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ABSTRACT: To interpret recent structures of the R283K
mutant of human DNA repair enzyme DNA polymerase /3
(pol p) differing in the number of Mg®* ions, we apply
transition path sampling (TPS) to assess the effect of differing
ion placement on the transition from the open one-metal to
the closed two-metal state. We find that the closing pathway
depends on the initial ion position, both in terms of the
individual transition states and associated energies. The energy
barrier of the conformational pathway varies from 25 to 58 kJ/
mol, compared to the conformational energy barrier of 42 kJ/
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mol for the wild-type pol f reported previously. Moreover, we find a preferred ion route located in the center of the enzyme,
parallel to the DNA. Within this route, the conformational pathway is similar to that of the overall open to closed transition of
pol S, but outside it, especially when the ion starts near active site residues Arg258 and Asp190, the conformational pathway
diverges significantly. Our findings should apply generally to pol f3, since R283K is relatively far from the active site; further
experimental and computational work are required to confirm this. Our studies also underscore the common feature that less
active mutants have less stable closed states than their open states, in marked contrast to the wild-type enzyme, where the closed

state is significantly more stable than the open form.

B INTRODUCTION

DNA polymerase f3 (pol ) plays a prominent role in DNA
repair, specifically base excision repair (BER)," which is crucial
to the integrity of the genetic imprint. In 30% of human
tumors, various altered pol /3 variants have been observed.>”®
The polymerase domain of pol f is composed of three
functionally distinct subdomains referred to as the D- (DNA-
binding, 1le88-Pro151), C- (catalytic, ArglS52-Lys262), and N-
subdomains (nucleotide-binding, Asp263-Glu335). The amino-
terminal 8-kDa lyase domain (Metl-Lys87) contributes an
essential deoxyribose phosphate lyase activity necessary for
single nucleotide base excision repair.” Two global conforma-
tional forms of the enzyme have been revealed by X-ray
crystallography:® an open binary DNA complex and a closed
ternary substrate complex. The two forms are related by a
significant subdomain repositioning of the N-subdomain
(Figure S1, Supporting Information). Kinetic,9’10 structural,s’11
and computational studies'>"> have revealed that the catalytic
pathway of pol B follows a general, three-step nucleotide
insertion pathway for DNA polymerases: first, following DNA
binding, pol B binds a 2'-deoxyribonucleoside S’-triphosphate
(dNTP) to form an open ternary substrate complex, which
undergoes a conformational change to align active site residues
and form a closed ternary substrate complex; second, the closed
pol B complex catalyzes nucleotidyl transfer and forms the
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closed ternary product complex; third, the product complex
undergoes a conformational change back to the open form,
allowing the release of pyrophosphate (PP;). During these
conformational steps, subtle side-chain motions of other key
residues (e.g., Asp192, Arg258, Tyr271, Phe272, and Arg283)
also occur. In addition, two divalent metals, typically
magnesium, are essential cofactors that play pivotal roles in
nucleotidyl transfer.'* Accordingly, binding of the ion ligands
are expected to influence transitioning of the enzyme to/from
the reactive competent state.'>'>'® Many of these key residues
are known to play important roles in pol fs fidelity.'”'® In
mismatched (i.e, not Watson—Crick paired) systems, such key
residue motions as well as the related energy barriers are
expected to be different.'”™>*

The R283K mutant of pol f has been reported to have lower
activity and lower fidelity compared to the wild-type
enzyme.”*™>” Recently, a series of structures of the pol f3
R283K mutant have been reported,”® including an open
structure with no Mg2+ ion, an open structure with one Mg2+
ion, and a closed structure with two Mg*" ions. It has been
hypothesized that the magnesium ions affect the conforma-
tional closing of the enzyme and thus can act as factors that
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Figure 1. The six models of this study differing in initial position of catalytic Mg>* (yellow). The nucleotide-binding Mg*" is shown in red. Also see
Figure S4 (Supporting Information) for stereo views of the starting locations.

regulate activity, among others.">***° Here we study how
differences between the conformational pathways of the pol
R283K mutant and that of wild-type pol # might explain the
lower activity and fidelity of R283K, and how Mg*" might affect
these pathways. In related studies, it has been shown that the
E295K mutation of pol f interferes with the conformational
pathway of pol $*' and distorts its active site; this helps
interpret, in part, the low insertion efficiency of the E295K
mutant.’” With regards to the role of Mg*" ion, we hypothesize
that the initial ion placement in/relative to the active site
influences the conformational pathway and energy barriers. To
test this hypothesis, we study the transition between the one-
ion (open) and two-ion (closed) states with the transition path
sampling (TPS) method we developed for biomolecules.'®*°
We base our starting models on the crystal structure of the
open one-ion state (PDB entry 4F50).*® In each starting
model, the catalytic Mg** was added at a different position.
From these models, we have performed regular molecular
dynamics and TPS simulations to examine the different possible
conformational pathways from these one-ion models to the
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closed two-ion model based on the closed crystal structure
(PDB entry 4F5Q).*®

Our work supports the hypothesis that initial ion placement
influences the conformational pathway and energy barriers. We
suggest that a preferred “Mg”* ion route” acts to steer the ion to
a low-energy pathway. Whether the initial catalytic Mg*" falls in
the preferred route or not influences the conformational
pathway significantly. The existence of such a preferred “Mg**
ion route” and its relation to the conformational pathway may
also hold for wild-type pol  and possibly other polymerases. In
addition, we show that the partially closed state of R283K is less
stable than the corresponding closed state of wild-type pol f,
and this may further affect the chemical step. This energetic
difference agrees with the lower activity and fidelity of R283K
observed in experiments.>>*?

B METHODS

Simulation Setup. Our TPS simulations aim to link the one-ion
(nucleotide-binding only) to two-ion crystal structures; to accomplish
this, we explore various initial settings for the catalytic ion with respect
to the active site, and the ion route in particular. Our starting models
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are based on the R283K mutant pol //DNA substrate complexes from
the one-ion state (PDB entry 4FSO) crystal structure. All missing
atoms are added to the models using the CHARMM program (version
35b2).>* The catalytic Mg®* is placed manually at various initial
positions to build six starting models, as follows (Figure 1): In sets T1
and T2 (T for Top), the catalytic ion (yellow atom) is placed on the
incoming nucleotide side; in sets B1 (B for Bottom), the catalytic ion
is placed near the catalytic aspartates; in sets L1 and L2 (L for Left),
the catalytic ion is near the upstream primer; and in set R1 (R for
Right), the catalytic ion is positioned on the side of downstream
primer. In sets T1, B1, L1, and R1, the initial catalytic Mg>" is placed
~S A from the catalytic metal site in the two-ion crystal structure
(approaching the distance between the catalytic Mg** and nucleotide-
binding Mg** in their final positions, 3.6 A); in sets T2 and R2, the
initial catalytic Mg®" is placed ~10 A from its final position. Further
minimization and equilibration were applied to optimize the system
(see below).

The system is solvated with the explicit TIP3P water model in a
water box via the VMD program.>® The smallest image distance
between the solute and the faces of the periodic cubic cell is set to 8 A.
The total number of water molecules is 14 179. To obtain a neutral
system at an ionic strength of 150 mM, 52 Na" and 30 CI” ions are
added to the system. All of the Na* and Cl™ ions are placed at least 8 A
away from both the protein and DNA atoms and from each other. A
model of the ending structure based on the two-ion state (PDB entry:
4F5Q) crystal structure is built in a similar way.

Figure S2 (Supporting Information) compares the active site
conformation of our starting (one-ion) and ending (two-ion) models.
In the one-ion model, key residues such as Asp192, Arg258, and
Phe272 are in their binary (open) states, and change to their ternary
(closed) conformations in the two-ion model. The conformations of
Asp190 and Asp256 also change between the one-ion model and two-
ion model.

Minimization and Equilibration. Initial energy minimizations
and equilibration simulations are performed using CHARMM. The
system is minimized with fixed positions for all heavy atoms of protein
or nucleotides, using steepest descent (SD) for 10 000 steps followed
by the adopted basis Newton—Raphson (ABNR) method for 25 000
steps. The equilibration process is started with a 200 ps simulation at
300 K using the single-time step Langevin dynamics, while keeping all
the heavy atoms of protein or nucleotides fixed. The SHAKE
algorithm is then employed to constrain the bonds involving hydrogen
atoms. This is followed by unconstrained minimization consisting of
10000 steps of SD and 20 000 steps of ABNR. The system is then
transferred to NAMD™® and equilibrated for 500 ps at constant
pressure and temperature. Pressure is maintained at 1 atm using the
Langevin piston method with a piston period of 100 fs, a damping time
constant of 50 fs, and a piston temperature of 300 K. The temperature
is maintained at 300 K using weakly coupled Langevin dynamics®” of
nonhydrogen atoms with a damping coefficient of 10 ps™". Bonds to all
hydrogen atoms are kept rigid using SHAKE, producing good stability
with a time step of 2 fs. The system is simulated in periodic boundary
conditions with full electrostatics computed using the particle mesh
Ewald method® with grid spacing on the order of <1 A Short-range
nonbonded terms are evaluated at every step using a 12 A cutoff for
van der Waals interactions and a smooth switching function. The final
dimensions of the system are 80.1 A X 79.2 A X 79.7 A.

Transition Path Sampling Simulations. The TPS method
explores sequences of states constituting dynamical trajectories®”*’
through random walks using standard Monte Carlo (MC) procedures.
Starting from an initial trajectory generated here by targeted molecular
dynamics (TMD) that captures a barrier crossing, TPS uses the
Metropolis MC method to sample the trajectory space by performing a
random walk with the shooting algorithrn;“ the random walk is biased
so that the most important regions of the trajectory space are
adequately sampled.*® The frequency of a trajectory region being
visited is determined by its probability; thus, even when a random walk
is initiated far from a representative transition pathway, the bias can
drive the system to important transition regions after sampling.
Therefore, despite the unphysical nature of the initial sampling
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trajectory obtained by TMD, TPS can lead the system to the most
important transition regions and yield physically meaningful
trajectories.

To obtain the initial trajectories that connect the two states during
the transition, we apply TMD simulations to connect our modeled
open and closed forms of the pol f R283K mutant complexes. The
most challenging part of TPS is to describe the order parameters
representing the transitions. To choose appropriate order parameters
for TPS simulations, we use the crystallo§raphic data,*® molecular
dynamics,">"* and prior TPS studies'®'*** on wild-type pol f§ as
reference. Since these works have shown that key active-site residues
(Asp190, Asp192, Arg258, Tyr 271, and Phe272), a-helix N of the N-
subdomain, and the Mg** motion serve as measures of pol f#'s closing
pathway, we start testing values associated with these residues and ions
as well as the RMSD value of a-helix N atoms (residue 275 to 295).
The complete set of order parameters is listed in Table 1.

Table 1. Transition States Properties for the Closing
Conformational Profile of the R283K Pol f# Mutant

Xmin
Event J-order parameter Xmax State A state B
Partial N- RMSD of residues 275295 33A 25 A
subdomain with respect to closed form
motion
Asp192 flip Dihedral angle C,—C;—C,—C 150° 180°
Arg258 Dihedral angle C,—C;,—N,—C, 100° 170°
rotation
Phe272 flip Dihedral angle C,—C;—C,—C;, 110° 40°
Shift of Tyr271 Distance of Tyr271: OH — 54 A 83 A
Lys283: N,
Asp190 flip Dihedral angle N—C,—C;—C, 60° —70°
Asp190 flip Dihedral angle N—C,—C4—C, —=70° 60°
back
Ion motion® Distance of catalytic Mg** to 43-55 A” 1.7 A

OD2 of Asp256

“In set Rl, the transition state is characterized by the rotation of
Asp256, but the same distance value is used as the order parameter.
YThe initial distance between Mg** and Asp256 varies in different sets.

We use the TMD code implemented in NAMD to generate the
initial constrained trajectories. An energy restraint based on the RMSD
of the system relative to the final form is applied to force the open pol
P complexes to close. From the TMD trajectory, we select frames that
bracket the transition regions and perform unconstrained dynamics
simulations. We perturb the atomic momenta of the frames and
integrate the equations of motion forward and backward over short
trajectories of order 10—100 ps (see below) to generate new physical,
unbiased trajectories to connect the open and closed states. On the
basis of these unconstrained simulations, we determine the adequate
length of sampling trajectories for all the transition states. Specifically,
for the mutant complex, the trajectories for Asp190 flipping back in set
R1 are simulated for 25 ps, and those trajectories for other key residues
and Mg** motions are run for 10 ps. To capture the transition states of
N-subdomain closing in the two complexes, the sampling trajectories
have to be propagated for 100 ps.

Using one of the newly generated physical trajectories as the
starting trajectory, we perform path sampling for each individual
conformational change with the shooting and shifting algorithm and a
Monte Carlo protocol. The entire process is performed by using a
PERL script that interfaces with NAMD. The velocity Verlet integrator
in NAMD with a time step of 1 fs is used to generate the individual
MD trajectories in TPS. All other parameters are the same as those in
the equilibration process. To obtain an acceptance rate of 30—45%, the
momentum perturbation magnitude (dP) of each transition state are
varied from 0.001 to 0.005. To identify the transition states, 200
accepted trajectories for each transition state are collected.

The convergence of the harvested sampling trajectories is verified by
computing the autocorrelation function associated with order
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Figure 2. Free-energy pathways for the six models examined. The six pathways are grouped as (a) typical pathways as in sets T1, T2, and B1 (wild-
type pol f3 as reference), and (b) atypical pathways as in sets R1, L1, and L2 (T1 as reference). The sequences of events in typical pathways are the
same as that in wild-type pol . Reference plot for wild-type pol f§ is from ref 16. Also see Table S1 (Supporting Information).

parameters to check for decorrelation of paths. The new trajectories
are essentially decorrelated if the autocorrelation function shows a
gradual transition between (r,)* and (y){rs)-

Free Energy Barrier and Rate Constant Calculations. The free
energy barriers for transition states are evaluated using the “BOLAS”
protocol,* an efficient procedure for getting free energies with
relatively low error bars using the TPS trajectory harvesting idea. To
calculate the free energy, 2000 trajectories for each transition state (10
overlapping windows, 200 trajectories per window) are collected. The
potential of mean force plots obtained on each window are combined
by adding/subtracting a constant to match the free energy values of
the overlapping region. The free energy barriers for the conformational
transitions are then calculated from the over free energy plots. The
error bar for the free energy calculations is determined by repeating
umbrella sampling on one window of a transition for 10 times with the
same initial trajectory but different starting pseudorandom numbers.
The standard deviation for each barrier (2—4 kJ/mol) is used as the
error bar.

B RESULTS AND DISCUSSION

Kinetic studies have indicated that the order of metal binding
during active site assembly consists of, first, the nucleotide-
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binding ion and, second, the catalytic ion.” Generally, this
sequential binding is reflective of the induced-fit hypothesis for
selection of the correct nucleotide, where the dNTP binds first
and then the enzyme samples for base-pair complementarity.
For dNTP binding there is the need to neutralize the
triphosphate oxygens of the incoming dNTP as it binds to
active site aspartate residues; a nonbridging oxygen on Pa (pro-
Rp) also provides a coordinating ligand for the nucleotide
metal. We have observed multiple structures of pol  where
ternary complexes contain the incoming nucleotide and
associated nucleotide metal, but lack the catalytic metal.***°
These structures are consistent with nucleotide metal-
containing ternary complexes poised for binding the catalytic
metal. Binding of the catalytic metal induces a 3’-endo sugar
pucker at the primer terminus aligning the O3’ atom for an in-
line attack on Pa, and the bound catalytic metal also serves to
activate the nucleotidyl transferase reaction.*

The closing conformational pathways of all six model sets are
displayed in Figure 2. Also see Table S1 (Supporting
Information) for the sequence of events in each pathway. On
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Journal of the American Chemical Society

Table 2. Free Energy Barrier of Sets T1, L1, and R1 Estimated by Transition-State Theory

Asp190 flip N-subdomain closing Asp192 flip Asp190 flip back Arg258 rotation Phe272 flip ion motions total®
R283K mutant set T1
PAFTet 30 + 4 1S+2 - 20 + 3 7+1 9+ 1 40 + 6
Ny - 10 + 2 15 +2 - 29+ 3 16 +2 11 +2 40 + 4
R283K mutant set L1
SAFSre - (31 + 4)° (9+1) - (20 + 3) (20 +2) 12+1 25+ 7
PAFSTe - (16 £ 2) (10 + 1) - (30 + 4) (16 + 2) 18 +2 23+ 3
R283K mutant set R1
PAFSTe S+1 (24 +3) S+1 49 + 4 (17 + 3) (11 +1) 1+1 58+ 8
AR 14 +2 (11 +2) 7+1 12+3 (27 + 4) 9+1) 2+1 28 + 4
Wild-type matched system (G:dCTP)
2Ny - 35+5 10 + 4 - 25+ 4 10 +3 19+5S 42+ 8
AT - 12+3 1S+ 4 - 40+6 15 + 4 22+ 4 49 +8

“The total energy barrier for conformational pathway before chemistry from open to closed state. bBARS

barrier

is the free energy of the transition state

region between basin A and B relative to basin A, in kJ/mol. “To make the energy values comparable, the orders of events in the table for sets L1 and
R1 have been rearranged as reflected by values in parentheses. See Table S1 (Supporting Information) for the sequence of transition states in each

system.

the basis of the similarity of the conformational pathway to that
of wild-type pol 3, we categorize the conformational pathways
for the six sets of simulations into “typical” (similar to that of
wild-type pol f8), and “atypical” (significantly different from that
of wild-type pol f) pathways. The free energy values of
representative sets T1, L1, and R1 as described in the Methods
are listed in Table 2.

Typical Pathway. The conformational pathways of sets T1,
T2, and Bl (starting from the incoming nucleotide side and
near the catalytic aspartates) are similar to the conformational
pathway of wild-type pol . The representative set for T1 in
Figure 3 shows that the closing of the N-subdomain (TS1)
occurs first as the catalytic ion moves into the active site.
Following N-subdomain closing, Asp192 flips (TS2). Unlike in
wild-type pol 3, Asp192 does not directly bind to the Mg>" after
the flip, only indirectly through a water molecule. However, this
flip breaks the hydrogen bonds with Arg258, and the rotation of
Arg258 follows (TS3). The next step is the rearrangement of
Phe272 (TS4). After the Phe272 flip, Aspl92 binds to the
catalytic Mg®* and helps the Mg’* transit toward its final
position, which is the last step of the conformational pathway
(TSS). The altered residue Lys283 does not directly interact
with Asp192, Arg258, or Phe272. However, after all the residue
motions, the N-subdomain does not fully close as it does in
wild-type pol /3 (the final RMSD of the N-subdomain compared
to the closed state is ~2.2 A, while the final RMSD of the N-
subdomain in wild-type pol 3 is ~1.5 A,'® at a significance level
of 90%). This may explain why the final closed state of R283K
has a higher or similar energy level as its open state, while the
final closed state of the wild-type pol § has an energy level
lower than the open state (~7 kJ/mol) (see below).

Sets T2 and Bl have the same sequence of events in the
prechemistry conformational pathway as T1. Though the three
sets T1, T2, B1 share a similar conformational pathway, the
energy barriers for each transition state differ. For example,
after the flip of Asp192, the energy level of set T2 is higher than
that of T1 and Bl (7 and 12 kJ/mol, respectively). This
difference may arise because in set T2, the catalytic Mg** is
relatively far away from the active site after the flip of Asp192,
and thus cannot interact with Asp192. Consequently, the active
site is less stable. Overall, these results illustrate the importance
of the catalytic Mg*" ion to the conformational pathway.
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Atypical Pathway . In sets L1 and L2, where the Mg*" is
initially close to key residues Arg258 and Phe272 side, the
conformational pathway is significantly different from that of
wild-type pol . Figure 4 shows the sequence of events for L1.
Arg258 first flips away from the Mg®" (TS1). Since the
positively charged Arg258 is farther away from the Mg*', the
energy level of the system significantly decreases to
approximately —10 kJ/mol (at a significance level of 95%).
Second, the flip of Phe272 follows (TS2). However, because of
the steric hindrance of the catalytic Mg>", Phe272 does not fully
move to its closed state, between Arg258 and Asp192, as it does
in wild-type pol § or in sets T1, T2, and B1. As a result, after
the flip of Phe272, the energy level does not decrease as it does
in wild-type pol . The movement of Phe272 to its closed state
happens during the closing of the N-subdomain closing (TS3)
while the catalytic Mg** further moves into the active site.
Following the N-subdomain closing, the flip of Asp192 (TS4)
occurs, and finally the catalytic Mg>* moves to its final position
(TSS). As in sets T1, T2, and B1, the N-subdomain does not
fully close in the final state (RMSD of the N-subdomain
compared to the closed state is ~2.3 A); subsequently, the final
closed state also has a slightly higher energy level than its open
state. The energy barrier of the whole conformational pathway
is lower (~25 kJ/mol) than that in wild-type pol B (~42 kJ/
mol) (at a significance level of 80%), mainly because of the
energetic decrease associated with the Arg258 rotation. The
lower energy barrier in L1 is mainly due to the starting catalytic
ion position disrupting the Asp192/Arg258 interaction. From
previous experimental and computational studies,'”*** we
know that the Asp192/Arg258 interaction plays an important
role in pol fA’s open-to-closed conformational pathway.
Therefore, it is not likely that the catalytic ion should initially
disrupt this interaction, and the L1 pathway is unfavorable.

Set L2 has a similar sequence of events as L1 (both L1 and
L2 have initial positions near the upstream primer) except that
Phe272 flips prior to that of Arg258. A transition state for
Tyr271 shifting before the N-subdomain closes also occurs, but
the energy barrier is relatively small (~3 kJ/mol) and within
the simulation error bar. However, because the catalytic Mg2+ is
farther away from Arg258 when Arg258 rotates, the electro-
static effect is less significant and the rotation of Arg258 in L2
results in an energetic increase. Thus, the energy barrier of the
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Figure 3. Transition states identified in set T1. The residue/region before the transition is shown in green (upper) and after transition in red
(lower). In the last step (subtle ion motion), the catalytic Mg*" after transition is shown in black instead of red. Also see Figure S5 (Supporting
Information) for normalized probability distribution of the order parameters for the transition states revealed (TS1 to TSS), and Figure S6

(Supporting Information) for stereo views of each transition state.

whole conformational pathway (~40 kJ/mol) is similar to that
of wild-type pol f.

Atypical Pathway II. In set R1, where Mg*" is initially close
to Asp190, we also discover a significantly different conforma-
tional pathway, as shown in Figure S. As the catalytic Mg**
approaches the active site, Aspl90 flips toward it (TSI).
Asp190 and dCTP coordinate with the catalytic Mg>* (Figure
S3a, Supporting Information), so the system is relatively stable
and the energy level decreases to approximately —9 kJ/mol.
After the flip of Asp190, the rearrangement of Asp192 follows
(TS2). Interestingly, in set R1, the flipped Asp192 does not
bind to the catalytic Mg** either directly or through water
molecules. Instead, after Asp190 flips to coordinate with the
catalytic Mg**, the nucleotide-binding Mg*", which is originally
coordinated with Asp190, shifts toward Asp192. Coordination
between Aspl92 and the nucleotide-binding Mg** through
water is occasionally observed. After the flip of Aspl92, the
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energy level of the system further decreases to approximately
—11 kJ/mol. The next step is the Asp190 flip back to its original
position, which involves a large energy barrier of ~48 kJ/mol,
since the coordination between Asp190/dCTP and the catalytic
Mg** is relatively stable and difficult to disturb. We observe that
before the flipping back of Asp190, the catalytic Mg** shifts
slightly toward the dCTP to weaken its binding with Asp190
(Figure S3b, Supporting Information). After this flipping back
of Asp190, Asp190 binds to the nucleotide-binding Mg** again
(TS3). The next residue to rearrange is Phe272 (TS4). Partial
N-subdomain closing (TSS) occurs after the flip of Phe272,
followed by the rotation of Arg258 (TS6). Unlike in wild-type
pol /3 or other R283K sets, in set R1 the catalytic Mg*" is almost
at its final position following the Arg258 rotation. However, we
observe a final transition state of Asp256 rotation (TS7) toward
the catalytic Mg>* to seal rearrangements of the active site prior
to the chemical step. To be consistent, we use the distance
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between OD2 on Asp256 and the catalytic Mg*" as the reaction
coordinate in set R1.

The energy barrier of the entire conformational pathway
(~58 kJ/mol) is higher than that of wild-type pol f (at a
significance level of 80%), mainly because of the costly step
associated with the flipping back of Asp190. The final closed
state is also less stable than the open state, in terms of both
higher energy level (~30 kJ/mol, at a significance level of 95%)
and the partially closed N-subdomain (RMSD of 2.5 A
compared to the closed state). However, key distances within
the active site (e.g, catalytic Mg®* to O3’ on the primer
terminus) do not deviate much from those of matched wild-
type pol 3 system, compared to G:dATP mismatched or E295K
mutant systems. Therefore, the active site is less deformed
overall. Since R283K is farther away from the active site than
E295K, which we studied in detail,** or the incorrect incoming
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nucleotide, and the change from arginine to lysine is more
conservative (compared to glutamate to lysine in E295K), the
mutation of R283K affects the active site less overall.
Preferred Mg?* lon Route. We show all initial catalytic
Mg** positions in Figure 6. Our studies indicate that a preferred
“Mg*" ion route”, which is approximately parallel to the DNA,
affects overall enzyme motions. The initial Mg** positions in
sets T1, T2, and Bl are located within this route, while the
initial Mg>* positions in set L1, L2, and R1 are located outside
of this route. When the initial Mg>" position does not fall in this
preferred route, it is more facile to impact motions of key
residues such as Arg258 or Aspl90 to generate atypical
conformational pathways. Since the R283K mutation does not
contact the metal ion, this preferred ion route and related
typical/atypical conformational pathways should also hold for
the wild-type pol . Further work on wild-type pol S to test the
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TS1: Asp190 flip

TS2: Asp192 flip

TS3: Asp190 flip back

TS4: Phe272 flip
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Figure 5. Transition states identified in set R1. The residue/region before the transition is shown in green (upper) and after transition in red
(lower). Also see Figure S9 (Supporting Information) for normalized probability distribution of the order parameters for the transition states
revealed (TSI to TS7), and Figure S10 (Supporting Information) for stereo views of each transition state.

existence of such a preferred ion route forms a natural
extension of this work. We further hypothesize that in vivo it is
more probable that the catalytic Mg>* moves into the active site
through the preferred route to generate a typical conforma-
tional pathway, as reported in wild-type pol B. Though in set
L1, the energy barrier of the whole conformational pathway is
lower than that of the typical pathway, the catalytic Mg**
disrupts the Arg258/Asp192 interactions, and the sequence of
events in L1 differs significantly from the typical pathway and
also from that of wild-type pol S.

Recent studies have revealed that during the conformational
pathway after chemistry, a third Mg®" appears in the active
site.'"*¢ The reported position of the third Mg>* is close to the
initial Mg®" position in set T1, which falls within the “Mg** ion
route”. Therefore, it is likely that the third Mg** also moves into
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the active site through the route, which may validate our
hypothesis on the function of route.

Unstable Closed State in R283K. Though Lys283 does
not directly interrupt the key residue motions in the active site,
we observe that in the R283K mutant, the N-subdomain does
not fully close as it does in wild-type pol # (RMSD of 2.2—2.5
A compared to the closed state, compared to ~1.5 A in wild-
type pol ). This partially closed N-subdomain represents a less
stable closed state compared to wild-type pol § (see Figure 2),
and the distorted final state during prechemistry conforma-
tional pathway in turn may be unfavorable for the following
chemical reaction. This significant difference from the active,
wild-type enzyme may help explain experimental observations
concerning lower activity and fidelity of the R283K mutant.
This theme of lower stability of the closed state in certain
mutants and mismatched systems was first discussed in our
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Figure 6. Three views of the Mg”* ion route in dotted blue line. Initial
catalytic Mg** positions in sets T1, T2, and Bl are shown in green,
while those in sets L1, L2, and Rl are shown in yellow. The
nucleotide-binding Mg>* is shown in red. For clarity, the DNA primer
strand and lyase domain are not shown.

19,20,22,32
920223247 and later shown for other

work for pol fp,

8
polymerases.*

B CONCLUSIONS

We have used transition path sampling simulations to
investigate the conformational transition pathways before
chemistry for the pol f R283K mutant with varying initial
positions of the catalytic Mg®" ion. On the basis of the crystal
structure with only the nucleotide-binding Mg**, we have built
several models to study how different initial positions of
catalytic Mg*" influence the subsequent closing conformational
pathway. Our analyses reveal that the conformational pathway
depends significantly on the initial position of catalytic Mg*",
regarding both the sequence of events and individual energy
values. The combined energy barrier ranges from 25 to 58 kJ/
mol. Though the active site in the final closed form of the
mutant is not distorted, the N-subdomain of the mutant does
not fully close after the transition. On the basis of the similarity
to the conformational pathway of wild-type pol 3, we have
categorized the conformational pathway of R283K mutant as
“typical” and “atypical”. We also highlight the importance of a
preferred “Mg®" ion route”, located roughly parallel to the
DNA. When the initial catalytic Mg2+ falls on this route, the
conformational pathway is typical; when the initial catalytic
Mg** occurs outside the route, the ion may interact with key
residues such as Asp190 and Arg258 and skew the conforma-
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tional pathway. Since residue R283 is relatively distant from the
active site, we also suggest that the observed dependence of
conformational closing pathway on the initial Mg** position
may hold generally to pol §f and allow robustness and variability
in enzyme dynamics and thus activity. This may be examined
by future experimental and computational works. Finally, our
finding that the R283K mutant has a less stable partially closed
state than wild-type pol B agrees with the lower activity and
fidelity of the mutant and underscores a pattern we revealed
previously. Further experimental and computational studies are
required to examine the significance of surrogate and variable
number of cations near the polymerase active site and their
effect on enzyme dynamics and catalysis.
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