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Background: De novo DNAmethyltransferase 3A is mutated in acute myeloid leukemia (AML) patients.
Results: AML mutations disrupt DNMT3A tetramerization and the processive methylation of human promoters in vitro.
Conclusion: DNMT3A oligomeric interfaces control processivity, which may alter methylation patterns in AML patients.
Significance: DNMT3A provides a plausible explanation for changes in epigenetic regulation in AML patients.

DNA methylation is a key regulator of gene expression and
changes in DNA methylation occur early in tumorigenesis.
Mutations in the de novo DNA methyltransferase gene,
DNMT3A, frequently occur in adult acute myeloid leukemia
patients with poor prognoses. Most of the mutations occur
within the dimer or tetramer interface, including Arg-882. We
have identified that the most prevalent mutation, R882H, and
three additional mutants along the tetramer interface disrupt
tetramerization. The processive methylation of multiple CpG
sites is disrupted when tetramerization is eliminated. Our
results provide a possible mechanism that accounts for how
DNMT3A mutations may contribute to oncogenesis and its
progression.

Covalent modification of DNA by cytosine methylation is a
heritable and reversible epigenetic process that regulates a
diverse range of biological processes. In mammals, DNAmeth-
ylation is essential to cellular differentiation, X-inactivation,
imprinting, silencing of transposable elements, and gene regu-
lation (1, 2). Cancer progression involves amosaic of hypo- and
hypermethylated genomic regions, resulting in dramatic alter-
ations in gene expression patterns (3). DNA methylation is
initially (de novo) established by DNMT3A and the closely
related DNMT3B in a spatially and temporally dependent
fashion (4–8). A fundamental, yet unresolved aspect of
mammalian DNA methylation is the mechanisms regulating
de novomethylation, including themisregulation that occurs
in cancer cells.
Many proteins bind DNMT3A, the most well characterized

is DNMT3-like (DNMT3L)2 (9–11). DNMT3L is an essential
but inactive homolog (12, 13) and acts as a processivity factor by
regulating the oligomeric state of DNMT3A (14). DNMT3L
binds to DNMT3A along a surface with high structural conser-
vation among cytosinemethyltransferases to form aDNMT3L-

DNMT3A-DNMT3A-DNMT3L complex (15). This interface
also supports DNMT3A homotetramerization in vitro (the
tetramer interface) in the absence of DNMT3L (14). DNMT3A
can even further oligomerize (14, 15). Disruption of the
tetramer interface has modest effects on the catalytic function
of the enzyme but greatly reduces the number ofmethyl groups
transferred by DNMT3A before it dissociates from the sub-
strate (14).
At the opposite side of the DNMT3A catalytic domain, some

30 angstroms away in the recognition domain, the symmetrical
DNMT3A homodimer interface (dimer interface) is composed
of buried hydrophobic residues surrounded by electrostatic
interactions with low crystallographic B-factors (see Fig. 1A)
(14). The orientation of the dimer interface results in two
enzyme active sites separated by approximately one helical turn
in B-formDNA. One particular residue Arg-882, located in the
dimer interface is mutated in 12% of adult acute myeloid leuke-
mia (AML) patients, whereas 22% of all AML patients have
mutations throughout DNMT3A, a strikingly high correlation
(16). DNMT3A mutations are also found in the preform of
AML, myelodysplastic syndrome (MDS). AML patients with
DNMT3A mutations show poor prognoses (16), but they are
more responsive to treatment with the methyltransferase
inhibitor decitabine (17). The mutations in DNMT3A result in
normal global in vivo methylation levels, but patients have
some alteredmethylation patterns (16, 18). Although reports
have suggested the dimer interface is essential for catalytic
activity (15, 19), in vitro examination of the most common
AML mutation, R882H, showed only a 2-fold reduction in
the rate of methylation (20). As many of the AML mutations
are found at either interface, we sought to investigate the
significance of DNMT3A oligomerization and the conse-
quences of AML mutants on the oligomerization and func-
tion of the enzyme.
All interface mutants, including AML mutations at the

tetramer and dimer interfaces, disrupted oligomerization. Dis-
ruption of the dimer interface decreased activity and all
DNMT3Adimers show altered catalytic properties. The homo-
tetramers carried out multiple cycles of methylation on the
same piece of DNA (processive catalysis), whereas dimers had

1 To whom correspondence should be addressed. Tel.: 805-893-8368; Fax:
(805-893-4120; E-mail: reich@chem.ucsb.edu.

2 The abbreviations used are: DNMT3L, DNMT3-like; AML, acute myeloid leu-
kemia; MDS, myelodysplastic syndrome; AdoMet, S-adenosylmethionine;
poly-dIdC, poly(deoxyinosinic-deoxycytidylic).

THE JOURNAL OF BIOLOGICAL CHEMISTRY VOL. 287, NO. 37, pp. 30941–30951, September 7, 2012
© 2012 by The American Society for Biochemistry and Molecular Biology, Inc. Published in the U.S.A.

SEPTEMBER 7, 2012 • VOLUME 287 • NUMBER 37 JOURNAL OF BIOLOGICAL CHEMISTRY 30941



faster product release, resulting in non-processive catalysis.
Our results showmutations identified inAMLpatients regulate
the oligomeric state and thus the catalytic properties of
DNMT3A. We also provide a possible mechanism for the
altered methylation patterns observed in AML patients with
DNMT3A mutations.

EXPERIMENTAL PROCEDURES

Cloning and Protein Purification—The catalytic domain of
DNMT3A has similar kinetic parameters as the full-length
enzyme, including kcat, Km

DNA, Km
AdoMet, processivity, and

DNMT3L activation (8, 13), and was used for the DNMT3A/
DNMT3L co-crystal structure (9). Both the homo- andDNMT3L
hetero-oligomerization interfaces are located on the catalytic
domain. The catalytic domain of DNMT3A and full-length
DNMT3L were purified as stated in Holz-Schietinger et al. (21).
Plasmids used for protein expression and site-directedmutagene-
sis include codon-optimized pET28a-hDNMT3A_CD (�1–611)
(22), and pTYB1-3L for hDNMT3L (11). M.HhaI was purified
as stated in Matje et al. (23), and EcoRV was prepared as
described in Hiller et al. (24).
Mutagenesis Design and Computational Modeling—The

DNMT3A dimer Protein Data Bank code 2QRVwas submitted
to the Rosetta computational alanine scanning server (25, 26) to
evaluate the contribution of individual residues to the tetramer
interface.
DNA Sequences—The DNA used as substrates include

duplex poly-dIdC (�1000 bp) from Sigma-Aldrich, linearized
plasmid pCpGL (non-CpG substrate) (27), and the human pro-
moter (RASSF1A) in plasmid pCpGL. The RASSF1A human
promoter (GenBank accession number NM_007182) was
amplified using primers 5�-CGCGTAGCAGTGTGAGG-
TAA-3� and 5�-GAGTCCGAGTCCTCTTGGCT-3� and then
cloned into pCpGL and linearized. Lastly, fluorescent DNA (5�-
fluorescently labeled deoxyoligonucleotide; GCbox30) with
fluorescein (6-FAM)on the 5� end of the top strand, (5�/6-FAM/
TGGATATCTAGGGGCGCTATGATATCT-3�) duplex was
purchased from IntegratedDNATechnologies andHPLC-purified.
Size-exclusion Chromatography Coupled to Multiangle Light

Scattering—Experiments were done as described in Holz-Schi-
etinger et al. (14).
Native Gel Mobility DNA Shift Assays—Experiments were

done as described in Holz-Schietinger et al. (14), other than
samples were run on native 6% polyacrylamide gels in 0.25 �
TBE, pH 7.8, at 250 V for 35 min. Gel was visualized for fluo-
rescein using a Typhoon scanner, and data were analyzed using
ImageJ software (28).
Methylation Assays—DNMT3A methylation assays mea-

sured the amount of tritiated methyl groups transferred from
cofactor AdoMet to the DNA by the enzyme. Reactions were
carried out at 37 °C in reaction buffer (50 mM KH2PO4/
K2HPO4, 1 mM EDTA, 1 mM DTT, 0.2 mg/ml BSA, and 20 mM

NaCl) at pH 7.8.
Concentration-dependent activity assays were carried out

with themultiple site substrate poly-dIdC at either 500 nM base
pairs or 2 �M base pairs, AdoMet was at saturation (5 �M), and
DNMT3A was varied as indicated. Data were fit to a dose-re-

sponse curve (Y � plateau/(1 � 10 ((logEC50 � X)*Hill coeffi-
cient))) using Prism (version 5.0, GraphPad).
All other methylation assays had a total enzyme concentra-

tion of 150 nM, which corresponds to 27 nM active enzyme
(determined previously in Purdy et al. (22)). In reactions, DNA
was the multiple site substrate poly-dIdC or RASSF1A pro-
moter used at saturation (40�M) unless indicated. AdoMet was
used at saturation (5 �M) unless indicated. Processivity assays
(chase assay), DNMT3L activation assays, and mathematical
modeling were carried out as described in Holz-Schietinger et
al. (21). DNMT3L assays had a 1:1 ratio ofDNMT3A:DNMT3L
with a 1-h preincubation with AdoMet.
The chase assay determines the length of time and the num-

ber of turnovers the enzyme stays associated with the multiple
site DNA substrate. The chase assay begins withDNMT3A car-
rying out 1 to 2 turnovers for �20 min on poly-dIdC DNA
(repeated recognition site) or the human promoter RASSFIA
(1000 bpwith 106CpG sites). After this time, a 25-fold excess of
pCpGL, a 3872-bp plasmid lacking recognition site (CG) for
DNMT3A, is added to capture enzyme that dissociates from
the substrate after carrying out catalysis. A processive enzyme
will continue tomethylate the original, multisite substrate after
chase DNA is added, and the addition of chase DNA has little,
or a delayed impact, on the rate of methylation (wild type
DNMT3A, see Fig. 5A). A non-processive enzyme will dissoci-
ate after one methyl transfer; thus, after the addition of chase
DNA, the enzyme will bind the excess chase DNA and cause an
immediate decrease in product formation (see H873A in Fig.
5C).

The data were fit to a nonlinear regression (one phase decay).
Data fit separately before the experimental reaction had chaser
DNA added (time 0–20 min) and after the chaser DNA was
added, using Prism (version 5.0). Error bars represent themean
S.D. of at least three replicates. The number of turnovers is
calculated by product formed (nM) divided by catalytic active
sites (nM).

For Km values, data were fit to the Michaelis-Menten equa-
tion, kcat, and processivity data were fit to either linear regres-
sion or a fit to a nonlinear regression using Prism (version 5).
Error bars are S.E. from three reactions. Bar charts of kinetic
values comparedmutants towild type using one-way analysis of
variance to determine the p value using Prism. Mathematical
modeling was conducted as described inHolz-Schietinger et al.
(21).
All reactions were quenched by the addition of 500 �M

AdoMet and 50�g/ml proteinaseK. Sampleswere spotted onto
Whatman DE81 filters then washed, dried, and counted as
described previously (22).
Fluorescence Anisotropy—koff values were determined as

described in Holz-Schietinger et al. (14) with enzyme at 250
nM and 5� 6-FAM-labeled GCbox30 duplex DNA at 20 nM to
reach maximum anisotropy, followed by adding chase DNA
(unlabeled GCbox30) at 100� concentration of labeled
DNA. The decrease in anisotropy wasmeasured with time on
a PerkinElmer LS 55 fluorescence spectrometer using Fl
Winlab software. Data were fit to a one-phase exponential
decay (Y � span e�kt � plateau) using GraphPad, from two
independent experiments.
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RESULTS

Computational Assessment of Dimer Interface of DNMT3A—
As a preliminary prediction of the energetic contribution of
individual residues to dimerization, the DNMT3A dimer inter-
face was analyzed using Rosetta computational interface ala-
nine scanning to obtain approximations for the energetic con-
tributions of individual residues to the stabilization of this
interface (��G). Three residues that form a well defined net-
work at the center of the interface, Arg-885, Asp-876, and His-
873, and two residues that comprise the hydrophobic pockets,
Asn-879 and Trp-860, were predicted to have the greatest con-
tribution to the stability of the dimer interface (Fig. 1B). On the
basis of our computational results, four residues were mutated
to alanine and two mutants homologous to DNMT3B immu-
nodeficiency centromeric instability and facial anomalies syn-
dromes mutants (D876G and H873R) were prepared to evalu-
ate their ability to disrupt the dimer interface. In addition,

Arg-882 located at the dimer interface was mutated to histi-
dine, as this mutation accounts for �50% of DNMT3A muta-
tions found in AML patients. Multiple mutations were made
and tested inDNMT3A to clarify the consequence of disrupting
the interface from pleiotropic effects of a particular residue.
The dimer interface is within the DNA binding domain so it is
highly possible some mutants could have large effects on the
enzymebeyond the disruption of the interface.Mutations at the
dimer interface are highly correlated with disease states, so it is
necessary to understand how these mutants regulate the func-
tion of DNMT3A.
Concentration-dependent Activation—The importance of

oligomerization on the activity of DNMT3A was first tested by
varying the concentration of enzyme and measuring the
amount of product formed on the multiple site substrate (poly-
dIdC); this was monitored by the transfer of tritiated methyl
groups from cofactor AdoMet onto DNA. The data were fitted
to a sigmoidal curve resulting in a Hill coefficient of 2.02� 0.22
(Table 1). A Hill coefficient greater than 1 indicates positive
cooperativity (Fig. 2A). Thus, the concentration of DNMT3A
(tested from 5 to 300 nM) controls the rate of methylation,
implying that the rate of methylation is dependent upon the
oligomerization state of the protein. This likely corresponds to
the transition from either monomers and/or dimers to tetra-
mers and higher order structures.
As expected, the sigmoidal curvature is observed only at low

DNA concentrations below theKm
DNA (500 nM). At or above the

Km
DNA (2�Mplus), there is a linear relationship between enzyme

concentration and product formed with a Hill coefficient of
1.09 � 0.17 (Fig. 2C); this is most likely due to the DNA affect-
ing the oligomeric equilibria. In fact, it was shown previously
that DNA facilitates the formation of the dimer interface of
DNMT3A (14).
The concentration-dependent activity of DNMT3Awas also

tested with DNMT3L. The sigmoidal activity was seen with
DNMT3A in complex with DNMT3L, resulting in a Hill coef-
ficient of 2.08 � 0.18 (Fig. 2B, Table 1). DNMT3L binds at the
tetramer interface and activates DNMT3A (14, 15). It was
observed that at low DNMT3A concentrations, DNMT3L still
activates DNMT3A, demonstrating that the formation of the
DNMT3A-DNMT3L tetramer interface is not controlled by
protein concentration (tested from3–400 nM). TheDNMT3A-
DNMT3L complex shows the same sigmoidal behavior of
DNMT3A, providing strong evidence that increasing the con-
centration of DNMT3A promotes oligomerization along the
dimer interface (where DNMT3L does not bind). The concen-
tration-dependent formation of the dimer interface is also sup-

FIGURE 1. DNMT3A homodimer interface. A, DNMT3A-DNMT3L heterote-
tramer based on the crystal structure (Protein Data Bank code 2QRV), show-
ing the dimer and tetramer interface; the boxed region is enlarged below.
B, the dimer interface is symmetrical; shown is a close-up of half the interface
and all of the center interactions. Underlined residues were mutated in this
study. The interface has many ionic interactions and a few aromatic residues.
Residues are colored based upon their predicted energetic contribution to
the dimer interface, in ��G, compared with alanine as determined using the
Rosetta interface alanine scanning module. Bright yellow residues provide the
greatest contribution to the DNMT3A-DNMT3A interface. Boxed is the full
dimer interface showing both symmetrical sides of the dimer interface.

TABLE 1
DNMT3A cooperativity
There is a non-linear relationship between enzyme activity and enzyme concentra-
tion at low DNA concentrations.

[DNA]/enzyme Hill coefficient EC50 R2

500 nM
DNMT3A 2.02 � 0.22 89.5 0.97
DNMT3A/DNMT3L 2.08 � 0.18 80.6 0.98

2 �M
DNMT3A 1.09 � 0.17 NA 0.98

DNMT3A AML Mutants Disrupt Processivity

SEPTEMBER 7, 2012 • VOLUME 287 • NUMBER 37 JOURNAL OF BIOLOGICAL CHEMISTRY 30943



ported by the fact that DNA facilitates oligomerization at the
dimer interface (14).
All Mutants Disrupt Tetramerization—We combined size

exclusion chromatography with multiangle light scattering to
evaluate the oligomeric state of the wild typeDNMT3A and the
interface mutants. As shown previously, our preparations of
wild type DNMT3A catalytic domain have a weight-average
molecular mass of 127 kDa in solution at pH 7.8, in agreement
with four 36-kDa monomers forming a tetramer (Fig. 3A) (14).
The light scattering peak is broad, and tailing suggests the tetra-
meric form is in equilibrium with both the dimeric and mono-
meric forms of the enzyme in the absence ofDNA. Surprisingly,
all mutations at the dimer interface disrupted the oligomeric
state of the enzyme observed by gel filtration and multi-angle
light scattering (Fig. 3A). All of the mutants tested in this study
(H873A, H873R, R885A,W860A, N879A, D876G, and R882H)
had weight-average molecular weights close to the theoretical
dimermass of 72 kDa (82–66 kDa) (Table 2). These dimers also
eluted from the column slower than the wild type tetramers.
Electrophoretic mobility gel shift assays were used to resolve

the oligomeric state of the mutants bound to DNA at concen-
trations closer to cellular conditions and our in vitro activity

assay conditions. The gel shifts used a 30-base pair (bp)
GCbox30 that contains binding sites for two well-behaved
enzymes; a central GCGC site bound by the monomeric
M.HhaI methyltransferase (37 kDa) and two GATATC sites
bound by the homodimeric EcoRV endonuclease (29 kDa) at
either end (Fig. 3C). At equimolar concentrations of protein

FIGURE 2. Concentration-dependent DNMT3A activation. A, the activity of DNMT3A shows a sigmoidal relationship with protein concentration. DNMT3A is
more active at higher enzyme concentrations suggesting that DNMT3A oligomerization is concentration-dependent. The DNA is below the Km at 500 nM bp.
B, DNMT3A with DNMT3L is more active at higher DNMT3A concentrations (DNMT3L is kept constant at saturating concentrations), suggesting that the
concentration-dependent oligomerization takes place at the dimer interface (the interface that does not bind DNMT3L). The DNA is below the Km at 500 nM bp.
C, the activity of DNMT3A shows a linear relationship when DNA is at over above the Km, data shown are when DNA is at 2 �M bp. Reactions took place on
poly-dIdC, a multiple site substrate.

FIGURE 3. Dimer interface mutants disrupt the interface resulting in dimers on DNA. A, size-exclusion chromatography of light scattering traces of
tetrameric wild type catalytic domain (black trace) and representative dimeric H873A (blue trace). Molecular weights were determined from the amount of
scattered light, in relation to protein concentration determined by A280. B, diagram of oligomeric mutants with and without DNA. C, EMSA of size markers, DNA
(GCbox30) has binding sites for size standards, one site for M. HhaI (37 kDa), a known monomer and two binding sites for EcoRV (29 kDa), a known dimer, which
creates dimer and tetramer bands. D, EMSA showed mutations at the dimer interface of DNMT3A disrupt oligomerization resulting in dimers on DNA (200 nM

enzyme, 300 nM DNA). E, the wild type DNMT3A at varying concentrations (20 –500 nM) migrates as a tetramer or larger on DNA (200 nM). F, the H873A mutant
(20 –500 nM) migrates as a dimer on DNA (200 nM) at varying concentrations.

TABLE 2
Biophysical characterization of dimer interface mutants
Molecular weights were determined by light scattering. Light scattering data show
that mutants in solution are either mostly monomers or dimers, unlike wild type
enzyme, which is mostly tetrameric. The form of the enzyme on DNA was deter-
mined by gel shifts showing mutants are dimers on DNA or tetrameric and even
larger structures like the wild type enzyme. Computational ��G values were deter-
mined by Rosetta alanine scanning of the generated homotetramer model.

Enzyme
Molecular

mass Gel shift
Gel shift
with 3L

��G
value AML ICF

kDa
WT 127.1 � 2.1 Tetramer � Tetramer
H873A 68.0 � 4.3 Dimer Dimer 1.71, 1.71
H873R 73.8 � 2.1 Dimer Dimer Yes
W860A 66.5 � 2.0 Dimer Dimer 2.77, 2.96
N879A 74.0 � 1.4 Dimer Dimer 1.23, 1.78
R882H 71.9 � 2.5 Dimer Tetramer Yes
D876G 70.0 � 1.0 Dimer Tetramer 0.75, 1.71 Yes
R885A 82.1 � 1.2 No binding No binding 0.92, 0.38
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andDNA, one or two EcoRV dimers bind to theDNA, resulting
in approximate standards for dimers and tetramers, respec-
tively, whereas M.HhaI on DNA serves as the monomer stand-
ard. The binding site forM.HhaI contains theCG sequence that
is the major recognition site of DNMT3A. Fig. 3D shows the
formation of discrete bands when wild type and mutant
DNMT3A enzymes are incubated with fluorescently labeled
GCbox30. Oligomeric mutants at the dimer interface (H873A,
H873R,W860A, N879A, D876G, and R882H) shifted the DNA
closest to the dimer size standard (EcoRV dimer, 58 kDa;
DNMT3A dimer, 68 kDa) (Fig. 3D). The dimer interface
mutants show a faint binding band, most likely due to an
increase in the rate of dissociation and/or a decrease in DNA
affinity (see below). NobindingofR885A toDNAwasdetectable.
Varying the concentration of wild type DNMT3A shows the wild

type enzyme bound to DNA as a tetramer and higher oligomeric
forms (Fig. 3E), indicated by the smear in the higher molecular
mass region, creating a faint band over a large area. Fig. 3F shows
that titration of H873A from 40 to 300 nM in the presence of 200
nM substrate resulted in the presence of dimeric enzyme bound to
the DNA. Fig. 3B diagrams the oligomeric state of the mutants.
Disruption of Dimer Interface Reduces Activity and Results

in Altered Catalytic Properties—Mutants with a disrupted
dimer interface were examined for changes in their steady-
state kinetic parameters by monitoring the transfer of triti-
ated methyl groups from cofactor AdoMet onto DNA. kcat,
Km
DNA, Km

AdoMet, and processivity values were obtained for all
the mutants and compared with the wild type enzyme (Table
3). kcat values were obtained at saturating DNA and AdoMet
concentrations after determining the respective Km values.

FIGURE 4. DNMT3A homodimers and homotetramers are active with different mechanisms. Disruption of the dimer interface reduces activity, but the
dimers are still active with increased off-rates. The wild type tetramers are labeled gray and the dimer mutants are labeled blue. A and B, kcat values of DNMT3A
wild type and oligomeric mutants were determined on multisite substrates, poly-dIdC (A), and the human promoter RASSF1A (B.). Below are the wild type (gray)
and dimer mutant R882H (blue) time course trace. C, eliminating tetramer formation in DNMT3A increased Km

DNA (substrate poly-dIdC), above is the bar chart of
Km

DNA values, and below are the kinetic fits. D, DNMT3A homodimers have an increase in off-rate compared with homotetramers, above is the bar chart of koff
values determined on GCbox30, and below are the kinetic fits. All error bars were determined from at least three experiments given as S.E.; one-way analysis of
variance was used to compare wild values to each mutant. *, p 	 0.05; **, p 	 0.01; ***, p 	 0.001.

TABLE 3
Mutations that disrupt the dimer interface result in a loss of processivity
Dimer interface disrupting mutants have a decrease in activity (kcat), an increase in Km for DNA and AdoMet, a large increase in the rate of DNA dissociation, and a loss of
processivity. kcat and Km were determined by monitoring the ability of the enzyme to incorporate tritiated methyl groups transferred from cofactor AdoMet onto DNA
(poly-dIdC). koff values were determined by binding excess enzyme to 5� FAM-6 labeled GCbox30 duplex andmeasuring the rate of change in anisotropy upon the addition
of excess unlabeled GCbox30 (100-fold labeled DNA). Processivity n1⁄2 was determined by mathematical modeling of the activity curve.

Substrate

poly-dIdC RASSF1A poly-dIdC poly-dIdC GCbox30 poly-dIdC RASSF1A

kcat
Fold
2 kcat

Fold
2 Km

AdoMet
Fold
1 Km

DNA
Fold
1 koff

Fold
1 Processivity

Fold
2 Processivity

Fold
2

h�1 h�1 �M �M min�1

WT 3.5 � 0.27 1.0 1.39 � 0.06 1.0 0.20 � 0.02 1.0 1.2 � 0.1 1.0 0.21 � 0.01 1.0 30 � 4.5 1.0 15 � 5.0 1.0
H873A 1.02 � 0.16 3.4 0.60 � 0.16 2.3 0.90 � 0.07 4.4 4.9 � 0.7 3.9 3.48 � 0.29 16 2.4 � 1.5 13 1.7 � 0.5 9.1
H873R 0.26 � 0.08 13 0.22 � 0.09 6.3 1.17 � 0.18 5.8 5.0 � 0.8 4.0 4.17 � 0.78 20 1.4 � 0.7 21 0.9 � 0.4 17
W860A 0.34 � 0.08 10 0.31 � 0.05 4.4 1.41 � 0.28 6.9 4.8 � 0.6 3.9 3.07 � 0.19 14 2.0 � 1.1 15 0.9 � 0.3 17
N879A 0.73 � 0.15 4.7 0.71 � 0.04 1.9 0.81 � 0.06 4.0 3.7 � 0.7 3.0 1.52 � 0.13 7.2 2.4 � 1.7 12 2.1 � 0.5 7.3
R882H 1.41 � 0.15 2.5 0.75 � 0.09 1.8 1.30 � 0.14 6.4 6.6 � 0.6 5.3 2.36 � 0.04 11 2.2 � 1.9 14 2.1 � 0.7 7.3
D876G 1.43 � 0.46 2.4 0.78 � 0.14 1.8 0.57 � 0.02 2.8 3.4 � 0.3 2.7 1.35 � 0.10 6.4 3.8 � 2.2 7.9 1.9 � 0.3 8.2
R885A No activity No activity NA NA 11.2 � 2.32 53 NA NA
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The mutants with a disrupted dimer interface (H873A,
H873R, W860A, N879A, D876G, and R882H) had a 2–13-fold
decrease in activity (Fig. 4, A and B, and Table 3) on the human
promoter RASSF1A and poly-dIdC.We observed no difference
between background levels and the activity of R885A even with
large amounts of enzyme, DNA, and AdoMet, consistent with
previous reports. Arg-885 lies within theDNAbinding domain,
suggesting a possible role in DNA recognition. The AML
mutant R882H had a 2.5-fold reduction in activity, also in
agreement with previous studies (20). These results illustrate
the need to determine the function of oligomerization along the
dimer interface. The decrease in kcat for the dimer mutants is
consistent with the enzyme titration curve shown in Fig. 2 that
indicates smaller oligomeric states have lower activity. The
Km
AdoMet for wild type DNMT3A is 210� 20 nM (14), and dimer

mutants have a 3 to 7-fold increase inKm
AdoMet (Table 3). H814R

of DNMT3B, homologous to H873R in DNMT3A, has signifi-
cant disruption in AdoMet affinity (29).
Dimers Rapidly Dissociate from DNA—Wild type DNMT3A

has a Km
DNAof 1.2 �M base pairs (bp) on poly-dIdC (22). Disrup-

tion of the dimer interface results in an increase in the Km
DNAby

3- to 5-fold (Fig. 4C and Table 3). This observed increase in
Km
DNA indicates a perturbation to substrate binding and/or

product dissociation in the dimer mutants. To characterize the
effect of oligomerization on dissociation from DNA, dissocia-
tion rates constant (koff) were determined by binding excess
enzyme to 6-FAM-labeled single sites duplex (GCbox30) and
measuring the rate of change in anisotropy upon the addition of
100-fold excess unlabeled GCbox30.
Wild type DNMT3A has a koff of 0.20 min�1 as reported

previously (14). The dimeric mutants dissociate 6- to 20-fold
faster than the wild type enzyme (Fig. 4D and Table 3), with
R882H dissociating 11-fold faster then the wild type enzyme.
The Arg-882 equivalent in DNMT3B Arg-823 was previously
mutated to Gly, which had a defect in dissociating from DNA
but did not disrupt oligomerization. R885A, the inactive
mutant, showed a 53-fold increase in koff, providing a basis for
the large decrease in activity (Table 3). The large increase in koff
for the dimer mutants, demonstrates that DNMT3A tetramers
are productively bound to the substrate due to the increased
surface area to the DNA. To directly relate the oligomeric form
of the enzyme to changes in processivity, we determined their
processivity on multisite substrates.
The Dimer Interface Controls Processivity—Both full-length

and the catalytic domain of wild type DNMT3A act proces-
sively on several DNA substrates, including human promoters,
methylating an average of 30 � 6 cytosines before dissociating
from poly-dIdC substrate (Table 4) (21). The processivity of
DNMT3A was assessed on both poly-dIdC and a linear frag-
ment of the human promoter RASSF1A using both mathemat-
ical modeling and chase experiments. The RASSF1A promoter
construct is 1000-bp-long with 104 CpG sites spread through-
out the sequence. Wild type DNMT3A methylates an average
of 15 � 3 cytosines on the RASSF1A promoter before dissoci-
ating (Table 3). The kinetic modeling has been used previously
for DNMT1 (30) and DNMT3A (21). The processivity model
was used to calculate that the dimer mutants all carry out an
average of one to three turnovers before dissociating from their

substrate (Table 3). The loss of processivity is due to a 4–7-fold
increase in the off rate along with a decrease (2–6-fold) in the
rate of methylation (Table 4), consistent with our measured
kinetic parameters.
We also used the chase processivity assay (21). As shown

previously (21), the wild type DNMT3A had unaltered methyl-
ation activity for 90 min after the chase DNA was added, indi-
cating the enzyme is continuing to methylate the same sub-
strate for multiple rounds of methylation. The wild type
enzyme is shown here to be processive both on poly-dIdC and
the human promoter RASSF1A (Fig. 5A). The chase assay was
carried out on two of the mutants that disrupt the dimer inter-
face on both poly-dIdC and the RASSF1A promoter (R882H
and H873A); they both show an immediate decrease in activity
upon the addition of the chase DNA on both substrates (Fig. 5,
B and C). The chase assay and the kinetic modeling show that
the dimer mutants are no longer processive on either substrate
(diagrammed in Fig. 5D).
DNMT3L Restores Processivity in R882H Dimer Interface

Mutant—The wild type DNMT3L-DNMT3A-DNMT3A-
DNMT3L heterotetramer complex forms a discrete band at the
expected molecular weight when bound to the fluorescently
labeled GCbox30 substrate in the electrophoretic mobility
assay. As shown previously, an equal concentration of
DNMT3L eliminates any wild type DNMT3A homotetramer
band and results in a distinct heterotetramer band (Fig. 6A).
Incubation ofDNMT3Lwith all of the dimer interfacemutants,
except R882H, results in the formation of a dimeric DNMT3A-
DNMT3L complex at the appropriate location on the gel (Fig.
6A). These results provide clear evidence that the dimer inter-
face is disrupted, and DNMT3L that binds at the tetramer
interface is replacing the DNMT3A at the tetramer interface.
However, the addition of DNMT3L results unexpectedly in a
heterotetramer with R882H, indicating that DNMT3L facilities

TABLE 4
Processivity values for DNMT3A dimer and tetramer interface mutants
Disruption of either the dimer or tetramer interface eliminated processivity in
DNMT3A as observed on two different substrates. The addition of DNMT3L
restored processivity in mutants that become heterotetrameric; heterodimers still
had a large reduction in processivity. Values were determined by modeling as
described above in the “Experimental Procedures.”

k koff p n1⁄2

h�1 h�1

poly-dIdC
Wild type 11 � 0.8 0.3 � 0.0 0.98 30 � 6.2
H873A 4.8 � 0.1 1.7 � 0.1 0.76 2.4 � 1.3
H873R 1.7 � 0.3 1.1 � 0.3 0.62 1.4 � 1.0
W860A 2.7 � 0.8 1.1 � 0.5 0.71 2.0 � 1.2
N879A 4.7 � 0.6 1.7 � 0.3 0.75 2.4 � 1.3
D876G 4.0 � 0.3 1.0 � 0.2 0.83 3.8 � 1.5
R882H 5.6 � 0.5 2.1 � 0.2 0.73 2.2 � 1.5

RASSF1A
Wild type 5.1 � 0.5 0.2 � 0.1 0.96 16 � 5.0
H873A 3.4 � 0.4 1.7 � 0.2 0.66 1.7 � 0.5
H873R 1.4 � 0.5 1.6 � 0.8 0.47 0.9 � 0.4
W860A 0.8 � 0.1 1.2 � 0.2 0.46 0.9 � 0.3
N879A 2.7 � 0.3 1.0 � 0.2 0.72 2.1 � 0.5
D876G 2.1 � 0.3 0.8 � 0.3 0.69 2.1 � 0.7
R882H 3.9 � 0.3 1.7 � 0.2 0.72 1.9 � 0.3
WT � 3L 18 � 0.3 0.1 � 0.0 1.00 154 � 45
H873A � 3L 10 � 0.7 1.2 � 0.2 0.90 6.4 � 2.2
R882H � 3L 15 � 0.4 0.3 � 0.1 0.98 54 � 8.6
R729W � 3L 20 � 0.9 0.1 � 0.1 0.99 132 � 35
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the formation of the dimer interface, which is only disrupted
weakly by R882H (Fig. 6A).
DNMT3L activates the catalytic activity of DNMT3A 5-fold

at a 1:1 ratio in vitro (11, 21) and in vivo (31) and increases
processivity 3-fold (21). We observed the homodimers had a
2–5-fold increase in activity when incubated with equimolar or
greater concentrations of DNMT3L (Fig. 6B and Table 5).
R885A is not activated by DNMT3L. In contrast, DNMT3L
activated R882H 7-fold, most likely by stabilizing the heterodi-
meric form (Table 5).

As shown above, the DNMT3A dimer interface mutants
have a large increase in koff relative to wild type enzyme. Previ-
ously, we showed that the addition of DNMT3L to wild type
DNMT3A caused the koff to be decreased 25%, from 0.2 min�1

to 0.15 min�1 (Table 5) (14) . DNMT3L also decreased the
dissociation rate for the dimer interface mutants by 1.5-fold,
other thanR882H,which showed a 5.5-fold reduction (Table 5).
The large reduction in the dissociation rate for R882H can be
explained by DNMT3L partially facilitating the formation of
the dimer interface.

FIGURE 5. Dimer interface disrupting mutants eliminate processive catalysis. Chase assays show DNMT3A homotetramers (WT) are processive and dimers
(H873A and R882H) are non-processive, A, WT; B, H873A; and C, R882H. ●, only substrate (20 �M bp RASSF1A); f, substrate and then 400 �M bp chase (pCpGL)
at 20 min; Œ, substrate and pCpGL at the start of the reaction. Minimal methylation is detected after addition of chase DNA with the dimer mutant (H873A and
R882H), unlike tetramer (WT), which shows less than 10% change in activity. D, homodimers that were formed by disrupting the dimer interface resulted in
enzymes that bind DNA followed by methylation and then fast dissociation.

FIGURE 6. DNMT3L and the formation of heterotetramers restores processivity to R882H DNMT3A. A, the EMSA shows that DNMT3L binds to DNMT3A
tetramers to form heterotetramers. R882H binds to DNMT3L; all other mutants at the dimer interface become heterodimers. B, DNMT3L (1:1 ratio) activates
DNMT3A tetramers at �5-fold. Dimer interface mutants show a 2– 4-fold activation other than R882H, which show an 8.8-fold stimulation. DNMT3A hetero-
tetramers (C, WT; D, R882H) are processive, and heterodimers (E, H873A) are non-processive as demonstrated by the processive chase assay. ●, only substrate
(20 �M bp RASSF1A); f, substrate and then 400 �M bp chase (pCpGL at 20 min; Œ, substrate and pCpGL at the start of the reaction.

TABLE 5
Functional characterization of DNMT3A dimer interface mutants with DNMT3L, showing DNMT3L restores processivity in the R882H mutant
Values were determined as stated in Table 1 but with DNMT3L preincubated with enzyme for 1 h at 37 °C in reaction buffer with AdoMet at a 1:1 ratio of DNMT3A to
DNMT3L. Fold stimulation were determined by the fold change in methyl group transferred in 1 h comparing with and without DNMT3L.

Activation Fold1 koff Fold1 Processivity Fold2 Processive

min�1 n1⁄2

WT � 3L 5.4 � 0.2 1 0.17 � 0.01 1.0 154 � 45.2 1.0 Yes
H873A � 3L 3.7 � 0.5 0.68 2.25 � 0.25 13.4 6.4 � 2.19 24.0 Some
H873R � 3L 3.1 � 0.6 0.58
W860A � 3L 2.9 � 0.5 0.54 2.16 � 0.34 12.9
N879A � 3L 2.2 � 0.2 0.41
R882H � 3L 8.9 � 0.8 1.65 0.43 � 0.07 2.6 54 � 8.6 2.9 Yes
D876G � 3L 3.7 � 0.2 0.68
R885A � 3L No activity

DNMT3A AML Mutants Disrupt Processivity

SEPTEMBER 7, 2012 • VOLUME 287 • NUMBER 37 JOURNAL OF BIOLOGICAL CHEMISTRY 30947



We directly tested whether DNMT3L could restore proces-
sivity by carrying out the processivity assay with the dimer
interface mutants H873A and R882H with DNMT3L.
DNMT3L increases wild type DNMT3A processivity 3-fold,
shown with the chase assay (Fig. 6C) and modeling the activity
curve (Table 4). R882H, which forms a heterotetramer with
DNMT3L, had its processivity restored with the addition of
DNMT3L, as shown with the chase assay (Fig. 6D compared
with Fig. 5B). Processivity modeling indicates R882H with
DNMT3L is 4-fold less processive than the wild type enzyme
with DNMT3L (Table 4). On the other hand, H873A with
DNMT3L show an immediate decrease in activity when chase
DNAwas added, indicating DNMT3L does not restore proces-
sivity in the dimer interfacemutant (Fig. 6E compared with Fig.
5C). These results were expected as DNMT3L binds to the
tetramer interface, and the gel shifts indicate the dimer inter-
face is most likely still disrupted. Processivity modeling of
H873A with DNMT3L indicates that the enzyme is slightly
processive, with six methyl groups transferred per binding
event, but still a 5-fold reduction compared with wild type
DNMT3A alone and a 25-fold reduction compared with the
wild type DNMT3A with DNMT3L (Table 4). Our proces-
sivity results with DNMT3L are consistent with the change
in koff measured with the addition of DNMT3L and the for-
mation of tetramers.
AML/MDS Mutations at Tetramer Interface also Disrupt

Processivity—Themajority of the AML andMDS patients have
a mutation at the dimer interface, but multiple mutations also
occur at the tetramer interface (Fig. 7A). We tested three AML
or MDS mutants, R771L, R729W, and R736H, at the tetramer
interface to see whether there were underlying functional or
structural similarities between AML oligomeric mutants. We
found all three of these AML mutants disrupt the tetramer
interface, as observed by forming discrete dimers in gel shifts
(Fig. 7B). R771L had a 1.8-fold increase in activity, and R729W
had a 1.2-fold decrease in activity compared with wild type
enzyme; these are relatively small deviations from the wild type
enzyme (Fig. 7C and Table 6). They both show an 8- to 15-fold
increase in the Km for DNA and 2-fold increase in Km

AdoMet

(Table 6). R736H is a highly conserved residue and showed a
large reduction in activity (8-fold), (Fig. 7C), a 7-fold increase in
Km
DNA, and a 7-fold increase in Km

AdoMet (Table 6). The equiva-
lent residue (Arg-106) in the bacterial DNA methyltransferase
(M.HhhaI) when mutated to alanine reduced activity by 4-fold
(32). When the equivalent residue of Arg-736 in the bacterial
DNAmethyltransferase (M.HhaI-Arg-106) wasmutated to ala-
nine, there was a 4-fold reduction in activity.
Mutations at the tetramer interface were also tested to deter-

minewhether disruption of processivity is a common alteration
for the AML mutants. All the tetramer interface disrupting
mutants had a 4.5–8.8-fold increase in the dissociation rate
(Table 6 and Fig. 7D). The chase assay showed R771L and
R729W (R736H was not tested) lost the ability to carry out
processive catalysis (Fig. 7, E and F). The tetramer interface
mutants with DNMT3L all result in heterotetramer formation
(Fig. 7B). R771L and R729W showed a 7–9-fold activation by
DNMT3L and, oddly, R736H shows minimal activation (Table
7).WhenDNMT3Lwas added to R771L and R729W the disso-

ciation rates were restored to 1.4–2.3-fold wild type levels
(Table 7). DNMT3L also resulted in a restoration of processiv-
ity for R771L and R729W as shown with the chase assay (Fig. 7,
G and H). Our data indicate that oligomeric mutants at either

FIGURE 7. AML mutants disrupt the tetramer interface and eliminate
DNMT3A processivity. A, mutants identified in AML and MDS patients
located along DNMT3A tetramer interface. B, AML mutants at the tetramer
interface disrupt the homotetramer and form heterotetramer with DNMT3L.
C, the rate of catalysis is minimally changed for two of the tetramer interface
disrupting mutants (R771L and R729W). D, disruption of the tetramer inter-
face increases the off-rate. E and F, disruption of the tetramer interface also
eliminates processivity, as demonstrated by the processive chase assay
(E, R771A; F, R729W). G and H, DNMT3L restores processivity by forming a
heterotetramer (G, R771A; H, R729W). The chase assay was done as follows: ●,
only substrate (20 �M bp RASSF1A); f, substrate and then 400 �M bp chase
(pCpGL) at 20 min; Œ, substrate and pCpGL at the start of the reaction.
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the dimer or tetrameric interface retain activity but lose the
ability to carry out processive catalysis.

DISCUSSION

DNA methylation patterning plays an essential role in tran-
scriptional regulation and is known to change during cancer
progression (33, 34).However, themechanisms that control the
enzymatic activity and specificity of the human DNA methyl-
transferases are not understood.We identified a novel function
associated with higher-order DNMT3A complexes that pro-
vides a plausible explanation for howmutations at the two olig-
omeric interfaces of DNMT3A lead to adverse outcomes in
AML patients (16, 18, 20). Oligomerization at both the
DNMT3A homo- and hetero- interfaces control the catalytic
properties of DNMT3A. Disruption of the inner dimer inter-
face decreases activity, but the resultant dimers are still active
and dissociate from DNA more rapidly. These dimers lose the
ability to processively methylate CpG sites in human promoter
sequences, which is observed with the wild type homotetramer
and DNMT3A:DNMT3L heterotetramer.
Recent reports identified mutations in DNMT3A in adult

AML patients with significantly worse outcome (16). R882,
located at the dimer interface is a mutational hotspot and
another �10% are dispersed throughout the tetramer interface
(16, 35). It is not understood how these mutations alter
DNMT3A function, although it is currently thought to be a loss
of function phenotype (16, 18, 20, 35–37). However, recurrent
mutations at a single amino acid position suggest an alteration
to enzyme function with selective advantage for the cancer cell,
while widely divergent mutations at many positions in a gene
generally suggest loss-of-function, a pattern seen formany clas-
sic tumor genes, including p53 (16, 38). Our results show the
AML and MDS mutations disrupt DNMT3A oligomerization,
which is consistent with the model that the oligomeric state of
DNMT3A is important to tumorigenesis. Disruptions of either
the dimer or tetramer interface result in active enzymes with
altered catalytic properties. These results are consistent with
the findings that patients with DNMT3A mutations have
unchanged global DNA methylation levels (16). Overexpres-

sion of DNMT3A has been reported in AML patients (39), and
knock-out of DNMT3A inhibits tumor cell proliferation and
metastasis (40, 41). DNAmethyltransferase inhibitors are used
successfully to treat MDS and AML patients (42–44). In fact,
AML patients with DNMT3Amutations have significantly bet-
ter response rate to the DNA methyltransferase inhibitor
(decitabine) (17) than patients lacking these mutations,
making it hard to understand how the loss of DNMT3A
function would decrease patient survival, as these inhibitors
slow tumor growth. Fundamentally, all clinical evidence sug-
gestsDNMT3Amutations are affecting cancer progression by a
mechanism other than loss of function.
The AML patients with DNMT3A mutations show altera-

tions in methylation and gene expression patterns, including a
loss of methylation at clustered CpG sites found in CpG islands
(16, 20). We show that all mutations that result in DNMT3A
dimers cause a �10-fold increase in the rate at which the
mutants dissociate from DNA, eliminating the ability of the
enzyme to stay associated with the DNA to methylate multiple
sites. We propose that DNMT3A mutations alter methylation
patterns by eliminating the ability of the enzyme to processively
methylate clustered sites. Processive catalysis and its regulation
by accessory proteins are critical to the action of several DNA
modifying enzymes (45, 46). Processivity is controlled in
DNMT3A by self-oligomerization at both the dimer and
tetramer interface (14). The dimer interface is at the DNA tar-
get-recognition domain, and thus oligomerization doubles the
DNA binding surface (15). It is well established that increasing
the surface area of the enzyme bound to the substrate can
enhance processivity in other DNA modifying enzymes by
decreasing product release and facilitating translocation
(47–49).
The control of the processivity of DNMT3A is relevant to the

establishment of DNAmethylation, as the degree of 5mC con-
tent in promoter regions or coding regions has important con-
sequences for transcriptional regulation (1, 50). Methylation of
CpG sites in human promoters controls transcriptional activa-
tion via binary, all-or-nothing patterning (51, 52) that would be

TABLE 6
Tetramer interface disrupting mutants found in AML and MDS patients show full activity but altered processivity
kcat and Km values were determined by monitoring the ability of the enzyme to incorporate tritiated methyl groups transferred from cofactor AdoMet onto DNA (poly-
dIdC). koff values were determined by binding excess enzyme to 5� FAM-6-labeled GCbox30 duplex and measuring the rate of change in anisotropy upon the addition of
excess unlabeled GCbox30 (100-fold labeled DNA). Processivity was determined from the chase assay.

kcat Fold1 Km
AdoMet Fold1 Km

DNA Fold1 koff Fold1 Processive

h�1 �M �M bp min�1

WT 3.5 � 0.3 1.0 0.20 � 0.02 1.0 1.2 � 0.1 1.0 0.21 � 0.01 1.0 Yes
R771L 6 � 0.5 1.7 0.62 � 0.09 3.1 16.3 � 1.4 13.1 0.96 � 0.05 4.5 No
R729W 2.9 � 0.35 0.8 0.58 � 0.09 2.8 8.4 � 1.2 6.8 1.87 � 0.20 8.8 No
R736H 0.68 � 0.04 0.2 1.40 � 0.40 6.9 21.5 � 6.7 17.4 1.22 � 0.10 5.8 No
R882H 1.41 � 0.15 0.4 1.30 � 0.14 6.4 6.6 � 0.6 5.3 2.36 � 0.04 11.1 No

TABLE 7
AML and MDS mutants including tetramer interface mutants with DNMT3L

Activation Fold1 koff Fold1 Processivity Fold2 Processive

min�1 n1⁄2

WT � 3L 5.4 � 0.2 1.0 0.2 � 0.01 1.0 154 � 45.2 1.0 Yes
R771L � 3L 7.5 � 0.1 1.4 0.5 � 0.03 2.2 132 � 35.2 1.2 Yes
R729W � 3L 6.9 � 0.8 1.3 0.3 � 0.02 1.4 112 � 22.3 1.4 Yes
R736H � 3L 1.5 � 0.1 0.3 0.5 � 0.03 2.3 Not tested Not tested
R882H � 3L 8.9 � 0.8 1.6 0.4 � 2.57 2.6 53.9 � 8.6 2.9 Yes
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expected because DNMT1 (30, 53, 54) and both DNMT3A and
DNMT3B (18, 21, 31) are processive enzymes. Disruption of
enzyme processivity would be expected to disrupt promoter
patterning and subsequent transcriptional regulation.
It also is likely that the DNMT3A mutations disrupt the

interactions with binding partners that are needed for
DNTM3A genomic localization and/or regulation of enzyme
activity. DNMT3L binding at the tetramer interface increases
DNMT3A processivity and is essential in early development
(12, 15, 21). We show that DNMT3L restores processivity in
the AML mutants, including the R882H dimer interface
mutant, by forming heterotetramers. All other mutations at
the dimer interface result in DNMT3A-DNMT3L het-
erodimers. Although DNMT3L is only present in early devel-
opment, the oligomeric state of DNMT3A may be modulated
by the many known binding proteins, including thymine-DNA
glycosylase (55) and EVI1 (ecotropic viral integration site 1)
(56). These partners bind DNMT3A at unknown interfaces
within the catalytic domain andmisregulation of both EVI1 and
thymine-DNA glycosylase play key roles in cancer progression
(57–60). DNMT3B also binds DNMT3A, possibly at either
interface with unknown affects on patients with DNMT3A
mutations. Furthermore, the binding of large homo-DNMT3A
complexes to nucleosomes could be modulated by these AML
mutations (19). Because both interfaces of DNMT3A are nec-
essary for heterochromatic localization, AML patients with
DNMT3A mutations may have increased methylation in
euchromatic targets (19). In addition, 20% of the DNMT3A
AML mutations are outside the catalytic domain, in regions
known to interact with other proteins (16).
The mutations found in DNMT3A highlight the importance

of higher-order complexes in the regulation of DNMT3A activ-
ity and illustrate our need to better understand the conse-
quences and regulation of DNMT3A homo- and heterocom-
plexes. Our data suggest the loss-of-function model cannot
explain the observed correlations between DNMT3A muta-
tions and carcinoma. It is likely that multiple mechanisms are
causing altered DNA methylation patterns by DNMT3A,
including changing the catalytic properties of the enzyme, its
processivity, and disrupting binding partner interactions. The
dimer interface of DNMT3A is dynamic and changes with pro-
tein concentration, DNA, tetramer interface occupation,
DNMT3L, pH, and somatic mutations. Further work is needed
to identify and understand the mechanisms by which binding
partners (including possibly regulatory RNAs), mutations, and
cellular conditions drive oligomerization of DNMT3A and the
resultant cellular phenotypes.
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