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ABSTRACT

DNMT3L (DNMT3-like), a member of the DNMT3 fam-
ily, has no DNA methyltransferase activity but reg-
ulates de novo DNA methylation. While biochemi-
cal studies show that DNMT3L is capable of inter-
acting with both DNMT3A and DNMT3B and stim-
ulating their enzymatic activities, genetic evidence
suggests that DNMT3L is essential for DNMT3A-
mediated de novo methylation in germ cells but is
dispensable for de novo methylation during embryo-
genesis, which is mainly mediated by DNMT3B. How
DNMT3L regulates DNA methylation and what deter-
mines its functional specificity are not well under-
stood. Here we show that DNMT3L-deficient mouse
embryonic stem cells (mESCs) exhibit downregu-
lation of DNMT3A, especially DNMT3A2, the pre-
dominant DNMT3A isoform in mESCs. DNA methy-
lation analysis of DNMT3L-deficient mESCs reveals
hypomethylation at many DNMT3A target regions.
These results confirm that DNMT3L is a positive
regulator of DNA methylation, contrary to a previ-
ous report that, in mESCs, DNMT3L regulates DNA
methylation positively or negatively, depending on
genomic regions. Mechanistically, DNMT3L forms

a complex with DNMT3A2 and prevents DNMT3A2
from being degraded. Restoring the DNMT3A pro-
tein level in DNMT3L-deficient mESCs partially re-
covers DNA methylation. Thus, our work uncovers
a role for DNMT3L in maintaining DNMT3A stabil-
ity, which contributes to the effect of DNMT3L on
DNMT3A-dependent DNA methylation.

INTRODUCTION

DNA methylation––the addition of a methyl group to
the C-5 position of cytosine, forming 5-methylcytosine
(5mC)––occurs predominantly in the context of CpG din-
ucleotides in mammals. DNA methylation is essential for
mammalian development and plays crucial roles in various
biological processes, including regulation of gene expres-
sion, maintenance of genomic stability, genomic imprint-
ing, and X chromosome inactivation (1,2). Aberrant DNA
methylation patterns and genetic alterations of the DNA
methylation machinery are associated with numerous hu-
man diseases, including developmental disorders and can-
cer (3,4).

DNA methylation is catalyzed by two classes of DNA
methyltransferases (DNMTs). DNMT1 is the major en-
zyme responsible for maintenance methylation by ‘copying’
the CpG methylation pattern from the parental strand onto

*To whom correspondence should be addressed. Tel: +1 512 237 9479; Fax: +1 512 237 2475; Email: tchen2@mdanderson.org
Correspondence may also be addressed to Hongbo Zhao. Tel: +86 33189900 6326; Fax: +86 21 63455090; Email: zhaohongbo01@sina.com
†The authors wish it to be known that, in their opinion, the first two authors should be regarded as joint First Authors.

C© The Author(s) 2018. Published by Oxford University Press on behalf of Nucleic Acids Research.
This is an Open Access article distributed under the terms of the Creative Commons Attribution License (http://creativecommons.org/licenses/by/4.0/), which
permits unrestricted reuse, distribution, and reproduction in any medium, provided the original work is properly cited.



Nucleic Acids Research, 2019, Vol. 47, No. 1 153

the daughter strand during DNA replication. DNMT3A
and DNMT3B function primarily as de novo methyltrans-
ferases for the establishment of DNA methylation patterns
during embryogenesis and gametogenesis (2,5). Dnmt3c, a
Dnmt3b duplicated gene present exclusively in rodents, had
been previously annotated as a pseudogene but was re-
cently shown to be expressed and play a specific role in re-
pressing retrotransposons during spermatogenesis (6). The
DNMT1 and DNMT3 enzymes share characteristic cat-
alytic motifs in their C-terminal catalytic domains but have
distinct N-terminal regulatory regions that contribute to
the functional specificities of these enzymes (5). For ex-
ample, DNMT3A and DNMT3B contain two chromatin-
binding domains in their N-terminal regions that likely play
important roles in targeting these enzymes to specific ge-
nomic regions––the PWWP domain, which is required for
heterochromatin targeting and mediates binding to histone
H3 lysine 36 trimethyl (H3K36me3) marks (7–9), and the
ADD domain, which specifically recognizes the N-terminal
tail of histone H3 when lysine 4 is unmodified (H3K4me0)
(10). There is evidence that, in mouse embryonic stem cells
(mESCs), DNMT3B is targeted to gene bodies via PWWP
domain-H3K36me3 interaction and, upon mESC differen-
tiation, DNMT3A is specifically targeted to the enhancers
of pluripotency genes via ADD domain-H3K4me0 inter-
action to silence these genes (9,11). Although DNMT3A
and DNMT3B redundantly methylate many genomic re-
gions, they also have preferred and specific DNA targets.
For example, DNMT3A preferentially methylates the ma-
jor satellite repeats, and DNMT3B preferentially methy-
lates the minor satellite repeats (12). Target specificities of
these enzymes likely contribute, to a great extent, to their
distinct functions. Dnmt3a knockout (KO) mice develop to
term and die postnatally, and mice with conditional dele-
tion of Dnmt3a in the germline fail to undergo de novo
methylation during gametogenesis, including the establish-
ment of methylation imprints, resulting in spermatogene-
sis defects and maternal-effect lethality––embryos derived
from Dnmt3a KO females die around mid-gestation (13,14).
Dnmt3b KO mice are embryonically lethal (13).

DNMT3L (DNMT3-like), another member of the
DNMT3 family, shows sequence homology with the
DNMT3A/3B enzymes but lacks the very N-terminal re-
gion, including the PWWP domain, and some essential cat-
alytic motifs in the C-terminal region, including the PC
dipeptide at the active site and the sequence motif involved
in binding the methyl donor S-adenosyl-L-methioinine.
Thus, DNMT3L has no DNA methyltransferase activity
(15–17). However, DNMT3L has been shown to interact
with DNMT3A and DNMT3B and significantly stimulates
their catalytic activities in vitro (18–23). Crystallography ev-
idence reveals that the C-terminal domain of DNMT3L di-
rectly interacts with the C-terminal domain of DNMT3A
to form a heterodimer, which further dimerizes through
DNMT3A-DNMT3A interaction, resulting in the forma-
tion of a tetramer with two DNMT3A active sites at the
center (24–26). Biochemical and structural data also indi-
cate that DNMT3L, via its ADD domain, interacts with
the N-terminal tail of histone H3 with unmethylated lysine
4 (H3K4me0) and may contribute to the specificity of de

novo methylation (27). Additionally, the expression pattern
of DNMT3L during development strongly correlates with
active de novo methylation. Specifically, Dnmt3l is highly ex-
pressed in developing germ cells and early embryos, as well
as mESCs, but is silenced in somatic tissues (17). These find-
ings suggest that DNMT3L is a key regulator of de novo
DNA methylation.

Genetic evidence supports the role of DNMT3L in the
regulation of de novo methylation. Dnmt3l KO mice are vi-
able and grossly normal, indicating that zygotic DNMT3L
is not essential for embryonic development. However, both
male and female KO mice cannot reproduce (17,28). Male
KO mice show activation of retrotransposons in sper-
matogonia and spermatocytes, due to failure in de novo
DNA methylation, resulting in spermatogenesis defects
(29). Female KO mice show a severe deficiency in de novo
DNA methylation during oogenesis, including the establish-
ment of maternal genomic imprints. These animals show a
maternal-effect lethality phenotype, which correlates with
abnormal expression of imprinted genes (17,28). In sum-
mary, the germline phenotype of Dnmt3l KO mice is almost
identical to that of mice with conditional Dnmt3a deletion,
whereas deletion of zygotic Dnmt3l results in no overt ab-
normalities in embryonic development and adult mice, in
contrast to the embryonic lethal phenotype of Dnmt3b KO
mice (13,14).

Although it is generally believed that DNMT3L acts as
an accessory factor of DNMT3A and DNMT3B, the mech-
anism by which DNMT3L regulates DNA methylation is
not fully understood. In particular, given that DNMT3L
is capable of interacting with and enhancing the activities
of both DNMT3A and DNMT3B (18–23), it has been puz-
zling that DNMT3L is essential for DNMT3A-mediated de
novo methylation during gametogenesis but is dispensable
for DNMT3B-mediated de novo methylation during em-
bryogenesis (13,14,17,28). Moreover, contrary to biochemi-
cal and genetic evidence that DNMT3L functions as a pos-
itive regulator of DNA methylation, Neri et al. showed that
DNMT3L antagonizes DNA methylation at bivalent pro-
moters [promoters enriched with both the active histone
H3 lysine 4 trimethyl (H3K4me3) and the repressive lysine
27 trimethyl (H3K27me3) marks] and favors DNA methy-
lation at gene bodies in mESCs (30). To gain further in-
sights into the role and specificity of DNMT3L in DNA
methylation, we derived mESC lines deficient for mater-
nal DNMT3L (Dnmt3l mKO), zygotic DNMT3L (Dnmt3l
zKO), or both maternal and zygotic DNMT3L (Dnmt3l
mzKO) from blastocyst-stage embryos. We confirmed that
DNMT3L is a positive regulator of DNA methylation
and found no evidence that it antagonizes DNA methyla-
tion in mESCs. While Dnmt3l mKO mainly affected DNA
methylation at imprinting control regions (ICRs), Dnmt3l
zKO mESC lines showed moderate loss of methylation at
many genomic regions that are methylated by DNMT3A.
Interestingly, our results showed that DNMT3L is criti-
cal for maintaining the stability of DNMT3A, especially
DNMT3A2, the predominant DNMT3A protein product
in mESCs, and that this new role contributes to the specific
effect of DNMT3L on DNMT3A-dependent DNA methy-
lation.
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MATERIALS AND METHODS

Mice

The Dnmt3l null allele, generated previously (17), was main-
tained on the 129 background. All procedures were per-
formed according to the National Institutes of Health
Guide for the Care and Use of Laboratory Animals, with
Institutional Care and Use Committee-approved protocols
at The University of Texas MD Anderson Cancer Center
(MDACC).

mESC derivation, culture and treatments

Derivation of mESC lines was performed as previously de-
scribed (31). Briefly, female mice were euthanized at 3.5
days post coitum, and blastocysts were flushed out of the
uterus using M2 medium (Sigma). Then, blastocysts were
placed on a feeder cell layer of irradiated mouse embry-
onic fibroblasts (MEFs) in mESC medium [DMEM supple-
mented with 15% fetal bovine serum, 0.1 mM nonessential
amino acids, 0.1 mM �-mercaptoethanol, 50 U/ml peni-
cillin, 50 �g/ml streptomycin, and 103 U/ml leukemia in-
hibitory factor (LIF)]. After blastocyst hatching, the inner
cell mass (ICM) clumps were picked under the microscope
and plated into 96-well plate with feeder cells. The estab-
lished mESC lines were genotyped (to determine Dnmt3l
allele and sex) and cryopreserved.

The mESC lines were cultured on gelatin-coated petri
dishes in serum-containing mESC medium. Normally, the
medium was changed daily, the cells were passaged ev-
ery other day, and the passage numbers were recorded.
For the generation of stable mESC clones expressing
Myc-DNMT3L, -DNMT3L F297D, -DNMT3A1 or -
DNMT3A2, cells transfected with the corresponding plas-
mids were seeded at low density on dishes coated with
feeder cells, selected with 6 �g/ml of Blasticidin S HCl
(Gibco) for 7–10 days, and individual colonies were
picked. Dnmt3l knockdown (KD) mESCs were gener-
ated using the same plasmid vectors and protocols re-
ported by Neri et al. (30). Briefly, J1 mESCs were trans-
fected with vectors encoding Dnmt3l shRNAs (shDnmt3l
#1: TRCN0000039104; shDnmt3l #2: TRCN0000039106;
shDnmt3l #3: TRCN0000039108) or a luciferase shRNA
(shLuc) as control, followed by three days of selection
with 1 �g/ml of Puromycin. Transfection was performed
using Lipofectamine 2000 (Invitrogen). For some exper-
iments, mESCs were treated with cycloheximide (C4859,
Sigma) at 100 �g/ml, MG132 (M7449, Sigma) at 10 �M,
or Bafilomycin A1 (B1793, Sigma) at 125 nM, with DMSO
as a negative control. ESC differentiation was induced by
LIF withdrawal followed by retinoic acid addition on day 3
post-differentiation (32).

Southern blot analysis

DNA methylation levels at the major and minor satellite re-
peats were analyzed by Southern blot after digestion of 1 �g
of genomic DNA with the methylation-sensitive restriction
enzymes MaeII (Roche) or HpaII (New England Biolabs),
respectively, as previously reported (33). Detection was per-
formed using biotin-labelled probes (300 ng each) and the

North2South Chemiluminescent Hybridization and Detec-
tion Kit (Thermo Fisher Scientific). Probe sequences are
shown in Supplementary Table S1.

Bisulfite sequencing

Bisulfite sequencing analysis of the DNA methylation lev-
els at specific regions was performed as previously described
(33). Briefly, genomic DNA was treated for bisulfite conver-
sion using the EZ DNA Methylation kit (Zymo Research)
and then used as template to amplify regions of the Rhox5,
Cpne8, Enox1, Zxda and Hoxa1 loci using specific primer
pairs (Supplementary Table S1). PCR products were gel pu-
rified and directly ligated into pMiniT 2.0 using the NEB
PCR cloning kit (New England Biolabs). Miniprep DNA
was sequenced and results were analyzed with QUMA web-
based quantification tool for methylation analysis (http:
//quma.cdb.riken.jp). Percentages of methylated CpG sites
were calculated based on results from multiple clones.

RNA isolation and RT-qPCR

Total RNA was extracted from mESCs using TRIzol (In-
vitrogen) according to the manufacturer’s instruction. Re-
verse transcription (RT) was performed using ProtoScript
First Strand cDNA Synthesis kit (New England Biolabs)
to generate cDNA. RT-qPCR was performed using iTaq
Universal SYBR Green Supermix (Bio-Rad) on the ABI
7900 Real-Time PCR system (Thermo Fisher Scientific) us-
ing specific primers (Supplementary Table S1).

Western blot and immunoprecipitation

For analysis of whole cell extracts by western blot, mESCs
were lysed in cold RIPA buffer [50 mM Tris–HCl (pH
8.8), 150 mM NaCl, 1% Triton X-100, 0.5% Sodium De-
oxycholate, 0.1% SDS, 1 mM EDTA, 3 mM MgCl2, and
1× protease inhibitor cocktail (Thermo Fisher Scientific)].
Immunoprecipitation (IP) was performed in lysis buffer
[20 mM Tris–HCl (pH 7.9), 150 mM NaCl, 0.1% NP-40,
1 mM EDTA, 3 mM MgCl2, 10% glycerol and 1× protease
inhibitor cocktail (Thermo Scientific)] using Protein A/G
UltraLink Resin beads (Thermo Fisher Scientific). West-
ern blot was performed according to standard procedures.
The antibodies used are listed in Supplementary Table S2.
Quantification of western blots by densitometry, normal-
ized against �-ACTIN, was carried out using NIH ImageJ
software (34).

Immunofluorescence analysis

Zygotes were fixed in 3.7% paraformaldehyde in PBS for 30
min at room temperature and permeabilized for 15 min in
0.1% Triton X-100 in PBS at room temperature. 5mC and 5-
hydroxymethylcytosine (5hmC) staining was carried out as
previously described (33). The antibody information is pro-
vided in Supplementary Table S2. Images were taken with
Olympus IX51 inverted fluorescence microscope.

http://quma.cdb.riken.jp
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Reduced representation bisulfite sequencing (RRBS) and
bioinformatics analyses

RRBS libraries were made from 1 �g of genomic DNA,
according to published protocols (35,36). In brief, ge-
nomic DNA was digested with MspI, end-repaired and A-
tailed, and Illumina-compatible cytosine-methylated adap-
tor (Bioo Scientific) was ligated to the enzyme-digested
DNA. Size-selected fragments were bisulfite-converted us-
ing the EZ DNA Methylation-Gold kit (Zymo Research),
and library preparation was done by PCR amplification.
The libraries were sequenced using 36 bp single-read pro-
tocol on Illumina HiSeq 2500 instrument.

Three biological replicates were prepared for each geno-
type (one Dnmt3l zKO sample was discarded in later analy-
sis due to poor quality). 12–35 million reads were generated
per sample. The adapters were removed from the 3′ ends
of the reads by Trim Galore! version 0.4.1 (https://www.
bioinformatics.babraham.ac.uk/projects/trim galore/) and
cutadapt version 1.9.1 (37). Then, the reads were mapped to
mouse genome mm10 by the bisulfite converted read map-
per Bismark version 0.16.1 (38) and Bowtie version 1.1.2
(39). 95–96% reads were mapped to the mouse genome, with
65–68% uniquely mapped. 8–23 million uniquely mapped
reads were used in the final analysis. The methylation per-
centages for the CpG sites were calculated by the bis-
mark methylation extractor script from Bismark and an
in-house Perl script. The differential methylation between
genotypes was statistically assessed by R/Bioconductor
package methylKit version 0.9.5 (40) at site resolution.
RRBS was tiled (500 bp) when comparing with the whole
genome bisulfite sequencing (WGBS) data of Dnmt3a KO
and Dnmt3b KO mESCs. Only the CpG sites with read cov-
erage ≥20 or the tiles that have at least three CpG sites
with coverage ≥10 in all the samples were qualified for
the test. The CpG sites or 500-bp tiles with q-value ≤0.01
and methylation difference ≥25% were called as differen-
tially methylated. Each site or tile was assigned to a loca-
tion relative to the nearby genes: upstream (−5k to −1k
from TSS), promoter (−1k to +0.5k from TSS), exon, in-
tron, TES (−0.5k to +1k from TES), downstream (+1k to
+5k from TES) and intergenic. In the case a site/tile could
be assigned to multiple locations relative to different genes,
one location was chosen following this order: promoter >
upstream > TES > downstream > exon > intron > in-
tergenic. The genes are the RefSeq genes (41) downloaded
from UCSC genome browser (http://genome.ucsc.edu/) on
17 July 2015.

RESULTS

DNMT3L deficiency in mESCs results in hypomethylation
at specific heterochromatin regions

Genetic studies in mouse have demonstrated that mater-
nal DNMT3L is critical for DNA methylation in oocytes,
including the establishment of genomic imprints, whereas
zygotic DNMT3L is not essential for mammalian devel-
opment (17,28,42,43). To better understand the roles of
maternal and zygotic DNMT3L in DNA methylation,
we derived mESC lines deficient for maternal DNMT3L
(Dnmt3l mKO), zygotic DNMT3L (Dnmt3l zKO, referred

to as Dnmt3l KO hereafter), or both maternal and zygotic
DNMT3L (Dnmt3l mzKO), as well as WT (Dnmt3l+/+)
mESC lines, from blastocyst-stage embryos by breed-
ing Dnmt3l homozygous (Dnmt3l−/−) or heterozygous
(Dnmt3l+/−) females with Dnmt3l+/− males (Figure 1A). As
female mESCs become hypomethylated in culture due to
upregulation of DUSP9, an X-linked MAPK phosphatase
(44), and DNMT3L deficiency in mESCs, especially in fe-
male mESCs, results in progressive loss of methylation (45),
we used male mESC lines (determined by PCR amplifica-
tion of Y-linked Sry) that had been cultured for 10–15 pas-
sages for all experiments. The mESC lines were genotyped
by PCR and verified by western blot analysis (Figure 1B).
All Dnmt3l-mutant cell lines maintained the mESC state, as
judged by colony morphology, growth rates, and expression
of the pluripotency factors OCT4 and SOX2 (Figure 1C).

In general, repetitive sequences in mammalian genomes
are heavily methylated, and their methylation status can
serve as an indicator of global DNA methylation. To as-
sess the impact of DNMT3L deficiency on DNA methyla-
tion, we first compared the different mESC lines for DNA
methylation at the major and minor satellite repeats, which
are located at pericentric and centromeric regions, respec-
tively. Southern blot analysis of genomic DNA digested
with methylation-sensitive restriction enzymes revealed that
Dnmt3l KO and Dnmt3l mzKO mESC lines had substan-
tial loss of methylation at the major satellite repeats, but
no obvious changes in methylation at the minor satellite re-
peats (Figure 1D, E). Consistent with previous reports that
maternal DNMT3L is required for global DNA methyla-
tion in oocytes (42,43), the female pronuclei of zygotes de-
rived from Dnmt3l−/-oocytes were severely hypomethylated
(Supplementary Figure S1). However, Dnmt3l mKO mESC
lines, unlike Dnmt3l KO and Dnmt3l mzKO cells, showed
normal levels of DNA methylation at the major satellite
repeats (Figure 1D), indicating that de novo methylation
had occurred either during preimplantation development of
Dnmt3l mKO embryos or during mESC derivation and cul-
ture, leading to recovery of global DNA methylation lev-
els (except at imprinted loci, see below). Our results show
that DNMT3L deficiency affects DNA methylation at spe-
cific genomic regions in mESCs. Consistent with previous
reports that hypomethylation impairs mESC differentiation
(31,46). Dnmt3l KO mESCs exhibited obvious defects in
forming embryoid bodies (EBs) under differentiation condi-
tions, with EBs being small, irregular and fragmented (Sup-
plementary Figure S2).

DNMT3L is a positive regulator of DNA methylation in
mESCs

Contrary to biochemical, genetic and genomic evidence that
DNMT3L is a positive regulator of DNA methylation (17–
19,21,27,28,42,43), Neri et al. reported that DNMT3L reg-
ulates DNA methylation positively or negatively, depending
on genomic regions, in mESCs (30). To further understand
the function and specificity of DNMT3L in DNA methyla-
tion, we compared the DNA methylation profiles of the dif-
ferent mESC lines (Dnmt3l+/+, Dnmt3l KO, Dnmt3l mKO,
and Dnmt3l mzKO, 2–3 lines per genotype) by RRBS anal-
ysis (47–49). For each sample, we generated ∼12–35 mil-

https://www.bioinformatics.babraham.ac.uk/projects/trim_galore/
http://genome.ucsc.edu/
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Figure 1. DNMT3L deficiency in mESCs results in hypomethylation at specific heterochromatin regions. (A) Mouse breeding strategies to generate mESC
lines with different Dnmt3l genotypes. (B and C) Western blot analysis of the mESC lines (2 independent clones per genotype) for expression of DNMT3L
(B) and the pluripotency factors OCT4 and SOX2 (C), with �-ACTIN serving as a loading control. (D and E) Southern blot analysis of the mESC lines
(2-3 independent clones per genotype) for DNA methylation at the major satellite repeats (D) and the minor satellite repeats (E) after digestion of genomic
DNA with methylation-sensitive restriction enzymes (MaeII for major satellite repeats and HpaII for minor satellite repeats). DKO, Dnmt3a/3b double
KO mESC line.

lion high quality RRBS reads, of which ∼8–23 million were
uniquely mapped, capturing ∼454-679 thousand CpG sites
with ≥ 20-fold coverage. Reads from all samples showed
near complete (>99%) bisulfite conversion of cytosines in
non-CpG contexts (Supplementary Table S3). In agreement
with previous work (48), the methylation levels of CpG sites
displayed a bimodal distribution in WT mESCs, as well as
in the Dnmt3l-mutant cell lines, with most sites being ei-
ther largely unmethylated (<20% methylation) or largely
methylated (>80% methylation) (Figure 2A-C, Supplemen-
tary Figure S3).

Compared to WT mESCs, the Dnmt3l-mutant cell lines
showed different degrees and distinct patterns of hy-
pomethylation (Figure 2A–C). For the purpose of bioinfor-

matics analysis, we defined differentially methylated CpG
sites as those with methylation difference ≥25% and q-value
≤0.01. In Dnmt3l mKO cells, while the vast majority of CpG
sites showed no significant methylation changes, many CpG
sites within the ICRs of 11 maternally imprinted loci were
severely hypomethylated (Figure 2A, D). These sites showed
methylation levels ∼50% in WT cells (Figure 2A, D), consis-
tent with monoallelic methylation of ICRs. In Dnmt3l KO
cells, a considerable fraction of CpG sites in the genome (es-
pecially partially methylated sites) showed reduced methy-
lation levels, mostly with moderate decreases, resulting in
an obvious trend of hypomethylation (Figure 2B). Specifi-
cally, ∼8.5% (3074 of 36 198) of partially (20-80%) methy-
lated and ∼1.1% (1207 of 108 956) of highly (≥80%) methy-
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Figure 2. DNMT3L is a positive regulator of DNA methylation in mESCs. (A–C) Scatter plots of RRBS data in Dnmt3l mKO (A), KO (B) and mzKO
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Dnmt3l mzKO or Dnmt3l KO cells, with sites with q-value ≤0.01 in both genotypes being considered common sites. (F) Bisulfite sequencing analysis of five
gene regions that Neri and colleagues showed gain of methylation in Dnmt3l KD mESCs, which revealed loss of or no changes in methylation in Dnmt3l
KO mESCs instead. The beginning and end of each amplified region, relative to the transcription start site (TSS), are indicated. Open and filled circles
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shown.
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lated CpG sites in WT cells were significantly hypomethy-
lated in Dnmt3l KO cells. Notably, CpG sites in ICRs were
completely resistant to hypomethylation in these cells (Fig-
ure 2B). Dnmt3l mzKO cells exhibited combined changes of
both Dnmt3l mKO and Dnmt3l KO cells, with severe loss of
methylation in CpG sites in ICRs and moderate hypomethy-
lation of many sites in other regions (Figure 2C, E). Taken
together, our results indicate that maternal DNMT3L is es-
sential for the establishment of germline imprints, consis-
tent with previous studies (17,28), but has no major effect
on global DNA methylation in mESCs, whereas expression
of zygotic DNMT3L is important for the methylation levels
of a subset of genomic regions, but not for the maintenance
of DNA methylation at imprinted loci, in mESCs.

In sharp contrast to the report by Neri et al. that
nearly 30% of the differentially methylated regions (DMRs)
show gain of methylation in shRNA-mediated Dnmt3l KD
mESCs (30), we observed only negligible numbers of hy-
permethylated CpG sites in the Dnmt3l-mutant mESC lines
(Figure 2A–C). Given that Neri and colleagues showed that
DNMT3L deficiency-induced gain of methylation occurred
mostly at bivalent promoter regions, it is unlikely that the
discrepancy was due to limited coverage of the genome
by RRBS, as RRBS preferentially captures CG-rich se-
quences including many CpG islands and promoters. In-
deed, our RRBS data had good coverage of promoter re-
gions (Supplementary Table S3). Neri and colleagues ver-
ified, using bisulfite sequencing analysis, five gene regions
(Rhox5, Cpne8, Enox1, Zxda and Hoxa1) that showed gain
of methylation in Dnmt3l KD cells (30). We searched our
RRBS data for these regions and found that seven of the
22 CpG sites in the Enox1 locus analyzed by Neri et al.
had sufficient coverage (≥20) in both WT and Dnmt3l KO
samples. However, our data revealed that all the seven sites
had lower levels of methylation in Dnmt3l KO cells than in
WT cells (Supplementary Figure S4). To further confirm the
results, we performed bisulfite sequencing analysis of the
same five gene regions (Supplementary Figure S5). Our data
showed that these regions were generally hypomethylated in
WT mESCs, in agreement with previous RRBS and WGBS
data (48,50), and their methylation levels exhibited either
decreases or no changes in Dnmt3l KO mESCs (Figure 2F,
Supplementary Figure S5).

A key difference between the Neri study and ours was
how DNMT3L depletion was achieved. We derived Dnmt3l
KO mESCs from blastocyst-stage embryos, whereas Neri
and colleagues used shRNAs to knock down Dnmt3l in
an established mESC line. To determine whether the dif-
ferent approaches contributed to the discrepancy in results,
we performed KD experiments in the J1 mESC line using
the same Dnmt3l shRNAs and protocols reported by Neri
et al. (30). In agreement with their data, all Dnmt3l shRNAs
substantially reduced DNMT3L levels, with shDnmt3l #3
being the most efficient (Figure 3A). Southern blot analy-
sis showed slight loss of methylation at the major satellite
repeats in Dnmt3l KD mESCs (Figure 3B). The degree of
hypomethylation was less than that in Dnmt3l KO mESCs
(Figure 1D), probably for two reasons: (a) DNMT3L was
still present (albeit reduced) in Dnmt3l KD mESCs; and (b)
these cells were maintained under selection with Puromycin
for only three days after transfection of the shRNA plas-

mids (whereas Dnmt3l KO mESCs were cultured for 10–
15 passages). Bisulfite sequencing analysis revealed again
that the aforementioned five gene regions had low levels
of methylation in control (shLuc) mESCs and showed ei-
ther loss of or no changes in methylation in Dnmt3l KD
mESCs (Figure 3C), contrary to the data of the Neri study
that Dnmt3l KD led to hypermethylation of these regions
(30). While the cause(s) of the discrepancy remain to be de-
termined, one possibility is that the gain of methylation ob-
served by Neri and colleagues was due to partial differenti-
ation of the mESC lines they used. Bivalent promoters are
repressed by H3K27me3 and are generally unmethylated or
hypomethylated in undifferentiated ESCs. Upon differenti-
ation, some bivalent promoters lose H3K4me3 and become
silenced by DNA methylation (48,50).

In summary, our results confirm those of many previous
studies that DNMT3L functions as a positive regulator of
DNA methylation and provide no evidence that DNMT3L
antagonizes DNA methylation in mESCs.

DNMT3L deficiency mainly affects methylation of
DNMT3A target regions

Previous work has demonstrated that the major and minor
satellite repeats are preferentially methylated by DNMT3A
and DNMT3B, respectively (12). The observation that
DNMT3L deficiency resulted in loss of methylation at the
major satellite repeats, but not at the minor satellite repeats
(Figure 1D, E), led us to hypothesize that DNMT3L pref-
erentially regulates the methylation of DNMT3A target re-
gions.

To test our hypothesis, we sought to compare the DNA
methylation profile of Dnmt3l KO mESCs with the WGBS
data of Dnmt3a KO mESCs and Dnmt3b KO mESCs that
we recently generated (51). For the comparisons, the RRBS
data were first converted to 500-bp tiles (qualified tiles were
defined as those with ≥3 CpG sites and ≥10-fold cover-
age) (Supplementary Figure S6A–C). Again, Dnmt3l mKO
cells had only a small number of hypomethylated tiles,
with the majority (22/30, 73%) being in ICRs and show-
ing severe loss of methylation (Supplementary Figure S6A),
Dnmt3l KO cells had ∼10 times more hypomethylated tiles
(331), mostly with moderate loss of methylation (Supple-
mentary Figure S6B), and Dnmt3l mzKO showed the com-
bined changes (Supplementary Figure S6C), whereas none
of the cell lines had any hypermethylated tiles (Supplemen-
tary Figure S6A-C). Analysis of the genomic distribution
of the hypomethylated tiles revealed that, in Dnmt3l mKO
cells, nearly half of them were in promoters, consistent with
their enrichment in ICRs, and in Dnmt3l KO and Dnmt3l
mzKO cells, they were mostly located in intergenic regions,
gene bodies (introns and exons), and promoters (Supple-
mentary Figure S6D).

We extracted hypomethylated tiles (methylation loss ≥
25% and q-value ≤ 0.01) and unchanged tiles (methyla-
tion difference < 5% and q-value > 0.1, these criteria were
used to select the ‘true’ unchanged tiles by excluding those
with methylation loss of 5–25%) in Dnmt3l KO mESCs and
then compared the DNA methylation changes of the cor-
responding tiles in Dnmt3a KO and Dnmt3b KO mESCs
relative to WT mESCs. As shown in the violin plots in
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Figure 4A, the tiles that were hypomethylated in Dnmt3l
KO cells (Group A) exhibited more severe hypomethyla-
tion in Dnmt3a KO cells and less severe hypomethylation
in Dnmt3b KO cells, and the unchanged tiles in Dnmt3l
KO cells (Group B) were mostly also unchanged in Dnmt3a
KO and Dnmt3b KO cells. Of the 302 hypomethylated tiles
in Dnmt3l KO cells that were common in Dnmt3a KO
and Dnmt3b KO cells, 265 (∼88%) showed significant hy-
pomethylation in Dnmt3a KO cells, whereas only 77 (∼25%)
were significantly hypomethylated in Dnmt3b KO cells. Of
the 23 125 unchanged tiles in Dnmt3l KO cells that were
common in Dnmt3a KO and Dnmt3b KO cells, 19 135
(∼83%) in Dnmt3a KO and 22 790 (∼99%) in Dnmt3b
KO cells also showed no significant changes in methyla-
tion (Figure 4B). These results suggest that DNMT3L de-
ficiency mainly impairs DNA methylation in DNMT3A
target regions in mESCs, in agreement with evidence ob-
tained from genetic studies in mouse that DNMT3L is func-
tionally more critical for DNMT3A than for DNMT3B
(13,14,17,28).

DNMT3A is unstable in the absence of DNMT3L

Biochemical studies indicate that DNMT3L interacts with
both DNMT3A and DNMT3B and stimulates their cat-
alytic activities (18–21). Why DNMT3L preferentially reg-
ulates DNMT3A-mediated DNA methylation in vivo is
an open question. To gain insights into the mechanism
underlying the functional specificity of DNMT3L, we
first examined the expression of the DNMT proteins in
Dnmt3l-deficient mESCs by Western blot. As compared
to WT mESCs, Dnmt3l KO and mzKO mESCs, but not
Dnmt3l mKO mESCs, showed marked (>70%) decreases in
DNMT3A2, moderate (∼35–40%) decreases in DNMT3A1
and slight (∼20–25%) decreases in DNMT3B, whereas
DNMT1 was expressed at comparable levels in all the cell
lines (Figure 5A, B). DNMT3A2 decreases were also ob-
served in shRNA-induced Dnmt3l KD mESCs, which were
commensurate with Dnmt3l KD efficiencies (Supplemen-
tary Figure S7). These results suggest that downregulation
of DNMT3A, especially DNMT3A2, the predominant iso-
form in mESCs (52), largely contributed to the preferential
effect of DNMT3L deficiency on DNMT3A targets.

Transcription of the two Dnmt3a isoforms in
mESCs––Dnmt3a1 (minor isoform) and Dnmt3a2 (ma-
jor isoform)––was driven by different promoters (52).
RT-qPCR analysis using specific primers revealed that
Dnmt3a1, Dnmt3a2, total Dnmt3a, as well as Dnmt3b,
mRNA levels were not altered in Dnmt3l KO mESC
lines (Figure 5C). These data suggest that the decrease
in DNMT3A proteins in Dnmt3l KO cells was due to
dysregulation at the post-transcriptional level.

We next examined whether DNMT3A protein stability is
affected in the absence of DNMT3L. To this end, we treated
Dnmt3l KO and WT mESCs with the protein synthesis in-
hibitor cycloheximide (CHX) and then monitored the rates
of DNMT3A2 decline over time (DNMT3A1 level is too
low in mESCs to accurately quantify). p53, a protein that
turns over rapidly, was used as a control for the efficacy
of CHX treatment, and �-ACTIN, a highly stable protein,
served as a loading control. In the absence of DNMT3L,

DNMT3A2 declined substantially more rapidly (Figure
5D). By measuring the intensities of the DNMT3A2 bands,
we estimated that the half-life of DNMT3A2 protein was re-
duced to ∼6 hr in Dnmt3l KO mESCs, as opposed to more
than 12 h in WT mESCs (Figure 5E). These results demon-
strate that DNMT3L is required for DNMT3A2 protein
stability in mESCs.

Two major pathways––the ubiquitin-proteasome path-
way and lysosomal proteolysis––mediate protein degrada-
tion in eukaryotic cells. We therefore investigated whether
these pathways were involved in DNMT3A2 degradation in
the absence of DNMT3L. We treated Dnmt3l KO and WT
mESCs with the proteasome inhibitor MG132 or the lyso-
some inhibitor Bafilomycin A1 (Baf-A1) for different peri-
ods of time and then examined DNMT3A2 levels by West-
ern blot analysis. Although the inhibitors were highly effec-
tive, as evidenced by the dramatic accumulation of p53 and
LC3B-II, respectively, they failed to rescue DNMT3A2 lev-
els in Dnmt3l KO mESCs (Supplementary Figure S8A, B).
These results suggest that a mechanism independent of the
ubiquitin-proteosome and lysosomal proteolysis pathways
is responsible for DNMT3A2 degradation in DNMT3L-
deficient mESCs.

DNMT3L-DNMT3A2 complex formation is critical for
DNMT3A2 stability

Biochemical and structural studies have shown that
DNMT3L and DNMT3A directly interact via their C-
terminal regions (24–26). We therefore hypothesized that
formation of the DNMT3L-DNMT3A2 complex could
lead to DNMT3A2 stabilization. To test the hypothesis,
we first sought to engineer a DNMT3L point mutation
that would abolish DNMT3L-DNMT3A interaction by
substituting phenylalanine 297 of mouse DNMT3L with
aspartate (F297D). F297 (equivalent to F261 in human
DNMT3L) is a critical residue involved in interacting with
DNMT3A, and replacing this hydrophobic amino acid with
the negatively charged aspartate has been shown to abolish
the ability of DNMT3L to stimulate DNMT3A catalytic
activity (24,26). By co-immunoprecipitation (co-IP) experi-
ments using Myc-tagged DNMT3L proteins transiently ex-
pressed in mESCs, we confirmed that WT DNMT3L in-
teracted with endogenous DNMT3A2 and that the F297D
mutation largely disrupted the interaction (Figure 6A). We
then performed rescue experiments to compare the effects
of WT DNMT3L and the F297D mutant in restoring
DNMT3A2 levels in Dnmt3l KO mESCs. To this end, Myc-
tagged DNMT3L or the F297D mutant was transfected in
Dnmt3l KO mESCs, and individual stable clones were ob-
tained after 7–10 days of selection with blasticidin. Expres-
sion of WT DNMT3L, but not the F297D mutant, resulted
in obvious restoration of DNMT3A2 levels, as compared
to stable clones transfected with the empty vector (Figure
6B). To verify that formation of the DNMT3L-DNMT3A2
complex led to DNMT3A2 stabilization, we again assessed
DNMT3A2 stability, as described above (Figure 5D, E), in
the stable clones reconstituted with Myc-tagged DNMT3L
proteins. Indeed, DNMT3A2 stability almost completely
recovered in cells expressing WT DNMT3L (half-life: ∼12
h), and the effect was not observed in cells expressing the
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Figure 4. DNMT3L deficiency mainly affects DNMT3A-methylated regions. (A) Violin plots of methylation changes using 500-bp tile resolution showing
that hypomethylated tiles (methylation loss ≥ 25% and q-value ≤ 0.01) in Dnmt3l KO (Group A) display more severe hypomethylation in Dnmt3a KO
mESCs and less severe hypomethylation in Dnmt3b KO mESCs, whereas unchanged tiles (methylation difference < 5% and q-value > 0.1) in Dnmt3l KO
mESCs (Group B) are mostly unchanged in Dnmt3a KO and Dnmt3b KO mESCs. (B) Bar graphs showing the fractions (percentages) of hypomethylated
and unchanged tiles in Dnmt3a KO and Dnmt3b KO mESCs (relative to WT mESCs) in Group A and Group B.

F297D mutant (Figure 6C, D). Southern blot analysis also
confirmed that the DNA methylation level at the major
satellite repeats was rescued to a large extent in Dnmt3l KO
mESCs reconstituted with WT DNMT3L, whereas expres-
sion of the F297D mutant protein had no effect (Figure 6E).
Taken together, these results support our hypothesis that
DNMT3L, by interacting with DNMT3A2 to form a com-
plex, prevents DNMT3A2 from being degraded.

Restoring DNMT3A level in Dnmt3l KO mESCs partially
recovers DNA methylation

Our data indicated that DNMT3L plays a crucial role
in maintaining DNMT3A protein stability, in addition to
its known function in stimulating DNMT3A catalytic ac-
tivity (18,19,21). To determine the relative contributions
of the two regulatory effects of DNMT3L in DNMT3A-
mediated DNA methylation, we asked whether restoring
the DNMT3A level in the absence of DNMT3L would be
sufficient to rescue DNA methylation. We generated sta-
ble clones in Dnmt3l KO mESCs expressing Myc-tagged
DNMT3A1 or DNMT3A2. We selected clones with pro-
tein levels close to the endogenous DNMT3A2 level in
WT mESCs for experiments (Figure 7A). Southern blot
analysis revealed that expression of either DNMT3A1 or
DNMT3A2 in Dnmt3l KO mESCs substantially restored

the methylation levels at the major satellite repeats, al-
though the rescue efficiency of DNMT3A proteins was not
as high as that of DNMT3L (Figure 7B). This observa-
tion, together with previous in vitro studies showing that
the interaction of DNMT3L increases the catalytic effi-
ciency of DNMT3A enzyme (21), led us to conclude that
maintaining DNMT3A protein stability is an important as-
pect of DNMT3L function and that the regulatory roles
of DNMT3L in DNMT3A abundance and catalytic activ-
ity both contribute to DNMT3A-dependent DNA methy-
lation in vivo (Figure 7C).

DISCUSSION

DNMT3L is a key regulator of de novo DNA methyla-
tion. Based on its ability to stimulate the enzymatic ac-
tivities of DNMT3A and DNMT3B in vitro (18,19,21),
it is generally assumed that DNMT3L functions primar-
ily as a cofactor of these enzymes. In this study, we
demonstrate that, in mESCs, DNMT3L also regulates the
abundance of these de novo methyltransferases, especially
DNMT3A2, the predominant DNMT3A protein prod-
uct in mESCs (52). Our results indicate that DNMT3L,
via interacting with DNMT3A2 to form a complex,
prevents DNMT3A2 from being degraded. DNMT3L-
deficient mESCs show hypomethylation at genomic re-
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Figure 5. DNMT3A is unstable in the absence of DNMT3L. (A and B) Western blot analysis of DNMT proteins in DNMT3L-deficient mESCs. Shown are
representative blots (A) and quantification of the data (mean + SD from four independent experiments) by densitometry using ImageJ (B). (C) RT-qPCR
analysis of Dnmt3a and Dnmt3b mRNAs in DNMT3L-deficient mESCs (mean + SD from two independent experiments). The Dnmt3a locus and the two
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of DNMT3A2 protein stability by inhibiting protein synthesis with cycloheximide (CHX) and then monitoring DNMT3A2 levels by Western blot for
different periods of time. p53 was used as a positive control for the effect of CHX treatment, and �-ACTIN was used as a loading control. Shown are
representative blots (D) and quantification of the data (mean ± SD from three independent experiments) by densitometry using ImageJ (E).

gions that are mainly DNMT3A targets, including the
major satellite repeats. Restoring DNMT3A amount (by
forced expression of either DNMT3A1 or DNMT3A2)
in DNMT3L-deficient mESCs partially, but significantly,
rescues DNA methylation levels at the major satellite re-
peats. Therefore, we conclude that the regulatory roles of
DNMT3L in DNMT3A activity and stability both con-
tribute to DNMT3A-dependent methylation and functions
(Figure 7C).

During the mammalian life cycle, two waves of de novo
DNA methylation take place––the first occurring shortly
after implantation, which establishes the initial methyla-

tion pattern in the embryo, and the second occurring dur-
ing germ cell maturation, which establishes germ line-
specific methylation marks, including genomic imprints
(1,2). Genetic studies and genome-wide DNA methylation
analysis suggest that DNMT3B plays a major role in de
novo methylation during embryogenesis (first wave) and
DNMT3A is largely responsible for de novo methylation
in germ cells (second wave) (13,14,42,43,53). DNMT3L
is essential for DNMT3A-mediated methylation in germ
cells but appears to be dispensable for DNMT3B-mediated
methylation and functions during embryonic development
(17,28,29,42,43). Our finding that DNMT3L preferentially
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Figure 6. The ability of DNMT3L to interact with DNMT3A2 is critical for DNMT3A2 stability. (A) Co-immunoprecipitation experiment showing that
Myc-tagged WT DNMT3L, but not the F297D mutant, interacts with endogenous DNMT3A2. (B) Western blot analysis showing that stable expression
of WT DNMT3L, but not the F297D mutant, rescues DNMT3A2 levels in Dnmt3l KO mESCs. Different lanes represent independent clones. (C and D)
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stabilizes DNMT3A, especially DNMT3A2, in mESCs
provides a plausible explanation for the functional speci-
ficity of DNMT3L in vivo. Specifically, Dnmt3l KO and
Dnmt3a KO mice exhibit almost identical germline phe-
notypes (14,17,28). Both DNMT3A2 and DNMT3L are
highly expressed in prospermatogonia and growing oocytes
(54,55), the stages when active de novo DNA methylation
occurs during gametogenesis. It will be interesting to de-
termine whether DNMT3L is important for maintaining
DNMT3A2 stability in the germline.

While the zygotic function of DNMT3L is not required
for mammalian development (17,28), our results suggest
that it may be involved in the regulation of DNA methyla-
tion at a subset of genomic regions during early embryoge-
nesis. However, previous work has shown that DNA methy-
lation subsequently ‘catches up’ in Dnmt3l KO embryos due

to upregulation of Dnmt3a and Dnmt3b transcription (56).
Indeed, upon cellular differentiation, Dnmt3l is quickly si-
lenced, and Dnmt3a and Dnmt3b transcription is transiently
upregulated and then maintained at low levels in differenti-
ated cell types. Our data indicate that DNMT3L does not
regulate Dnmt3a and Dnmt3b transcription in mESCs. It re-
mains to be determined whether DNMT3L deficiency af-
fects Dnmt3a and/or Dnmt3b transcription during cellu-
lar differentiation. We attempted to address this issue by
performing the EB formation assay but found that Dnmt3l
KO mESCs exhibited obvious differentiation defects. While
this observation was in agreement with previous findings
that DNA hypomethylation impairs mESC differentiation
(31,46), it was counterintuitive, given that Dnmt3l KO mice
exhibit no obvious developmental phenotype (17,28). It
is possible that the Dnmt3l KO mESCs we used (which
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had been cultured for 10–15 passages) had more severe hy-
pomethylation than Dnmt3l KO embryos and/or that EB
formation cannot recapitulate the mechanisms that recover
DNA methylation deficiencies during development in utero.

It remains to be determined why DNMT3L deficiency
has a more severe effect on DNMT3A2 stability than
on DNMT3A1 and DNMT3B levels. While recombi-
nant or exogenously expressed DNMT3A, DNMT3B
and DNMT3L proteins are capable of interacting with
each other (19,21–23), there is evidence that endogenous
DNMT3L physically interacts with DNMT3A2, but not
with DNMT3A1 and DNMT3B, in mESCs (57). This
provides a possible explanation for the preferential ef-
fect of DNMT3L on DNMT3A2 stability. The full-length
DNMT3A1 and DNMT3B proteins have high sequence ho-
mology except a variable region at their N termini, and
this region is absent in the shorter DNMT3A2 isoform
(52). However, this variable region is unlikely to be directly
involved in interacting with DNMT3L, as structural evi-
dence indicates that the DNMT3L-DNMT3A2 interaction

is mediated by their C-terminal regions (24,25). One pos-
sibility that endogenous DNMT3A1 and DNMT3B fail to
form complexes with DNMT3L in mESCs is that they are
less accessible to DNMT3L. DNMT3A1 and DNMT3B
are tightly associated with chromatin, especially heterochro-
matin, whereas DNMT3A2 seems to be more loosely bound
to chromatin (52). That DNMT3A2 is relatively more solu-
ble and more widely distributed perhaps makes it more sus-
ceptible to degradation in the absence of DNMT3L. Alter-
natively, the extra sequences in the full-length DNMT3A1
and DNMT3B proteins may protect them from being de-
graded. Another factor that needs to be considered is
that, in mESCs, DNMT3A2 is far more abundant than
DNMT3A1 (52), which may make DNMT3A2 more sensi-
tive to the effects of DNMT3L deficiency. DNMT3B is also
abundantly expressed in mESCs. However, Dnmt3b pro-
duces multiple alternatively spliced isoforms, some of which
have no catalytic activity but may play regulatory roles
in DNMT3B-mediated methylation (58), similar to the ef-
fects of DNMT3L on DNMT3A. While the mechanism by
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which DNMT3A2 is degraded remains to be elucidated, our
data suggest that it is likely independent of the ubiquitin–
proteasome and lysosomal proteolysis pathways. Previous
work has shown that DNMT3L converts DNMT3A from
heterogeneous large homomultimers into a defined, soluble
heterotetramer, because it lacks one of the protein-protein
interaction interfaces present in DNMT3A (59). In the ab-
sence of DNMT3L, aggregated DNMT3A may be prone to
degradation.

In agreement with previous studies in germ cells, embryos
and mESCs (17,28,29,42,43,45,56,57,60), our results show
that DNMT3L is a positive regulator of DNA methyla-
tion. The quality of our mESC lines and RRBS datasets
was validated by expected patterns in methylation at ICRs,
which are major DNMT3L targets. Specifically, maternal
ICRs showed ∼50% methylation in WT mESCs (consis-
tent with monoallelic methylation), severe hypomethyla-
tion in Dnmt3l mKO and mzKO mESCs, and complete re-
sistance to hypomethylation in Dnmt3l KO mESCs. Our
RRBS analysis showed no evidence of gain of methylation
in DNMT3L-deficient mESCs reported by Neri et al. (30).
The conclusion of the Neri study was based on genome-
wide MeDIP-seq data and bisulfite sequencing analysis
of individual loci in shRNA-induced Dnmt3l KD mESCs.
However, their MeDIP-seq analysis had serious flaws. Most
notably, the lack of replicates, both biological and techni-
cal, would hamper normalization and comparison of sam-
ples based on statistical power. Indeed, we re-analyzed their
MeDIP-seq data. A striking outcome of these analyses was
that the frequency of hypomethylated and hypermethylated
counts varied significantly depending on the methods of
normalization, blurring the conclusion to what extent hy-
permethylation is actually present. Thus, confidence in any
conclusion derived from that dataset is unwarranted. Also,
our bisulfite sequencing analysis of both Dnmt3l KO and
shRNA-induced Dnmt3l KD mESCs could not reproduce
the gain of methylation at the five bivalent promoter re-
gions verified by Neri et al. (30). Differences in the meth-
ods of DNA methylation analysis and the mESC lines may
have contributed to the discrepancy between the two stud-
ies. As capture of DNA by MeDIP is highly influenced by
local CpG density, and so is the efficiency of amplification
during library preparation, MeDIP-seq is being replaced by
more accurate, bisulfite conversion-based methods, such as
RRBS and WGBS. ESCs are prone to differentiation, which
results in gain of methylation at some genomic regions, in-
cluding bivalent promoters (48). We noticed that even the
control (shGFP) mESC line used in the Neri study had uni-
versally higher methylation levels at the five bivalent pro-
moters than all the mESC lines (WT, Dnmt3l KO, shLuc and
shDnmt3l) we used. More troubling was the observation by
Neri et al. that their Dnmt3l KD mESCs exhibited morpho-
logical alterations (30), which we did not observe. Another
difference was that, unlike our Dnmt3l KD and Dnmt3l
KO mESC lines that exhibited decreased DNMT3A2 lev-
els, Neri et al. showed no changes in the protein level of
DNMT3A (the band shown was likely DNMT3A2 based
on the signal intensity) in their Dnmt3l KD cells (30). How-
ever, from their microarray data, Dnmt3a1 and Dnmt3a2
transcripts were undetectable in all samples, and Dnmt3b
and Pou5f1 (encoding OCT4) transcripts were also substan-

tially decreased in the sample with the highest Dnmt3l KD
efficiency (shRNA #3). Dnmt3a2, Dnmt3b and Pou5f1 are
supposed to be highly expressed in undifferentiated mESCs
and become downregulated during differentiation. Based
on these indications, it is highly likely that the gain of methy-
lation observed by Neri and colleagues was an artifact of
partial differentiation of the mESC lines they used.

In summary, we demonstrate in this study that DNMT3L
is important for DNMT3A stability, in addition to its role
in regulating DNMT3A catalytic activity. Our finding helps
better understand the functional specificity of DNMT3L in
vivo (i.e. regulating DNMT3A-dependent methylation and
functions, such as the establishment of genomic imprints in
germ cells).

DATA AVAILABILITY

The RRBS data has been deposited in the GEO database
(accession number GSE116489).

SUPPLEMENTARY DATA

Supplementary Data are available at NAR Online.

ACKNOWLEDGEMENTS

We thank colleagues in the Chen laboratory at The Univer-
sity of Texas MD Anderson Cancer Center for discussions
and technical assistance.

FUNDING

National Institutes of Health (NIH) [1R01AI12140301A1
to T.C., CA16672 to the CCSG Cores at MD An-
derson]; National Natural Science Foundation of China
[81571457 to H.Z.]; Cancer Prevention and Research In-
stitute of Texas (CPRIT) Core Facility Support Award
[RP170002 to J.S. at MD Anderson Science Park]; CPRIT
Research Training Award [RP140106 to N.V.]; Center for
Cancer Epigenetics at MD Anderson [fellowship to N.V.];
Andrew Sowell-Wade Huggins Scholarship Fund [schol-
arship to N.V.]; Thomas Endowment (fellowship to Y.Z.).
Funding for open access charge: NIH.
Conflict of interest statement. None declared.

REFERENCES
1. Hackett,J.A. and Surani,M.A. (2013) DNA methylation dynamics

during the mammalian life cycle. Philos. Trans. R Soc. Lond. B Biol.
Sci., 368, 20110328.

2. Smith,Z.D. and Meissner,A. (2013) DNA methylation: roles in
mammalian development. Nat. Rev. Genet., 14, 204–220.

3. Robertson,K.D. (2005) DNA methylation and human disease. Nat.
Rev. Genet., 6, 597–610.

4. Hamidi,T., Singh,A.K. and Chen,T. (2015) Genetic alterations of
DNA methylation machinery in human diseases. Epigenomics, 7,
247–265.

5. Chen,T. and Li,E. (2004) Structure and function of eukaryotic DNA
methyltransferases. Curr. Top. Dev. Biol., 60, 55–89.

6. Barau,J., Teissandier,A., Zamudio,N., Roy,S., Nalesso,V., Herault,Y.,
Guillou,F. and Bourc’his,D. (2016) The DNA methyltransferase
DNMT3C protects male germ cells from transposon activity. Science,
354, 909–912.

https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gky947#supplementary-data


166 Nucleic Acids Research, 2019, Vol. 47, No. 1

7. Chen,T., Tsujimoto,N. and Li,E. (2004) The PWWP domain of
Dnmt3a and Dnmt3b is required for directing DNA methylation to
the major satellite repeats at pericentric heterochromatin. Mol. Cell.
Biol., 24, 9048–9058.

8. Dhayalan,A., Rajavelu,A., Rathert,P., Tamas,R., Jurkowska,R.Z.,
Ragozin,S. and Jeltsch,A. (2010) The Dnmt3a PWWP domain reads
histone 3 lysine 36 trimethylation and guides DNA methylation. J.
Biol. Chem., 285, 26114–26120.

9. Baubec,T., Colombo,D.F., Wirbelauer,C., Schmidt,J., Burger,L.,
Krebs,A.R., Akalin,A. and Schubeler,D. (2015) Genomic profiling of
DNA methyltransferases reveals a role for DNMT3B in genic
methylation. Nature, 520, 243–247.

10. Dan,J. and Chen,T. (2016) Genetic studies on mammalian DNA
methyltransferases. Adv. Exp. Med. Biol., 945, 123–150.

11. Petell,C.J., Alabdi,L., He,M., San Miguel,P., Rose,R. and Gowher,H.
(2016) An epigenetic switch regulates de novo DNA methylation at a
subset of pluripotency gene enhancers during embryonic stem cell
differentiation. Nucleic Acids Res., 44, 7605–7617.

12. Chen,T., Ueda,Y., Dodge,J.E., Wang,Z. and Li,E. (2003)
Establishment and maintenance of genomic methylation patterns in
mouse embryonic stem cells by Dnmt3a and Dnmt3b. Mol. Cell Biol.,
23, 5594–5605.

13. Okano,M., Bell,D.W., Haber,D.A. and Li,E. (1999) DNA
methyltransferases Dnmt3a and Dnmt3b are essential for de novo
methylation and mammalian development. Cell, 99, 247–257.

14. Kaneda,M., Okano,M., Hata,K., Sado,T., Tsujimoto,N., Li,E. and
Sasaki,H. (2004) Essential role for de novo DNA methyltransferase
Dnmt3a in paternal and maternal imprinting. Nature, 429, 900–903.

15. Aapola,U., Kawasaki,K., Scott,H.S., Ollila,J., Vihinen,M., Heino,M.,
Shintani,A., Kawasaki,K., Minoshima,S., Krohn,K. et al. (2000)
Isolation and initial characterization of a novel zinc finger gene,
DNMT3L, on 21q22.3, related to the cytosine-5-methyltransferase 3
gene family. Genomics, 65, 293–298.

16. Aapola,U., Lyle,R., Krohn,K., Antonarakis,S.E. and Peterson,P.
(2001) Isolation and initial characterization of the mouse Dnmt3l
gene. Cytogenet. Cell Genet., 92, 122–126.

17. Hata,K., Okano,M., Lei,H. and Li,E. (2002) Dnmt3L cooperates
with the Dnmt3 family of de novo DNA methyltransferases to
establish maternal imprints in mice. Development, 129, 1983–1993.

18. Chedin,F., Lieber,M.R. and Hsieh,C.L. (2002) The DNA
methyltransferase-like protein DNMT3L stimulates de novo
methylation by Dnmt3a. Proc. Natl. Acad. Sci. U.S.A., 99,
16916–16921.

19. Suetake,I., Shinozaki,F., Miyagawa,J., Takeshima,H. and Tajima,S.
(2004) DNMT3L stimulates the DNA methylation activity of
Dnmt3a and Dnmt3b through a direct interaction. J. Biol. Chem.,
279, 27816–27823.

20. Chen,Z.X., Mann,J.R., Hsieh,C.L., Riggs,A.D. and Chedin,F. (2005)
Physical and functional interactions between the human DNMT3L
protein and members of the de novo methyltransferase family. J. Cell
Biochem., 95, 902–917.

21. Gowher,H., Liebert,K., Hermann,A., Xu,G. and Jeltsch,A. (2005)
Mechanism of stimulation of catalytic activity of Dnmt3A and
Dnmt3B DNA-(cytosine-C5)-methyltransferases by Dnmt3L. J. Biol.
Chem., 280, 13341–13348.

22. Van Emburgh,B.O. and Robertson,K.D. (2011) Modulation of
Dnmt3b function in vitro by interactions with Dnmt3L, Dnmt3a and
Dnmt3b splice variants. Nucleic Acids Res., 39, 4984–5002.

23. Kim,S.J., Zhao,H., Hardikar,S., Singh,A.K., Goodell,M.A. and
Chen,T. (2013) A DNMT3A mutation common in AML exhibits
dominant-negative effects in murine ES cells. Blood, 122, 4086–4089.

24. Jia,D., Jurkowska,R.Z., Zhang,X., Jeltsch,A. and Cheng,X. (2007)
Structure of Dnmt3a bound to Dnmt3L suggests a model for de novo
DNA methylation. Nature, 449, 248–251.

25. Zhang,Z.M., Lu,R., Wang,P., Yu,Y., Chen,D., Gao,L., Liu,S., Ji,D.,
Rothbart,S.B., Wang,Y. et al. (2018) Structural basis for
DNMT3A-mediated de novo DNA methylation. Nature, 554,
387–391.

26. Jurkowska,R.Z., Anspach,N., Urbanke,C., Jia,D., Reinhardt,R.,
Nellen,W., Cheng,X. and Jeltsch,A. (2008) Formation of
nucleoprotein filaments by mammalian DNA methyltransferase
Dnmt3a in complex with regulator Dnmt3L. Nucleic Acids Res., 36,
6656–6663.

27. Ooi,S.K., Qiu,C., Bernstein,E., Li,K., Jia,D., Yang,Z.,
Erdjument-Bromage,H., Tempst,P., Lin,S.P., Allis,C.D. et al. (2007)
DNMT3L connects unmethylated lysine 4 of histone H3 to de novo
methylation of DNA. Nature, 448, 714–717.

28. Bourc’his,D., Xu,G.L., Lin,C.S., Bollman,B. and Bestor,T.H. (2001)
Dnmt3L and the establishment of maternal genomic imprints.
Science, 294, 2536–2539.

29. Bourc’his,D. and Bestor,T.H. (2004) Meiotic catastrophe and
retrotransposon reactivation in male germ cells lacking Dnmt3L.
Nature, 431, 96–99.

30. Neri,F., Krepelova,A., Incarnato,D., Maldotti,M., Parlato,C.,
Galvagni,F., Matarese,F., Stunnenberg,H.G. and Oliviero,S. (2013)
Dnmt3L antagonizes DNA methylation at bivalent promoters and
favors DNA methylation at gene bodies in ESCs. Cell, 155, 121–134.

31. Lei,H., Oh,S.P., Okano,M., Juttermann,R., Goss,K.A., Jaenisch,R.
and Li,E. (1996) De novo DNA cytosine methyltransferase activities
in mouse embryonic stem cells. Development, 122, 3195–3205.

32. Athanasiadou,R., de Sousa,D., Myant,K., Merusi,C., Stancheva,I.
and Bird,A. (2010) Targeting of de novo DNA methylation
throughout the Oct-4 gene regulatory region in differentiating
embryonic stem cells. PLoS One, 5, e9937.

33. Veland,N., Hardikar,S., Zhong,Y., Gayatri,S., Dan,J., Strahl,B.D.,
Rothbart,S.B., Bedford,M.T. and Chen,T. (2017) The arginine
methyltransferase PRMT6 regulates DNA methylation and
contributes to global DNA hypomethylation in cancer. Cell Rep., 21,
3390–3397.

34. Schneider,C.A., Rasband,W.S. and Eliceiri,K.W. (2012) NIH Image
to ImageJ: 25 years of image analysis. Nat. Methods, 9, 671–675.

35. Gu,H., Smith,Z.D., Bock,C., Boyle,P., Gnirke,A. and Meissner,A.
(2011) Preparation of reduced representation bisulfite sequencing
libraries for genome-scale DNA methylation profiling. Nat. Protoc.,
6, 468–481.

36. Varley,K.E., Gertz,J., Bowling,K.M., Parker,S.L., Reddy,T.E.,
Pauli-Behn,F., Cross,M.K., Williams,B.A.,
Stamatoyannopoulos,J.A., Crawford,G.E. et al. (2013) Dynamic
DNA methylation across diverse human cell lines and tissues.
Genome Res., 23, 555–567.

37. Martin,M. (2011) Cutadapt removes adapter sequences from
high-throughput sequencing reads. EMBnet J., 17.1, 10–12.

38. Krueger,F. and Andrews,S.R. (2011) Bismark: a flexible aligner and
methylation caller for Bisulfite-Seq applications. Bioinformatics, 27,
1571–1572.

39. Langmead,B., Trapnell,C., Pop,M. and Salzberg,S.L. (2009) Ultrafast
and memory-efficient alignment of short DNA sequences to the
human genome. Genome Biol., 10, R25.

40. Akalin,A., Kormaksson,M., Li,S., Garrett-Bakelman,F.E.,
Figueroa,M.E., Melnick,A. and Mason,C.E. (2012) methylKit: a
comprehensive R package for the analysis of genome-wide DNA
methylation profiles. Genome Biol., 13, R87.

41. Pruitt,K.D., Brown,G.R., Hiatt,S.M., Thibaud-Nissen,F.,
Astashyn,A., Ermolaeva,O., Farrell,C.M., Hart,J., Landrum,M.J.,
McGarvey,K.M. et al. (2014) RefSeq: an update on mammalian
reference sequences. Nucleic Acids Res., 42, D756–D763.

42. Smallwood,S.A., Tomizawa,S., Krueger,F., Ruf,N., Carli,N.,
Segonds-Pichon,A., Sato,S., Hata,K., Andrews,S.R. and Kelsey,G.
(2011) Dynamic CpG island methylation landscape in oocytes and
preimplantation embryos. Nat. Genet., 43, 811–814.

43. Shirane,K., Toh,H., Kobayashi,H., Miura,F., Chiba,H., Ito,T.,
Kono,T. and Sasaki,H. (2013) Mouse oocyte methylomes at base
resolution reveal genome-wide accumulation of non-CpG
methylation and role of DNA methyltransferases. PLos Genet., 9,
e1003439.

44. Choi,J., Clement,K., Huebner,A.J., Webster,J., Rose,C.M.,
Brumbaugh,J., Walsh,R.M., Lee,S., Savol,A., Etchegaray,J.P. et al.
(2017) DUSP9 Modulates DNA hypomethylation in female mouse
pluripotent stem cells. Cell Stem Cell, 20, 706–719.

45. Ooi,S.K., Wolf,D., Hartung,O., Agarwal,S., Daley,G.Q., Goff,S.P.
and Bestor,T.H. (2010) Dynamic instability of genomic methylation
patterns in pluripotent stem cells. Epigenet. Chromatin, 3, 17.

46. Tucker,K.L., Talbot,D., Lee,M.A., Leonhardt,H. and Jaenisch,R.
(1996) Complementation of methylation deficiency in embryonic stem
cells by a DNA methyltransferase minigene. Proc. Natl. Acad. Sci.
U.S.A., 93, 12920–12925.



Nucleic Acids Research, 2019, Vol. 47, No. 1 167

47. Meissner,A., Gnirke,A., Bell,G.W., Ramsahoye,B., Lander,E.S. and
Jaenisch,R. (2005) Reduced representation bisulfite sequencing for
comparative high-resolution DNA methylation analysis. Nucleic
Acids Res., 33, 5868–5877.

48. Meissner,A., Mikkelsen,T.S., Gu,H., Wernig,M., Hanna,J.,
Sivachenko,A., Zhang,X., Bernstein,B.E., Nusbaum,C., Jaffe,D.B.
et al. (2008) Genome-scale DNA methylation maps of pluripotent
and differentiated cells. Nature, 454, 766–770.

49. Smith,Z.D., Gu,H., Bock,C., Gnirke,A. and Meissner,A. (2009)
High-throughput bisulfite sequencing in mammalian genomes.
Methods, 48, 226–232.

50. Galonska,C., Charlton,J., Mattei,A.L., Donaghey,J., Clement,K.,
Gu,H., Mohammad,A.W., Stamenova,E.K., Cacchiarelli,D.,
Klages,S. et al. (2018) Genome-wide tracking of
dCas9-methyltransferase footprints. Nat. Commun., 9, 597.

51. Gu,T., Lin,X., Cullen,S.M., Luo,M., Jeong,M., Estecio,M., Shen,J.,
Hardikar,S., Sun,D., Su,J. et al. (2018) DNMT3A and TET1
cooperate to regulate promoter epigenetic landscapes in mouse
embryonic stem cells. Genome Biol., 19, 88.

52. Chen,T., Ueda,Y., Xie,S. and Li,E. (2002) A novel Dnmt3a isoform
produced from an alternative promoter localizes to euchromatin and
its expression correlates with active de novo methylation. J. Biol.
Chem., 277, 38746–38754.

53. Borgel,J., Guibert,S., Li,Y., Chiba,H., Schubeler,D., Sasaki,H.,
Forne,T. and Weber,M. (2010) Targets and dynamics of promoter
DNA methylation during early mouse development. Nat. Genet., 42,
1093–1100.

54. Sakai,Y., Suetake,I., Shinozaki,F., Yamashina,S. and Tajima,S. (2004)
Co-expression of de novo DNA methyltransferases Dnmt3a2 and

Dnmt3L in gonocytes of mouse embryos. Gene Expr. Patterns, 5,
231–237.

55. Ma,P., de Waal,E., Weaver,J.R., Bartolomei,M.S. and Schultz,R.M.
(2015) A DNMT3A2-HDAC2 complex is essential for genomic
imprinting and genome integrity in mouse oocytes. Cell Rep., 13,
1552–1560.

56. Guenatri,M., Duffie,R., Iranzo,J., Fauque,P. and Bourc’his,D. (2013)
Plasticity in Dnmt3L-dependent and -independent modes of de novo
methylation in the developing mouse embryo. Development, 140,
562–572.

57. Nimura,K., Ishida,C., Koriyama,H., Hata,K., Yamanaka,S., Li,E.,
Ura,K. and Kaneda,Y. (2006) Dnmt3a2 targets endogenous Dnmt3L
to ES cell chromatin and induces regional DNA methylation. Genes
Cells, 11, 1225–1237.

58. Duymich,C.E., Charlet,J., Yang,X., Jones,P.A. and Liang,G. (2016)
DNMT3B isoforms without catalytic activity stimulate gene body
methylation as accessory proteins in somatic cells. Nat. Commun., 7,
11453.

59. Jurkowska,R.Z., Rajavelu,A., Anspach,N., Urbanke,C.,
Jankevicius,G., Ragozin,S., Nellen,W. and Jeltsch,A. (2011)
Oligomerization and binding of the Dnmt3a DNA methyltransferase
to parallel DNA molecules: heterochromatic localization and role of
Dnmt3L. J. Biol. Chem., 286, 24200–24207.

60. Kao,T.H., Liao,H.F., Wolf,D., Tai,K.Y., Chuang,C.Y., Lee,H.S.,
Kuo,H.C., Hata,K., Zhang,X., Cheng,X. et al. (2014) Ectopic
DNMT3L triggers assembly of a repressive complex for retroviral
silencing in somatic cells. J. Virol., 88, 10680–10695.


