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DNA (cytosine-5)-methyltransferase 3A (DNMT3A), a key enzyme for de novo epigenetic methylation in
human beings, was reported to undergo an R882H mutation in approximately 25% of M4/M5 subtype
acute myeloid leukemia (AML) patients. In this work, a combination of classical molecular dynamics (MD)
simulations and QM/MM calculation methods was utilized to reveal the molecular mechanism behind
the activity attenuation caused by R882H mutation. We found that R882H mutation induces a “folded”
conformation in the methyl donor S-adenosylmethionine (SAM) through different types of hydrogen
bond formation at the terminal carbonyl oxygen atom and the hydroxyl O3’ atom of the ribose ring on
SAM, with Arg891 as a mediator. Energetically, both the pre-reaction state (PRS) and transition state (TS)
were stabilized in the R882H mutant. However, the energy barrier of the rate-determining step from the
PRS to the TS was calculated to be roughly 1.0 kcal mol™ larger in the R882H mutant than the WT. Also,
a dynamic transformation occurred along the helix where R882H was located, tending to manifest in
a quasi-"Newton's cradle” manner from the mutational site to the active site residues of DNMT3A. Our
computational results provided molecular insights into the pathogenic R882H mutation and advanced

Received 27th August 2019
Accepted 17th September 2019

DOI: 10.1039/c9ra06791d

Open Access Article. Published on 03 October 2019. Downloaded on 11/30/2025 2:53:40 AM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

rsc.li/rsc-advances

Introduction

As one of the most important hallmarks of epigenetics, DNA
methylation plays a critical role in metabolic and developmental
science.'” Aberrant DNA methylation in the human genome is
associated with the pathogenesis of severe diseases, like cancer.®
The determination of DNA methylation status and cancer clas-
sification via deep sequencing have been utilized increasingly
frequently recently.”® Methyltransferases are classified into de
novo and maintenance types, with de novo methyltransferases
responsible for initializing the DNA methylation pattern during
embryo development and the maintenance methyltransferase
DNMT1 taking hemimethylated DNA as the substrate to main-
tain the methylation pattern. De novo methyltransferases can be
further divided into DNMT3A and DNMT3B." In 2010, somatic
mutations of DNMT3A were observed in a quarter of M4/M5

“State Key Laboratory of Microbial Metabolism, Joint International Research
Laboratory of Metabolic and Developmental Sciences, School of Life Sciences and
Biotechnology, Shanghai Jiao Tong University, 800 Dongchuan Road, Shanghai
200240, China. E-mail: yileizhao@sjtu.edu.cn; Fax: +86-21-34207190; Tel: +86-21-
34207190

*Department of Chemistry and Biochemistry, University of California, Los Angeles,
California, 90095-1569, USA

T Electronic  supplementary
10.1039/c9ra06791d

information  (ESI) available. See DOL

This journal is © The Royal Society of Chemistry 2019

the understanding of its mechanism.

subtype acute myeloid leukemia (AML) patients,"* among which
the R882H mutation presented the highest frequency (60%),"* in
particular for seniors.”>** It was reported that the DNA methyl-
ome tended to be globally hypomethylated in AML patients and
this was accompanied by altered gene expression.”® The gluta-
thione (GSH) metabolism was found to be affected by the R§82H
mutation with promoted malignant cell proliferation,'® and Tet2
inactivation, which can induce lymphoid malignancies, was
cooperative with the R882H mutation."”

Owing to its significance in medical science, the R882H
mutation has been intensively studied biochemically. Yama-
shita et al. observed a catalytic ability loss of over 2.3-fold from
the R882H mutation through in vitro biochemical experi-
ments." Blocked protein tetramerization was suggested to be
one of the reasons for the decline in activity." On the other
hand, Holz-Schietinger et al. reported a catalytic ability loss of
2.5-fold, accompanied by a 5.3-fold decrease in the poly-dIdC
(DNA substrate) binding affinity.* The DNA binding pattern
was consistent with AML R882H pathogenesis,> and a 40%
reduction in DNMT3A catalytic ability was related to the flank-
ing sequence preference.”” However, the mechanistic details
relating to how the R882H mutation induces internal changes
in the DNMT3A protein remain unknown.

Full-length DNMT3A consists of several domains: a flexible
N-terminal domain; a proline-tryptophan-tryptophan-proline
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(PWWP) domain;* an ATRX-like cysteine-rich domain; and the
catalytic domain at the C-terminus.** The active site is highly
conserved in both eukaryotic and prokaryotic DNA methyl-
transferases.”° It consists of a large o/B catalytic core motif
and a relatively small target recognition domain (TRD). R882 is
located at the edge of the penultimate a-helix relative to the C
terminal, relatively far from the catalytic pocket but spatially
adjacent to the phosphate backbone of the substrate DNA
(Fig. 1A and B). De novo cytosine C5-methylation occurs as the
DNA substrate binds to the protein and its targeted cytosine is
flipped outward from the DNA helical structure and implanted
into the DNMT3A catalytic pocket, where the methyl group of
the cofactor S-adenosylmethionine (SAM) is transferred onto
the C5 atom of the target cytosine. Aranda et al. provided
a relatively complete reaction energy profile of Haemophilus
haemolyticus (M.Hhal) DNA methyltransferase, which shares
a conserved catalytic domain with human DNMT3A.>"?®
According to previous studies, the methyl transfer step is turn-
over-frequency-determining (TOF-determining).>**”*° The cyto-
sine activation includes the deprotonation of Cys710 and
subsequent addition, and methyl transfer to the flipped cyto-
sine (Fig. 1C). Finally, the proton on C5 and the thiolate at C6
are eliminated to finalize the DNA methylation.**** The transi-
tion state of the methyl transfer step and its precursor thiolate
adduct have been determined as the rate-determining (TDTS,
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TOF-determining TS) step from the resting state (TDI, TOF-
determining intermediate) of the methyltransferase (Fig. 1D).*>

In our recent papers, the pre-reaction states (PRSs),
complexes of the substrate and the active site reactant, were
successfully used to understand the substrate diversity of thio-
esterase.”?* Here, the pre-reaction state (PRS) is also employed
to understand the effects of R882H mutation on DNMT3A
methylation. In practice, the pre-reaction state is defined as the
product of the nucleophilic attack of Cys710 on cytosine. We
have used a combination of classical molecular dynamics
simulations (MD) and quantum mechanics/molecular
mechanics (QM/MM) methods to investigate the structural
and mechanical variations caused by R882H mutation on the
monomer DNMT3A complex. First, the trajectory-based
dynamic structural features of WT and R882H-mutated
models were compared. Second, the reaction barrier of the
methyl-transfer step was computed via a 2-layer ONIOM method
to explore the structural and energetics variations. Finally, we
provided a detailed explanation of the distal effects brought
about by this mutation.

Materials and methods
Model construction

The crystal structure of the DNMT3A catalytic domain was
downloaded from the RCSB Protein Data Bank (PDB ID:

%, N
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v

Fig.1 The structure and proposed reaction mechanism of human DNMT3A: (a) the 3D structure constructed via homology modeling; (b) the 2D
topological structure with annotated secondary structures; (c) the TOF-determining step in the catalytic cycle; and (d) the TOF-determining

transition structure of the methyl transfer step (TDTS).
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2QRV),* and the missing target recognition domain (TRD) was
completed using Rosetta 3.5 software.*® 500 homology models
were generated, and the most representative one was selected as
the apo-DNMT3A model (Fig. S1t). The methyl-donating
cofactor SAM and the substrate DNA of the Zolo-model were
extracted from the M.Hhal methyltransferase crystal structure
(PDB ID: 2HR1). Both apo- and holo-models were subjected to
the PROCHECK program®” to validate the geometric quality. In
the case of the apo-structure, the residue percentages for the
core, allowed, generally-allowed, and disallowed regions were
91.5%, 8.5%, 0.0%, and 0.0%, respectively. For the holo-struc-
ture, the corresponding percentages were 89.9%, 8.9%, 1.2%,
and 0.0%, respectively (Fig. S21). Discovery Studio 3.5 was used
to mutate R882 to H882 in both the apo- and holo-models,
named WT-apo, Mut-apo, WI-holo, and Mut-holo in the following
discussion. The protonation state was determined using the
PROPKA program on the PDB2PQR web server at pH 7.0.*®* In
particular, the 3-nitrogen of H882 is protonated in the mutant. A
recently reported crystal structure of the DNMT3A-cofactor-
substrate protein complex was also downloaded from RCSB
Protein Data Bank (PDB ID: 5yx2) for structural verification. The
D chain was extracted from the tetramer structure to serve as
a holo-model. The protonation states of the crystal #olo-models
were the same as the homology models. The crystal models are
named WT-holo and HIS-holo.

Molecular dynamics simulations

Two types of simulations were performed: multiple classical
molecular dynamics simulations (cMD) on the homology
models and accelerated molecular dynamics simulations (aMD)
on the crystal models to confirm the conformational space. The
AMBER12 GPU version* with the PMEMD engine was employed
for both classical and accelerated molecular dynamics simula-
tions, using the ff03 force field.** The force field parameters of
the cofactor SAM were generated with the Antechamber module
in AMBER. The charge distribution was calculated via the
simple AM1-BCC method, which gave dynamic structures
similar to those in the literature.** Standard LEAP treatment was
applied to neutralize the net charges, after which the system
was placed in a TIP3P water environment with a thickness of
10.0 A.* The particle mesh Ewald (PME) method was exploited
to model long-range electrostatic interactions with periodic
boundary conditions.” Initially, 1000-step steepest descent
minimization was carried out, followed by 9000 steps of
conjugate gradient minimization. Afterward, gradual heating
from 0 to 300 K with the restraint of 5 kcal mol~* A% of the
protein, SAM, and DNA solutes was performed. These systems
were then equilibrated at 300 K in an NPT ensemble for 500 ps
with a step time of 2 fs. The SHAKE algorithm** was used to
constrain the hydrogen bonds during the whole procedure. The
continuous 50 ns production of classical molecular dynamics
(cMD) simulations was carried out in an NPT ensemble, with
constant pressure set to 1 bar. The same simulation was
repeated using ten independent replicates of each apo- and
holo-homology model. 100 ns accelerated molecular dynamics
simulations were performed on the crystal 4olo-models in the
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NPT ensemble as well. Structural analyses, such as root-mean-
square deviation (RMSD), root-mean-square fluctuation
(RMSF) and cluster analysis, were conducted with the CPPTRAJ
tool, implemented in AMBER12. The acceptor-donor distance
cutoff was set to 3.0 A and the acceptor-hydrogen-donor angle
cutoff was set to 135° to define a hydrogen bond. The hydrogen-
bonding occupancy was measured via the frequency of
appearance in the trajectories.

Quantum mechanics/molecular mechanics (QM/MM)
calculations

QM/MM calculations were performed with a two-layered ONIOM
method,***® using the Gaussian 09 program.*” A geometrical
snapshot with the lowest RMSD value compared with the average
structure of all 10 cMD trajectories (250 000 frames) was extrac-
ted for the QM/MM calculations, to ensure that the geometry
selected was the most representative for the protein-ligand
complex. The QM region included the catalytically essential
residues Cys710 and Glu756, the target cytosine fragment, and
the cofactor SAM. The QM region possessed 105 atoms in total,
bearing a negative charge. The whole WT and R882H DNMT3A
systems contained charges of —15 and —16, respectively, before
neutralization with sodium cations. The transition state (TS) was
determined vig a two-dimensional potential energy scan with the
B3LYP density functional and the 6-31G(d) basis set, while the
MM region was treated with the AMBER parm99 force field
implemented in Gaussian 09 software. Two reaction coordinates
were used: the distance between the sulfur atom of SAM and the
carbon atom of the transferred methyl group; and distance
between the carbon atom of the methyl group and the C5 atom of
the target cytosine. The energy barrier was estimated based on
the single point optimization energy difference between the PRS
and the transition state (TS) structures. For energy validation, the
DFT calculations were repeated with the M06-2X and ®wB98x-D
functionals and three different basis sets, 6-31G(d), 6-311G(d),
and 6-311+G(d). The modest estimations obtained using B3LYP/
6-31G(d) are presented in the paper, while the M06-2x and »wB98x-
D results are listed in Table S4.7

Molecular mechanics/generalized born surface area method

The MM/GBSA method*® was applied during the last 10 ns of
each trajectory at intervals of 10 ps to calculate the binding free
energies between the cofactor SAM and the enzyme. The
entropy was also estimated via the normal mode analysis (NMA)
method.” Results from each trajectory were calculated indi-
vidually and analyzed statistically.

Dynamical pathway analysis

Protein 3D structures were transformed into 2D undirected
networks to explore the contact interactions between residues.>
In this work, amino acid residues were set as nodes, and the
contact interactions between residues were denoted as edges if
the distance between the mass centers of the two residues was
less than 3.5 A during the simulation time. The optimal
(shortest) pathway and suboptimal pathways between the
mutational site and the residues affected by R882H mutation

RSC Adv., 2019, 9, 31425-31434 | 31427
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were all calculated with the WISP Python package.”* One
hundred pathways for each independent cMD trajectory were
collected and the most probable one was determined based on
the node degeneracy of all calculated pathways.

Statistical analysis

Two sample ¢-testing was performed to test the statistical
significance of the calculated results, such as distances, angles,
dihedral angles, RMSF values, etc.

Results and discussion
Structural variances upon R882H mutation

According to the root-mean-square deviation (RMSD), all 40
cMD trajectories (ten independent simulations for each
homology system: WT-apo; Mut-apo; WT-holo; and Mut-holo)
reached equilibrium after the first 10 ns of simulation
(Fig. S37). The structural integrity of the protein remained, as
no significant variations in amino acid fluctuations were
captured between wild type (WT) and R882H-mutated
DNMT3A (Fig. S41). The average structures from 10 replicate
trajectories for each holo-model were used to compare the
structural differences between WT and R882H-mutated
DNMT3A (Fig. 2A). Besides the most flexible target recogni-
tion domain (TRD) region, large structural variations also
manifested in two helices: the 2" helix (H2, consisting of
Glu667-His677) and the 11™ helix (H11, where Arg882
located). In the R882H mutant, the H2 helix deviated from wild
type DNMT3A by about 2.0-5.1 A, with the maximum at
Asp668, and the helix H11 deviated by 0.9-3.2 A, with the
maximum at the mutational site Arg882. These two helices
were connected with loop regions that directly bind to the
cofactor SAM, implying that the binding pattern of SAM could
be changed upon R882H mutation.

In order to analyze the conformational variations of SAM, all
the dihedrals were analyzed in both the homology and crystal
DNMT3A holo-models (Fig. S5 and S6t). Adenosine was quite
stable at the active site, as the dihedrals upon it were nearly
identical in WT and R882H-mutated DNMT3A. However, the
glycosidic bond between adenosine and the ribose ring rotated,
subsequently causing variations in the dihedrals on the ribose
ring and in the amino acid portion. These variations caused the
distances between the hydroxyl O2’ atom of the ribose ring and
the amino acid terminal oxygen atoms to rise and the distances
between the hydroxyl O3’ atom and the terminal oxygen atoms
to fall; as a result, the linear portion of SAM cyclized and
exhibited a ‘folded’ conformation (Fig. 2B). This geometrical
variance appeared more obviously in the crystal model, where
all these distances tended to shrink, and SAM took on the
structure of a “folded” molecule in the R882H mutant (Fig. S77).
Both the homology and crystal models showed that the distance
between the hydroxyl O3’ atom on the ribose ring and the
terminal carbonyl oxygen atom (termed as O) significantly
decreased in the mutant. The relationship between the critical
conformational change of SAM and the DNMT3A methylation
ability is discussed in detail below.

31428 | RSC Adv,, 2019, 9, 31425-31434
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Hydrogen-bonding interactions of the cofactor SAM

Next, the binding patterns between DNMT3A and SAM were
carefully examined to explore the mechanisms behind the
geometrical disturbance of SAM through the MMGBSA method
(Table S17). Consistent with previous experimental results,* the
binding free energy was smaller by approximately 0.8 kcal mol
in the R882H mutant compared to WT DNMT3A, implying
weaker interactions between DNMT3A and the cofactor SAM in
the R882H mutant. There are explanations accounting for the
decreased binding affinity between DNMT3A and the cofactor
SAM. It has previously been validated that wild type DNMT3A
forms a heterotetramer with DNMT3L through an ‘FF’ interface.”
DNMT3L was reported to function as a stimulator of DNMT3A
methylation activity through stabilizing the interaction between
DNMTS3A and the cofactor SAM.>* It has also been reported that
R882H mutation could induce DNMT3A to terminate interac-
tions with DNMT3L and become a homodimer, giving rise to
a decreased binding affinity between DNMT3A and the cofactor
SAM, which has been validated via independent experiments.*
To further explore the binding details, free energy decomposition
based on residue level was performed (Table S2}). Phe640,
Thr645, Glu664 and Val665, Arg891-Trp893, and Asp686 played
dominant roles in DNMT3A and SAM binding, in agreement with
a previous report.”® In comparison with the wild type protein, the
contribution of Arg891-Trp893 to the binding free energy became
larger in the R882H mutant while the contribution of Thr645
became smaller, confirming the molecular interaction changes
around the cofactor SAM.

Hydrogen-bonding interactions between DNMT3A and SAM
were thoroughly explored using all cMD and aMD trajectories
(Fig. 3 and Table S3t). The occupancy of the hydrogen bond
between the oxygen atom of the peptide bond of Phe640 and the
nitrogen atom of the SAM adenosyl moiety was decreased upon
R882H mutation. The hydrogen-bonding occupancy between
the oxygen atom of the Thr645 sidechain and the carboxyl
oxygen atom (OXT) of the amino acid terminus of SAM was also
decreased. Hydrogen bonds between the oxygen atoms of the
Asp686 sidechain and the nitrogen atom of the SAM adenosyl
moiety were relatively stable when comparing the two systems.
As for the Arg891-Trp893 region, the frequencies of hydrogen
bonding between these residues and the oxygen atoms (both O
and OXT) of SAM were increased. We paid particular attention
to Arg891, whose guanidyl group exhibited dynamic interac-
tions with SAM. A pattern could be generalized where WT
DNMT3A had an advantage over the R882H mutant in terms of
the hydrogen bonding proportion between the Arg891 guanidyl
group and the hydroxyl on the SAM ribose ring (i.e., 02’ and
03'), whereas WT bore a lower frequency of hydrogen bonds
between the Arg891 guanidyl group and the O and OXT atoms
on SAM in comparison with the R882H mutant. It appeared that
the hydrogen bonds that Arg891 initially formed with hydroxyl
oxygen atoms were ‘replaced’ with bonds with oxygen atoms on
the SAM terminus. It was speculated that Arg891 served to pull
the amino acid terminus towards the ribose ring of SAM, in
accordance with the favorable ‘folded’ conformation of SAM in
the R882H mutant.

This journal is © The Royal Society of Chemistry 2019
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Fig. 2 The structural variations caused by R882H mutation: (a) the structural deviations between the average structures of WT and R882H-

mutated homology holo-models; and (b) a structural representation

of the distances between hydroxyl O2'/O3" atoms and the terminal O

(carbonyl oxygen)/OXT (carboxyl oxygen) atoms, and the corresponding statistical t-test results. The unit of distance is the angstrom.

Reaction barrier of the rate-determining step

The energy profile of the rate-determining methyl transfer step
was calculated using QM/MM methods. With the least-RMSD
structure, the energy barriers of the methyl migration step
were computed to be 14.9 kcal mol™" and 15.6 kcal mol ™" for
WT and R882H DNMT3A, respectively, similar to the values
reported in the literature.”* The catalytic energy barrier
increased slightly, by 0.7 kcal mol *, in the R882H mutant,
which is consistent with the 4-fold reduction in the catalytic
ability of monomer DNMT3A from experimental observa-
tions."?° To validate the robustness of our results, QM/MM
calculations with a combination of the M06-2X functional and
various basis sets were further carried out (Table S4t). Overall,
our calculations suggested a 1 kcal mol ' reaction barrier
increase in the case of R882H mutation. The distortion/
interaction model developed by Bickelhaupt and Houk® was
introduced in our analysis to describe the energy variations in
the methyl transfer step. The molecular mechanics (MM) and
quantum mechanics (QM) relative energies of the two-layers in
the ONIOM calculations were considered as the ‘protein
distortion’ and ‘core interaction’ energies, conceptually
mimicking the real distortion and interaction energies in the

This journal is © The Royal Society of Chemistry 2019

activation strain model that is widely used in organic and
inorganic chemistry.” Interestingly, R882H mutation lowered
the ‘distortion’ energies of the protein layer (MM region) by 5.0
and 14.7 kcal mol " in the pre-reaction state (PRS) and transi-
tion state (TS), respectively, using a non-active structure (before
covalent bond formation between Cys710 and cytosine) as an
energy reference. The ‘core interaction’ energies that corre-
spond to the energies in the QM region varied between the PRS
and TS - the PRS complex was stabilized through R882H
mutation by 4.9 kcal mol ™", while the TS complex was desta-
bilized by 5.5 keal mol . Taken together, and compared to WT,
we could see a 9.2 (14.7-5.5) kcal mol " energy reduction for the
TS in the R882H mutant, and a 9.9 (5.0 + 4.9) kcal mol " energy
decrease for the PRS. Given that the energy barrier is defined as
the difference between the TS and PRS, R882 mutation endowed
the methyl transfer reaction with an overall 0.7 kcal mol ™"
increase in energy (Fig. 4 and Table S5+).

Geometric superpositions of the PRS structures revealed
distinctive S-CH3;-C5-C6 dihedral values in WT and R882H-
mutated DNMT3A of around 107° and 63°, respectively, sug-
gesting the conformational change of SAM (Fig. 5). Specifically,
in WT DNMT3A, Phe640 and Thr645 could form hydrogen

RSC Adv., 2019, 9, 31425-31434 | 31429
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Fig. 3 The hydrogen-bonding network distinctions around SAM upon R882H mutation. The light green dotted lines show hydrogen bonds that
are conserved in both WT and R882H-mutated DNMT3A, the red dotted lines represent those that decline in the R882H mutant, and the blue
dotted lines represent those that strengthen in the R882H mutant. The line weights accord with the hydrogen-bonding occupancy.

bonds with SAM, while in the R882H mutant, Arg891 undertook
a dominant role in hydrogen bonding with the amino acid
moiety of SAM; this is consistent with the hydrogen-bonding
patterns discovered during MD simulations. The hydrogen-
bonding network variations led to the formation of an intra-
molecular hydrogen bond between O3’ on the ribose ring and
the terminal O atom, which was observed in both the PRS and
TS of the R882H mutant. The formation of the hydrogen bond
again corresponded to a decreased distance between these two
atoms, which was captured in ground state simulations, veri-
fying the advantageous ‘folded’ conformation of SAM.
Furthermore, the fewer hydrogen interactions with SAM
observed in the TS of the R882H mutant accorded with the
increased ‘core interaction’ energy (destabilization in the QM
region) found in the reaction barrier profile (Fig. 5).

Previously, Lau et al. carried out a near attack conformation
(NAC) study on M.Hhal DNA methyltransferase,* generating
the geometrical parameters of SAM, including the glycosidic
torsion angle y (04'-C1’-N1-C2), the angle formed by cytosine
C4 and C5, and CH; (C4-C5-CH3), and the angle formed by
cytosine C6 and C5, and CH; (C6-C5-CHj3). These parameters
were applied in our study to check the geometrical availability of
cytosine and SAM for performing DNA C5-methylation. From
this investigation, the population of NAC conformers within the
geometrical criteria decreased upon R882H mutation, indi-
cating the transformation of both SAM and cytosine into less
reactive analogues (Table S67). Besides, using dihedral S-CH;-
C5-C6 in the PRS as a reference, the populations of PRS-like
conformations in the cMD trajectories were 3.2% and 0.3%
for the WT and the R882H mutant, respectively, demonstrating

protein | | core
distortion | | interaction
MM)||(OM)
____ =TS
P II AE=149 |50
.“"c.‘l?ﬁ;‘iu
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0° ©
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Fig.4 The 'protein distortion” and ‘core interaction’ energies of the MM and QM layers from ONIOM calculations for the methyl transfer step (the
energy units are kcal mol; WT DNMT3A is colored blue; R882H-mutated DNMT3A is colored orange).
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WT DNMT3A colored blue and R882H-mutated DNMT3A colored orange; hydrogen bonds are shown as black dashed lines; the hydrogen bonds
formed within SAM are highlighted in red circles; SAM is shown as a ball-and-stick model, while other residues are shown as sticks.

a 9.8-fold decrease upon mutation. For the crystal models, the
PRS-like populations were 4.2% and 1.1%, exhibiting a 3.8-fold
decrease. Both geometrical parameters and conformation clas-
sification showed that WT DNMT3A was more reactive, vali-
dating the effects of mutation on the geometrical characteristics
of both the PRS and TS complexes. Interestingly, entropy
compensation seemed to be consistent with the enthalpy
calculations in the current case. The pre-reactive population
was inversely associated with the reaction barrier: a higher

LEU-883

SER-881

ARG-882

population of the pre-reaction state was accompanied by a lower
reaction barrier. This indicated that the relative positions of the
substrate and cofactor at the catalytic active site could have
nontrivial impact on the enzyme activity.

Distal effects of R882H mutation

The internal transduction was described via dynamical path-
ways based on amino acid contact analysis. For each ¢cMD
trajectory, 100 suboptimal possible pathways from the source

Mut
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ARG-891
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LEU-883

©
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«

Fig. 6 The most probable pathway from site 882 to Arg891 in the apo- and holo-models of the wild type and mutant, from amino acid contact

analysis.
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(Arg882 or His882) to the target residues (Phe640, Thr645,
Arg891, and Ser892) were calculated from the residue-contact
network, and the one with the largest degeneracy of residues
from all 1000 suboptimal pathways was designated as the most
probable pathway. The pathway length distribution showed that
shorter pathways were taken in the R882H mutant to transfer
dynamic contact information from the mutational site to
Arg891, which could account for the favorability for folded SAM
in the holo-models (Fig. S87). Accordingly, an analysis of the
most probable pathway showed that site 882 could establish
communications with Arg891 and Ser892 along the H11 helix,
as shown in Fig. 6.

Owing to the rigidity of the helical structure,* the distal
effects are communicated in the fashion of quasi-“Newton's
cradle” mechanism (Fig. 7). Steric repulsion was generated at
the R882H site and transmitted through the stationary resi-
dues on H11, finally reaching the cofactor SAM at the catalytic
site. Both homology and crystal models showed that the
steric interactions between the sidechains of Arg882/His882
and Leu883 varied after mutation, with the sidechains of
Leu883 and Arg887 being pushed towards the catalytic site.
The shorter distance caused stronger hydrophobic interac-
tions between the Leu883 and Arg887 sidechains and
induced larger repulsive forces between the sidechains of
Arg887 and Arg891 (Table S71). Ultimately, the conforma-
tional changes of Arg891 and other residues at the active site
gave rise to the more difficult fulfillment of the methyl
transfer reaction.

WT-holo

- cytosine

R882
29

ld’é’ 2

SAM
Mut-holo

cytosine

H882

1 ’—\

SAM

Fig. 7 The quasi-"Newton's cradle” mechanism of dynamic informa-
tion transduction from Arg882/His882 to Arg891 in WT DNMT3A and
the R882H mutant. WT DNMT3A is colored blue and the R882H
mutant is colored orange.
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Conclusions

In this paper, the dynamic and mechanistic consequences of
DNMT3A ‘hotspot’ R882H mutation in AML were investigated.
Conformational analysis revealed that the cofactor SAM
exhibited a preference for a ‘folded’ conformation in the
mutated protein in both homology and crystal models.
Hydrogen-bonding networks were used to further interpret the
conformational alterations of SAM: Arg891 changed its inter-
action network pattern through forming more hydrogen bonds
with the amino acid portion of SAM and reducing its interac-
tions with the ribose ring. The conformational changes of SAM
further induced an increase in the reaction barrier of the rate-
determining step through forming less reactive geometries.
Even though the protein was exposed to less structural distor-
tion of the energy profile in both pre-reaction state (PRS) and
transition state (TS) complexes following mutation, the overall
reaction barrier was still estimated to rise by about 1 kcal mol .
The distal transmission from the mutational site 882 to the
active site was rationalized through internal dynamic informa-
tion cascades occurring via a quasi-“Newton's cradle” mecha-
nism on the helix where R882 is located. Therefore, the
mechanistic consequences related to R882H mutation on
monomer DNMT3A could be primarily attributed to the
conformational changes of the cofactor SAM and the abnormal
inter-residual communications induced by the aberrant pre-
organization of DNMT3A.
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