
Published online 24 November 2020 Nucleic Acids Research, 2020, Vol. 48, No. 21 12151–12168
doi: 10.1093/nar/gkaa1093

Histone sumoylation promotes Set3
histone-deacetylase complex-mediated transcriptional
regulation
Hong-Yeoul Ryu 1,*, Dejian Zhao2, Jianhui Li3, Dan Su3 and Mark Hochstrasser 3,*

1School of Life Sciences, BK21 Plus KNU Creative BioResearch Group, College of National Sciences, Kyungpook
National University, Daegu 41566, Republic of Korea, 2Yale Center for Genome Analysis, Yale University, New
Haven, CT 06520, USA and 3Department of Molecular Biophysics and Biochemistry, Yale University, New Haven, CT
06520, USA

Received June 27, 2020; Revised October 12, 2020; Editorial Decision October 24, 2020; Accepted October 27, 2020

ABSTRACT

Histones are substrates of the SUMO (small
ubiquitin-like modifier) conjugation pathway. Several
reports suggest histone sumoylation affects tran-
scription negatively, but paradoxically, our genome-
wide analysis shows the modification concentrated
at many active genes. We find that trans-tail reg-
ulation of histone-H2B ubiquitylation and H3K4 di-
methylation potentiates subsequent histone sumoy-
lation. Consistent with the known control of the Set3
histone deacetylase complex (HDAC) by H3K4 di-
methylation, histone sumoylation directly recruits
the Set3 complex to both protein-coding and non-
coding RNA (ncRNA) genes via a SUMO-interacting
motif in the HDAC Cpr1 subunit. The altered gene ex-
pression profile caused by reducing histone sumoy-
lation matches well to the profile in cells lacking Set3.
Histone H2B sumoylation and the Set3 HDAC coor-
dinately suppress cryptic ncRNA transcription initi-
ation internal to mRNA genes. Our results reveal an
elaborate co-transcriptional histone crosstalk path-
way involving the consecutive ubiquitylation, methy-
lation, sumoylation and deacetylation of histones,
which maintains transcriptional fidelity by suppress-
ing spurious transcription.

INTRODUCTION

Covalent attachment of the small ubiquitin-like modifier
(SUMO) protein to eukaryotic proteins alters their func-
tional properties, most commonly by changing their bind-
ing to other proteins (1,2). The C-terminus of SUMO is
first activated by the heterodimeric Aos1/Uba2 SUMO-
activating enzyme (E1) and then transferred to the Ubc9

SUMO-conjugating enzyme (E2). SUMO is then ligated to
one or more lysine residues of the substrate, usually with the
aid of a SUMO ligase (E3) (3). The modification is highly
dynamic, being readily reversed by SUMO proteases (4).

SUMO modification plays key roles in many cellular pro-
cesses, including mitochondrial dynamics, ribosome bio-
genesis and DNA repair (2). Much attention has focused
on the role of SUMO in gene expression because many
SUMO substrates are involved in chromatin dynamics and
transcriptional regulation in both yeast and mammals (5–
8). SUMO attachment can have either negative or positive
effects on transcription.

All four core histones and the H2A variant H2A.Z are
sumoylated in yeast (9,10), while sumoylation of histones
H3, H4, H2A.X and linker histone H1 has been reported in
human cells (11–14). Several SUMO modification sites have
been identified, including a site in human H4 (12,15,16)
and multiple sites in yeast H2B, H4, and H2A.Z (9,10);
more such sites within each histone are likely to exist.
Mammalian sumoylated histone H4 recruits the histone
deacetylase HDAC1 and heterochromatin protein 1 (HP1),
thereby attenuating transcription (11). The LSD1-CoREST
repressor complex binds in vitro to nucleosomes contain-
ing sumoylated histone H4 via a SUMO-interacting motif
(SIM) in CoREST, resulting in more compacted chromatin
(17,18). In another example, SUMO-conjugated yeast his-
tones appear to suppress gene expression by opposing active
histone marks such as acetylation or ubiquitylation (9). Re-
cently, our group reported a novel regulatory mechanism
in which histone H2BK123 ubiquitylation stimulates his-
tone sumoylation, which in turn impairs nucleosomal asso-
ciation of the Ctk1 RNA polymerase II (RNAPII) kinase
during transcription elongation (19). Reversal of histone
sumoylation by the Ulp2 protease is required for Ctk1 re-
cruitment, thereby promoting RNAPII elongation.
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In contrast to histone sumoylation, histone methylation
has been heavily studied. Among these modifications, it
is now well known that cotranscriptional methylation of
histone H3 lysine-4 (H3K4) serves fundamental roles in
diverse processes, including RNAPII-mediated transcrip-
tion (20). Intriguingly, H2BK123 ubiquitylation is essen-
tial for H3K4 tri-methylation (me3) and di-methylation
(me2) but not its mono-methylation (me1) (21,22). This
histone modification crosstalk is evolutionarily conserved
and involved in promoting gene transcription and telom-
eric silencing (22,23). Genomic studies reveal a gradient
of H3K4 methylation across most active genes: H3K4me3
near the promoter, H3K4me2 in the 5′ transcribed region,
and H3K4me1 more dispersed and further downstream
(24,25). The degree of methylation is determined by the
time the Set1/COMPASS methyltransferase spends teth-
ered near the nucleosome (26).

These different states of methylation function distinctly
in transcription (27). Whereas H3K4me3 recruits mainly
positive transcriptional regulators, H3K4me2 provides a
binding site for the PHD finger in Set3 (28). Set3 is a subunit
of a 7-subunit deacetylase complex, SET3C, that includes
two histone deacetylases, Hos2 and Hst1. Whereas SET3C
acts as a meiosis-specific repressor of sporulation genes (29),
it usually stimulates transcription by deacetylating histones
in the 5′ ends of genes (30,31). Such deacetylation represses
‘cryptic’ internal initiation of both sense and antisense tran-
scripts that overlap mRNA genes (30,32).

Pervasive genome-wide transcription appears to be a gen-
eral feature of eukaryotic genomes, with large numbers of
uncharacterized noncoding RNA (ncRNA) genes distinct
from those with established functions (33). While pervasive
transcripts detected in wild-type (WT) yeast cells have been
named SUTs (Stable Uncharacterized Transcripts) (34), ad-
ditional classes of ncRNAs were characterized upon re-
moval of specific regulators. For example, CUTs (Cryptic
Unstable Transcripts) and XUTs (Xrn1-sensitive Unstable
Transcripts) were identified in mutants of Rrp6 (nuclear
RNA exosome) and Xrn1 (cytoplasmic exonuclease), re-
spectively (34–37). However, it remains unclear whether all
these ncRNAs have specific functions or are byproducts of
functional or spurious transcription events.

Here, we report that trans-tail crosstalk involving both
H2B ubiquitylation and H3K4 methylation is required to
stimulate subsequent histone sumoylation, which is en-
riched at numerous active genes. Histone sumoylation re-
quires H3K4me2, but not H3K4me3. H3K4me2-marked
chromatin is known to recruit SET3C to the 5′ regions of
transcribed genes (32). Amplifying this effect, H3K4me2-
mediated histone sumoylation provides further binding sites
for SET3C via interaction with a SIM in Cpr1, a subunit
of SET3C. As a result, the extent of SET3C recruitment
depends on the level of histone sumoylation. Changes in
ncRNA gene expression profiles correlate strongly between
cells lacking Set3 and those stably expressing an H2B-4KA
mutant in which H2B-SUMO conjugation is strongly im-
paired. Most notably, SET3C and histone sumoylation co-
ordinately suppress ncRNAs transcribed from cryptic inter-
nal promoters.

Taken together, these data reveal a remarkably elabo-
rate network of interdependent histone modifications in

which H2B ubiquitylation promotes H3K4 di-methylation
and, in turn, histone sumoylation. The latter two modifi-
cations recruit the Set3 HDAC to deacetylate histones in
the 5′ ends of mRNA genes. Contrary to the idea that his-
tone sumoylation simply represses transcription, this mod-
ification is broadly localized to active protein-coding and
ncRNA genes and promotes recruitment of SET3C to these
loci, preventing aberrant transcription from internal cryp-
tic promoters. Histone sumoylation-potentiated SET3C hi-
stone deacetylation therefore maintains transcriptional fi-
delity by suppressing initiation of spurious transcripts.

MATERIALS AMD METHODS

Yeast strains

Yeast strains used in this study are listed in Supplemen-
tary Table S4. Standard techniques were used for strain
construction. To generate MHY10883 and MHY10884,
pRS314-FLAG-htb1 K6/7/16/17A and pRS314-SUMO-
HTB1 CEN/TRP1 plasmids were individually transformed
into MHY4027, and then the URA3-marked YCp50-HTB1
plasmid was evicted by two consecutive streakings on SD
plates containing 5-fluoroorotic acid (5-FOA, 1 g/l). To
make HYS37, pRS314-FLAG-HHF1 and pRS317-HHT1
were transformed into MHY4259 (hht1-hhf1 hht2-hhf2
[YCp50-copyII (HHT2-HHF2)]), and then YCp50-copyII
(HHT2-HHF2)] was evicted by 5-FOA selection. Diploid
cells (MHY606) were transformed with YCplac33-ULP2
CEN/URA3, sporulated and dissected, and then ulp2Δ
haploid cells with a cover plasmid (MHY10905) were iso-
lated.

The deletion strains were generated by replacing each
ORF with kanMX4 modules constructed by PCR amplifi-
cation from the corresponding strains obtained from Eu-
roscarf. The kanMX4 disruption cassettes for set1, set2,
dot1, swd1, swd3, spp1, sdc1, bre2 and shg1 were introduced
into yDS050 bearing YCplac33-ULP2. The set1, set2 and
dot1 deletion strains were generated by replacing each ORF
in MHY10244, MHY10250, and HYS37 with the kanMX4
markers. The kanMX4 modules for set3, hos2, hst1, cpr1,
snt1, sif2 and hos4 were transformed into MHY1379,
MHY4027 containing pRS314-FLAG-htb1 K6/7/16/17A
and MHY10244, respectively. The C-terminal tagging cas-
settes amplified from the SET3-TAP and HOS2-TAP locus
in the tagged yeast strain from Open Biosystems were indi-
vidually introduced into appropriate strains, MHY10244,
MHY10248, MHY10249, MHY10879 without YCp50-
HTB1, MHY10883, MHY10884, MHY10905, and HYS37.
All strains were verified by PCR and/or immunoblot anal-
ysis.

Yeast growth conditions

Cells were grown at 30◦C in YPD (rich) or SD (minimal)
medium with suitable supplements. For plate growth as-
says, liquid cultures in exponential growth were normal-
ized to 0.1 OD600 and subjected to five-fold serial dilutions.
Cells were spotted onto SD-Ura medium with or without
6-azauracil (6-AU, 100 �g/ml), and the plates were incu-
bated at 30◦C for 2–4 days. For induction of GAL1 gene,
cells grown in SD-Trp medium with 2% glucose to mid-log
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phase were shifted to SD-Trp medium containing 2% raffi-
nose. After 2 hours, the 2% raffinose medium was replaced
with SD-Trp medium containing 2% galactose and then in-
cubated for 1 hour. Between each shift, cells were washed
twice with sterile water.

Plasmids

Plasmids used in this study are listed in Supplemen-
tary Table S5. To make pRS416-GPD-SET1 and pRS416-
GPD-SET1(�RRM), ORFs of SET1 and set1(ΔRRM)
were individually amplified by PCR from the plasmid
pRS414-SET1 and pRS414-SET1(�RRM), cleaved with
SpeI and HindIII and then cloned into pRS416-GPD.
pRS425-GPD-Cpr1–13Myc was generated by sequential
ligation into pRS425-GPD of the CPR1 ORF without
stop codon and 13Myc epitope sequence for C-terminal
fusion; these sequences were PCR-amplified from yeast
genomic DNA and pFA6–13Myc–kanMX6 (38), respec-
tively. Wild-type HHT1, including 500 bp upstream and
200 bp downstream, was PCR-amplified from yeast ge-
nomic DNA, digested with ApaI and NotI and then cloned
into pRS317; pRS314-FLAG-HHF1 was generated by sub-
cloning the ApaI and BamHI fragment from pRS424-
FLAG-HHF1 into pRS314. To create pRS425-GPD-
Cpr1 MUT-13Myc, pRS314-FLAG-htb1-K6/7/16/17R
and pRS314-hht2 R2A-HHF2, QuikChange mutagenesis
was used to mutate codons 154–156 within CPR1 from IVV
to NAA in pRS425-GPD-Cpr1–13Myc; the K6, 7, 16, and
17 codons in FLAG-HTB1 (histone H2B) were similarly
mutated to Arg codons in pRS314-FLAG-HTB1, and the
R2 codon was changed in HHT2 (histone H3) to an Ala
codon in pRS314-HHT2-HHF2. All constructs were con-
firmed by DNA sequencing.

Chromatin immunoprecipitation (ChIP)

ChIP experiments were performed as described previously
(39,40). Briefly, formaldehyde was added to mid-log phase
cells to a final concentration of 1% for 20 min. Cross-linking
was quenched by addition of glycine to 240 mM. The cross-
linked cells were collected by centrifugation, washed in TBS
twice, and then lysed with glass beads in FA lysis buffer
{50 mM HEPES–KOH [pH 7.5], 150 mM NaCl, 1 mM
EDTA, 1% Triton X-100, 0.1% Na deoxycholate, 0.1%
SDS, protease inhibitor cocktail (Roche, 11697498001), 1
mM PMSF (AmericanBio, AB01620)}. Chromatin sheared
by sonication was incubated with Protein G-Sepharose
(GE Healthcare, 17–0618-01) bound with anti-H3K4me3
(Abcam, ab8580), anti-H3K36me3 (Abcam, ab9050), anti-
H3K79me3 (Abcam, ab2621), anti-H3Ac (Millipore, 07-
360), anti-H3 (Abcam, ab1791) or anti-Rpb3 (BioLegend,
665004) at 4◦C. TAP-, Flag- or 13Myc-tagged proteins were
precipitated with IgG-Sepharose beads (GE Healthcare, 17-
0969-01), anti-Flag agarose beads (Sigma, A2220) or anti-
Myc agarose beads (Covance, AFC-150P), respectively. Pre-
cipitates were sequentially washed with FA lysis buffer with
275 mM NaCl, the same buffer with 500 mM NaCl, LiCl
washing buffer (10 mM Tris–HCl [pH 8.0], 0.1 mM EDTA,
250 mM LiCl, 0.5% NP-40, 0.5% sodium deoxycholate) and
TE (10 mM Tris–HCl [pH 8.0], 1 mM EDTA) and then

eluted with elution buffer (10 mM Tris–HCl [pH 7.5], 10
mM EDTA, 1% SDS) at 65◦C. Eluted chromatin fragments
were treated with pronase (Roche, 11459643001), and then
DNA was purified by phenol/chloroform extraction. The
oligonucleotide sequences used for ChIP qPCR are listed
in Supplementary Table S6. Diluted template DNA (1:8 or
1:10 dilution for IP DNA and 1:1,000 dilution for input
DNA) was used in qPCR reactions using the iQ™ SYBR
Green Supermix Kit (Bio-Rad, 1708884) on a LightCycler
480 II (Roche), and signals were normalized to the inter-
nal control (a fragment amplified from an untranscribed re-
gion on ChrIV, residues 1516109–1516234; SGD) and input
DNA. The values of H3 modifications were further normal-
ized by H3 levels.

Chromatin double immunoprecipitation (ChDIP)

ChDIP assays were carried out as described previously
(9,19). Preparation of chromatin fragments and elution
steps were performed as described above for ChIP experi-
ments. After overnight immunoprecipitation (IP) with anti-
Flag agarose beads (Sigma, A2220) at 4◦C, elution was per-
formed with triple-Flag peptide (Sigma, F3290). While 5%
of the eluate was used as INPUT, the remaining 95% was in-
cubated with anti-HA-conjugated agarose (Thermo Scien-
tific, 26182) overnight at 4◦C and then washed with FA lysis
buffer four times. N-ethylmaleimide (NEM; Sigma, E3876)
was added to buffers at a final concentration of 20 mM
to prevent SUMO deconjugation. The oligonucleotide se-
quences used in ChDIP qPCR are listed in Supplementary
Table S4. DNA templates were diluted 1:10 for IP and 1:50
for INPUT, respectively, for further qPCR assays.

ChIP- and ChDIP-sequencing (seq)

The libraries were constructed by protocols of the Yale Cen-
ter for Genomic Analysis (YCGA) (https://medicine.yale.
edu/keck/ycga/Images/8 tcm240-21598.pdf) and sequenced
using 100 bp paired-end sequencing on an Illumina HiSeq
2500 according to Illumina protocols. The 10 bp dual in-
dex was read during additional sequencing reads that au-
tomatically followed the completion of read 1. Signal in-
tensities were converted to individual base calls during a
run using the system’s Real-Time Analysis (RTA) Software
v1.17.21.3. Reads were trimmed using Trim Galore (v0.5.0)
and then aligned to the yeast reference genome (sacCer3)
using BWA (v0.7.17) (41). Peaks were called using MACS2
(v2.1.1) (42) and annotated using HOMER (v4.10.4) (43)
with gene models from SGD and previous ncRNA datasets
(34,35). The normalized bedGraph files were generated us-
ing MACS2 (‘-B –SPMR’) and then converted to bigwig
files using the bedGraphToBigWig program downloaded
from the website of UCSC Genome Browser. The genome-
wide profile was generated using the ‘computeMatrix scale-
regions’ and plotProfile tools in the deepTools package
(v3.1.3) (44).

RNA-seq

Yeast strains, WT (MHY10244), set3Δ (MHY10869) and
H2B-4KA (MHY10883), were grown in SD-Trp media un-
til reaching mid-log phase (OD600 of 0.8–1.0). One OD600
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equivalent of cells was used for RNA preparation us-
ing the RNeasy Mini Kit (Qiagen, 74104). Contaminating
DNA was removed from the samples using the DNA-free™
DNA Removal Kit according to the manufacturer’s proto-
col (Ambion, AM1906).

RNA samples were submitted to YCGA, and the li-
braries were constructed by YCGA protocols (https://
medicine.yale.edu/keck/ycga/Images/9 tcm240-21599.pdf).
The libraries underwent 101-bp paired-end sequencing
using an Illumina HiSeq 2500 according to Illumina
protocols. Low quality reads were trimmed, and adaptor
contamination was removed using Trim Galore (v0.5.0).
Trimmed reads were mapped to the S. cerevisiae genome
(sacCer3) using HISAT2 (v2.1.0) (45). Gene expression
levels were quantified using StringTie (v 1.3.3b) (46) with
gene models from SGD and previous ncRNA datasets
(34,35). Differentially expressed genes were identified using
DESeq2 (v 1.22.1) (47).

Immunoblotting

Preparation of yeast whole-cell extracts and immunoblot-
ting were performed as described previously (48). Lev-
els of TAP-, Flag- or Myc- tagged proteins, SUMO con-
jugates, PGK, H3 methylations or H3 were analyzed
by immunoblotting with 1:2000 to 1:5000 dilution of
peroxidase-anti-peroxidase complex (PAP; Sigma, P1291),
anti-Flag (Sigma, F3165), anti-Myc 9E10 (Covance, MMS-
150R), anti-SUMO (49), anti-PGK (Molecular Probes,
459250), anti-H3K4me3 (Abcam, ab8580), anti-H3K4me2
(Abcam, ab7766), anti-H3K4me1 (Abcam, ab8895), anti-
H3K36me3 (Abcam, ab9050), anti-H3K79me3 (Abcam,
ab2621) and anti-H3 (Abcam, ab1791), respectively.

Sumoylation of Set3-TAP, Hos2-TAP or Cpr1–13Myc
was determined as described previously (50,51). TCA-
extracted proteins from 100 OD600 equivalents of cells were
resuspended in 0.6 ml of sodium dodecyl sulphate (SDS)
sample buffer with 50 �l of unbuffered 2 M Tris, and then
heated to 100◦C for 10 min. After centrifugation, 0.4 ml
of supernatants were diluted with 0.8 ml of IP buffer {50
mM Tris–HCl [pH 7.4], 5 mM EDTA, 150 mM NaCl,
1% TritonX-100, 20 mM NEM (Sigma, E3876)}, immuno-
precipitated with IgG-Sepharose beads (GE Healthcare,
17-0969-01) or anti-Myc agarose beads (Covance, AFC-
150P) for 4 h at 4◦C, washed by IP buffer four times, and
then finally eluted into SDS sample buffer by boiling for 5
min. Both IP and INPUT samples were analyzed by SDS-
polyacrylamide gel electrophoresis (SDS-PAGE) and im-
munoblotting as described above.

In vivo histone sumoylation assay

The relative levels of sumoylated histone H2B or H4 were
analyzed as described previously (19). TCA-extracted his-
tones from 50 OD600 equivalents of cells were resuspended
in 0.6 ml of SDS sample buffer with 50 �l of unbuffered
2 M Tris, and then heated to 100◦C for 10 min. After cen-
trifugation, 0.4 ml of supernatants were diluted with 0.8 ml
of IP buffer {50 mM Tris–HCl [pH 7.4], 150 mM NaCl,
0.5% NP-40, 20 mM NEM (Sigma, E3876)}, immunopre-
cipitated with anti-Flag agarose beads (A2220, Sigma) for 4

h at 4◦C, washed four times with IP buffer and then finally
eluted into SDS sample buffer by heating at 100◦C for 5 min.
Both IP and INPUT samples were analyzed by SDS-PAGE
and immunoblotting as described in the immunoblotting
section.

Chromatin association assay

Chromatin association assays were done as described pre-
viously (19,52). Forty OD600 equivalents of cells grown to
mid-exponential phase were harvested, washed with water
and SB buffer (20 mM Tris–HCl [pH 7.4], 1 M sorbitol), and
then frozen at -80◦C until ready for isolation. After wash-
ing with 1 ml of SB buffer, cells were resuspended in 1 ml
of PSB buffer (20 mM Tris–HCl [pH 7.4], 2 mM EDTA,
100 mM NaCl, 10 mM �-ME). Cells were then spheroplas-
ted with Zymolyase (MP Biomedicals, MP08320931) for 30
min at room temperature. Spheroplasts were spun down at
5,000 × g for 15 min and washed twice with LB (20 mM
PIPES [pH 6.8], 0.4 M sorbitol, 150 mM potassium acetate,
2 mM magnesium acetate). Triton X-100 was added to 0.1
ml of LB (final concentration of 1%) for cell lysis, and cells
were incubated on ice for 15 min. Chromatin was isolated by
spinning down lysates at 10 000 × g for 15 min. The super-
natant was collected and saved as the ‘soluble’ fraction. The
chromatin was washed once with LB and then resuspended
in a volume equal to that of the ‘soluble’ fraction. Volume
equivalents were resolved by SDS-PAGE and immunoblot-
ting as described in the immunoblotting section. SB and
LB buffers contained a protease inhibitor cocktail (Roche,
11697498001), 1 mM PMSF (AmericanBio, AB01620) and
20 mM NEM (Sigma, E3876).

In vitro nucleosome binding assay

Nucleosome pull-down assays were performed largely as de-
scribed (30,53) with some modifications. 100 OD600 equiv-
alents of cells expressing Flag-tagged H2B or derivatives
were harvested, washed with water twice and then frozen
at –80◦C until ready for extraction. Cell pellets were lysed
with glass beads in IP buffer {10 mM Tris-HCl [pH 8.0], 150
mM NaCl, 0.1% NP-40, protease inhibitor cocktail (Roche,
11697498001), 1 mM PMSF (AmericanBio, AB01620), 20
mM NEM (Sigma, E3876)} and then sonicated 20 times
for 20 s in pulse mode to make soluble chromatin. After
two centrifugations at 21 130 × g for 30 min at 4◦C, the
concentration of protein in supernatant was measured by
Bradford protein assay (Bio-Rad). Two mg of protein were
mixed with 20 �l of anti-Flag agarose beads (Sigma, A2220)
for 2 h at 4◦C. Following four washes with IP buffer, bead-
bound nucleosomes were incubated with 10 mg of extract
containing TAP- or 13-Myc tagged proteins for 4 h at 4◦C.
The complexes were washed four times with IP buffer and
then eluted into SDS sample buffer by heating to 100◦C
for 5 min. Samples were resolved by SDS-PAGE and im-
munoblotting as described in immunoblotting section.

Co-immunoprecipitation (Co-IP)

Co-IP experiments were performed as described previously
(19,54), with few modifications. One hundred OD600 cell

https://medicine.yale.edu/keck/ycga/Images/9_tcm240-21599.pdf
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equivalents were harvested, washed with water twice and
then frozen at –80◦C. Cell pellets were lysed with glass beads
in IP buffer {50 mM HEPES [pH 7.5], 100 mM NaCl,
10% glycerol, 0.1% Triton X-100, protease inhibitor cock-
tail (Roche, 11697498001), 1 mM PMSF (AmericanBio,
AB01620), 20 mM NEM (Sigma, E3876)}. Cell debris were
removed by spinning down twice at 21 130 × g for 30 min
at 4◦C. The supernatant was collected, and protein con-
centration was determined by Bradford protein assay (Bio-
Rad). 10 mg of proteins were incubated with IgG-Sepharose
beads (GE Healthcare, 17-0969-01) for 4 h at 4◦C. Follow-
ing four washes with IP buffer, 50 �l of SDS sample buffer
was added to the washed beads for elution at 100◦C. Finally,
eluates (IP) and INPUT were analyzed by SDS-PAGE and
immunoblotting as above.

Yeast synthetic growth assays

The synthetic growth assays were carried out as de-
scribed previously (19). Two type of diploid strains were
prepared to determine synthetic lethality; kanMX4-based
gene replacements for each gene were made in yDS050
diploid cells (ULP2/ulp2Δ::HIS3) carrying the YCplac33-
ULP2 plasmid, or yDS224 (ulp2Δ::kanMX4) was crossed
with MHY4259 bearing pRS314, pRS314-HHT2/HHF2,
pRS314-hht2-K4R/HHF2 or pRS314-hht2-K79A/HHF2
plasmids. After tetrad dissection of sporulated cultures,
double mutant haploid cells carrying URA3-marked ULP2
or HHT2-HHF2 plasmids were streaked on 5-FOA plates
and grown at 30◦C for 3 days. Similarly, to test synthetic
growth defects, YCplac33-ULP2 was evicted by 5-FOA
counter-selection in double mutants of ulp2Δ combined
with deletions of genes encoding each subunit of the Set3
HDAC (MHY1379 background) or ulp2Δ set1Δ mutants
with YCplac33-ULP2 and pRS414 expressing SET1 or
set1(ΔRRM). MHY4027 cells carrying deletion alleles and
pRS314-FLAG-htb1 K6/7/16/17A were grown on 5-FOA
plates to evict YCp50-HTB1 (URA3).

Quantification and statistical analysis

We analyzed three biological replicates for all experiments
of ChIP and ChDIP with triplicate qPCR reactions. Statis-
tical parameters are reported in the Figure Legends.

RESULTS

Set1 methylase is required for histone sumoylation

The prototypical example of histone-modification crosstalk
is H2BK123 ubiquitylation-dependent H3 methylation at
K4 and K79 (21,22). We recently reported a novel histone-
crosstalk pathway in which histone sumoylation also was
dependent on H2BK123-ubiquitin during transcription
(19). To examine whether histone H3 methylation might
mediate this sumoylation, we first measured the level of
H2B-SUMO in cells lacking the Set1, Set2 or Dot1 methyl-
transferases that methylate histone H3 at K4, K36 or
K79, respectively (Figure 1A, upper). As expected, levels of
sumoylated H2B were greatly reduced in ubc9ts cells, while
loss of the Ulp2 SUMO protease led to accumulation of di-

and poly-SUMO conjugated H2B with slightly lower lev-
els of mono-SUMO-conjugated H2B. Importantly, loss of
Set1, but not of Set2 or Dot1, caused strongly diminished
H2B sumoylation compared with WT cells. Lack of SET1
also resulted in a steep drop in H4 sumoylation (Supple-
mentary Figure S1A). Because global levels of SUMO con-
jugates were constant in the same set1Δ mutant (Figure 1A,
middle), these results suggest that Set1 specifically facilitates
SUMO attachment to histones.

To verify that these bulk H2B sumoylation changes in
set1Δ cells reflected alterations within chromatin, we per-
formed chromatin double immunoprecipitation (ChDIP)
assays to investigate occupancy of SUMO-conjugated H2B
at specific chromosomal loci. We selected three constitu-
tively transcribed genes, PMA1, ADH1 and PYK1, for
ChDIP (Figure 1B) as these genes are known to be reg-
ulated by trans-tail crosstalk, including histone sumoyla-
tion (19,55). Sumoylated H2B levels were evaluated by se-
quential ChIPs using anti-Flag antibody-conjugated beads
for Flag-tagged H2B in the first round and anti-HA beads
against HA-SUMO in the second round, as described pre-
viously (9,19). We observed the expected changes in H2B
sumoylation levels in ubc9ts and ulp2Δ control strains at
both promoter and ORF regions of the three genes (Figure
1C). Most strikingly, occupancy by sumoylated H2B, but
not total H2B, at the tested loci decreased in the set1Δ strain
to a degree similar to ubc9ts cells (Figure 1C and Supple-
mentary Figure S1B). Loss of Set2 and Dot1, by contrast,
had no effect on H2B-SUMO at these sites.

Reciprocally, we measured trimethylated H3K4, K36 and
K79 levels in cells where H2B sumoylation was altered by ei-
ther ubc9ts or ulp2Δ (Figure 1D). Unlike the strong defect
in histone sumoylation noted above in cells lacking Set1,
defects in the SUMO pathway did not alter bulk H3 methy-
lation. Histone H3 tri-methylation at the PMA1 and ADH1
test loci was also not significantly changed in these SUMO
pathway mutants (Figure 1E–G). This indicates that H3K4
methylation dictates histone sumoylation levels, but not the
converse. When considered with earlier work, these obser-
vations suggest a dependent pathway of histone modifica-
tion in which histone H2B ubiquitylation promotes methy-
lation of histone H3K4, which in turn stimulates histone
sumoylation in a multistep mechanism of chromatin regu-
lation.

H3K4 methylation-dependent histone sumoylation at diverse
genes

To investigate potential histone sumoylation-governed
genes throughout the genome, we mapped H2B-SUMO oc-
cupancy by ChDIP-seq experiments (Figure 1H and Sup-
plementary Figure S1C). Histone sumoylation was enriched
at many coding sequences, following a pattern similar to the
genome-wide distribution of histone ubiquitylation (56).
The modification was notably enriched on large genes with
high rates of transcription (see Figure 5B and C), imply-
ing a correlation of histone sumoylation with active tran-
scription. When enrichment of H2B-SUMO derived from
the ChDIP-seq data was plotted relative to transcribed re-
gions [from the transcription start site (TSS) to transcrip-
tion end site (TES)], we observed that sumoylated H2B was
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Figure 1. Set1 mediates histone sumoylation. (A) Anti-SUMO immunoblot analysis of immunoprecipitated Flag-tagged histone H2B (upper panel) and
bulk sumoylated proteins (middle panel) from extracts of indicated strains. Anti-Flag blotting for Flag-H2B (bottom panel) was used to verify similar
loading. Open circle marks a non-specific band. *, **, ***: mono-, di- and poly-sumoylated histones, respectively. (B) Diagram of PMA1, ADH1 and
PYK1 genes. The TATA/promoter (Pro) and open reading frame (ORF) are represented by black and white boxes, respectively. Bars below the genes show
the positions of the PCR products used in the ChIP and ChDIP analyses. 5′ and M indicate 5′ and middle region of ORF, respectively. These designations
are used in all later figures. (C) ChDIP analysis of Flag-H2B-SUMO in the indicated strains expressing both Flag-H2B and HA-SUMO (Smt3). Pro and
ORF PCR signals were normalized to an internal control and the input DNA. Plots show the mean ± SD of triplicates. *P <0.05; **P <0.01 using
Student’s t test and comparing to WT. (D) Immunoblot assay of histone H3 tri-methylation at K4, K36 and K79 in the indicated strains. Anti-H3 blotting
shows similar loading. (E–G) ChIP assays of histone H3 tri-methylation at K4 (E), K36 (F) and K79 (G) in the indicated strains. H3 methylation levels
were normalized to H3 levels. Plots represent mean ± SD of triplicates. *P <0.05; **P <0.01 (Student’s t test comparing to WT). (H) Summary of ChDIP-
seq data. The pie chart shows the distribution of H2B-SUMO peaks at TSS (transcription start site), ORF, TES (transcription end site), and intergenic
regions. Numbers in parentheses indicate the number of detected sites. (I) ChDIP read-density plot for levels of H2B-SUMO in WT and set1Δ strains.
A ±1.5 kb window relative to the center of peaks is shown. The dotted line indicates the peak center. The ChDIP-seq data were obtained from duplicate
experiments. (J) Percentage graph of sites of H2B-SUMO altered in intensity by set1Δ. Distribution of H2B-SUMO classified in (H) was analyzed. See
also Supplementary Table S1 (sheets 1–3).
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distributed across genes with slightly higher signals near the
TSS and 5′ portions of ORFs (Supplementary Figure S1D).

Interestingly, this profile tracked closely with the pattern
of Ulp2 SUMO protease recruitment, which is required for
efficient transcriptional elongation (19). This supports the
inference that (poly)SUMO-modified histones are key sub-
strates of the Ulp2 protease during RNAPII elongation.
Previous reports suggested histone sumoylation has a nega-
tive role in transcription (9,11,17,19). Our data, on the other
hand, have revealed that this modification is concentrated at
active genes, suggesting histone sumoylation also may pro-
mote transcriptional activity.

To determine genome-wide effects of H3K4 methyla-
tion on subsequent histone sumoylation, we compared en-
richment of histone sumoylation between WT and set1Δ
strains throughout the genome (Figure 1I). H2B-SUMO
ChDIP signals detected at the peak centers and surround-
ing positions were reduced in set1Δ cells, consistent with
the results in Figure 1A and C. Loss of Set1 reduced H2B-
SUMO occupancy by 65–83% at TSS, ORF, TES and in-
tergenic regions; occupancy at a comparatively small por-
tion (20–30%) of sites was either increased or unaffected in
set1Δ cells (Figure 1J). These results support the inference
that trans-tail crosstalk between H2B ubiquitylation and
H3K4 methylation promotes subsequent histone sumoyla-
tion, suggesting this newly uncovered aspect of the histone
code is a general feature of yeast chromatin regulation.

H3K4me2 is essential for cell viability in ulp2Δ cells

We previously determined that histone-H2B ubiquityla-
tion promotes histone (poly)sumoylation, which if not re-
versed by Ulp2, impedes Ctk1 phosphorylation of CTD
Ser2 within RNAPII during transcriptional elongation
(19). Deletions of RAD6 or BRE1, encoding the E2 and
E3 enzymes responsible for H2B ubiquitylation, are lethal
when combined with ulp2Δ (57). To investigate whether
loss of histone methylation has similar genetic interac-
tions with ulp2Δ, we analyzed crosses between ulp2Δ
[YCplac33-ULP2] cells and the methylase-deficient set1Δ,
set2Δ or dot1Δ strains. Meiotic segregants were streaked
on plates containing 5-fluoroorotic acid (5-FOA) to evict
the WT ULP2 plasmid (Supplementary Figure S2A). Lack
of SET1, but not SET2 or DOT1, was lethal with ulp2Δ,
suggesting that methylation of histone H3K4 is linked with
histone sumoylation, consistent with the results in Figure 1.
Indeed, when cell viability was assayed in double mutants
combining ulp2Δ with specific histone H3 methylation site
mutants H3K4R, H3K79A or H3R2A, disruption of ULP2
was lethal only in combination with H3K4R (Supplemen-
tary Figure S2B).

Interestingly, the H3R2A mutant, which abolishes tri-
methylation, but only slightly reduces di-methylation at
H3K4 (58), displayed a much milder growth defect in the
ulp2Δ background (Supplementary Figure S2B and C).
Moreover, among the nonessential genes encoding subunits
of the Set1/COMPASS complex, only deletion of SPP1
failed to show synthetic lethality or sickness when com-
bined with ulp2Δ (Supplementary Figure S2D). Uniquely
among these genes, loss of SPP1 eliminates H3K4me3 but
not H3K4me2 [SHG1 is not required for H3K4 methyla-

tion (59)]. Loss of SWD1, SDC1, SWD3 or BRE2, which
all affect both tri- and di-methylation at H3K4 (60), caused
severe growth defects when combined with ulp2Δ.

To confirm the distinct growth effects of different methy-
lation states at H3K4 in cells also deleted for ULP2, we
compared cell growth of ulp2Δ set1Δ double mutants
transformed with empty plasmid or plasmids carrying ei-
ther SET1 or set1(ΔRRM). The latter allele eliminates
H3K4me3 but has no effect on H3K4me2 (61). Cells car-
rying the set1(ΔRRM) plasmid, unlike empty vector, grew
as well as the double mutant transformed with WT SET1
plasmid (Figure 2A). This again implicates H3K4me2 (and
possibly H3K4me1), but not H3K4me3, as being essential
for cell growth when the SUMO system is dysregulated by
loss of ULP2. Taken together, these data strongly imply that
H3K4me2 and SUMO have overlapping functions in the
regulation of transcription.

We addressed in more detail how the SUMO pathway and
H3K4 methylation interact. As seen in Figure 2B, methyla-
tion of H3K4 was unchanged in ubc9ts and ulp2Δ strains.
Conversely, however, plasmids bearing either WT SET1 or
set1(ΔRRM) plasmids fully restored histones H2B and H4
sumoylation in set1Δ mutants (Figure 2C and D and Sup-
plementary Figure S2E and S2F). These data indicate that
elimination of H3K4me3 does not impact histone sumoyla-
tion, implying instead that H3K4me2 provides the essential
methylation state of H3K4 necessary for histone sumoyla-
tion.

Histone sumoylation promotes Set3 HDAC recruitment

H3K4me2 has distinct transcriptional functions and local-
ization patterns compared to H3K4me3. While H3K4me3
is predominantly located near promoter regions and is gen-
erally associated with transcriptional initiation, H3K4me2
is enriched in the 5′ transcribed regions of genes to cre-
ate binding sites for SET3C (27). SET3C deacetylates his-
tones via two catalytic subunits, Hos2 and Hst1, which reg-
ulate transcriptional elongation, cryptic internal initiation,
or RNAPII recruitment (29,30,32,62). Since H3K4me2 also
seemed closely correlated with histone sumoylation, we
sought to link H3K4me2-mediated control of SET3C and
SUMO-H2B.

Combining mutations in Set3 subunits with ulp2Δ or a hi-
stone H2B mutation, H2B-4KA, which is defective for H2B
sumoylation (9), caused no obvious synthetic growth de-
fects (Supplementary Figure S3A and B). Loss of SET3C
subunits also had no effect on either histone sumoylation
or global SUMO conjugates (Figure 2E and Supplementary
Figure S3C). Therefore, SET3C does not become essen-
tial when histone sumoylation is altered, unlike H3K4me2,
which is necessary for both recruitment of SET3C to chro-
matin and histone sumoylation. This argues that the es-
sential shared function of histone sumoylation and H3K4
methylation is not limited to SET3C recruitment.

To determine whether histone sumoylation actually af-
fects recruitment of SET3C, we compared levels of two
components of the complex, Set3 and Hos2, at constitu-
tively transcribed genes in WT, ubc9ts, ulp2Δ, H2B-4KA,
and 2SUMO-H2B strains; the last of these is an htb1–1
htb2–1 (histone H2B null) mutant with a plasmid encod-
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Figure 2. H3K4me is required for histone sumoylation. (A) Mutant set1Δ ulp2Δ strains carrying a YCplac33-ULP2 (URA3) cover plasmid and the
indicated plasmids were grown on SD-Trp and SD+5-FOA at 30◦C for 2–3 days. (B) Immunoblot assay of H3K4me3, me2, and me1 in the indicated
strains. Anti-H3 blotting shows similar loading. (C and E) Immunoblot analysis of immunoprecipitated Flag-tagged H2B using anti-SUMO antibody in
the indicated strains. Upper and lower panels show Flag-H2B-SUMO and Flag-H2B (loading control), respectively. Asterisks and open circles as in Figure
1A. (D) ChDIP analysis of Flag-H2B-SUMO for the strains in (C). Data represent mean ± SD of triplicates; *P <0.05 (Student’s t test comparing to WT).

ing two non-cleavable SUMO moieties fused in tandem to
H2B (Figure 3A, upper and middle panels). The H2B-4KA
and 2SUMO-H2B mutants mimic strains with reduced or
persistent (poly)SUMO-conjugated histones, respectively.
Intriguingly, we found that recruitment of Set3 and Hos2
was reduced at all three tested genes in both ubc9ts and
H2B-4KA cells, but not in ulp2Δ or 2SUMO-H2B cells.
We repeated the ChIP analysis with a more conservative
H2B mutant in which the sumoylated Lys residues were re-

placed with Arg instead of Ala (H2B-4KR). As was true
for H2B-4KA cells, the H2B-4KR strain also showed signif-
icantly impaired recruitment of both Set3 and Hos2 to the
tested loci (Figure 3B). Together, these data suggest that hi-
stone sumoylation promotes chromatin binding of the Set3
HDAC, although other post-translational modifications of
these lysines might also be important.

To test the predicted locally increased histone acetyla-
tion when sumoylation is impaired (30,31), we analyzed
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Figure 3. Histone sumoylation recruits the Set3 HDAC. (A) ChIP analyses of Set3-TAP (upper panel), Hos2-TAP (middle) and H3 acetylation (bottom)
in the indicated strains at 5′ ORF regions. An untagged strain (MHY10244) was used as a negative control for IP of TAP-tagged proteins. Values of
H3 acetylation were normalized to H3 levels. Data represent mean ± SD of triplicates. *P <0.05; **P <0.01 (Student’s t test comparing to WT). (B)
ChIP analyses of Set3-TAP and Hos2-TAP in WT and H2B-4KR strains at 5′ ORF regions. Data represent mean ± SD of triplicates. *P <0.05; **P
<0.01 (Student’s t test comparing to WT). (C) Occupancy of Rpb3, Set3-TAP and Hos2-TAP and the ratio of H3Ac to H3 were determined by ChIP
in WT and H2B 4KA strains. GAL1 OFF and ON denote uninduced and induced conditions. Data represent mean ± SD of triplicates. *P <0.05; **P
<0.01 (Student’s t test comparing to WT). (D) Chromatin association assays using indicated strains from (A). After fractionation into chromatin (pellet)
and soluble (supernatant) components, fractions were analyzed by immunoblotting as indicated. (E) In vitro nucleosome binding assays of Set3 and
Hos2. Nucleosomes were isolated by anti-Flag agarose IP from indicated strains, while a negative control strain (H2B) lacked the Flag tag. Nucleosome-
immobilized beads were incubated with yeast extracts containing either Set3-TAP (MHY10885) or Hos2-TAP (MHY10886). Bound proteins were analyzed
by immunoblotting. (F) Sensitivity to 6-AU of htb1–1 htb2–1 strains with pRS314 plasmids expressing Flag-H2B, Flag-H2B-4KA or 2SUMO-H2B. All
strains carried pRS316 (URA3) and were spotted on SD-Ura with or without 6-AU (100 �g/ml). Plates were incubated for 2–4 days.
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acetylated histone H3 levels in the same strains (Figure 3A,
bottom panel). Consistent with the inverse correlation be-
tween SET3C recruitment and histone acetylation, H2B-
4KA cells displayed a sharp increase in histone H3 acetyla-
tion. However, contrary to prediction, H3 acetylation lev-
els were greatly repressed in ubc9ts cells. Ubc9-mediated
SUMO modification serves diverse roles in transcription
(63–65), and many proteins involved in chromatin organi-
zation, transcription, and RNA metabolism are Ubc9 sub-
strates (7,66,67). Hence, hypo-acetylation of H3 in ubc9ts
cells is likely caused by other sequelae of reduced cellular
SUMO conjugation.

It was previously reported that GAL genes are tar-
gets of Set3- and Hos2-mediated transcriptional activation
(31). We therefore examined the GAL1 gene to determine
whether lack of histone sumoylation limits SET3C recruit-
ment when transcription is induced by galactose (Figure
3C). Increased 5′ GAL1 occupancy by the RNAPII sub-
unit Rpb3 and TAP-tagged Set3 and Hos2 proteins was ob-
served in WT cells under inducing conditions. By contrast,
binding of these factors was significantly reduced in H2B-
4KA cells. In accord with reduced HDAC recruitment, the
H2B-4KA mutation led to increase H3 acetylation at the 5′
end of GAL1 following gene induction. These data support
a model in which local histone sumoylation enhances chro-
matin binding of SET3C during transcriptional induction.

To assess the effect of histone sumoylation on the global
loading of Set3 and Hos2 onto chromatin, we carried out a
chromatin-association assay that measures overall changes
in the levels of these proteins in chromatin obtained from
yeast spheroplasts (Figure 3D). Separation of soluble from
chromatin-bound proteins was verified by immunoblotting
using anti-PGK (soluble) and anti-H3 (chromatin) antibod-
ies. Both Set3 and Hos2 partitioned predominantly into the
chromatin fraction from WT as well as 2SUMO-H2B cells.
By contrast, in H2B-4KA cells, the chromatin localization
of both proteins was strongly reduced, paralleling the ChIP
results in Figure 3A and C. These results suggest that the
impact of histone sumoylation on SET3C recruitment is not
limited to a few specific genes but rather, is affecting much
of the genome.

To exclude possible indirect effects due to reduced hi-
stone sumoylation, we monitored direct interaction be-
tween isolated nucleosomes harboring histone mutants and
SET3C (Figure 3E). Nucleosomes were immunoprecipi-
tated via Flag-tagged H2B from WT, H2B-4KA or ubc9ts
cell lysates and then incubated with cell extracts from yeast
expressing Set3-TAP or Hos2-TAP. Nucleosomes contain-
ing histone H2B-4KA interacted more poorly with Set3 and
Hos2 compared to WT nucleosomes. Association of these
SET3C subunits with nucleosomes isolated from ubc9ts
cells was reduced even further. Because the nucleosomal hi-
stone octamer has additional SUMO attachments beyond
the four mutated lysines in H2B-4KA (9), this result is
consistent with sumoylation of other histone residues (or
chromatin factors) being able to enhance nucleosome bind-
ing by SET3C. Taken together, our data indicate that his-
tone sumoylation broadly promotes chromatin binding of
SET3C, regulating local histone acetylation.

Both set3Δ and hos2Δ strains are sensitive to MPA (my-
cophenolic acid), which inhibits transcriptional elongation

by reducing nucleotide pools (30). Similarly, 6-azauracil (6-
AU) also inhibits transcriptional elongation, and 2SUMO-
H2B cells, in which histone H2B is persistently sumoylated,
are strongly growth impaired on 6-AU (19), as are set1 mu-
tants (68). We therefore tested whether cells with the oppo-
site defect, diminished histone sumoylation, also causes sen-
sitivity to 6-AU (Figure 3F). Although the H2B-4KA mu-
tant exhibited slow growth on normal medium at least as
severe as the 2SUMO-H2B defect at 30◦C, it showed little
additional sensitivity to 6-AU at this temperature. However,
when grown at 34◦C on 6-AU plates, H2B-4KA cell growth
was strongly impaired, suggesting that SUMO-histone con-
jugation, like SET3C-catalyzed histone deacetylation, pro-
motes transcriptional elongation.

A SUMO-interacting motif in the Cpr1 subunit of SET3C
enables chromatin binding

Given that histone sumoylation resulted in recruitment of
SET3C to actively transcribed genes, we next sought to
determine how such SUMO modifications stimulate chro-
matin association of the complex. Intriguingly, the multi-
functional Cpr1 protein, a subunit of SET3C, was found
to associate with SUMO in two screens using affinity cap-
ture and mass spectrometry (69,70). The Cpr1-SUMO in-
teraction has not been verified, and its cellular role remains
obscure. Therefore, we tested for covalent sumoylation of
Cpr1 protein by IP of 13Myc-tagged Cpr1 from denatured
lysates from WT or ulp2Δ cells (Figure 4A, last two lanes).
Cpr1 was not detectably conjugated to SUMO.

Based on the GPS-SUMO tool for predicting SUMO-
interacting motifs (SIMs) (71), Cpr1 has a potential SIM at
residues 154–158 (IVVAK). We therefore generated a mu-
tant, Cpr1 MUT, in which the residues IVV were replaced
with NAA (Figure 4B). Co-IP experiments showed the Cpr1
SIM did not affect Set3 complex assembly or stability (Sup-
plementary Figure S4). The effect of the Cpr1 SIM muta-
tion on SET3C binding to chromatin was tested with the
chromatin association assay used above. Similar to the par-
titioning of the Set3 and Hos2 subunits of SET3C (Figure
3E), the Cpr1 subunit also concentrated in the chromatin
fraction (Figure 4C). Critically, Cpr1 MUT was found in
lower amounts in the chromatin fraction and correspond-
ingly higher levels in the soluble fraction, suggesting the
SIM is needed for Cpr1 localization to chromatin. Chro-
matin association of Cpr1 was also impaired in the H2B-
4KA mutant (Figure 4C), similar to the results with Set3
and Hos2 (Figure 3E). Combining Cpr1 with the mutated
SIM with H2B-4KA exacerbated the chromatin binding de-
fects of the single mutants, suggesting that both the SIM in
Cpr1 and histone sumoylation are required for chromatin
localization of Cpr1 and that each mutation by itself only
partially inactivates SUMO-dependent Cpr1–chromatin in-
teraction.

We also tested the effect of mutating the Cpr1 SIM on
the direct interaction of SET3C with nucleosomes in vitro
(Figure 4D). Consistent with the above chromatin associa-
tion data, nucleosomal binding of Cpr1 was dependent on
histone sumoylation, and binding was also reduced by mu-
tation of the Cpr1 SIM. The interaction of the Cpr1 SIM
mutant with nucleosomes was further impaired by concomi-
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Figure 4. Mutation of the SET3C Cpr1 subunit SIM blocks chromatin binding. (A) IP of Set3-TAP and Hos2-TAP with IgG-Sepharose and Cpr1–
13Myc with anti-Myc agarose from denatured yeast extracts in ulp2Δ strains with or without YCplac33-ULP2. Precipitated proteins were followed by
immunoblotting. Anti-PGK was used as a loading control. The top panels show overexposure of SUMO blot. Potentially polySUMO-conjugated Set3-
TAP is seen in the stacker in lane 2. Arrowheads, unmodified TAP-tagged proteins. (B) Mutation of SIM within Cpr1. Putative SIM residues 154–158 are
bolded and underlined. (C) Chromatin association assays using htb1–1 htb2–1 cpr1Δ strains with pRS314 plasmids expressing Flag-H2B or Flag-H2B-4KA
and pRS425-GPD-Cpr1–13Myc or pRS425-GPD-Cpr1 MUT-13Myc. Chromatin and soluble fractions were analyzed by immunoblotting. (D) In vitro
nucleosome binding assays of Cpr1 WT and MUT. Nucleosomes isolated on anti-Flag agarose from the indicated strains were incubated with extracts from
cpr1Δ cells (MHY10887) carrying pRS425-GPD-borne Cpr1–13Myc or Cpr1-MUT-13Myc, precipitated, and then immunoblotting with the indicated
antibodies. (E) ChIP assays at the indicated 5′ ORF regions using strains in (C). An untagged strain (MHY10244) was used as a negative control. Data
represented mean ± SD of triplicates. *P <0.05; **P <0.01 (Student’s t test between indicated pairs of values).
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Figure 5. Histone sumoylation governs association of SET3C with ncRNA genes. (A) ChIP reads-density plot for recruitment of Set3-TAP in WT and
H2B-4KA strains, as shown in Figure 1I. (B and C) Percentage graphs of occupancy of Set3-TAP and post-translationally sumoylated histone H2B (H2B-
SUMO) in WT cells with genes classified in (B) by FPKM (Fragments Per Kilobase of Million reads mapped) reported in our earlier RNA-seq experiments
(50) and in (C) by gene length. RPs, ribosomal protein genes; ND, genes that were not detected. (D) Summary of genome-wide mapping of Set3-TAP at
all genes (left) and at ncRNA loci (middle) and of H2B-SUMO at ncRNA loci (right) in WT. Pie graphs show the distribution of identified sites at the
indicated regions. (E) Percentage graphs of data in (D) altered by H2B-4KA or set1Δ. Significantly decreased (blue) or increased (red) signals are shown.
(F) Average plot of Set3-TAP recruitment at transcribed genes in WT and H2B-4KA cells. The y-axis values indicate fold-enrichment, setting the maximum
occupancy to 1 and the minimum occupancy to 0; the x-axis represents normalized distance from TSS and TES. (G and H) Pie graphs showing percentage
of ORF peaks of Set3-TAP increased by H2B-4KA in (E). ChIP-seq data were subdivided into three groups (G) single exon and two ‘exons’ separated by
intron or +1 frameshift, or by description of genes (H). See also Supplementary Tables S1 (sheets 4–6) and S2.
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tant hypo-sumoylation of histones due to the H2B-4KA
mutation. This also suggests that other SUMO-conjugated
factors, including potentially other histones, may be recog-
nized by the Cpr1 SIM to promote SET3C loading onto
nucleosomes.

To determine if the Cpr1 SIM-mediated association with
nucleosomes depends on histone sumoylation at specific
loci, we carried out ChIP assays in WT and H2B-4KA
cells with 13Myc-tagged WT or SIM-mutant Cpr1 (Figure
4E). Consonant with the results in Figure 4C and D, ChIP
analysis revealed that recruitment of Cpr1 at the SET3C-
regulated PMA1, ADH1 and PYK1 genes was significantly
reduced by either the H2B-4KA or Cpr1 SIM mutation.
Mutation of the Cpr1 SIM further suppressed its associ-
ation with the tested genes in H2B-4KA strains, implying
that the Cpr1 SIM mediates recognition of diverse sumoy-
lated chromatin proteins; however, there was no significant
change in recruitment of the Cpr1 SIM mutant between WT
and H2B-4KA strains (Figure 4E). This strongly suggests
that association of sumoylated histones with the Cpr1 SIM
is essential for Cpr1 recruitment to specific chromatin loci.
Overall, these data demonstrate the importance of Cpr1
recognition of SUMO-conjugated histones via the Cpr1
SIM motif.

Histone sumoylation governs association of SET3C with
ncRNA genes

To investigate genome-wide effects of histone sumoylation
on SET3C recruitment (Supplementary Figure S5), we per-
formed ChIP-seq analysis in WT and H2B-4KA strains ex-
pressing TAP-tagged Set3. When enrichment of Set3-TAP
was compared between WT and H2B-4KA strains (Figure
5A), peak read densities were significantly reduced in H2B-
4KA cells, in line with the single gene analyses in Figure
3. In WT cells, Set3 proteins were predominantly enriched
on long genes with high expression (Figure 5B and C),
showing a similar pattern with the genome-wide location of
sumoylated histone H2B (H2B-SUMO) in ChDIP-seq ex-
periments. Set3 was recruited to diverse sites around TSS
(999), ORF (139), TES (172), intron (8) and intergenic (25)
regions (Figure 5D, left panel) that suggested a preferred
function in the early stages of transcription. This is congru-
ent with previous reports that SET3C preferentially modu-
lates histone acetylation in the 5′ regions of genes (30,32).

SET3C represses cryptic internal initiation and anti-
sense transcription at Set3-regulated genes that overlap with
ncRNA transcripts (32). We analyzed occupancy of Set3
and H2B-SUMO at previously mapped locations of SUT
and CUT ncRNAs (34,35) (Figure 5D, middle and right
panels). Notably, both Set3 and H2B-SUMO were gener-
ally observed at these loci, consistent with both histone
sumoylation and SET3C regulating the transcription of
ncRNA genes. Although peaks signals for Set3-TAP and
H2B-SUMO were also found at some intergenic sites, most
peaks overlapped coding sequences.

In agreement with the idea that H2B sumoylation glob-
ally promotes SET3C association in the 5′ regions of ac-
tively transcribed genes, ChIP signals of Set3-TAP were sig-
nificantly diminished by the H2B-4KA mutation at ∼80%
of sites in Set3-enriched protein-coding genes (Figure 5E,

left panel). While we also found increased levels of Set3-
TAP at a small number (46) of ORF regions (Figure 5E, G
and H), comparing global Set3 binding on normalized TSS
to TES plots clearly showed that the H2B-4KA mutation
generally impedes recruitment of Set3 to transcribed genes
(Figure 5F).

The H2B-4KA strain showed a significant decline in Set3
recruitment at ∼80% of ncRNA loci (Figure 5E, middle
panel). Notably, at ∼70% of these loci, SUMO-conjugated
H2B was significantly decreased in cells lacking the Set1
methyltransferase (Figure 5E, right panel). These results
suggest that ncRNA gene loci are targets of both SET3C
regulation and H3K4 methylation-sensitive histone sumoy-
lation. By contrast, peak signals of Set3-TAP or H2B-
SUMO in ∼20% or ∼40% of intergenic regions were higher
in H2B-4KA or set1 mutants, respectively, implying that hi-
stone sumoylation and SET3C have distinct roles in chro-
matin regulation at these sites. Taken together, our results
strongly suggest that sequential H3K4 methylation and
histone sumoylation stimulate recruitment of SET3C to
ncRNA as well as mRNA genes.

Histone sumoylation suppresses cryptic initiation of tran-
scription

Earlier genome-wide microarray analysis of set3Δ cells re-
vealed 119 genes that were down-regulated >1.7-fold rel-
ative to WT in response to carbon source shifts, indicat-
ing a positive role for local histone deacetylation by SET3C
(32). Derepressed ncRNA expression that overlapped these
genes was found to delay or attenuate induction of the
latter mRNAs. Because our ChIP-seq data showed his-
tone sumoylation promotes Set3 binding to both protein-
coding and ncRNA genes (Figure 5), we asked if histone
sumoylation-stimulated Set3 binding drove parallel tran-
scriptome changes.

For this we derived genome-wide gene expression profiles
of set3Δ and H2B-4KA cells using RNA-seq and then com-
pared the results with publicly available datasets (Figure
6A and Supplementary Figure S6). The mutant profiles in-
cluded many genes with at least a 1.5-fold change in expres-
sion levels relative to WT (Supplementary Figure S7A and
B). Interestingly, both up- and down-regulated gene groups
were substantially overlapping between the set3Δ and H2B-
4KA strains with between half to three-quarters of protein-
coding or ncRNA genes changing in parallel (Figure 6A).
In both mutants, more genes exhibited an increase rather
than a decrease in expression, and the changes were greater
for ncRNA than mRNA genes. These data suggest that a
major role for histone sumoylation is to promote SET3C-
catalyzed deacetylation and transcriptional repression, es-
pecially of ncRNA genes.

In S. cerevisiae, in addition to well-known ncRNAs such
as rRNA, tRNA or snoRNA, pervasive transcription of
ncRNAs has been reported in WT or exosome-deficient
cells (34–37). Most of the newly identified ncRNAs have
not been functionally validated. To determine which ncR-
NAs are governed by the histone sumoylation-SET3C path-
way, we classified ncRNA genes belonging to the SUT (sta-
ble uncharacterized transcripts) and CUT (cryptic unstable
transcripts) groups into five classes according to their ini-
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Figure 6. Histone sumoylation suppresses cryptic initiation of transcription. (A) Transcriptome analysis of set3Δ and H2B-4KA strains compared with WT
(MHY10244). Venn diagrams show significantly down- or up-regulated genes or ncRNAs (>1.5-fold). The RNA-seq data were obtained from duplicate
samples. (B) Classification of ncRNA clusters according to start site and direction of transcription. Protein-coding ORF and orientation of ncRNA
transcription are represented by white box and arrow, respectively. ncRNA initiation sites either do or do not overlap with known ORFs, either in the same
orientation (A and C groups) or in opposite orientation (B and D groups) to the coding transcript. E group comprise ncRNA transcripts that are do not
overlap with an ORF. (C) Percentage graphs of ncRNA expression altered by set3Δ or H2B-4KA in the groups shown in (A). Significantly decreased or
increased signals are represented as bar graphs. (D) Venn diagrams of ncRNAs whose levels were increased by set3Δ or H2B-4KA shown in (C). Numbers
on the graph refer to the number of ncRNAs increased in expression in either mutant; the percentage of the total ncRNAs that increased in level in H2B-
4KA cells that also increased in set3Δ is shown in parentheses. (E) Percentage graphs of the expression changes for genes overlapping those ncRNAs with
increased expression in set3Δ (left panel) or H2B-4KA (right panel). See also Supplementary Table S3.
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tiation points and transcriptional orientation (Figure 6B).
The A and B ncRNAs start within a protein-coding gene
body in either the same or opposite direction of the primary
mRNA transcript, respectively. The C and D groups com-
prise sense and anti-sense types of ncRNA initiated outside
of any ORFs. The E group includes ncRNA genes that do
not overlap any ORF but potentially still run into the 5′
or 3′ untranslated regions of mRNAs (Supplementary Fig-
ure S7C). This grouping revealed that either set3Δ or H2B-
4KA mutation led to increased expression of a large frac-
tion of group A ncRNAs (∼70%) and possibly a small in-
crease in group B (Figure 6C). Furthermore, almost all the
ncRNA genes in group A (96.6%) increased in expression in
response to both mutations, and expression levels of ∼57–
65% of all the other ncRNA groups were also observed to
increase in both mutants (Figure 6D). These results suggest
that histone sumoylation and SET3C regulate the major-
ity of these ncRNAs, and the two factors have particularly
strong suppressive effects on spurious transcription of sense
ncRNAs initiated from sites internal to mRNA ORFs.

Notably, our results indicated that expression levels of
mRNAs from genes that overlap with ncRNAs were not
generally altered in either mutant (Figure 6E). This sup-
ports the hypothesis that the principal function of histone
sumoylation and histone deacetylation by SET3C is to pre-
vent spurious or cryptic ncRNA transcription, especially
when these initiate within mRNA genes.

DISCUSSION

Histone-SUMO conjugates were first reported in human
cells in 2003 (11), yet functional characterization of such
conjugates in chromatin dynamics has remained largely
unexplored. Here we report that histone sumoylation de-
pends on both H2B ubiquitylation and H3K4 methylation
and such sumoylation enhances gene expression by distinct
mechanisms during different phases of transcription (Fig-
ure 7 and Supplementary Figure S8). The degree of H3K4
methylation generally shows a gradient on transcribed
genes, with mostly tri-methylation near active promoters
and di-methylation in the 5′-transcribed regions (24,25). At
the promoter during the transition from transcriptional ini-
tiation to elongation, the form of RNAPII with CTD-S5
phosphorylated interacts with the H2B ubiquitylation en-
zymes Rad6 and Bre1, and the Set1/COMPASS histone
methyltransferase through the PAF complex (72) (Figure
7A). H2B ubiquitylation and H3K4 methylation triggers re-
cruitment of Ubc9 and presumably an E3 ligase to catalyze
histone poly-sumoylation. The presence of both histone
ubiquitylation and sumoylation inhibits the recruitment of
Ctk1 kinase to nucleosomes, preventing its phosphoryla-
tion of CTD-S2 in RNAPII (19,73). The proteases Ulp2
and Ubp8 (within the SAGA DUB module) are recruited
to the transcription machinery to remove polySUMO and
ubiquitin, respectively, from histones. This facilitates Ctk1-
mediated CTD-S2 phosphorylation and transcript elonga-
tion (19,73) (Figure 7B). Gcn5 histone acetyltransferase
(HAT), another SAGA subunit, along with other HATs me-
diates hyperacetylation of histones in 5′ gene regions (74).
Finally, H3K4me2- and SUMO-conjugated histones pro-
vide binding sites for SET3C through the Set3 PHD finger

Figure 7. Model for the functions of histone sumoylation in transcription.
Illustration reflects the relevant components but not precise physical asso-
ciation or order of events.

and Cpr1 SIM, leading to histone deacetylation and a more
compact chromatin structure that prevents initiation of spu-
rious ncRNAs from cryptic internal sites [(30) and our data]
(Figure 7C).

Nucleosome binding assays comparing ubc9ts and H2B-
K4A mutants suggest sumoylation of other residues in
histones or other chromatin components is required for
full nucleosomal binding of SET3C (Figures 3E and 4D).
Since SUMO can form branched chains and is subject to
other modifications such as phosphorylation, acetylation
and ubiquitylation (3), complex signaling codes involving
SUMO could regulate transcription in various ways. We
suggest SUMO attachment to diverse histone sites creates
many binding sites for Cpr1 and also locally decompacts
chromatin to facilitate SET3C association. This would be
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consistent with the known binding of the LSD1–CoREST
repressor complex to sumoylated histones via a CoREST
SIM and less tightly folded chromatin (17,18).

Multiple histone modifications and their combinations
are proposed to constitute codes for distinct functional
states of chromatin (75). Our data provide a striking ex-
ample of the potential complexity of such coding, with a
dependent series of at least four different histone modifi-
cations acting on transcription. Set3 protein may itself be
(poly)sumoylated (Figure 4A). This would be analogous to
the ability of Rad6/Bre1 to promote H3K4 methylation by
two possible pathways, ubiquitylation of H2B and COM-
PASS component Swd2 (76).

Unlike a previous report (32), our data show SET3C sup-
presses transcription (sense) from internal cryptic promot-
ers more widely than that of overlapping antisense tran-
scripts. However, the earlier study used microarray experi-
ments in yeast cells responding to carbon source shifts; cells
may have a greater need to modulate antisense transcrip-
tion under rapidly changing growth conditions. Antisense-
mediated transcriptional interference is able to repress ex-
pression of associated mRNAs in specific conditions (77).
However, since most yeast ncRNAs are likely to result from
leaky transcription initiation under most conditions (78), a
primary role for SET3C may be to prevent inappropriate
internal ncRNA transcription.

Components of yeast SET3C show strong sequence sim-
ilarities to the mammalian HDAC3/SMRT complex (29).
In addition, fusion of SUMO to histone H4 promotes the
local binding of HDAC1 along with HP1 or with the LSD1-
CoREST complex in human cells (11,17). Therefore, hi-
stone sumoylation-stimulated HDAC recruitment may be
an evolutionarily conserved mechanism to control perva-
sive transcription. In eukaryotes, ncRNA cellular levels
are established by multiple means, including inhibition of
inappropriate RNA polymerase initiation and exosome-
mediated RNA decay (78). Our findings indicate that his-
tone sumoylation is central to both controlling elongation
of mRNA transcripts and inhibiting spurious transcrip-
tional initiation of ncRNAs within the bodies of protein-
coding genes. Both functions are likely to be conserved in
higher eukaryotes as well.
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