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ABSTRACT The dynamics and stability of four DNA duplexes are studied by means of molecular dynamics simulations. The
four molecules studied are combinations of 4, 15 bases long, single-stranded oligomers, F1, F2, F3, and F4. The sequence of
these single strand oligomers are chosen such that F1-F2 and F3-F4 form parallel (ps) DNA double helices, whereas F1-F4
and F2-F3 form antiparaliel-stranded (aps) DNA double helices. Simulations were done at low (100 K) and room (300 K)
temperatures. At low temperatures the dynamics are quasi-harmonic and the analysis of the trajectories gives good estimates
of the low frequency vibrational modes and density of states. These are used to estimate the linear (harmonic) contribution of
local fluctuations to the configurational entropy of the systems. Estimates of the differences in enthalpy between ps and aps
duplexes show that aps double helices are more stable than the corresponding ps duplexes, in agreement with experiments.
At higher temperatures, the distribution of the fluctuations around the average structures are multimodal and estimates of the
configurational entropy cannot be obtained. The multi-basin, nonlinear character of the dynamics at 300 K is established using
a novel method which extracts large amplitude nonlinear motions from the molecular dynamics trajectories. Our analysis shows
that both ps DNA exhibit much larger fluctuations than the two aps DNA. The large fluctuations of ps DNA are explained in terms

of correlated transitions in the B, €, and ¢ backbone dihedral angles.

INTRODUCTION

Double-stranded parallel DNA with reverse Watson-Crick
base pairing have been the subject of experimental studies for
the past five years. These studies were originally motivated
by the theoretical modeling work of Pattabiraman (1986),
which showed that parallel DNA could be energetically fa-
vored over the conventional antiparallel DNA. The first
structural and thermodynamic studies of parallel-stranded
DNA were done on a chemically modified hairpin sequence,
dA,C, T, in which two arms of the hairpin stem run parallel
to each other (van de Sande, 1988). Subsequently, other se-
quences were chosen in such a way that the parallel-stranded
DNA (ps-DNA), right-handed double helices were energeti-
cally more favorable than the regular antiparallel-stranded
DNA (aps-DNA) (Ramsing, 1988, 1989; Rippe, 1989a, b).
These sequences were 15 nucleotide (NT) long (labeled as
the F-series by Ramsing et al., 1988) and 25 NT long (labeled
as a D-series). Most of the sequences studied are mainly
composed of Adenine-Thymine exhibiting reverse Watson-
Crick base pairing and with the glycosidic bonds in the trans
orientation. A reverse Watson-Crick base pairing is formed
by hydrogen bonds between N6 of Adenine (A) and O2 of
Thymine (T), and the usual hydrogen bond between N3
of A and N1 of T. Ab Initio quantum chemical calcula-
tions (Hobza, 1987) predict equal stability for either WC
of reverse WC base pairing. Other base pairings patterns
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in a trans orientation (i.e., parallel helices) with at least
two hydrogen bonds have been theoretically analyzed
(I'’lichova, 1990).

Under physiological conditions, ps-DNA is the most
stable alternative to the regular aps B DNA structures known
to date. For example, the differences in enthalpy in the helix-
coil transition is 5 = 0.5 Kcal/mol for ps-DNA, and 6 * 0.5
Kcal/mol for aps-DNA in NaCl. The melting temperature of
ps-DNA are 13-19°C lower than for similar aps-DNA se-
quences (German, 1988; Ramsing, 1988; Jovin, 1990; Rippe,
1989a, b; Rentzeperis, 1992). 'H NMR and *'P NMR studies
(Germann, 1989) show that ps-DNA exhibit large backbone
flexibility. A large number of P NMR resonances suggest
that many € and 3 dihedral angles can be sampled by the
backbone (Powers, 1989, 1990; Lankhorst, 1984). 2D NMR
of the dA,,C,T,, (van de Sande, 1988) hairpin has recently
been reported (Zhow, 1993). The sugar and glycosidic angle
conformations are those of B-DNA.

Other sequences containing different base pairings have
been recently reported (Rippe, 1992a; Robinson, 1992,
1993). Rippe et al. (1992a) have found that alternating
(GpA), self associates, under physiological conditions, into
stable double-helical structures. Fluorescence studies of oli-
gonucleotides end-labeled with pyrene showed that the
double helices are parallel-stranded. In addition, physico-
chemical studies, and previous thermodynamics studies
(Lee, 1979, 1980, 1990) indicated that A.A and G.G base
pairs are formed. These ps-DNA with polypurine sequences
can play a role in recombination, gene expression, and in the
stabilization of the genomic structure. For example, 0.4% of
the total genome is constituted by d(GpA),.,,- These se-
quences are very common in centromeric regions of the
human genome chromosomes (Grady, 1992; Catasti, 1994).
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In this work we describe the dynamics and stability of four
DNA oligomers by means of molecular dynamics simula-
tions and normal mode analysis.

The four molecules studied are four duplexes (2 ps and 2
aps) formed by combining four 15 nt long, single-stranded
oligomers studied by Rippe et al. (1989a, b). The sequences
of these oligomers were chosen such that F1-F2 and F3-F4
form parallel-stranded (ps) DNA double helices, whereas
F1-F4 and F2-F3 form antiparallel-stranded (aps) DNA
double helices. Thermodynamic data are available for two of
these duplexes, F1-F2 (ps) and F3-F4 (aps).

DESCRIPTION OF THE SYSTEM
The four 15-mers studied are constructed from the sequences

F1: TTTTTATTAAATATA
F2: AAAAATAATTTATAT
F3: ATATAAATTATITIT
F4: TATATTTAATAAAAA.

The combinations of these single strands form the following
DNA double helices:

1. F1.F2 ps DNA.
2. F3.F4 ps DNA.
3. F1.F4 aps DNA.
4. F2.F3 aps DNA.

Each oligomer forms part of one aps and ps DNA mol-
ecule. By analyzing the dynamics of the four double helices
described above, we can compare the conformation, dynam-
ics (in terms of fluctuations), and energetics of the four oli-
gomers F1, F2, F3, and F4 when forming part of ps and aps
duplexes. The starting configurations used in the molecular
dynamics simulations were constructed by generating four
B-DNA single helices with the sequences in F1, F2, F3, and
F4. Each single helix was formed starting from Arnott’s ideal
B-DNA conformation (Arnott, 1979). The aps DNA double
helices were formed in the usual way by imposing a pseudo
twofold symmetry about the bases major axis. The ps strand
was formed by rotating the complementary strand by 180°
around the helix axis (Pattabiraman, 1986; Zhow, 1993). The
resulting double helices form Watson-Crick A-T base pairs
in aps DNAs, and a reverse Watson-Crick A-T base pairs in
ps-DNA.

COMPUTATIONAL METHODS
Energy minimization and molecular dynamics

Each of the four duplexes consists of 958 atoms, including hydrogens. En-
ergy calculations were done using the All-atoms force field of Weiner et al.
(1986). All calculations were done in vacuo using AMBER 4.0 (Pearlman,
1991). The Coulomb energy terms were screened with a dielectric coeffi-
cient of 78.5 to emulate the dielectric screening properties of bulk water. A
residue-base cutoff of 12.5 A was used for all nonbonding interactions. The
initial structures were subjected to energy minimization for S000 steps. At
the end of the minimizations, the resulting structures were used as starting
conformations for the MD simulations. During the MD simulations, the ends
base pairs of each molecule were constrained to the energy minimized po-
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sitions to avoid fraying of the end base pairs of the system and to constrain
the configurational sampling to double-helical conformations. The remain-
ing 13 base pairs of each duplex were allowed to sample conformations
during the MD simulation.

Molecular dynamics simulations were done at two temperatures (100 and
300 K) by weakly coupling the system to an external bath (Berendsen et al.,
1984). Each system was heated to 300 K during the first 5 ps of simulation.
An integration time step of 0.001 ps was used during the heating period.
After the first 5 ps, the Newton’s equations of motion for the systems were
integrated for a period of 200 ps (each) without any rescaling or further
intervention. The integration step was 0.002 ps. Heavy-atom to hydrogen
atom bond lengths were constrained using SHAKE (van Gunsteren et al.,
1977) (with a tolerance of 0.0005 A). During all MD simulations, the hy-
drogen bonds between base pairs were constrained with a step potential,
which is zero for hydrogen, to acceptor distances between 1.8 and 2.2 Aand
have a quadratic energy penalty function (35 Kcal/mol Az) for distances
outside this range. These constraints limit the configurational sampling to
regions with the desired base pairings. No angular constraints between
donor-hydrogen-acceptor triplets were imposed. After the first 205 ps of
simulations, the systems were cooled to 100 K during a period of 10 ps.
Additional simulations of 150 ps (using a 0.001 ps integration step) were
done at 100 K for all four duplexes. Configurations were saved every 0.1
ps. These configurations were subjected to the analyses described below.

Analysis of the MD trajectories

The trajectories generated via the MD simulations contain a wealth of im-
portant hidden information that can only be extracted via special techniques
of data analysis. Such a technique has been previously introduced and briefly
described (Garcia, 1992) to establish the nature of the conformational space
sampling (one basin of attraction, quasi-harmonic motion versus multiple
basins, nonlinear motions) performed during the MD simulation of a protein
in solution. This technique is used here, too, and will be described next in
greater detail because, in general, it is a valuable tool for the quantitative
analysis of biomolecular dynamics.

The method involves the construction of a set of directions /#°N in the
3N dimensional conformational space, which can be most efficiently used
to describe the structural fluctuations of the molecule under study.

The directions /" are determined by minimizing the mean-square dis-
tances of the {#:"} configurations normal to >, such that most of the
fluctuations will be along Y. (We refer to Fig. 1 for a graphical definition
of terms used in the following mathematical derivations.) The distance be-
tween a point 7, which here represents a biomolecule conformation, and a
line with direction 7, passing through the point ,, is given by

di = = 3o = [Gi = o) - T

The average square distance between a set of L points representing all the
trajectory points of the biomolecule is then given by

M=
M=

1
d* = 2 di =172 F =5~ (¢~ 5o) . o

1 i

N =

1

i

The least-square distance is obtained by finding the 6N parameters
Yo = {Yoo} and 72 = {m,}, with /i - in = 1, that minimize d> That is,
we have to minimize a function of the trajectories, x,(¢), and a function of
m, ¥, and A

1L
f(';', ;’0, A= Z 2 {(;i - 5’0)2 - [(;i - ;’o) : ';']2} + N - i — 1], )
i=1

where A is a Lagrange multiplier. An extreme value of d” is given by a set
Z=(my, Yo @ =1, -+, 3N, X), which gives V;f(Z) = 0. The gradient
of f(ifr, ¥, A) gives,

i) with respect to y,,

M=

o {_(;i - ).’o) + [(;i - 5’0) : ';']'-"’} =0, (©)]

2
V-f=z
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which implies

-
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That is, y, is the average over all configurations;
ii) with respect to A,

Vf=m-im—-1=0, ®)

which normalizes the vector 7;
iii) with respect to m,,

1L
V. f= L 2 {(ri = ¥o)alr; = yo) - it} + Am, = 0. (6)

We can rewrite the right-hand side of Eq. 6 as

1 L
T > (i = Yo)olri — YO)me = Am,. @
L B=1i=1
Defining
1L
B =ZE (ri = ¥0)a(ri _y0)37 ®)
i=1

where o, ; is positive semi-definite, we obtain
o= A, )

which is the eigenvalue equation for o. o has 3N eigenvalues, A, and 3N
eigenvectors, 1,

To find out which eigenvectors 7, minimize d?, we evaluate d? for each
line defined by the direction 772, and y,. That is,

1L
ZZ(’_}’O)Z—[('—)’O) m, J?

i=1

1L
&) = 7 2 d} =
i=1

1L N N
=Z2 > (ri— )’o)i - > (r; _YO)#(" Yo),m, oMo,y
= Tr(o) — i, - o - i, (10)

The eigenvector corresponding to the largest eigenvalue corresponds to
the direction of the line passing through the average conformation, y,,, which
best represents the predominant motions of the DNA duplexes.

Notice that Egs. 8 and 9 are closely related to the definitions used in the
quasi-harmonic approximation (Karplus, 1981; Levy, 1984; Brooks, 1988).
In the quasi-harmonic approximation, the eigenvalue system solved in-
volves the matrix

K,, = kT\/a,a,0;}, an

where o is defined by Eq. 8, o}, refers to an element of the inverse of the
matrix o, and a, is the mass of atom p. The difference between quasi-
harmonic analysis and the analysis presented here is that we do not assume
unimodal distributions of the atomic fluctuations (i.e., motions in a single
basin of attraction or, in other words, around a single minimal energy struc-
ture). As shown below, at room temperature the distributions of atomic
fluctuations are not unimodal and, therefore, the quasi-harmonic approxi-
mation has no validity. At low temperature (100 K), the distributions of
fluctuations around equilibrium are unimodal and the quasi-harmonic ap-
proximation can be correctly used to obtain estimates of the configurational
contributions to the free energy of the DNA duplexes.

Eigenvectors and eigenvalues are computed from the simulation data by
calculating o in Eq. 8. Having done so, the projection of the motion 7*V(¢)
along a given eigenvector i,

Po(t) = F(t) - iy, (12)

yields a picture of the motion in a set of generalized natural coordinates for
the biomolecule.
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FIGURE 1 Representation of the 3N dimensional configurational space
of the four DNA duplexes. The direction, 7, represents a unit vector in this
space that best describes the fluctuations of a duplex; y, represents the
average configuration; 7, represents the configuration adopted at the ith time
interval during the MD simulation. The distance d; is the distance between
the point 7, and the direction 72, Relations between these vectors and dis-
tances are described in Egs. 1-10.

Analysis of dihedral angle transitions

The time history of dihedral angles about a minimum is commonly studied
by means of time auto-correlation functions. This analysis is appropriate if
the dynamics occur around one center, i.e., are unimodal. However, it is
known (Helfand, 1983; Krumhansl, 1985; Garcia, 1992) that in polymeric
systems the options of many, but not all, dihedral angles exhibit fast tran-
sitions between two or more minima and damped oscillations in between
transitions. The transitions are fast, but the residence time between tran-
sitions can be long. This phenomena is responsible for most of the large
atomic fluctuations in a molecule and cannot be extracted from simple auto-
correlation functions. Therefore, following the formalism described by
Helfand (1983), we analyze these motions by means of a methodology from
reliability theory, called Hazard Analysis.

This analysis consists of studying the first passage times from one mini-
mum to another. This analysis presumes that transition rates are only a
function of the time since the last transition; that is, memory of previous
transitions is neglected. In our implementation of this analysis, we study a
complementary function defined by the probability of an angle to remain
at a minimum well at time ¢ + ¢', given that it was at the same well at
time ¢. This function is obtained by evaluating a binary time series,
A(l, - - -, t), where at every time interval a yes or no question is an-
swered. A function, P(t = t, — t,) gives the fraction of the time in which
t — 1 consecutive components of A are one. Using this definition,
P(0) gives the fraction of the time that the discretized time series
A(t) gives a yes answer. Fitting the function P(¢) to a single exponential,
P(t) = P(0) exp(—t/7), gives the time, 7, at which, on the average, A(i)
will be zero after being one. That is, a single exponential fitting pre-
sumes a Poisson process in which a particle escapes a minimum well
with a decay time 7.

This analysis will be used here to describe the transition rates of sugar
backbone dihedral angles between two (or more) local minima. One time
series is kept for each minimum. For example, in studying the transition of
the angle € from ¢ to g* and back, we define two time series, A.g+ and
Ag+_, The time series, A will change its value every time that € crosses
a minimum (¢ or g*) for the first time after it crossed the other minimum
(g* or t). We use the following definition to determine the value of the time
series, A, for the first configuration: A,_,(1) = 1 if the value €(1) is closer

gt
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to g* than to ¢, and zero otherwise. By imposing this condition, 4,_,, is made
complementary to A . (that is, A, and A, = 0,and A, orA,,, = 1).
A similar analysis is also used for studying the mean lifetime of hydrogen
bonds.

RESULTS

Time histories and population distributions of the Cartesian
coordinates fluctuations from the mean conformations, hy-
drogen bonding, and the sugar-backbone dihedral angles
were calculated from the molecular dynamics trajectories at
300 K. The results of these analyses are discussed in the
following subsections.

Average conformations

The average conformations and fluctuations for all four du-
plexes are calculated in the following way. At regular time
intervals (0.1 ps) along the trajectory, a saved configuration
is rotated and translated such that the distance between a
reference and the saved MD configuration is minimized.
These minimum distances are calculated by using the method
of McLachlan (1979). The time average structures for each
MD trajectory are obtained as the sum all the rotated MD
conformations in 3N dimensional space. Fig. 2 shows plots
of the average conformations of the four duplexes. Notice
that the ps-DNA double helices have two identical grooves
and that the inter-strand P to P distances are, in general larger,
than those in aps-DNA. The two aps-DNA duplexes show
typical minor and major grooves.

Helical parameters of all the structures were deter-
mined using the Tung Soumpasis. Examples are given in
Tables 1 and 2 for a ps and aps duplex, respectively.
Compared to the aps form, the ps form is characterized
by somewhat larger twist and D, values, but lower pro-
peller twists.

The mean square displacements (MSD) during the MD
simulation are calculated as the variance, (x?) — (x;)% If the
distances are calculated using the time average conforma-

TABLE 1 Helical parameters for F2-F3 aps-DNA
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FIGURE 2 Space-filling plots of the average conformations of the
four duplexes. The ps-DNA double helices have two identical grooves,
and the inter-strand P to P distances are, in general larger, than those
in aps-DNA. The two aps-DNA duplexes show typical minor and major
grooves. The color coding is adenine (green), thymine (purple) and
backbone atoms (red). The van der Waals radius of the backbone atoms
were scaled by 0.20 of their value.

Sequence T Q p dx dy dz buckle Open Prop. Twist
30T-1 A 8.9 —-12.8 —23.6
29T-2 A 1.2 29.6 4.1 0.32 —-0.47 3.2 4.0 —-10.9 —-23.1
28T-3 A 1.0 34.6 1.1 0.32 —0.54 32 4.7 —10.9 —22.1
27T4 A 0.9 354 -1.1 0.32 —0.64 3.2 34 —-12.1 —-22.1
26T-5 A 1.7 37.6 —4.5 0.28 -0.71 32 3.9 —14.0 -17.7
25A-6 T 0.3 26.6 —10.6 —0.28 -0.52 33 -14 —14.0 -17.0
24 T-7 A 1.2 46.4 7.0 0.14 -0.82 3.1 2.8 —-11.7 —-220
23T-8 A 1.9 353 —-25 0.22 —-047 32 34 —13.2 —-20.8
22A9 T -0.5 275 -12.0 -0.21 —0.40 33 —6.3 —-13.7 -20.5
21 A-10T -29 379 -35 0.03 —-0.70 3.2 —10.1 -11.9 -215
20A-11T —-23 36.1 -23 0.02 —0.61 32 -10.7 —-11.3 —-19.3
19T-12A 0.0 48.8 4.5 0.7 —0.50 32 2.0 —13.5 —12.5
18 A-13 T 0.6 21.4 -7.0 -0.07 —-0.40 34 2.4 —13.3 —-12.3
17 T-14 A 2.0 48.5 10.1 0.55 -1.12 31 11.5 —14.1 —18.2
16 A-15T 12 14.4 -5.8 -0.21 —0.43 33 3.6 —16.1 —245
Avg: 0.45 343 -1.6 0.15 —0.60 322 1.5 —-12.9 —19.8

Obtained from the definitions of Soumpasis-Tung (1988) method. The parameters defined correspond to the angles (in degrees) T = tilt; ) = twist; and dx, dy, and
dz describe displacements (in A) along the major axes, minor axes, and the helix axes, respectively. The average values for each parameter are listed in the last row.
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TABLE 2 Helical parameters for F1-F2 ps-DNA
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Sequence T Q p dx dy dz buckle Open ®
16 A-1 T —-21.7 161.3 15.2
17A-2 T —2.3 36.7 —4.0 —0.55 -0.17 32 —233 159.4 213
18A-3 T —0.6 35.1 -0.7 —0.43 0.03 32 —-19.4 156.8 23.3
19A4 T —-13 379 51 0.28 0.00 32 —18.9 156.9 21.7
20A-5 T -18 37.0 3.4 0.09 0.13 33 -16.9 159.6 15.8
21 A6 A 49 38.6 13.6 —0.16 —0.49 35 19.7 195.8 —13.1
22A7 T -5.4 37.7 =51 1.11 0.83 33 -23.5 157.6 79
23A8 T —3.7 37.7 -22 -0.27 —-0.16 33 -25.1 159.4 14.3
24 A9 A 35 32.6 12.5 —0.45 -0.75 34 10.1 200.3 —8.4
25A-10A 7.6 45.1 213 1.84 0.23 32 39.0 204.5 —18.6
26 A-11 A 1.0 35.2 —4.0 0.22 0.03 32 21.4 197.9 —33.5
27A-12T -3.0 38.7 -9.1 0.43 0.56 3.4 -12.5 161.5 25.7
28 A-13 A 39 36.1 8.0 —0.66 —0.81 3.5 121 196.5 -17.3
29 A-14 T —2.2 37.1 —0.12 1.30 0.81 33 -21.0 160.4 7.8
30A-15A 2.0 32.6 10.5 —0.72 —0.68 3.4 8.9 200.9 0.9
Avg: 0.2 37.0 35 0.15 —0.03 33 -4.7 175.3 4.2

Obtained from the definitions of Soumpasis-Tung (1988). All parameters are defined in the caption for Table 1.

tions as the reference structures instead of an arbitrary
conformation, we would obtain identical results. The av-
erage MSD deviations from these structures are 1.7 and
1.5 A% for the ps F1.F2 and F3.F4 duplexes, respectively,
and 0.86 and 0.84 A? for F1.F4 and F2.F3 aps duplexes,
respectively. At low temperature (100 K), the MSD are
similar for all four double helices (~0.30 AZ). Fig. 3
shows the atom-by-atom MSD fluctuations for each of the
four single strands in both ps and aps conformations.
These MSD values correspond to the deviations of each
strand when forming a double helix and are obtained
while optimizing the distance from each corresponding
double helix. It is found that every single-strand oligomer
shows much larger fluctuations in the ps conformation
than in the aps conformation.

To identify which motions are responsible for the larger
fluctuations in ps duplexes, we have calculated the average
and SDs of all sugar-phosphate backbone dihedral angles
(Saenger, 1984) for the four oligomers, in each of the two
conformations. For example, Tables 3 and 4 show average
angles and their SDs for the F2 strand in a ps and aps duplex,
respectively. The average sampled dihedral angles for each
oligomer are similar in the ps and aps conformations, but
many dihedral angles in the ps conformation show much
larger SDs. In particular the sequences: €, ¢, B;,, of bases
T,and T, of F1 (ps); A3, Ay, Tg, A,, Ty and T, of F2 (ps); A,,
T, As, Ag of F3 (ps); and Ag, Ay, and A,, of F4 (ps). In the
aps conformations, only T, of F1 (aps) show large SD values
in € and {. All 6 dihedral angles (of each strand in ps and aps
conformations) show relatively large SD values. This is in-
dicative of sugar pucker variations during the dynamics of all
oligomers.

The averages of each of the sugar backbone dihedral
angles in each of the four strands in both ps and aps do not
differ by more than 11° from the corresponding angles in any
of the strands. The average conformation of each and every
strand is a typical B-DNA helix with average angles (in
degrees, with the minimum and maximum values between
parenthesis): a = 292 (292-293); B = 170 (166-173);

LYVANL N

0 50 100 150 200 250 300 350 400 450
Atom Number

FIGURE 3 Mean square displacements (MSD), in A2, for the four single
stranded oligomers, F1, F2, F3, and F4, during MD trajectories (at 300K)
in the ps and aps double helices. The curves for oligomers F2, F3, and F4
were displaced by 5, 10, and 15 Az, respectively. For each set of curves, the
top curve (showing the largest MSD) corresponds to the atomic ms fluctuations
when in the ps conformations, whereas the lower curves corresponds to the ms
fluctuations for the aps conformation. The MSD deviations from these structures
are 1.7 and 1.5 A2 for the ps F1.F2 and F3.F4 duplexes, respectively; and they
are 0.86 and 0.84 A? for F1.F4 and F2.F3 aps duplexes, respectively.

v = 63 (62-63); 6 = 118 (114-120); € = 183 (179-189);
{ = 263 (254-265); and x = 239 (234-244). A survey of the
reported x-ray structures classified as B-DNA double helices
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TABLE 3 Torsional angles for F2 in F1-F2 ps-DNA
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Base a B vy 8 € 14 X

Al 1385 (3.3) 1827 (1.1) 2674 (6.7) 2508 (4.2)
A2 289.4 (9.3) 1722 (9.1) 60.1 (8.6) 120.5 (12.8) 180.4 (9.0) 264.7 (12.2) 2482 (12.8)
A3 292.2 (10.0) 171.0 (9.7) 61.3 (9.7) 119.7 (19.1) 206.0 (42.2) 232.7 (49.8) 244.9 (18.2)
A4 292.5(11.4) 157.6 23.2) 61.9 (10.1) 120.1 (20.4) 188.2 (28.1) 251.6 (35.7) 240.6 (17.5)
AS 294.7 (10.7) 166.5 (16.0) 65.3 (10.7) 127.4 (13.9) 1775 (9.0) 2632 (11.7) 2422 (14.0)
T6 293.9 (10.6) 170.8 (9.9) 64.0 (10.2) 95.0 (21.9) 185.4 (22.5) 262.1 (30.6) 226.6 (16.1)
A7 294.6 (11.1) 171.8 (12.5) 64.9 (10.6) 137.4 (12.7) 188.3 (25.0) 251.2 (33.2) 255.1(17.4)
A8 291.5 (10.7) 166.8 (15.5) 62.5 (9.9) 129.8 (12.4) 176.8 (8.8) 265.6 (11.0) 2475 (12.9)
T9 2953 (9.7) 170.2 (9.9) 66.3 (9.8) 129.0 (13.8) 258.9 (38.8) 169.3 (45.0) 239.9 (19.7)
T10 291.8 (11.9) 132.3 (23.1) 62.4 (9.0) 115.0 (21.4) 184.7 (8.7) 2727 (13.7) 234.7 (19.2)
T11 286.9 (10.0) 169.4 (8.5) 59.8 (9.4) 85.6 (13.9) 181.1 (9.0) 278.0 (11.7) 221.5 (12.8)
AL2 2940 (9.7) 171.6 (8.4) 67.6 (9.9) 131.2 (13.3) 176.8 (8.8) 263.8 (11.0) 2485 (13.1)
T13 293.0 (9.8) 170.6 (9.1) 63.4 (9.3) 90.6 (17.8) 186.6 (30.1) 258.1 (37.8) 222.6 (13.7)
Al4 296.5 (10.8) 166.8 (14.9) 66.9 (9.9) 138.6 (10.5) 176.9 (7.3) 263.1 (9.5) 252.9 (11.7)
T15 299.1 (6.5) 1717 (63) 59.5 (3.7) 2472 (4.1)
Avg. 203 (11) 166 (17) 63 (10) 120 (23) 189 (30) 254 (37) 242 (18)

Time-averaged values of the dihedral angles (in degrees) for the sugar phosphate backbone (e, B, v, 8, €, {), and the glycosidic angle (x) for the
F2 oligomer when forming part of the F1-F2 ps DNA double helix. The SDs of the angles are given between parentheses under the corresponding
averages. The bold-faced numbers indicate those angles for which the SDs are larger than the corresponding values for the same strand (F2), but

in different conformation (aps DNA).

TABLE 4 Torsional angles for F2 in F2-F3 aps-DNA

Base a B k% ] € I4 X

Al 134.6 (3.2) 181.2 (6.7) 268.2 (7.1) 249.8 (4.3)
A2 287.6 (9.2) 173.5 (8.9) 60.1 (9.1) 114.3 (13.5) 178.7 (8.5) 265.1 (11.6) 241.2 (12.9)
A3 293.3(10.1) 171.8 (9.7) 62.9 (9.6) 118.0 (14.3) 178.4 (8.9) 263.8 (12.1) 238.9 (13.4)
A4 2942 (9.8) 172.1 (9.7) 64.2 (9.5) 121.6 (13.8) 1779 (8.9) 262.2 (12.6) 237.7(13.1)
A5 294.5 (10.0) 173.1 (10.2) 64.6 (9.7) 122.9 (13.6) 178.7 (8.9) 261.6 (11.8) 235.6 (12.5)
T6 293.3 (10.2) 1745 (9.8) 63.4 (9.2) 108.9 (17.2) 1829 (9.1) 266.6 (13.9) 226.6 (14.4)
A7 291.6 (10.2) 172.7 (9.5) 62.5(9.5) 127.6 (14.9) 178.8 (10.1) 261.2 (14.6) 245.3 (14.3)
A8 293.2 (10.0) 170.8 (10.2) 65.2 (9.6) 122.8 (13.7) 176.3 (9.2) 261.0 (12.3) 237.9 (12.3)
T9 295.6 (9.9) 173.3 (9.7) 65.8 (9.1) 117.6 (14.3) 179.5 (8.6) 264.0 (11.8) 228.7 (13.2)
T10 294.0 (10.2) 172.4 (9.6) 65.1 (9.3) 118.8 (14.6) 180.0 (8.2) 265.2 (11.0) 231.6 (14.7)
T11 292.3 (10.2) 1724 (9.4) 63.3(9.5) 113.9 (16.8) 181.0 (8.2) 267.9 (12.2) 232.6 (15.4)
Al2 292.2 (10.0) 172.1 (9.5) 62.3 (9.3) 123.1 (13.8) 178.3 (8.6) 262.5 (11.6) 240.8 (13.2)
T13 292.6 (9.6) 1729 (9.9) 63.5(9.1) 104.2 (17.2) 1819 (8.5) 269.8 (12.3) 225.1(14.2)
Al4 291.6 (9.9) 174.7 (8.8) 60.6 (8.7) 126.2 (12.5) 1789 (7.7) 264.9 (9.8) 243.1 (11.8)
T15 294.2 (6.8) 172.2 (6.9) 60.7 (3.9) 2340 (3.7)
Avg. 293 (10) 173 (9) 63 (9) 120 (16) 179 () 265 (12) 237 (14)

Table of time-averaged values of the dihedral angles (in degrees) for the sugar phosphate backbone (e, B, v, 5, €, {), and the glycosidic angle (x)
for the F2 oligomer when forming part of the F2-F3 aps DNA double helix. The SDs of the angles are given between parentheses under the

corresponding averages.

(Berman et al., 1992) shows that for all thymine and adenine
bases forming Watson-Crick A-T base pairs, the average di-
hedral angles are « = 305 (*37), B = 172 (*22), y = 53
(£36), 6 = 122 (*£21), e = 193 (*34), { = 250 (*=38), and
X = 250 (£17) for thymine bases, and a = 302 (+43),B =
171 (£27), ¥ = 49 (£34), § = 135 (£20), € = 190 (*29),
¢ = 252 (£36), and y = 252 (=18) for adenine bases. With
the exception of 8, all dihedral angles are similar to av-
erage angles of x-ray crystal structures’ angles. The dif-
ference in the average value of & comes from averaging
over two conformations in a simulation, whereas x-ray
structures are commonly fitted to the conformation with
the largest occupancy.

The time-averaged structures of all four duplexes ex-
hibit bifurcated hydrogen bonds along tracks of two or
more consecutive A-T base pairs. These hydrogen bonds
involve an attractive interaction between O2 (for aps) or
04 (for ps DNA) of T and N6 of A. Bifurcated (three

center (Taylor, 1984)) hydrogen bonds in aps-DNA oli-
gomers containing A-tracks in the sequence have been
observed in crystal structures of DNA oligomers (Nelson
etal., 1987; Coll et al., 1987) and protein DNA complexes
(Mondragon and Harrison, 1991). Bifurcated hydrogen
bonds consist of an arrangement in which a hydrogen
atom forms contacts to two hydrogen bond acceptor at-
oms with the geometrical constraint that the bonds are in
the forward direction (Taylor, 1984). That is, the donor-
hydrogen-acceptor angle is =90°. We accepted as a bi-
furcated hydrogen bond any configuration in which the
angle between the donor-hydrogen-acceptor is >90° and
the distance between the donor and acceptor is <3.50 A.
This definition is markedly different from the commonly
used definition of hydrogen for which the donor-
hydrogen-acceptor angle is >120° and the donor to ac-
ceptor distance is <3.2 A. A survey of all DNA crystal
structures exhibiting bifurcated hydrogen bonds (Leonard
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et al., 1990, 1992; DiGabriele et al., 1989; Nelson et al.,
1987; Coll et al., 1987; Mondragon and Harrison, 1991;
Berman et al., 1992) shows that out of 24 observations,
11 contain angles between 90° and 95°, 5 contain angles
between 95° and 100°, 3 contain angles between 100° and
105°, and 3 contain angles between 105° and 110°. The
distances between donor to acceptor atoms vary from 2.80
to 3.8 A. The angular distribution for DNA crystals is
consistent with a similar distribution obtained by Taylor
et al. (1984) using data from 889 organic crystal struc-
tures. The range of distances is much longer than what
was considered by Taylor et al. as a three-center hydrogen
bond.

For aps, bifurcated hydrogen bonds occur between 54 and
97% of the time with mean lifetimes ranging from 0.3 to 5.0
ps (only 19-39% of the configurations sampled satisfy the
more stringent definition for hydrogen bonds). For ps, bi-
furcated hydrogen bonds occur less often, with occurrences
ranging from 29 to 84% of the configurations and mean life-
times ranging from 0.2 to 3.0 ps. The bases involved in bi-
furcated hydrogen bond in ps-DNA are different from those
in aps-DNA. That is, in aps-DNA a bifurcated hydrogen bond
is formed between T base in the ith Watson-Crick base pair,
and an A base in the i + 1 WC base pair (labeling the T bases
sequentially in the 5’ to 3" direction). In ps-DNA, a bifur-
cated HB is formed between a T in the ith reverse WC base
pair and an A base in the i — 1 reverse WC base pair. Notice
that the direction of the hydrogen bond is the opposite of that
in aps-DNA.

Dynamic behavior
Dihedral angle motions

Large variations in dihedral angles are a consequence of fast
transitions between two (or more) conformations (Garcia,
1992, 1993a; Helfand 1983) where the system will show
damped oscillations around each minimum. At nonregular
intervals, a transition from one state to another will occur.
These transitions involve the concerted motion of various
connected dihedral angles. This is precisely the case for the
oligomer studied here. Fig. 4 shows the time history during
the simulation of the dihedral angles §,, €, ¢, a;.,, and B,,,,
where i is the base number in the chains’ sequences, for the
A, and A, bases of the F2 strand in the F1-F2 ps DNA-duplex.
The left plots illustrate the time history of the dihedral angles,
and the right plots show histograms of the occurrence of the
dihedral angles. Notice that transitions in €, {;, and B,,, are
strongly correlated. That is, a transition in € from ¢ to g*
occurs simultaneously with a transition of ¢ from g* to ¢.
Similarly, flips in B occur, but from ¢ to just over the g~
barrier. Notice that the histograms for these angles are bi-
modal. Transitions from one conformation to another occur
faster than 1 ps, whereas the mean residence time in the least
populated conformation can be as long as 35 ps. The dihedral
angle & exhibits a broad distribution that covers both C2'-
endo and C3’-endo sugar conformations. Transitions from
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FIGURE 4 Plots of the time history (left curves) of the dihedral angles
8’., €, lj, @;,,and B, , in degrees, for A; A, bases of F2 in the ps-DNA F1.F2
double helix. The right curves show histograms of the occurrence of a di-
hedral angle during the simulation, and are plotted on the Lh.s. curve. The
distributions for the angles €, ¢, and B are multi-modal. The distribution for
& is broad, but the history of the angles show frequent transitions from & ~
120° (C2' endo sugar conformation) to & ~ 80° (C3’ endo sugar confor-
mation). These transitions are not easily distinguishable, unlike the tran-
sitions in €, {, and B. Times are given in ps.

one state to another occur frequently. This behavior is
characteristic of a coupled nonlinear system. That is, the
multimodal distributions cannot be described by normal
mode analysis, and the correlation (or anticorrelations)
between dihedral angle flip-flops is indicative of delo-
calized excitations.

As already mentioned above, the time history of some
dihedral angles shows fast transitions from one minimum to
another followed by damped oscillations around each of the
minima. The transition from one state to another will occur
at nonregular intervals. The average transition rate from one
minimum to another can be obtained from a hazard analysis
(Helfand, 1983) as described under Analysis of Dihedral
Angle Transitions. The kinetics of the dihedral angle tran-
sitions was calculated for all angles & and for the angles S,
€, and { highlighted in Tables 3 and 4. Table 5 lists the
percentage of the time and the mean time of residence of the
angles & in two major conformations, C2’'-endo and C3’-
endo for the F2 oligomer in ps and aps conformations. Av-
erages over all four single strands, the ratio of the percentage
of the time spent in C2'-endo to the percentage of the time
spent in C3'-endo conformations are: 45/55 and 70/30 for T
in ps and aps duplexes, respectively; and 94/6 and 5/95 for
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TABLE 5 Kinetics of torsional angles & for F2 in F1-F2 ps-DNA and F2-F3 aps DNA
F1-F2 ps DNA F2-F3 aps DNA
C3’ endo C2’' endo C3’ endo C2' endo

Base % T % T % T % T
Al 0 — 100 >200 0 — 100 >200
A2 5 0.5 95 13.1 13 0.6 87 5.6
A3 22 1.5 78 19.6 10 0.8 90 6.3
A4 18 1.7 82 5.6 5 0.5 95 16.7
A5 4 0.5 96 10.3 4 0.3 96 119
T6 74 7.8 2.6 29 37 0.9 63 1.8
A7 2 0.9 98 55.1 5 0.5 95 12.4
A8 0.5 0.4 99.5 46.5 4 0.5 95 8.7
T9 5 1.2 95 >200 10 0.5 90 4.9
T10 27 24 73 6.7 11 0.6 89 6.9
T11 92 8.8 8 0.8 19 0.9 81 33
Al2 2 0.5 98 29.5 5 0.3 95 10.3
T13 84 34.2 16 18.6 53 1.3 47 1.0
Al4 0.2 0.3 99.8 94.9 2 0.3 98 19.6
T1S5 0 — 100 >200 0 — 100 >200
Averages

A 6 94 6 94

T 56 44 26 74

Percentage of the time and the mean time of residence (in ps), 7, of the angles 8 in two major conformations, C2'-endo and C3’-endo for the F2 oligomers
in ps and aps conformations. Transitions occur often with mean residence time in the minor conformation (when transitions occur) shorter than 2.6
picoseconds. On the average, T residues spend most of the time in the C3’-endo conformation in ps duplexes. The character of the transition between C2’-endo

and C3’-endo is typical of disordered transitions.

A bases in ps and aps duplexes, respectively. Notice that, on
the average, T residues spend most of the time in the C3'-
endo conformation in ps duplexes. The transition between
C2'-endo and C3’-endo are typical of disordered transitions.
Notice that transitions occur often and that the mean resi-
dence time in the minor conformation (when transitions oc-
cur) is short (less than 2.6 ps). The mean residence time in
the major conformations varies with the percent of residence
in the major conformation from 1.5 (51%) to 50 (99%) ps.
In interpreting the residence times, caution must be exerted.
The potential error in the determination of these times will
vary according to the ratio of the mean residence time to the
total time of configurational averaging. We consider that
in two instances the mean residence times have no sta-
tistical significance: 1) when the mean residence time
is long (in general 7 > t,,.;../2 (Zwanzig, 1969); and
2) when the mean residence time of the complementary
transition is longer than ¢, ../2.

The mean residence time and percentage of the time for
two conformations for other sugar-backbone dihedral angles
(B, €, {) that exhibit transitions for all four strands in ps and
aps conformations were also studied. These transitions are
characteristic of order-order transitions. Most of these tran-
sitions describe collective motions in a time scale too long
to be determined by our 200-ps simulations. For those tran-
sitions for which we were able to obtain significant statistics,
the mean residence time in the major conformations are near
40 ps (for relative occupancies between 30/70 and 5/95). The
mean residence time depends strongly on the occupancy ratio
and is near 5 ps for minor populations between 5 and 12%,
and is between 20 and 35 ps for minor populations between
12 and 30%.

Collective motions

To extract collective motions that best describe the fluctua-
tions of the system, we employ the methodology described
under Analysis of the MD Trajectories. This analysis consists
in finding a set of directions in 3N dimensional space that
best describe the MSD fluctuations of the system. Within this
framework, a set of 3Nx3N matrices are diagonalized. The
resulting eigenvalues are related to the mean-square dis-
placements in the following way:

) 1 3N
W=y 2 A (13)
where A, is the ath eigenvalue. Similarly, the eigenvector,
v,, with the largest eigenvalue, A,, gives a direction that best
describes the fluctuations of the system. Figs. 5 and 6 show
the projections of the MD trajectories along the five direc-
tions corresponding to the largest eigenvalues, for ps and aps
duplexes. Notice that for ps-DNA, one direction describes
~30% of the fluctuations. These fluctuations are as large as
the corresponding ms fluctuations for the whole aps-DNA
molecule. The second largest fluctuation directions for the
ps-DNA have eigenvalues similar to the largest eigenvalue
direction of the aps-DNA molecules.

The motions described by the first vector correspond to a
displacement of one strand, along the helix axis, relative to
the other strand. That is, a displacement similar to the one
described as a shearing mode by Prohofsky et al. (1982). The
motion along the second vector represents a breathing motion
where the grooves open and close. The amplitude of this
mode is much larger than the amplitude of the corresponding
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FIGURE 5 Time history of the projection of the MD trajectories along
five directions that best describe the atomic fluctuations of the F1-F2 ps-
DNA double helix during a 200 ps MD simulations at ~300K. The number
on top of each curve indicates the eigenvalue, in A2, corresponding to the
given direction. Curves for decreasing eigenvalues are shown from top to
bottom. The right curves show histograms of the occurrence of different
projection values along the trajectory. The distribution for the first direction,
A = 614.4, is not unimodal. This direction describes 30% of the total atomic
fluctuations. The first five directions describe 66% of the total fluctuations;
the remaining 2863 directions describe the remaining 34% of the fluctua-
tions. Times are given in ps.

mode in aps-DNA. Fig. 7 shows the MSD of the P atoms
during the MD trajectory for F1-F2 ps-DNA, and the con-
tribution to the fluctuations by each of the four directions that
contribute the most to the fluctuations. The x axis represents
the P atom number (P 1-14 for F1 and 15-28 for F2). The
markers on the curves are: filled circles (A, v,); open circles
(A, v,); open squares (A, v,); filled squares (M, v,). The total
MSD for the P atoms show a maxima P,, on F2. There is
another maxima around P of F1. The largest eigenvalue
vector describes an extended motion that involves both
strands, with a maximum displacement occurring around P,
and P,,. The second largest eigenvalue direction shows the
largest displacement around P,,. Notice how the contribution
to the MSD falls off with the mode number. That is, the first
four modes contribute to a MSD of 1.03 A2, (i.e., 60% of the
total fluctuations).

Energetics

The enthalpic contribution to the free energy arising from the
duplexes’ conformations and dynamics can be evaluated
from the averaged potential energies of the duplexes. At con-
stant temperature, this energy is given by the time average
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FIGURE 6 Similar plot as Fig. 4, but for the F1-F4 aps-DNA double
helix. The eigenvalue of the first direction vector is much smaller than
the corresponding value for the F1.F2 ps double helix. The distribution
of the occurence of projection values along the first direction show two
marked maxima. Transitions from one distribution to the other occur in
a periodic fashion, not in an abrupt manner, as shown for the dihedral
angles in Fig. 3.

of the potential energy, U(T) = (U,(T, t)), (McQuarrie,
1975). Table 6 shows the resulting average energies and
SDS. These calculations show that the aps duplexes are en-
ergetically favored over ps duplexes, in complete agree-
ment with experimental data on two of these oligomers
(F1-F2 (ps) and F1-F4 (aps)) and in contrast with previous
molecular mechanics results, which suggested that ps-
DNA would be more stable than aps-DNA (Pattabiraman,
1986). The differences in averaged energies for the four
single-stranded oligomers in the ps and aps conforma-
tions is given by

AE(ps — aps) = E,(F1 — F4) + E,(F2 — F3)
— E,(F1 — F2) — E,(F3 — F4).

(14)

The most significant terms contributing to the stability of
aps oligomers over ps oligomers are the van der Waals
and dihedral angle terms, indicating that the packing of
the aps oligomers is better than the packing of the ps
oligomers. The differences in torsional angle energy can
be explained in terms of the larger flexibility of the ps
oligomers. By sampling a larger configurational space as
a result of transitions in dihedral angles from low-energy
minima to high-energy minima, the molecule samples
high-energy conformations during a significant fraction
of time.
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FIGURE 7 Mean square displacement, in A’, of P-atoms in the F1-F2
ps-DNA double helix. The curve without markers shows the ms fluctuations
of the P-atoms during the MD simulation. The other curves show the ms
fluctuations of the P-atoms along each of the four directions that best de-
scribe the atomic fluctuations during the simulation. The (@)-marked curve
corresponds to the largest eigenvalue (A, = 614.4 Az) direction (therefore,
the single direction that describe most of the fluctuations); the (O)-marked
curve corresponds to the second direction (A, = 156 A2); the (0)-marked
curve corresponds to the third direction (A; = 133 A?); and the (M)-marked
curve corresponds to the fourth direction (A, = 91 A?). The contribution of
each direction to the MSD is obtained by dividing the corresponding eig-
envalue, A, by the number of atoms, N.

From our calculations, we can obtain the differences in
enthalpy between ps and aps double helices. These enthalpy
differences cannot be directly measured by experiments.
However, we can assume a hypothetical thermodynamic
cycle where three states are considered.

1) A coil state containing the four-stranded oligomer.
2) The aps state containing the two aps double helices.
3) The ps state containing the two ps double helices.

If we neglect the interaction between duplexes and
mixing effects, the transition from the duplexes to the
single strands is studied by the helix coil transitions in
solutions containing only ps or aps duplexes. (These as-
sumptions are justified because near the helix coil tran-
sition temperature, the enthalpy does not depend strongly
on temperature, salt concentration, and strand concen-
tration. The dependence of melting temperatures on
strand concentration is mainly due to the entropy of mix-
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ing.) The coil state (single strands) is the same in the two
transitions:

F1.F2 (ps) + F3.F4 (ps) — coil, (15)

and

F1.F4 (aps) + F2.F3 (aps) — coil, (16)

irrespective of the strand orientation in the duplex. There-
fore, the relative enthalpy difference in a hypothetical
aps — ps transition can be obtained from measured val-
ues of the enthalpies in helix coil transitions and is given
by

AH, = AHg, g, + AHpspy — AHpy gy, — AHp, gy

aps—ps a7)
The same enthalpy difference can be obtained from our

calculations,

AH, = Ugip, + AUgs gy — AUpy gy — AUy . (18)

aps—ps

The resulting enthalpies are listed in Table 7. The experi-
mental values obtained from helix coil transitions are known
for only two duplexes, F1.F2 (ps) DNA and F1.F4 (aps)
DNA. However, analysis of melting data on a large set of ps-
and aps-DNA oligomers by Rippe and Jovin (1989) yielded
a set of parameters that allow, within a nearest neighbor stack
model, estimation of the stability of ps and aps duplexes. The
changes in enthalpy for all duplexes studied here are also
given in Table 7. Notice that our results agree within 0.6
Kcal/mol, which is less than the accuracy of the enthalpies
calculated using the nearest neighbor approximation. By cal-
culating differences, we have eliminated absolute errors in
the calculations. We would like to emphasize the fact that our
calculations give the correct sign and magnitude of the rela-
tive stabilities (previous calculations comparing ps- and aps-
DNA failed on both accounts), rather than the fact that the
agreement is within 0.6 Kcal/mol.

The entropic contribution to the free energy resulting
from atomic fluctuations can be computed, within the
harmonic approximation, from the vibrational normal
mode analysis of these oligomers (McQuarrie, 1975;
Garcia, 1989a, b, 1993a). Instead of calculating the vi-
brational normal modes from the second derivative ma-
trix evaluated at a local minimum of every duplex, for
systems of this size we prefer to use the quasi-harmonic
(Karplus, 1981; Levy, 1984; Brooks, 1988) approxima-
tion analysis of the trajectories at low (100 K) tempera-
ture. At low temperature, the distributions of fluctuations
around the average configurations are unimodal and ap-
proximately described by Gaussian distributions. As al-
ready mentioned, this is a necessary requirement for the
validity of the quasi-harmonic approximation. The cal-
culated frequency spectra were used to calculate the vi-
brational free energies of the duplexes at 100 and 300 K.
The low temperature frequency spectra were used to cal-
culate the vibrational free energies at both temperatures.
Fig. 8 shows the low frequency density of states and (low)
frequency spectra for all four duplexes. Table 8 also
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TABLE 6 Averaged energies (300K)
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Duplex E, E E, Eg E, E, E,;
f1-f2 (ps) 944.8 (18.1) —461.0 (5.5) 85.6 (0.9) —15.0(0.6) 352.2(14.9) 432.4 (12.5) 375.1(8.6)
f3-f4 (ps) 943.4 (18.1) —459.9 (5.6) 85.2(0.8) —15.5(0.6) 324.0 (16.7) 432.1 (17.0) 3743 (8.9)
f1-f4 (aps) 924.1 (16.4) —473.9(5.9) 85.0(0.6) —14.4 (0.7) 328.2(14.1) 436.6 (13.3) 357.9 (7.5)
f2-f3 (aps) 915.7 (16.3) —474.7 (5.6) 85.1(0.6) —14.9 (0.6) 322.7 (3.7) 438.7 (12.1) 356.4 (7.3)
AE (ps — aps) 48.4 27.7 -0.3 -1.2 -17 —10.8 34.1

Average energies (in Kcal/mol) and SDs during the MD simulations at 300 K for each of the four duplexes. The last row lists the differences in energy
between parallel and anti-parallel duplexes. The aps duplexes are energetically favored over ps duplexes, in complete agreement with experimental data
on two of these oligomers (F1-F2 (ps) and F1-F4 (aps)). The difference in averaged energies for the four single-stranded oligomers in the ps and aps
conformations is given by AE(ps — aps) = E,(F1 — F4) + E_(F2 — F3) — E (F1 — F2) — E (F3 — F4). The terms that most significantly differ

are the stacking (van der Waals) and torsional angle energies.

TABLE 7 Enthalpies (300K)

Duplex Uy + Hy AHSed AH Geasured)
f1-£2 (ps) 1575.9 57.9 55.2
f3-f4 (ps) 1579.1 579 N.A.
£1-f4 (aps) 1545.5 85.0 78.8
£2-£3 (aps) 1550.3 89.2 NA.
AH(aps — ps) 59.1 58.5

Enthalpies (in Kcal/mol) obtained from calculations, from the nearest neigh-
bor stacking model, and experiments for ps and aps DNA duplexes. U, is
the time-averaged potential energy during the MD simulations. AH.; is the
harmonic enthalpic contribution calculated from quasi-harmonic analysis on
MD trajectories. AH js the fitted nearest neighbor stacking model en-

exp

thalpies obtained by Rippe (1989). AH &4 js the measured melting en-
thalpy differences. The last row shows the difference in enthalpy between
ps and aps DNA duplexes obtained from the calculations and from the
nearest neighbor model. Experimental data for the £3-f4 aps and f3-f3 ps
duplexes are not available.

shows the vibrational free energy and enthalpy obtained
from the quasi-harmonic analysis. Within the harmonic
approximation, the contribution of local fluctuations to
the free energy does not clearly discriminate between ps
and aps duplexes. That is, if we rank the oligomers in
order of stability as indicated by the vibrational free en-
ergy, A, we get F1 — F2 (ps) > F2 — F3 (aps) > F3 —
F4 (ps) > F1-F4 (aps). The differences in vibrational en-
tropy are not sufficient to compensate for the differences
in enthalpy. Similar relative stabilities are obtained from
the vibrational free energy. The vibrational enthalpy does
discriminate against ps-DNA, giving a lower enthalpy for
aps-DNA than for ps. At room temperature (300 K), the
mean-square fluctuations around equilibrium of ps oli-
gomers are much larger than for aps oligomers. This will
yield larger configurational entropy to the ps over aps
oligomers. However, the quasi-harmonic approximation
does not apply when multiple minima are sampled, as is
the case at 300 K.

Considering previous normal mode calculations on vari-
ous DNA (Garcia, 1993b) oligomers and the MSD displace-
ments at 300 K, we can conclude that the order of flexibility
of DNA in various conformations is

psDNA > aps(B)DNA > aps(A)DNA > aps(Z)DNA.

However, based on the quasi-harmonic results at low tem-
perature (300 K), the order of flexibility would be

psDNA ~ aps(B)DNA > aps(A)DNA > aps(Z)DNA.

Vibrational
Density of States
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FIGURE 8 Low frequency density of states (dimensionless) (number
of vibrational states within 10 cm™' windows) for all four duplexes
obtained from a quasi-harmonic analysis of the MD trajectories at 100K.
Frequencies are given in cm™'. Low frequency vibrational frequencies
are mostly determined by collective, delocalized motions involving the
whole molecule. High frequency vibrations (not shown here) are char-
acteristic of localized motions involving displacements of a small num-
ber of atoms. Most of the atomic fluctuations from equilibrium and
thermodynamics stability are determined (with the harmonic approxi-
mation) by low frequency modes. The spectra shown here show maxima
near 50 and 100 cm™. The vibrational spectra for F1.F2 ps-DNA and
F2.F3 aps-DNA exhibit the largest number of modes at the lowest fre-
quencies (=10 cm™?). Notice from Table 8 that these two duplexes have
the largest vibrational entropies.

TABLE 8 Vibrational free energies (300K)*

Duplex Uy Ay Hy TSy F=U,+tA,
f1-£2 (ps) 9448  —830.1 6311 1461.1 114.8
3-f4 (ps) 9434  —8083 6357 14440 1351
f1-f4 (aps) 9157 —8148 629.8 14447 100.9
f2-f3 (aps) 9240 8212 6262 1448.1 102.2
AF(ps—aps) 46.8
* In Kcal.

Obtained from the quasi-harmonic analysis for all four duplexes.

At low temperatures, the fluctuations due to thermal exci-
tations are not sufficient to permit flip-flop transitions of
backbone torsional angles. Therefore, the local energy
minima sampled by ps- and aps-DNA are very similar, as
demonstrated by the quasi-harmonic analysis. At higher tem-
peratures, flip-flop transitions of the backbone dihedral
angles occur for both ps- and aps-DNA; however, due to the
wider grooves in ps-DNA, transitions occur more easily, re-
sulting in larger fluctuations.
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CONCLUSIONS

Here we have used the MD simulation technique mainly as
a convenient method to explore the conformational possi-
bilities of the duplexes in the neighborhood of the averaged
ps and aps structures. For this purpose, we think that is is
sufficient to model the solvent very crudely (as a dielectric
continuum) and limit the MD runs to 200 ps, a time rea-
sonably long for observing the concerted motions described
above, but not too demanding on computational resources.
More realistic simulations of DNA, including water mol-
ecules, enough ions to emulate, e.g., a 0.1 M NaCl solution,
and longer times are highly desirable, but not possible at
present.

Fortunately, it is still possible to obtain very good quality
information on ionic and specific hydration effects using a
PMF approach (Soumpasis, 1984, 1989b; Klement, 1990;
Hummer and Soumpasis, 1994). Such results concerning the
salt dependence of the ps and aps conformational stabilities
will be published elsewhere. Here, we have spent consider-
able effort to device techniques that could make the most out
of the raw MD data and have described some of them above.
These techniques have proven to be very useful for under-
standing subtle aspects of the conformational space sampling
performed during the MD simulations.

The picture emerging from this work can be summarized
as follows: in agreement with experimental results, the
parallel-stranded form of DNA turns out to be thermody-
namically less stable than the conformations of antiparallel-
stranded B-family. Time-averaged ps structures are charac-
terized by equally wide grooves, large twist angles, and rises
(D,) as well as low propeller twists. Dynamically, ps-DNA
is much more flexible than the aps B-DNA. This finding,
taken in conjunction with the results of previous work
(Garcia, 1993b) that showed that the aps B-form is more
flexible than the A- and Z-DNA, means that ps-DNA is the
most flexible DNA double-stranded conformation known to
date. This enhanced flexibility may have important conse-
quences for the reactivity of ps-DNA in intercalation and
other binding equilibria.

The wide grooves of ps-DNA allow for pronounced
correlated, nonlinear, flip-flop motions of the backbone
angles involving P-atoms. This type of motion may be the
cause for the multiple P-NMR resonances observed in
ps-DNA.

Collective motions are responsible for most of the fluc-
tuations. That is, the atomic fluctuations are not well de-
scribed by large fluctuations of individual atoms of small
groups of atoms, but by concerted motions of various atoms.
These modes are nonlinear in the sense that they involve
transitions between states, and the distribution of the dis-
placements along these modes are multi-modal. The mean
time between transitions for the largest displacement modes
is around 50 ps. Normal mode analysis give modes with
characteristic periods around 5 ps. Molecular dynamics
simulations of proteins (e.g., BPTI) (Levitt and Sharon,
1988; Levitt, 1990) in solution and in vacuum have shown
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that the atomic fluctuations (as measured by the MSD) are
larger for systems simulated in vacuum than for identical
systems simulated in aqueous solution. Similar results are
expected for DNA oligomers. However, dihedral angle
transitions are observed more often for systems in solu-
tion than for systems in vacuum (A. E. Garcia, unpub-
lished results).
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