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Defects in DNA: Lessons from Molecular Motor Design
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ABSTRACT: The degree of localization of structural damage in DNA is
computationally investigated in the framework of molecular motors. Damage is
induced on DNA hairpins with two and three guanine-cytosine (GC) base
pairs by the photoinduced isomerization of their azobenzene containing cap.
Light-induced changes in elasticity of such hairpins can be used to transduce
photon energy into mechanical work in a single-molecule pulling setup
through optomechanical cycles. The maximum extractable work per cycle is, in
fact, a good measure of the degree of disruption of the hairpin structure upon
isomerization. The extractable work was quantified by means of free-energy
reconstruction techniques and several microseconds of molecular dynamics
simulations. The maximum work that can be extracted from the 2GC and 3GC
systems starting from their native B-DNA conformation (doy_os & 16 A) is
2.70 kcal/mol in both cases. The fact that the extractable work does not
increase when transitioning from the dimer to the trimer implies that the DNA
damage induced by azobenzene isomerization is localized to the two base pairs
adjacent to the photoswitchable unit. From the perspective of DNA-based
molecular motors, these findings indicate that a dense azobenzene arrange-
ment would be required for effective actuation. From a biological perspective,
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the results highlight the remarkable ability of the DNA design to mitigate the propagation of damage, thus limiting detrimental

effects that this may have on healthy cell function.
SECTION: Biophysical Chemistry

NA damage can alter or eliminate the cell’s ab1hty to

transcribe the gene that the affected DNA encodes.”” In
response, the cell has a sophisticated collection of processes by
which DNA damage is identified and corrected, including
nucleotide excision repair and direct repair by proteins such as
DNA photolyase.” Here, we are concerned with one of the
most basic of the protective mechanisms, that of the response
of the DNA structure by itself to the presence of a defect that
breaks a few base pairs. The question that we ask is simple but
important: (in the absence of repair enzymes) how far along a
double-stranded DNA sequence does a structural defect
propagate?

The proposed problem is also of central interest in the design
of DNA-based actuators.> '® In these systems, externally
switchable chemical units are incorporated along the DNA
architecture to be able to control the elastic, melting, or even
gene expression properties of the DNA through application of
external stimuli. Determining the density and distribution of the
switchable molecules for optimal actuation requires knowledge
of the number of base pairs over which the switchable defect
will have an impact.

There are two possible hypothetical limiting behaviors for
how the DNA architecture responds to the presence of defects.
One possibility is that once a defect is introduced along the
DNA architecture, this defect in the base pairing propagates
along the structure in a manner analogous to crack propagation
in solids."" This class of behavior would be ideal for molecular
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motor design because it would amplify the structural change
induced by the external stimulus. A second possibility is that
the DNA architecture exploits its inherent flexibility'>'?
localize the effect of the defect to a given number of base palrs,
thus mitigating any potential damage to the DNA strand, a
behavior with evident biological advantages.

In this Letter, we quantitatively approach this problem from
the perspective of molecular motors. As a specific system, we
consider an azobenzene-capped DNA hairpin with a variable
number of complementary guanine (G)-cytosine (C) base pairs
(see Figure 1 for a scheme of the structures). Previously, we
investigated the structure with two GC pairs as a prototype of
an optomechanical molecular motor.” In these motors,™'*'®
light is used to induce trans to-cis isomerization of the
photoactive azobenzene unit,"® a process that disrupts the 7-
stacking and hydrogen-bonding network of the hairpin.
Specifically, when the azobenzene is in its trans configuration,
the hairpin cap is flat and the base pairing structure intact. By
contrast, a defect is created in the hairpin structure when the
azobenzene is in the cis conformation, making it thermody-
namically less stable. Such disruption can be harnessed to
extract net work by constructing analogues of thermodynamic
cycles in a single-molecule pulling setup.>'*
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Figure 1. Schematics of the three GC (A) and two GC (B) azobenzene-capped DNA hairpins. The O3’ and OS' atoms restrained during simulation

to mimic AFM pulling experiments are highlighted in red.

Here, the degree of disruption of the hairpin structure
induced by the defect is quantified by determining the changes
in the potential of mean force (PMF) along the end-to-end
distance coordinate ¢ due to photoisomerization of the
azobenzene moeity. The PMF is the Helmholtz free-energy
profile. When determined along &, it summarizes thermody-
namic changes during folding and captures the elastic
properties observed in single-molecule pulling experiments.'”
The influence of the photoinduced kink on the DNA structure
can be determined by investigating how the PMF changes upon
isomerization for hairpins with varying numbers of base pairs.
Previously,® we reconstructed the PMF of both the cis and
trans forms for a 2GC structure. Here, we build upon those
efforts and reconstruct the PMF of both isomers for a hairpin
with three GC base pairs by means of molecular dynamics
(MD) simulations and the weighted histogram analysis method
(WHAM).'®'? As detailed below, these four PMFs are
sufficient to quantitatively address the question proposed
above.

All MD simulations were performed using NAMD? at 300 K
in the NVT ensemble with a Langevin thermostat with a
damping coefficient of 5.0 ps™'. The 3GC system was
composed of 241 DNA hairpin atoms, 6 sodium ions, and
2543 TIP3P water molecules in a 32.64 A x 37.13 A X 64.16 A
box (yielding a solvent density of 1.011 g/mL). An integration
time step of 2 fs was used in combination with the SHAKE
algorithm. A real space cutoff of 12 A and the particle mesh
Ewald method were used to compute nonbonded interactions.
The DNA hairpin was described using the CHARMM?27 force
field*"** and supplemented with additional parameters (that
have been presented before®) required to describe the central
nitrogens in the cis- and trans-azobenzene.

In order to reconstruct the PMF using WHAM, umbrella
sampling was performed along the terminal O5'—03’ (see
Figure 1) molecular end-to-end coordinate &. For this, the
terminal OS5’ atom was restrained by a stiff isotropic harmonic
potential, and simultaneously, the terminal O3’ atom was
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subjected to a harmonic bias with stiffness of k, = 1.10 N/m
(1.58 kcal mol™" A %) along & and stiff in the perpendicular
direction. Such harmonic bias was centered at a distance L away
from the terminal OS’ atom along the & coordinate. After an
initial energy minimization in vacuum, the system was placed in
a pre-equilibrated solvent box. The energy of the solvated
system was minimized and the system allowed to equilibrate for
4 ns. Subsequently, the dynamics was followed for 8 ns and the
end-to-end distance & recorded every 1 ps. In total, 267
extensions for the cis and 271 extensions for the trans were
simulated. Values of L ranged from 6.75 to 51.06 A in both
cases. This set of biased simulations was combined using the
WHAM to extract the molecular PMF ¢(¢) along the end-to-
end distance coordinate, as described in detail elsewhere.'” In
the WHAM procedure, we employed bins of 1 A along & and
used as a convergence criterion an average difference of 1077
kecal mol™ among consecutive estimates of the free energy in
the self-consistent procedure. The total analyzed simulation
time was 4.384 us for the trans and 4.272 us for the cis.

The PMF () of the dimer (top panel) and trimer (bottom
panel) DNA hairpins are shown in Figure 2. Regions of
convexity along the PMF signify mechanically stable con-
formations, while regions of concavity signify molecular
unfolding events. Substantial changes in the structure of the
PME are induced by photoisomerization. Importantly, note that
the effect of the photoisomerization in the dimer and the trimer
is qualitatively different. While for the dimer the isomerization
affects the free-energy profile for all sampled extensions, for the
trimer, the native end-to-end distance and the curvature around
the minimum (& ~ 16 A) are approximately the same for both
cis and trans structures. Major free-energy differences in the
trimer isomers are only observed for &£ > 22 A, a region where
the terminal base pair is already unfolded. This simple
observation has important consequences; in the presence of
defects, the DNA hairpin responds in such a way that it
effectively localizes the structural damage to just two base pairs.
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Figure 2. PMF along the end-to-end distance coordinate £ for the
2GC and 3GC DNA hairpins in both cis and trans forms. The error
bars correspond to twice the standard deviation obtained from a
bootstrapping analysis.

A quantitative way to assess the effect of the defect is by
considering an optomechanical cycle® involving the cis and
trans isomers. During this cycle, the molecule is first pulled
from extension £, to extension &, in its cis form. At &,, light is
used to induce the cis-to-trans isomerization. Then, the
molecule in the trans form is contracted from &, back to &.
The cycle is closed by using light to induce trans-to-cis
isomerization. Such a cycle can be performed in a single-
molecule pulling setup using a stiff cantilever. Maximum work
is obtained for reversible pulling, where the extractable work

d)trans(é;Z) d)cis(é;Z) - [d)trans(E-’l) - q)cis(é;lﬂ
(1)

is determined by the free-energy changes during the cycle.
Importantly, W, quantifies the difference in elasticity
between the cis and trans structures. Figure 3 shows W,
for different choices of £, and &,. There are two possible modes
of work extraction® for these molecules, labeled I and II in the
figure. Mode I exploits the photoinduced disruption of the
hairpin structure for extracting work, and it is relevant for
extensions where the interactions between the two strands of
the hairpin are important. In turn, mode II exploits the
difference in net length between the cis and trans isomers and
operates for long extensions where this difference in length is
significant. Here, we focus solely on mode I because it is the
mode that quantifies the disruptions in the hairpin structure
induced by the isomerization.

For the dimer, the maximum extractable work from mode I is
3.45 kcal/mol, and it occurs when & = 10.9 A and &, = 29.0 A.
By contrast, the maximum extractable work for the trimer is
2.70 kcal/mol, with &, = 16.4 A and &, = 37.0 A. Because the
maximum extractable work does not increase when transition-
ing from the dimer to the trimer, we conclude that the DNA
structure does in fact localize the disruptions introduced by the

cycle
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Figure 3. Extractable work Wy, (eq 1) during an optomechanical
cycle for the 2GC and 3GC DNA hairpins when the cycle is operated
between extensions &, and &,.

isomerization to two base pairs. The slight decrease of 0.75
kcal/mol in the extractable work of the trimer with respect to
the dimer arises because the work cycle for the dimer exploits
elasticity differences seen during contraction (£ < 16 A) of the
dimer that are not present in the trimer because the terminal
base pair of the trimer is not affected by the isomerization. In
fact, if the cycle is started at &, = 16.4 A for both molecules, the
maximum extractable work coincides and is equal to 2.70 kcal/
mol. This maximum extractable work is not expected to change
when considering even longer DNA hairpins.

The localization of the defect to the two adjacent base pairs
can also be seen in images of the unfolding process of the 3GC
system (Figure 4). Starting in the native state (& = 16 A), the
trans system has all three base pairs neatly stacked and
hydrogen-bonded. The cis isomer, on the other hand, has
noticeable stacking of the azobenzene adjacent base pair instead
of the usual Watson—Crick hydrogen bonding. The initial
unfolding behavior of both isomers is similar due to the
dissociation of the terminal base pair at around & = 18 A for
both systems. At this point, the unfolding pathways of the two
isomers diverge. The cis system undergoes a concerted
unfolding of the azobenzene adjacent base pairs for 23 < £ <
26 A. The trans system, however, undergoes a stepwise
unfolding of these two base pairs. The middle GC base pair
starts to unpair at & = 26 A, and finally, the azobenzene adjacent
base pair starts to unfold at & = 32 A. Thus, the disruption due
to the trans-to-cis isomerization of azobenzene only affects the
unfolding behavior of the two inner GC base pairs in the 3GC
system.

Such observed localization of structural defects in DNA is
consistent with previous experimental and theoretical findings.
In ref 23, an increase in the melting temperature of DNA
hairpins was observed when a short linker (triethylene glycol)
was replaced by a longer one (hexaethylene glycol). This
melting temperature difference is comparable to the melting
temperature difference between hairpins that differ in length by
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Figure 4. Pictures of the unfolding process for the 3GC system in its (A) trans and (B) cis isomers. The arrows signal the position of the azobenzene
moiety. These images represent average structures encountered during the unfolding for different end-to-end distances. The averaging was
performed by first collecting all recorded MD snapshots in 1 A bins along £ Within each bin, the structures where then aligned and averaged. The
energy of the averaged structure was then minimized to remove unphysical structural attributes inherent to this qualitative averaging procedure.

one base pair. The localization of the deformation was further
evidenced by MD simulations that showed significant base pair
restructuring only in the linker-adjacent base pair for triethylene
glycol. Similarly, in ref 7, an increase in the melting temperature
of a seven base pair DNA was observed upon cis-to-trans
isomerization of an incorporated azobenzene moiety attached
to only one of the strands. Again, the melting temperature
increase (8.9 °C) is consistent with the melting temperature
increase expected for a DNA sequence one or two base pairs
longer. Both studies provide additional examples of defects in
DNA affecting only one to two base pairs. This inherent
flexibility of the DNA backbone that allows for defect
localization is an important benchmark that coarse-grained
models of DNA**"* need to capture to accurately model
denaturation dynamics.

In conclusion, we have quantified the effect of structural
defects induced by azobenzene isomerization in DNA hairpins
of variable lengths using molecular dynamics simulations and
free-energy reconstruction techniques. The results indicate that
the structural flexibility of the DNA localizes the effect of the
defect to two base pairs. Effective actuation using azobenzene in
similarly designed DNA motors will require either a dense
arrangement of azobenzenes along the DNA structure or use of
modified DNA structures with more rigid backbones. While the
results evidence a basic challenge in DNA motor design, they
could not be more comforting from a biological perspective;
despite the order of Watson—Crick base pairing, the chemical
structure of DNA is flexible enough to efficiently prevent
propagation of defects along its structure.
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