR data were
normalized to an ornithine decarboxylase antizyme 1 (OAZ1)
mRNA control. The fold changes in specific nRNA levels were
calculated using the ACT method, with results presented as
mean = S.E. of the fold changes. Results were normalized to the
highest expressed gene in each group. Triplicate analyses were
performed for each target (22, 23).

Chromatin Immunoprecipitation (ChIP)—ChIP assays were
performed as previously described. Antibodies utilized for
immunoprecipitation included histone 3 monomethyl lysine 27
(H3K27mel, Upstate 07-448), histone 3 tri-methyl lysine 4
(H3K4me3, ABCAM, ab8580), and nonspecific rabbit IgG
(Santa Cruz, sc-2091). Antibody-bound DNA-protein com-
plexes were collected using protein A- or G-agarose beads,
washed, eluted from the beads, and cross-linking of DNA-pro-
tein adducts reversed by incubation at 65 °C for 4 h. DNA was
cleaned with the QIAquick PCR purification kit (Qiagen)
according to manufacturer’s instructions and amplified with
the GenomePlex Whole Genome Amplification kit (Sigma)
according to manufacturer’s instructions. Amplified DNA was
cleaned using the QIAquick PCR purification kit (Qiagen)
before amplification, labeling, and hybridization to arrays or
before qPCR analyses.

ChIP-chip Analyses—A custom high-density genomic tiling
array containing probes for the genomic regions of 117 targeted
genes (supplemental Table S2) was designed with NimbleGen
systems software. Probes, typically ~50 bp in length, were tiled
with 10-100 bp spacing, typically ~65 bp. 10—-100 kb of flank-
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FIGURE 1. Validation of mRNA expression arrays and ChIP-chip of major erythrocyte membrane protein genes. A, reverse transcription-PCR was used to
validate mRNA expression levels of major erythrocyte membrane protein genes in SHSY5Y (neural), RD (muscle), and K562 (erythroid) cells. A region from the
cerebellum-specific GABRA6 gene was included as a negative control. K562 cell data are from Steiner L. et al. 22. ANK1 expression was not detected in RD cell
mMRNA, as corresponding primers were located 5’ of the muscle-specific cDNA isoform. B, quantitative ChIP-PCR validation of H3K27me1 enrichment at select
gene loci in SY5Y, RD, K562, and human primary erythroid (Ery) cell chromatin. A region from the opioid receptor delta 1 (OPRD1) gene was included as a
negative control. White bars represent H3K27me1-precipitated SY5Y chromatin. Gray bars represent H3K27me1-precipitated RD chromatin. Black bars repre-
sentH3K27me1-precipitated K562 cell chromatin. Stippled bars represent H3K27me1-precipitated human primary erythroid cell chromatin. Striped bars denote
representative lgG-precipitated chromatin from all three cell types. Gene Abbreviations: ANK1: ankyrin-1; SPTAT: alpha spectrin; SPTB: beta spectrin; AET: band
3;ADD1; alpha-adducin; ADD2: beta-adducin; ADD3: gamma-adducin; EPB41: protein 4.1R; EPB42: protein 4.2; EPB49: dematin; ERMAP: erythroblast membrane-
associated protein; ICAM: intercellular adhesion molecule 4; TMOD1: tropomodulin-1; TPM3: tropomyosin-3; GABRA6: gamma-aminobutyric acid A receptor,

STOM OPRD1
Intron 1

alpha 6; OPRD1: opioid receptor, delta 1.

ing DNA was included on the chip for each locus. Because of the
flanking DNA, a total of 234 genes are fully contained on the
array. Each probe was duplicated on the array. Labeling and
hybridization of DNA samples for ChIP-chip analysis was per-
formed as described (22).

Data obtained from ChIP-chip experiments were analyzed
using the Tamalpais Peak calling algorithm to determine areas
of DNA-protein interaction (24). Control and immunoprecipi-
tation paired data files were processed with the R Smudgekit
version 2.4 software to remove chip hybridization artifacts.
Ratio gff files of control and experimental data were generated
and the three replicate data files were processed together using
the Tamalpais web server to generate candidate binding
regions. Peaks identified at all 4 levels of stringency were sub-
jected to additional analyses because even though levels L1, L2,
and L3 are more stringent and identify regions of binding with
higher accuracy, L4 peaks also often yield valid binding sites
(24).

NOVEMBER 11,2011 +VOLUME 286 +NUMBER 45

Wig format signal profile files were generated using an R
script as follows: The log2 transformed ChIP and input signal
data were quantile normalized using the preprocessCore pack-
age (25). The median input signal for all replicates was sub-
tracted from the median Chip signal for all replicates to gener-
ate log ratio wig files. Aggregate data for various genomic
regions for the wig files were generated using the Galaxy anal-
ysis tool (26). Analysis of the genomic distribution of binding
sites identified by ChIP-chip was performed using the Cis-reg-
ulatory Element Annotation System (CEAS)(27, 28) using the
wig files described above.

Validation of ChIP-chip Results—Primers were designed for
representative peaks where H3K27mel binding was identified
by the Tamalpais peak calling algorithm (supplemental Table
$3). Immunoprecipitated DNA was analyzed by quantitative
real-time PCR (iCycler, Bio-Rad) using the appropriate primers
as previously described. SYBR green fluorescence in 25 ul of
PCR reactions was determined and the amount of product was
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FIGURE 2. Metagene profiling of H3K27me1 enrichment versus mRNA expression. Levels of H3K27me1 enrichment were plotted on metagene profiles for
the highest 25% (black) and lowest 25% (gray) expressed genes in erythroid (K562), muscle (RD), and neural (SY5Y) cells.

determined relative to a standard curve generated from a titra-
tion of input chromatin. Amplification of a single amplification
product was confirmed by dissociation curve analysis. Enrich-
ment of binding sites in target DNA over input was determined
using ACT analysis. Results presented as mean = S.E. of the fold
enrichment with triplicate analyses performed for each binding
site. Student’s ¢ test was used to compare fold enrichment
attained with each specific antibody to fold enrichment
attained using nonspecific IgG. p values > 0.05 were considered
to be significant.

Data Access—The raw data files generated by the array and
ChIP-chip analyses have been submitted to Gene Expression
Omnibus (GEO) with the accession number of GSE32919. The
mRNA microarray experiments comply with MIAME (Mini-
mum Information About a Microarray Experiment) standards
(29).

RESULTS

Transcriptome Analyses and ChIP-chip—Levels of mRNA
expression were assessed by transcript profiling via hybridiza-
tion of mRNA from three different cell types, K562 (erythroid),
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SY5Y (neural), and RD (muscle) cells, to Illumina HumanWG-6
v2.0 microarrays. Levels of expression were assigned absent or
present calls using the Illumina detection p values that are
based on negative control hybridization probes. Genes were
also ranked by expression level, and compared by quartiles.
Quantitative real-time PCR was performed to validate expres-
sion levels of representative mRNA transcripts assigned by the
expression arrays (Fig. 1A4). Results from 54 of 57 probes from
the microarrays were validated by real-time PCR in the 3 cell
types (supplemental Table S4). Only one of the Illumina ADD2
probes failed. Quantitative RT-PCR detected ADD2 mRNA in
K562 cell and SY5Y mRNA, paralleling previously reported
expression limited to nervous system and hematopoietic cells.

To characterize H3K27mel enrichment in erythroid and
nonerythroid cells, ChIP-chip was performed. ChIP was done
using chromatin from K562, SY5Y, and RD cells using an anti-
body specific to H3K27mel. The resulting DNA was applied to
a custom designed NimbleGen array which contained the loci
of 117 genes spanning 16.0 MB of the human genome and rep-
resenting all the autosomal chromosomes except 13 and 18.
Levels of H3K27mel enrichment were assessed using the CEAS

VOLUME 286+NUMBER 45-NOVEMBER 11, 2011
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FIGURE 3. Representative integrated genome browser (IGB) views of
H3K27me1 enrichment. IGB view of H3K27me1 enrichment at the ADD3 (A),
ADD?2 (B), and ANKT (C) gene loci in neural (SY5Y), muscle (RD), and erythroid
(K562) cell chromatin. Arrows indicate transcriptional start sites. There is ADD3
mMRNA expression in all three cell types, paralleled by broad regions of H3K27me1
enrichment in chromatin from all three cell types. H3K27me1 enrichment corre-
lated with cell-type specific mRNA expression in the ADD2 gene, expressed only
inK562and SY5Y cellmRNA, but not RD cellmRNA, paralleling H3K27me1 enrich-
ment at the ADD2 locus in K562 and SY5Y but not RD cell chromatin. Similarly,
H3K27me1 enrichment was found only in the region of a muscle-specific tran-
script in RD cells at the very 3'-end of the ANKT gene locus.

algorithm. ChIP Q-PCR validated H3K27mel enrichment in
six representative gene loci assigned by the ChIP-chip arrays
(Fig. 1B).
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As noted above, all 6 regions of H3K27mel enrichment in
K562 chromatin that were examined were validated by use of
ChIP-qPCR (Fig. 1B). K562 cells have been utilized as models of
erythroid cells in numerous studies of gene structure and func-
tion. However, variation in copy number produced by karyo-
typic abnormalities acquired over time may alter the results of
ChIP-qPCR, necessitating study in primary human erythroid
cells to confirm biologic relevance. The six regions of
H3K27mel enrichment identified for membrane protein genes
in K562 cells were examined in chromatin from R3/R4 stage
primary, cultured human erythroid cells by use of ChIP-qPCR.
All six regions of H3K27mel enrichment identified in K562
chromatin were also enriched in chromatin of primary human
erythroid cells (Fig. 1B).

H3K27mel Enrichment Correlates with Cell Type-specific
Gene Expression—To correlate H3K27mel enrichment with
patterns of gene expression, the level of enrichment for
H3K27mel for each locus was plotted against the mRNA
expression level over a meta-gene profile in all three cell types.
In these meta-gene analyses, average signals from continuous
ChIP enrichment across every element (gene) are plotted and
compared against background percentages normalized to
genes of the same length (i.e. 3 kb). H3K27mel demonstrated a
consistent pattern of enrichment in highly expressed genes in
all three cells types (Fig. 2).

The correlation of H3K27mel binding with cell-type specific
expression was validated across several gene loci by ChIP-
qPCR. The membrane protein gene adducin-3 (ADD3) had sig-
nificant mRNA expression in all three cell types, paralleled by
H3K27mel enrichment in all three cell types (Fig. 34). The
adducin-2 (ADD?2) gene demonstrated significant expression in
K562 and SY5Y but not RD cell mRNA, a pattern that corre-
lated with K27mel enrichment in K562 and SY5Y, but not RD
cell chromatin (Fig. 3B). The human ankyrin-1 gene locus
(ANK1) is spread over 220 kb and the erythroid transcript is
encoded by 42 exons (30). At the 3'-end of the ankyrin-1 locus,
a short muscle-specific mRNA isoform transcribed off a muscle
specific exon followed by the last 4 ankyrin-1 exons driven by a
muscle-specific promoter is found (31). K27mel enrichment is
present across this region in muscle, but not neural or erythroid
cell chromatin (Fig. 3C).

Increased Levels of H3K27mel Expression Over the Gene
Body Correlate with Increased Gene Expression—To specifi-
cally assess the correlation between the location of H3K27mel
enrichment in/around gene loci and gene expression,
H3K27mel enrichment in three regions of each gene: the 5’
flanking region (designated —1000 bp to —250 bp), the core
promoter/transcription start site (TSS, designated —250 to
+250), and over the body of the gene (+250 to end of gene), was
correlated with mRNA expression. Over the gene body,
increasing levels of H3K27mel correlated with increased levels
of gene expression in K562 cells, with the level of H3K27mel
enrichment over the body of the top quartile of expressed genes
significantly higher than the level of H3K27mel enrichment
over the bottom quartile of expressed genes (p value = 1.756e-
10)(Fig.4A). Similar results were observed in SY5Y and RD cells
(not shown). Similarly, H3K27mel enrichment over genes bod-
ies was positively correlated to gene expression when mRNA

JOURNAL OF BIOLOGICAL CHEMISTRY 39461
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FIGURE 4. Box plots depicting the relationship between levels of H3K27me1 enrichment over gene bodies and levels of mRNA expression. A,
levels of H3K27me1 enrichment over gene bodies in K562 cell chromatin were plotted against mRNA expression. Gene expression, divided into
quartiles, was ranked from low (quartile 1) to high (quartile 4) from left to right. Increasing levels of H3K27me1 enrichment correlated with levels of gene
expression divided by quartiles, with the level of H3K27me1 enrichment over the body of the top quartile of expressed genes being significantly higher
than the level of H3K27me1 enrichment over the bottom quartile of expressed genes. B, levels of H3K27me1 enrichment in genes differentially
expressed between K562 and RD cells. Genes with a 2-fold difference in expression between cell types (at an adjusted p value <0.05) were identified,

and levels of H3K27me1 enrichment compared.

expression was assigned as present or absent (p value = 2.816e-
06, not shown).

Levels of H3K27mel enrichment were also assessed in genes
differentially expressed between the three different cell types.
Genes with a 2-fold difference (at adjusted p value<<0.05) in
expression between cell types were identified and levels of
H3K27mel enrichment compared. When comparing expres-
sion of genes up-regulated versus down regulated in K562 ver-
sus RD cells (Fig. 4B), H3K27mel enrichment was highest in the
5’ flanking region (p value = 0.004) and over the body of the
gene (p value <0.0007). This increase in H3K27mel enrich-
ment was not seen at the TSS (p value = 0.4, not significant).
Similar correlation of gene expression with levels and sites of
H3K27mel enrichment were obtained when genes differen-
tially expressed in K562 cells were compared with genes in
SY5Y cells (not shown).

H3K27mel Is Selectively Depleted at the Transcription
Start Site of Actively Transcribed Genes—There have been
variable, limited reports of the role of H3K27mel at the TSS,
with some implying that higher levels of H3K27mel at the
TSS are associated with actively transcribed genes, and other
reports speculating that depletion of H3K27mel at the pro-
moter was necessary for active transcription to occur (19,
20). In our dataset, actively transcribed genes demonstrated
selective depletion of H3K27mel expression at the TSS in all
three cell types (Fig. 5A4). This is in sharp contrast to
H3K4Me3, which accumulates at the transcription start site
of active genes (Fig. 5B). An example of TSS depletion is
shown at the 5'-end of the beta-spectrin gene in K562 cell
chromatin (Fig. 6).

Genes with Little to No H3K27mel Enrichment—Although
H3K27mel was originally found to be localized primarily to
regions of heterochromatin, it has not been studied in detail in
transcriptionally silent genes. In K562 cells, 94 genes were
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below the threshold for expression and 140 were above the
threshold of expression (absent/present calls). The majority of
nonexpressed genes had no H3K27mel enrichment and only
12.7% of nonexpressed genes had any H3K27mel enrichment
at all, and then at very low levels (levels between 0.2 and 0.5 log
ChIP/input).

Nuclear staining suggests that H3K27mel is distributed
widely throughout the genome (9) and it has been suggested
that monomethylation of H3K27 is the default state of chroma-
tin, with TSS depletion necessary for active transcription (19).
Interestingly, our study identified 12 genes with housekeeping-
like function, e.g beta-actin, which lacked any H3K27mel
enrichment across their entire gene loci in all 3 cell types, yet
demonstrated significant mRNA expression in all three cell
types. These findings imply that H3K27mel enrichment is not
always necessary for transcription.

Enhancer Signatures and H3K27mel Enrichment—Analysis
of the chromatin signature of transcriptional enhancers has
been a topic of significant effort in recent reports. One report
described HeK27mel, H3K4mel, and H3K9mel enrichment at
enhancers of differentiation genes prior to their activation, sug-
gesting that these monomethylations participate in maintain-
ing the activation state necessary for cellular differentiation
(21). To determine if H3K27mel enrichment is part of a
chromatin signature for tissue-specific enhancers, we com-
pared its enrichment to a previously reported enhancer sig-
nature in K562 cell chromatin (32). In the region contained
on our chip, there were 399 K562 cell enhancer signature
peaks and 275 H3K27mel Tamalpais L1-L4 peaks with 82
overlapping peaks. Compared with a randomized version of
the 399 K562 cell enhancer signature peaks, randomized
within the same erythroid chip regions and with the same
lengths of regions, there were only 17 overlaps (p value<
2.2e-16, 95% confidence intervals: 0.1969188, 0.2891735),
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noted below. The arrow indicates the transcriptional start site of the erythroid mRNA. Regions of H3K27me1 enrichment (shaded) and depletion (white) are

noted above the gene.

indicating that a statistically significant number of K562
cell enhancer signatures contain H3K27mel. Average
H3K27mel signals from the enhancer and a shuffled
enhancer control were extracted and compared in box plot
format, confirming the differences in signal at enhancers (p
value from multiple randomizations <0.001).

DISCUSSION

Patterns of H3K27 monomethylation vary across the
genomes of various organisms. In Caenorhabditis elegans,
H3K27mel is significantly enriched at highly expressed
X-linked genes in the early embryo, where it may play a role in
germ line repression of the X chromosome (33). In Arabidopsis,
H3K27mel is enriched at chromocenters (34), where it has
been proposed to play a role in maintaining heterochromatin
condensation and gene silencing (18). In mammalian cells,
H3K27mel has been localized by immunofluorescence studies
both to areas of pericentric heterochromain, where it was
thought to be a marker of gene repression (9) and to regions of
euchromatin. Our data, obtained in three different mammalian
cell types, indicate that H3K27 monomethylation exhibits a
wide distribution throughout euchromatin, with the location
and degree of H3K27mel enrichment correlating directly with
levels of gene expression, with higher levels of enrichment at
the loci of highly expressed genes.

Our data also directly address the reported inconsistencies in
the location of H3K27mel enrichment across gene loci and its
relationship to levels of gene expression. Vakoc et al. (19)
described H3K27 monomethylation at euchromatic regions of
the beta-major globin, the polyadenylate-binding protein-1,
and the GATA-2 gene loci, with enrichment throughout the
bodies of these genes during active transcription. They also
observed that H3K27mel was selectively removed in the vicin-
ity of the transcription start sites of active genes. Profiling the
methylation status of histones in human primary CD4+ T lym-
phocytes, Barski et al. (20) also observed H3K27mel enrich-
ment in actively transcribing genes. In contrast, their studies
suggested that H3K27mel enrichment was higher at the core
promoters and TSS of active genes compared with transcrip-
tionally inactive genes, particularly immediately downstream of
the transcription start site.
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The data in this report reveal that in mammalian cells, the
location and degree of H3K27mel enrichment varies with lev-
els of cell-type specific gene expression. The highest levels of
H3K27mel enrichment were found over the gene bodies of
highly expressed genes, followed by enrichment in the 5’ flank-
ing region. There was markedly decreased to no H3K27mel
enrichment in genes with low expression.

In contrast, in highly expressed, actively transcribing genes,
H3K27mel was selectively depleted at the TSS. This is sharp
contrast to H3K4me3, which was highly enriched at the TSS of
actively transcribing genes. Thus our data agree with that of
Vakoc et al. (19) who also observed selective removal of
H3K27mel in the vicinity of the TSS of actively transcribing
genes, and support the suggestion that levels of H3K27
monomethylation at TSS undergo dynamic changes on activa-
tion or repression of transcription. Together, our data indicate
that H3K27mel is a regionally dynamic histone modification
with levels inversely correlating with levels of gene expression.

Not surprisingly, the mechanisms that control deposition of
the H3K27 monomethylation mark also vary across species. In
Arabidopsis, this process is regulated by ATXR5 and ATXR6,
yet these proteins and their homologues are lacking in metazo-
ans (18, 34). In Drosophila, HeK27 monomethylation is
dependent on E(z) (35-37). In mammals, homologues of E(z),
EZH1, and EZH2, regulate H3K27 monomethylation (38). The
polycomb repressive complex 2 (PRC2) is also required for
mammalian H3K27 monomethylation (39). Our data demon-
strate that monomethylation of H3K27mel and trimethylation
of H3K4 are mirror images of each other. These observations
are of note because in Drosophila, the enzymes that regulate
H3K27 monomethylation and H3K4 trimethylation, Polycomb,
and Trithorax, respectively, are well known antagonists (40).

These studies drive the important question of what is/are the
functional role(s) of H3K27mel in mammalian cells. Our data
indicate that removal of H3K27mel at TSS is required for active
transcription. Beyond this, additional studies of chromatin
architecture and gene expression are needed to fully under-
stand the role of H3K27mel. Data continue to accumulate indi-
cating that individual methyl marks on histones, considered
alone, may have limited biological significance. For instance,
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H3K9me3, like H3K27mel, originally considered a mark of
constitutive heterochromatin, was later found to sometimes
mark transcriptionally active genes (11). Thus, although any
single histone mark, such as H3K27me1l, might not always cor-
relate with transcriptional state, in combination with other his-
tone modifications and regulatory protein binding, it may con-
tribute to the overall transcriptional regulatory program in a
cell (4, 11). Recent work demonstrates how specific properties
of the polyvalent chromatin fiber and its associated effector
proteins are able to amplify small differences in histone methyl
lysine recognition, influencing the dynamic state of associated
chromatin architecture (12). Ultimately, understanding the
complexity of histone modifications in cells of different types
and their functional contribution to regulation of gene expres-
sion will contribute to our knowledge or normal and perturbed
hematopoiesis.
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