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Abstract Some structural insights into the conformations
of the isonucleosides containing duplexes have been
provided. Unrestrained molecular-dynamics simulations
on 18-mer duplexes with isonucleosides incorporated at the
3'-end or in the center of one strand have been carried out
with explicit solvent under periodic boundary conditions
using the AMBER force field and the particle mesh Ewald
method. The Watson—Crick hydrogen-bonding patterns of
the duplexes studied remained intact throughout the
simulation. For the modified duplexes, the changes ob-
served in the inter-base pair parameters and backbone
torsional angles were primarily localized at the isonucleo-
side-inserted area. All five structures studied remained in
the B-form family. The decreased stacking abilities
indicated by the large changes in inter-base pair parameters
and the large changes in backbones made the modified
duplexes show a minor thermal destabilization in compar-
ison with native DNA. The MM_PBSA method for esti-
mating binding free energies on two complementary strands
was used. The results showed that the binding free energies
of isonucleoside-incorporated DNA duplexes were lower
than the native DNA duplex, which is in good agreement
with experimental observations.
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Introduction

Synthetic oligonucleotides and their analogs have attracted
considerable interest because of their potential therapeutic
and diagnostic applications [1-5]. The natural oligonucle-
otides, however, are usually degraded relatively easily by
cellular nucleases and cannot be used directly as therapeu-
tics. It is therefore a challenge to develop modified anti-
sense oligonucleotides that are degradation resistant, and
can hybridize selectively to target nucleic acids with strong
affinity. Over the past decades, a large number of oligonu-
cleotides with modifications in the phosphodiester, sugar,
or nucleobase have been prepared. Among them, phos-
phorothioate, which is the first generation of antisense
compounds, shows increased resistance to degradation both
in vitro and in vivo [6—9], and one drug has been admitted to
market by the FDA, which represents a first indication of
the feasibility of the therapeutic antisense concept. Mean-
while, many antisense phosphorothioates are in phase /I
clinical trials [10, 11]. However, phosphorothioate oligo-
nucleotides often show decreased specificity and affinity to
the target sequences [12] and inefficient cellular uptake.
Thus, other analogs, such as phosphoramidates [13], PNA
[14], LNA [15], «-L-LNA [16], HNA[17], ANA [18],
CAN [19], CeNA [20], and INA [21], have been studied
systematically. They have proved to be capable of hybrid-
izing with complementary DNA or RNA with increased
thermal stabilities compared to the parent DNA:DNA or
DNA:RNA duplexes and can be valid candidates for
clinical applications.

We have reported the synthesis and enzymatic stability of
oligonucleotides incorporated with isonucleosides [22-25].
Isonucleosides are a new class of nucleoside analogues in
which the nucleobase is linked to various positions of
ribose other than C1'. Previous research has shown that a
single isonucleotide-incorporated oligonucleotide antago-
nized the enzymatic hydrolysis of snake-venom phospho-
diesterase strongly, although the binding ability of the
modified sequence to the complementary sequence was
slightly decreased, which indicated that there was a
possibility to design a stable antisense oligonucleotide by
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incorporating isonucleotides in the sequence [26]. For the
detailed understanding of structural information of iso-
nucleoside-modified antisense oligonucleotides, an 18-mer
of the antisense sequence 5'- AACATCTCCTGAGGGA
AC -3" incorporated with isonucleosides A; (6'-OH free) or
A, (6'-OH protected by allyl group), which was comple-
mentary to the mRNA region encoding spike glycoprotein
of the severe acute respiratory syndrome-associated coro-
navirus (SARS-CoV) (22,398-22,415 bp) has been studied
by detailed unrestrained molecular dynamics in aqueous
solution (Fig. 1). The results, which agree with the
experimental data, provide an insight into the local and
global structural features of the duplexes containing A; and
A,. The structural and energetic analysis from the MD
simulations provides some information for further research
and development of isonucleotide-incorporated antisense
oligonucleotides.

Computational methods

All MD simulations were performed with the AMBER 7
molecular simulation package [27]. The AMBER 99 force
field was used to describe the DNA. To obtain molecular
mechanical parameters for the isonucleosides A; and A,, ab
initio quantum chemical methods were employed using the
Gaussian 98 program. The geometries were fully optimized
using the AM1 Hamiltonian and the electrostatic potentials
around them were determined at the HF/6-31G** level.
The RESP strategy [28] was used to obtain the partial
atomic charges.

Starting models of DNA duplexes were built in the B
canonical structures using the Insight II package [29]. All
constructed oligonucleotide duplexes were solvated in
TIP3P water using a rectangular box, which extended 10 A
away from any solute atom. This yielded about 4,400 water
molecules used for solvation. To neutralize the negative
charges of simulated molecules, Na' counterions were
placed next to each phosphate group.

Molecular dynamics (MD) simulations were carried out
using the SANDER module of AMBER 7. At first, the
water box and counterions were subjected to a series of
equilibration MD runs while holding the DNA fixed [30,
31]. The equilibration runs began with 1,000 ste]los of
minimization with a large constraint of 500 kcal mol ' A~
on the DNA atoms and were followed by 25 ps of MD,
reducing the constraints to 100 kcal mol ™' A% during
which the temperature was slowly raised from 100 to 300 K
over 1 ps and was maintained at 300 K for the remaining

24 ps. The size of the box was allowed to change until the
water density and pressure converged to the correct values.
Subsequent equilibration steps, during which position
constraints on the DNA molecules were gradually relaxed,
as well as the final production runs, were done by using the
particle mesh Ewald (PME) method to calculate electro-
static interactions [32, 33]. First, another 25 ps of MD were
performed while still holding the DNA fixed to relax the
solvent molecules fully and to complete the density
equilibration. This was followed by a second set of 1,000
steps of minimization and 3 ps of MD, which were carried
out with constraints on the DNA molecules of 25 kcal mol ™!
A™?. Finally, five rounds of 600 steps of energy minimiza-
tion were performed, in which positional constraints were
reduced to 5.0 kcal mol ™' A2 in each round.

After this initial equilibration, the whole system was
heated from 100 to 300 K for 20 ps without positional con-
straints. The production simulations of 1 ns for S0:S, 2 ns
for S1:S, and 1.5 ns for S2:S, S3:S, or S4:S were then
started at constant pressure (1 atm) and temperature (300 K).
In the entire simulation, SHAKE was applied to all
hydrogen atoms [34]. Periodic boundary conditions with
minimum-image conventions were applied to calculate the
nonbonded interactions. A cutoff of 9 A was used for the
Lennard—Jones interactions. The nonbonded pairs were
updated every 30 steps. An integration time step of 2 fs was
used and the trajectory was saved every 100 steps for future
analysis.

The MD trajectories were analyzed using AMBER 7 and
in-house software. The final structure of each duplex was
produced from the 1,000 steps of minimized averaged
structure of the last 800 ps of MD. Helix parameters were
calculated with the program CURVES 5.3 [35]. All
calculations were performed on a 2-CPU SGI Octane
workstation.

Free-energy analysis was performed using the MM_PBSA
scripts supplied by AMBER 7.0 [36-38]. The total free
energy can be estimated from the molecular mechanical
energy, the solvation free energy, as well as the solute
entropies for a series of snapshots and then averaging the
results. The binding free energies of all double strands were
investigated using the single-trajectory approach. Single-
trajectory results mean that the thermodynamics data are
extracted from a single trajectory of the complex. The
assumption here is that the natural DNA, the isonucleoside-
incorporated DNA, and the complementary DNA con-
formations are the same in the double strand and in the
dissociated form and thus the vibrational, rotational, and
translational entropy contributions can be neglected. Esti-

Fig. 1 Schematic drawing of NH, NH, S0: 5'-AACATCTCCTGAGGGAAC-3'
the isonucleosides and se. (AN N)iN> S1: 5'-“AACATCTCCTGAGGGAA,C-3'
quences ot Tie "S-mer S | S2: 5-AACATCTCCTGAGGGAA,C-3'
s atady e N N N[O S35-AACATCTCCTGA,GGGAAC-Y

0 N S4: 5'“AACATCTCCTGA,GGGAAC-3'

Ho— | AR S: S-GTTCCCTCAGGAGATGTT-3'
55
Ay Ay



783

mation of binding free energies in this manner has proven interaction energies, van der Waals interaction energies,
successful previously [36, 37, 39]. The binding free energy the solvation free energies, as well as the entropies of the
(AG"™"2) petween the two complementary strands is double strands and the dissociated system:

calculated as the difference between the electrostatic

bindi 1 dw 1 \% 1
AG™ME = AE + AE™™ — TAS + AG?go\;ble strand) ~ AG?ODNA) - AGigo\rlnplementary DNA)
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We applied the same force field and parameter set used
in the MD simulations and an electrostatic constant 1 to
compute the electrostatic energy (E°°) and the van der
Waals energy (E**Y) but without cutoff for nonbonded
interactions.

The solvation free energy (AG**") was estimated from
the electrostatic solvation energy (AG"®) and the nonpolar
solvation energy (AG"°"P°!r):

AGSOIV — A GPB +A Gnonpolar

The electrostatic contribution to the solvation free energy
(AG"®) was estimated with a Poisson-Boltzmann electro-
static continuum method using the program Delphi II [40].
The dielectric boundary is the molecular surface defined by
a 1.4 A probe sphere and by spheres centered on each atom
with radii taken from the PARSE parameter set [41]. We
used an interior dielectric of unity, and the outside dielectric
was set to 80. For the Poisson—Boltzmann calculation, a
cubic lattice with linear dimensions 80% larger than the
longest dimension was applied with a 0.5 A grid spacing;
potentials at the boundaries of the finite-difference lattice
were set to a sum of Debye—Huckel potentials [42]. The
nonpolar contribution to the solvation free energy
(AG™"P?l7) wwas estimated from a surface-area dependent
term using the solvent accessible surface area (SASA)
algorithm and program of Sanner [43] with a parametriza-
tion of
AGnonpolar _ )/(SASA) + /3’

where 7=0.00542 kcal A" and (3=0.92 kcal mol .
Solute entropic contributions (—TAS) were estimated based
on a harmonic approximation to the normal modes and
standard (quantum) formulae at 300 K [44]. Snapshots
from the MD trajectories of the natural and isonucleoside-
incorporated DNA—-DNA hybrids with water and counter-
ions removed were considered for the binding-free-energy
calculations. A total of 80 snapshots were selected at 10 ps
intervals from each of the 800 ps trajectories.

Results and discussions
Convergence in the trajectories

The five unrestrained MD simulations of the duplexes
studied led to stable trajectories of geometry and energy
terms. Calculations of root-mean-square deviations (RMSDs)
with respect to the starting B-form structures confirmed the
stability of the trajectory. Five plots of the RMSD values as
a function of the simulation time are shown in Fig. 2.

For the native DNA duplex, a fast convergence of RMSD
was observed. The RMSD rose to 2.2 A within about
100 ps, and averaged around 2.5 A in the final stage of the
simulation. The RMSD of duplex S1:S and S3:S trajec-
tories also showed a sharp increase to about 3.5 A in the first
200 ps, and then remained stable for the rest of the
simulation (average RMSD around 4.0 A). The RMSD

values of S2:S and S4:S duplexes showed a significantly
slow increase during the first 700 ps and 500 ps, respective-
ly, which indicated a movement and structural change of the
molecules. Then the RMSD values stabilized and remained
stable, oscillating around their average values up to the
1.5 ns of the MD simulation. Therefore, only conformations
generated during the last 800 ps period of simulations were
used to monitor the structure properties. The comparison of
the time evolution of the RMSDs showed that the duplexes
of S2:S and S4:S were more difficult to achieve conforma-
tional equilibrium than the other ones. For the S0:S duplex,
a slightly smaller average RMSD value (2.65 A) was
obtained than for the S1:S (3.68 A), S2:S (3.23 A), S3:S
(3.70 A), and S4:S (3.35 A) duplexes (Table 1), which
indicated that S0:S was closer to the started B-form
conformation than the other four modified duplexes.

Hydrogen-bonding

An important indicator of the stability of duplex structures
is the length of hydrogen bonds and percentage occupancy
during the MD simulations. A summary of Watson—Crick
hydrogen-bond lengths and their standard deviations
between the base pairs in each of the five duplexes during
the last 800 ps of the MD is given in Table 2. The hydrogen
bonds in any of the five structures were well maintained and
the majority was 100% occupied during the simulation. The
results showed clearly that there were no obvious differ-
ences in hydrogen bonding properties among S0:S, S1:S,
S2:S, S3:S, and S4:S duplexes.

The data showed that the average distances of N1(17)...
H3(20) and H61(17)...04(20) hydrogen bonds for S0:S
were 1.98 and 2.01 A, respectively. The corresponding
values for S1:S and S2:S were 2.01 and 2.01, 2.09 and
1.98 A, respectively. Moreover, the average distances of N1
(12)...H3(25) and H61(12)...04(25) hydrogen bonds for
S0:S, S3:S, and S4:S were 1.99 and 1.96, 1.99 and 2.05,
2.08 and 1.92 A, respectively. The lengths of hydrogen
bonds for base pairs A;—T and A,-T in the modified
duplexes were quite similar to those in the native DNA.
Therefore, the position change of nucleobase in isonucleo-
sides A; or A, did not obviously affect the hydrogen
bonding of the Watson—Crick base pairs in the modified
DNA duplexes.

Helix parameters

There are three major categories of helical parameters, i.e.,
axis-base pair, intra-base pair and inter-base pair parameters

Table 1 The RMSD values from averaging the trajectories for the
five duplexes studied

S0:S S1:S

S2:S S3:S S4:S

RMSD 2.65(0.59) 3.68(0.89) 3.23(0.77) 3.70(0.80) 3.35(0.66)
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Table 2 Average Watson—Crick hydrogen bonding distances (and standard deviations) calculated over the last 800 ps of the MD trajectories

Base pairs S0:S SI:S S2:S S3:S S4:S

NI(1)...H3(36) 2.01 (0.14) 2.01(0.14) 2.03 (0.15) 4.56 (0.61) 2.01 (0.18)
H61(1)...04(36) 2.06 (0.25) 2.03(0.21) 2.01 (0.20) 5.12 (1.05) 2.22 (0.39)
N1(2)...H3(35) 1.97 (0.12) 1.98(0.12) 1.96 (0.11) 1.98 (0.15) 2.01 (0.13)
H61(2)...04(35) 2.04 (0.24) 1.99(0.18) 2.01 (0.20) 2.02 (0.20) 1.99 (0.18)
H41(3)...06(34) 2.01 (0.18) 2.01(0.18) 2.08 (0.38) 1.98 (0.18) 2.01 (0.19)
N3(3)...H1(34) 1.96 (0.10) 1.95(0.09) 1.98 (0.17) 1.96 (0.09) 1.95 (0.10)
02(3)...H21(34) 1.88 (0.12) 1.87(0.11) 1.88 (0.12) 1.91 (0.13) 1.88 (0.11)
N1(4)...H3(33) 1.96 (0.12) 1.95(0.10) 1.96 (0.11) 1.98 (0.12) 1.97 (0.12)
H61(4)...04(33) 2.02 (0.19) 2.04(0.21) 2.02 (0.20) 1.99 (0.17) 2.02 (0.20)
H3(5)...N1(32) 1.96 (0.11) 1.96(0.10) 2.01 (0.13) 1.96 (0.11) 1.98 (0.11)
04(5)...H61(32) 2.05 (0.22) 2.01(0.18) 2.00 (0.18) 2.10 (0.24) 1.98 (0.15)
H41(6)...06(31) 1.97 (0.16) 1.98(0.16) 1.98 (0.16) 2.00 (0.19) 2.00 (0.17)
N3(6)...H1(31) 1.95 (0.09) 1.95(0.08) 1.93 (0.08) 1.94 (0.09) 1.97 (0.10)
02(6)...H21(31) 1.91 (0.14) 1.90(0.12) 1.89 (0.12) 1.89 (0.11) 1.90 (0.14)
H3(7)...N1(30) 1.95 (0.11) 1.95(0.11) 1.95 (0.11) 1.94 (0.11) 2.01 (0.14)
04(7)...H61(30) 2.04 (0.22) 2.01(0.19) 2.09 (0.26) 2.09 (0.23) 1.97 (0.16)
H41(8)...06(29) 1.98 (0.16) 1.97(0.15) 1.99 (0.18) 1.98 (0.15) 1.98 (0.15)
N3(8)...H1(29) 1.93 (0.09) 1.95(0.08) 1.95 (0.09) 1.95 (0.09) 1.95 (0.10)
02(8)...H21(29) 1.91 (0.13) 1.90(0.12) 1.92 (0.13) 1.90 (0.13) 1.92 (0.13)
H41(9)...06(28) 2.06 (0.23) 1.97(0.17) 2.00 (0.20) 1.96 (0.16) 2.02 (0.20)
N3(9)...H1(28) 1.95 (0.10) 1.95(0.08) 1.95 (0.10) 1.94 (0.09) 1.95 (0.09)
02(9)...H21(28) 1.88 (0.12) 1.92(0.14) 1.88 (0.11) 1.87 (0.11) 1.90 (0.12)
H3(10)...N1(27) 1.96 (0.11) 1.94(0.10) 1.96 (0.11) 1.99 (0.13) 1.94 (0.11)
04(10)...H61(27) 1.98 (0.16) 2.01(0.20) 1.97 (0.16) 1.97 (0.17) 2.04 (0.21)
06(11)...H41(26) 1.99 (0.17) 1.97(0.15) 1.97 (0.16) 1.98 (0.15) 1.98 (0.15)
H1(11)...N3(26) 1.97 (0.10) 1.96(0.09) 1.96 (0.09) 1.96 (0.09) 1.97 (0.09)
H21(11)...02(26) 1.89 (0.12) 1.92(0.13) 1.90 (0.13) 1.90 (0.12) 1.89 (0.12)
N1(12)...H3(25) 1.99 (0.12) 1.97(0.11) 1.97 (0.12) 1.99 (0.11) 2.08 (0.14)
H61(12)...04(25) 1.96 (0.16) 1.99(0.17) 1.97 (0.17) 2.05 (0.19) 1.92 (0.14)
06(13)...H41(24) 1.96 (0.15) 1.99(0.18) 2.01 (0.19) 1.96 (0.15) 2.09 (0.35)
H1(13)...N3(24) 1.94 (0.09) 1.95(0.09) 1.95 (0.10) 1.94 (0.09) 1.98 (0.16)
H21(13)...02(24) 1.88 (0.11) 1.89(0.12) 1.91 (0.14) 1.87 (0.12) 1.84 (0.11)
06(14)...H41(23) 1.96 (0.16) 1.98(0.17) 2.00 (0.21) 2.03 (0.22) 1.99 (0.16)
H1(14)...N3(23) 1.95 (0.09) 1.94(0.08) 1.96 (0.10) 1.97 (0.10) 1.98 (0.10)
H21(14)...02(23) 1.88 (0.12) 1.90(0.13) 1.90 (0.13) 1.93 (0.13) 1.90 (0.12)
06(15)...H41(22) 1.96 (0.14) 1.98(0.19) 1.99 (0.17) 1.96 (0.18) 2.01 (0.18)
H1(15)...N3(22) 1.96 (0.08) 1.94(0.09) 1.97 (0.10) 1.97 (0.10) 1.97 (0.10)
H21(15)...02(22) 1.90 (0.12) 1.92(0.14) 1.94 (0.15) 1.97 (0.16) 1.90 (0.14)
NI1(16)...H3(21) 1.98 (0.12) 1.94(0.11) 1.95 (0.12) 1.98 (0.12) 1.99 (0.12)
H61(16)...04(21) 2.01 (0.20) 2.05(0.20) 2.14 (0.26) 1.98 (0.18) 2.00 (0.18)
N1(17)...H3(20) 1.98 (0.12) 2.01(0.13) 2.09 (0.17) 1.95 (0.11) 1.95 (0.10)
H61(17)...04(20) 2.01 (0.20) 2.01(0.17) 1.98 (0.17) 3.62 (0.24) 2.04 (0.19)
H41(18)...06(19) 2.11 (0.49) 6.72(2.33) 2.01 (0.20) 2.14 (0.53) 2.03 (0.23)
N3(18)...H1(19) 2.03 (0.23) 4.86(1.95) 1.97 (0.10) 2.02 (0.23) 1.97 (0.11)
02(18)...H21(19) 1.92 (0.15) 3.88(1.47) 1.89 (0.13) 1.90 (0.14) 1.92 (0.15)

[45]. The axis-base pair parameter describes the position
and orientation of the base pairs relative to the helical axis.
The intra-base pair parameter describes the geometry of the
Watson—Crick base pairings, while the interbase pair
parameter describes the stacking interactions of the bases.
Generally, the conformations of the five duplexes studied
were found to remain in the B-conformations during the
entire course of the simulations. A few parameters,

however, indicated some features of A-type DNA. Average
values of helix parameters for canonical A, canonical B,
and the five studied duplexes from the last 800 ps of MD
simulations calculated by the program Curves 5.3 are
shown in Table 3. Values of the parameters slide, rise, roll,
and twist along the sequence for the MD-averaged
structures of the studied duplexes are plotted in Fig. 3.
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Table 3 Average helical

A canonical B canonical ~ S0:S S1:S S2:S S3:S S4:S
parameters over the last 800 ps
of the MD trajectories for five y igp (&) 5.43 ~0.77 ~170  -029 -170  -201 -0.89
uplexes studied )

Ydisp (A) 0.0 0.0 0.05 0.14 0.09 —0.27 0.00
Inclination (deg)  19.2 —6.2 0.62 -8.17 0.47 3.77  -3.89
Tip (deg) 0.0 0.0 —-0.13 1.02 —-1.21 3.49 0.54
Shear (A) 0.0 0.0 0.06 —-0.18 0.08 0.12 0.04
Stretch (A) —0.45 0.0 0.03 0.14 0.05 0.03 0.05
Stagger (A) 0.19 0.05 —0.06 0.08 —0.06 -0.15 -0.16
Buckle (deg) 0.0 0.0 1.38 3.33 1.13 5.73 3.04
Propeller (deg) 13.9 3.8 -12.03 -12.84 -11.98 -1251 —9.18
Opening (deg) 4.6 4.1 4.61 3.25 4.98 432 490
Shift (A) 0.0 0.0 —-0.01 0.04 0.00 —0.04 —0.03
Slide (A) 0.0 0.0 —0.05 -0.13 —0.07 -0.03 -0.13
Rise (A) 2.56 3.38 3.29 3.46 3.33 3.32 3.46
Tilt (deg) 0.0 0.0 —0.36 2.01 —0.64 0.13  -0.59
Roll (deg) 0.0 0.0 1.18 3.34 1.99 0.63 3.95
Twist (deg) 32.7 36.0 33.00 32.69 32.48 3239 31.61

Axis-base pair parameters

For the five duplexes studied, the helix parameters Xdisp,
Ydisp, inclination, and tip were closer to the canonical B-
type DNA than to the canonical A-type DNA. There was a
significant variation in the values of Ydisp and tip along the
strand of modified structures S1:S, S2:S, S3:S, and S4:S.
This was related to the slightly bent helix axis in these
structures (Fig. 4).

Intra-base pair parameters

The calculated values for shear, stretch, and stagger of five
DNA structures did not show much deviation from B-type
DNA. The buckle changes significantly with a range of
—20 to 30° along the strand. The values of propeller twist
and opening all deviated from either A-type or B-type
DNA. Especially, large positive values of the opening
parameter were observed for all five duplexes, and indi-
cated opening toward the major groove. A more noticeable
parameter was the propeller twist (the relative rotation
between the two-paired bases). Propeller twist up to —30° is
native [46] to the AT base pair of DNA. The calculated
values for propeller twist varied significantly along the
strand with a range of —25 to 10°.

Inter-base pair parameters

The shift, slide, tilt, and roll parameters did not deviate
much from either B- or A-DNA and were within values
normally observed in either A-type or B-type DNA. The
rise parameter, which indicated vertical displacement of
one base pair with respect to the other, remained in the
range for canonical B-DNA (average value 3.38 A) for all
base pair steps of the five DNA duplexes. All were more
characteristic of B-DNA than A-DNA. They remained at

around 3.29, 3.46, 3.33, 3.32, and 3.46 A for SO:S, S1:S,
S2:S, S3:S, and S4:S, respectively. For all duplexes, the
values of twist changed along the strands. However, for the
majority of the base pairs of each duplex, values even lower
than that of A-DNA were observed. The average twists
over the sequence were 32+1°. The value was more
characteristic of A than B. This showed particularly that the
modifications did not cause the helix to unwind.

In general, it could be concluded from the calculated
results of all helix parameters that the overall conforma-
tions of the five duplexes remained in the B-conformations
during the entire course of the simulations. It is known that
the global intra-base pair parameters describe the relative
displacement and orientation of the bases in the Watson—
Crick base pairs. These parameters of the native S0:S
duplex obtained during the simulation were very similar to
those found in the four modified DNA duplexes (especially
in the modified base-pair steps) according to our calcula-
tions. The parameters also explained why there were no
fundamental differences in hydrogen-bonding properties
among duplex S0:S, S1:S, S2:S, S3:8S, and S4:S. However,
for the inter-base pair parameters, several showed large
differences in the modified area, which might indicate the
effect of the isonucleosides on the conformation of the
neighboring bases.

The A;-T20/A16-T21 (0.78 A), A,-T20/A16-T21
(0.97 A) and A;-T25/G11-C26 (0.63 A), A,-T25/Gl11-
C26 (1.04 A) base-pair steps in S1:S, S2:S and S3:S, S4:S
structures, respectively, exhibited significantly larger slide
values than the corresponding A17-T20/A16-T21 (0.12 A)
and A12-T25/G11-C26 (0.20 A) base-pair steps in SO:S.
The rise parameters showed large deviations for the Ay, A,,
and their neighboring base-pair steps in the S2:S, S3:S, and
S4:S duplexes from corresponding native S0:S values.
Wherever the isonucleoside A; or A, was located at the 3'-
end or in the center of the sequence, the slide and rise
values of the A, base pair steps was larger than those of the
A, ones. The A;-T20/A16-T21 (29.1°) or A,-T20/A16-
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Fig. 3 A selection of global inter-base-pair parameters (slide, rise,
roll, and twist) along the sequence calculated for the MD-averaged
structures of the S0:S (black), S1:S (red) and S2:S (blue) at the left

T21 (21.2°) base pair steps in the S1:S or S2:S duplexes,
respectively, showed larger roll values than in the S0:S
duplex. In the S3:S and S4:S duplexes, the isonucleosides
A and A, induced changes in the roll of the steps below
and above but not in the steps connected by A; and A,
themselves. As shown in Fig. 3, the twist angles of S0:S,
S2:S, and S3:S did not show obvious changes along the
sequence. However, for S1:S and S4:S duplexes, signif-
icant differences were observed in the twist values. The
lowest twist angle was found for the A;-T20/A16-T21 step

Basepair step

panel as well as SO:S (black), S3:S (red) and S4:S (blue) at the right
panel (the first and the last base pairs are not considered)

(12.5°) in S1:8 structure at this base pair step. And the C6-
G31/T5-A30, T10-A27/C9-G26 and G13-C24/A,-T23
steps in the S4:S structure also showed small twist values
lower than 20°. These small twist values were an indicator
of untwisting of the DNA helix at the corresponding sites.
Such small twist values for the G13-C24/A,-T23 step
might be caused by the incorporation of isonucleoside A,,
but we need much more studies to understand why the T10-
A27/C9-G26 and G13-C24/A,-T23 steps also show so
small twist values.



Fig. 4 Side views of the average structures with their global axis over the last 800 ps of a S0:S, b S1:S, ¢ S2:S,d S3: S, e S4: S

Inter-base-pair parameters were used to describe the
stacking interactions of base pairings. Thus, the unusually
large changes in these parameters for the isonucleoside area
decreased the stacking interactions of base pairings in the
modified S1:S, S2:S, S3:S, and S4:S duplexes. These
decreased stacking interactions made the duplexes incor-
porated with isonucleosides a little less stable than the
unmodified DNA molecule, in agreement with the energy
comparison.

Backbone conformation

For the S0:S duplex, the average values of the torsional
angles over all sequences were close to those of the
standard canonical B structure. Only small differences of

Table 4 Averaged values of the backbone torsional angles (in
degrees) for A12 and A17 in the SO strand, A; in the S1 and S3
strands, and A, in the S2 and S4 strands®

all torsional angles were observed for the S0 and S strands.
Most of the S0:S backbone torsions were restricted to move
in a relatively narrow range around the optimum value. The
range of the dynamic averages and the RMSD fluctuations
for the torsional angles indicated that the backbones of S0:
S were quite rigid (data not shown). The presence of the
isonucleosides A; and A, produced large deviations in
backbone torsional angles in the modified area in compar-
ison with those in the corresponding area of the natural
DNA duplex (Table 4), which resulted in visible kinks in
the backbone but did not have a significant impact on the
whole backbone conformation of the modified duplexes.
The rest of the sugar-phosphate backbone remained in the
range expected for the B-DNA family.

The sugar puckers for the native residues in all five
duplexes possess C1'-exo conformations. Minor distortions

Table 5 Average values of the sugar conformation for the
isonucleosides A; and A, in the modified DNA duplexes®

Torsional SO(A17) S1(A;) S2(A;) SO0(A12) S3(A;) S4(A,)
angles

o —68.0 -86.2 —80.8 —66.7 —67.3 —126.7
16} 173.1  -175.3 -1755 171.7 1614 177.8
¥ 52.7 -56.9 —56.8 547 -113.0 -56.4
1 1282 -1164 -1254 1258 -112.8 -126.1
€ -171.0 88.1 —-59.6 -173.1 -59.9 -64.6
¢ -97.2 73.6  —92.0 -96.5 -72.7 —86.3
X -115.9 165.5 175.5 -114.6 176.1  179.0

A Ay
S1:S C2'-ex0/C3'-endo range
(—5435°)
S2:S C2'-ex0/C3'-endo range
(—5430°)
S3:S C2'-ex0/C3'-endo range
(4+15°)
S4:S C2'-ex0/C3'-endo range

(~5435°)

*Values are averages over the last 800 ps of the MD trajectories

*Values are averages over the last 800 ps of the MD trajectories



Fig. 5 Views of the average
structures of the isonucleoside-
incorporated region. The isonu-
cleosides A and A, are indicated
in red. The A16-A{-C18/G19-
T20-T21 in the S1:S (left, the
structure of base C18 distorted
because of the end base pair
opening) and the A16-A,-C18/
G19-T20-T21 in the S2:S (right)
are shown at the zop, the G11-A-
G13/C24-T25-C26 in the S3:S
(left) and the G11-A,-G13/C24-
T25-C26 in the S4:S (right) are
shown at the bottom

were observed for the sugar-pucker conformations for the
isonucleosides A; and A,. The average values for sugar
puckers during the last 800 ps of the simulations are
summarized in Table 5.

The results indicate that the backbones of native DNA
bear higher structural stability than those of modified
oligonucleotides in the neighborhood of the modified
sequence. The large changes in the backbone torsional
angles of the isonucleoside region result in large deviations
in some of the inter-base-pair parameters for the modified
base pair step, and hence minimize the degree of hybrid-
ization of the modified duplexes.

The side views of the five DNA structures studied with
their global axis are shown in Fig. 4, which demonstrate
that all duplexes have the features of B-DNA. The C6'-OH
and C6'-“OCH,=CH-CH3; groups in the isonucleosides A,
and A, point toward the major groove. The average
structures of the isonucleosides incorporated region in the
S1:8S, S2:8S, S3:S, and S4:S duplexes are shown in Fig. 5.
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Binding free energies of the five duplexes studied

The binding free-energy contributions of all DNA duplexes
studied are listed in Table 6. The calculations are based on
single trajectories of the duplexes.

The calculated value for binding of the S0:S hybrid is
~23.6 kcal mol ™!, more stable by 2.1,2.0, 7.7, and 7.9 kcal
mol !, respectively, than the isonucleoside-modified S1:S,
S2:S, S3:S, and S4:S hybrids. The binding free energy of
S1:S (-21.5 kcal mol ') is close to that of the S2:S
(—21.6 kcal mol ). Those of $3:S (—15.9 kcal mol ") and
S4:S (—15.7 kcal mol™") agree similarly. However, the
incorporation of A; and A, modifications at the 3'-end of
the strand (duplexes S1:S and S2:S) create lower binding
free energies by 5.6 and 5.9 kcal mol ', respectively,
compared to the duplexes with isonucleosides in the center
of the sequence (duplexes S3:S and S4:S). UV thermal
stability measurements [26] show that the oligonucleotide
consisting of isonucleoside A; or A, decreases the affinity

Table 6 Energy contributions to the free energy of binding of the five DNA duplexes from the MD trajectories” and the melting

temperatures (7},) from experiment”

S0:S S1:S S2:S S3:S S4:S

AES 3986.1(42.5) 3954.4(54.8) 3963.9(35.3) 3956.0(27.0) 3970.1(49.0)
AEW —88.1(7.6) —88.8(6.9) ~86.6(6.8) ~89.9(7.8) —87.7(7.3)
AGronpolar -8.4(0.2) -8.4(0.1) -8.3(0.1) -8.6(0.1) -8.5(0.2)
AG™® -3975.7(41.3) ~3940.5(51.6) —3951.3(33.7) ~3934.4(26.7) ~3952.0(47.6)
NG 10.4(8.3) 13.9(9.2) 12.6(9.1) 21.6(7.6) 18.1(8.3)
~TAS 62.5(13.0) 62.3(12.8) 61.7(11.4) 61.0(11.2) 61.4(10.8)
AGPinding -23.6 -21.5 -21.6 -15.9 -15.7
T.,(°C) 61.5 58.6 59.3 54.1 54.2

All mean energies over 80 structures are in kcal mol™!. Values in parentheses are standard deviations of the mean energies. A is defined as
(DNAfDNAg—(DNA single strand+complementary DNA single strand). Strands for the electrostatic contribution to the binding energy:

A Eelec +A GP
*Values from [26]
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for the complementary DNA. A,-containing oligonucleo-
tides do not show obvious affinity differences to the
complementary DNA compared to corresponding Aj-
containing sequences. However, the duplex in which A,
(A,) is at the 3’-end of the sequence has higher thermal
stability than the duplex in which A; (A,) is in the center of
the sequence. The calculated results and experiment are in
good agreement.

Comparing the van der Waals/nonpolar (AE*®Y/AG P!,
the electrostatic (AES**+AG™) and the solute entropic
contributions (—TAS), we find that the association between
the two strands in the five duplexes studied is mainly driven
by more favorable van der Waals interactions. As shown in
Table 6, the van der Waals, nonpolar and solute entropic
contributions in the natural DNA hybrid are close to those
in the other four isonucleoside-incorporated hybrids. In the
S0:S duplex, the electrostatic contribution AG "
decreases by 3.5,2.2, 11.2, and 7.7 kcal mol !, respectively,
in comparison with those in the S1:S, S2:S, S3:S, and S4:S
duplexes, which causes a I repulsive force and thus further
leads to the highest binding affinity in the natural S0:S
duplex. The electrostatic contributions are lower for the S1:
S and S2:S than for the S3:S and S4:S by 7.7 and 5.5 kcal
mol ', respectively. The unfavorable strand—strand electro-
static repulsive interactions make the S3 and S4 strands
produce worse affinity with the S strand, in comparison
with S1 and S2 stands.

Overall, the binding free-energy differences observed
between the five DNA duplexes studied are mainly driven
by the different electrostatic interactions between comple-
mentary strands. For the S1:S, S2:S, S3:S, and S4:S
duplexes, more unregularity of the structures on the
modified region (compared with the natural DNA) make
some atoms approach each other closely, causing a large
repulsive force and thus further contributing to the
unfavorable thermal stabilization.

Conclusions

Unrestrained molecular-dynamics simulations were per-
formed on a 1.0-2.0 ns scale for an 18-mer DNA duplex
S0:S and isonucleoside-incorporated duplexes S1:S, S2:S,
S3:S, or S4:S, in water with full periodic boundary
conditions and Na' counterions using the particle mesh
Ewald method. The results show that the S2:S and S4:S
duplexes achieve conformational equilibrium with diffi-
culty. Watson—Crick hydrogen bonds remained intact
throughout the simulations and there were no fundamental
differences in the hydrogen-bonding properties of the SO:S,
S1:S, S2:S, S3:S, and S4:S duplexes.

The backbone torsional angles and the helicoidal
parameters support the view that the overall structures of
all five duplexes are quite close to the canonical B-type
DNA. For the four modified duplexes S1:S, S2:S, S3:S,
and S4:S, the large changes in the inter-base-pair
parameters and backbone torsional angles for the modified
area in comparison with natural S0:S demonstrate that

dramatic alterations of structures occur because of the
incorporation of the two isonucleosides. These alterations
produce decreased stacking abilities and large electrostatic
repulsive forces and thus lead to unfavorable thermal
stabilization for the modified DNA duplexes.

The MM_PBSA method was used to compute binding
free energies of two complementary strands of the DNA
duplexes studied. The calculated values showed that the
natural DNA duplex has a lower binding free energy than
the duplexs containing isonucleosides and the duplex in
which A; (A;) is at the 3'-end of the sequence has a lower
binding free energy than the duplex in which A; (A,) is in
the center of the sequence, which were in good agreement
with experimental results. The differences in binding free
energies between five duplexes are mainly driven by the
different electrostatic interactions between complementary
strands.

Acknowledgement This work was supported by the National
Natural Science Foundation of China (20132030, SFCBIC
20320130046, 20332010).

References

. Uhlmann E, Peyman A (1990) Chem Rev 90:543-584
. Crooke ST (1992) Annu Rev Pharmacol Toxicol 32:329-376
. Crook ST (1993) FASEB J 7:533-539
. Cook PD (1993) Antisense research and applications. In: Crook
ST, Lebleu B (eds) CRD: Boca Raton, Florida, pp 149-187
5. Sanghvi YS, Cook PD (1993) Nucleosides and nucleotides as
antitumor and antiviral agents. In: Chu CK, Baker DC (eds)
Plenum, New York, pp 311-324
6. Sands H, Gorey-Feret L], Cocuzza AJ, Hobbs FW, Chidester
D, Trainor GL (1994) Mol Pharmacol 45:932-943
7. Iverson PL, Mata J, Tracewell WG, Zon G (1994) Antisense
Res Dev 4:43-52
8. Cossum PA, Sasmor H, Dellinger D, Truong L, Cummins L,
Owens SR, Markham PM, Shea JP, Crooke S (1993) J Pharmacol
Exp Ther 267:1181-1190
9. Temsamani J, Tang JY, Padmapriya A, Kubert M, Agrawal S
(1993) Antisense Res Dev 3:277-284
10. Mani S, Rudin CM, Kunkel K, Holmlund JT, Geary RS, Kindler
HL, Dorr FA, Ratain MJ (2002) Clin Cancer Res 8:1042-1048
11. Cripps MC, Figueredo AT, Oza AM, Taylor MJ, Fields AL,
Holmlund JT, McIntosh LW, Geary RS, Eisenhauer EA (2002)
Clin Cancer Res 8:2188-2192
12. Matsukura M, Shinozuka K, Zon G, Mitsuya H, Reitz M, Cohen
JC, Broder S (1987) Proc Natl Acad Sci USA 84:7706-7710
13. Schultz DG, Gryaznov SM (1996) Nucleic Acids Res
24:2966-2973
14. Nielsen PE, Haaima G (1997) Chem Soc Rev 26:73-78
15. Koshkin AA, Singh SK, Nielsen P, Rajwanshi VK, Kumar R,
Meldgaard M, Olsen CE, Wengel J (1998) Tetrahedron
54:3607-3630
16. Rajwanshi VK, Hakansson AE, Dahl BM, Wengel J (1999)
Chem Commun 1395-1396
17. van Aerschot A, Verheggen I, Hendrix C, Herdewijn P (1995)
Angew Chem Int Ed Engl 34:1338-1339
18. Allart B, Khan K, Rosemeyer H, Schepers G, Hendrix C,
Rothenbacher K, Seela F, van Aerschot A, Herdewijn P (1999)
Chem Eur J 5:2424-2431
19. Maurinsh Y, Rosemeyer H, Esnouf R, Medvedovici A, Wang J,
Ceulemans G, Lescrinier E, Hendrix C, Busson R, Sandra P,
Seela F, van Aerschot A, Herdewijn P (1999) Chem A Eur J
5:2139-2150

AWM~



20.

21.
22.
23.
24.
25.
26.
27.
28.
29.
30.

31.
32.

Wang J, Verbeure B, Luyten I, Lescrinier E, Froeyen M,
Hendrix C, Rosemeyer H, Seela F, van Aerschot A, Herdewijn
P (2000) J Am Chem Soc 122:8595-8602

Nielsen CB, Petersen M, Pedersen EB, Hansen PE, Christensen
UB (2004) Bioconjugate Chem 15:260-269

Yang ZJ, Zhang HY, Min JM, Ma LT, Zhang LH (1999) Pure
Appl Chem 71:1143-1146

Yang ZJ, Zhang HY, Min JM, Ma LT, Zhang LH (1999) Helv
Chim Acta 82:2037-2043

Lei Z, Zhang L, Zhang LR, Chen J, Min JM, Zhang LH (2001)
Nucleic Acids Res 29:1470-1475

Chen J, Zhang LR, Min JM, Zhang LH (2002) Nucleic Acids
Res 30:3005-3014

Shi JF, Wang ZL, Zhang LR, Zhang LH (2004) J Chin Pharm
Sci 13:4-9

Arnott S, Hukins DW (1972) Biochem Biophys Res Commun
47:1504-1509

Bayly CI, Cieplak P, Cornell WD, Kollman PA (1993) J Phys
Chem 97:10269-10280

Insight II (1998) Biosym Molecular Simulations Inc, Accelrys,
San Diego, USA

Cheatham TE, Miller JL, Fox T, Darden TA, Kollman PA
(1995) J Am Chem Soc 117:4193-4194

Cheatham TE, Kollman PE (1996) J Mol Biol 259:434-444
Darden TA, York D, Pedersen LG (1993) J Chem Phys
98:10089-10092

33.
34.

35.
36.

37.

38.
39.
40.
41,
42.
43,
44,

45.
46.

791

Essmann U, Perera L, Berkowitz ML, Darden T, Lee H,
Pedersen G (1995) J Chem Phys 103:8577-8593

Ryckaert J, Ciccotti G, Berendsen HIC (1977) J Comput Phys
23:327-341

Lavery R, Sklenar J (1988) J Biomol Struct Dyn 6:63-91
Srinivasan J, Cheatham TE III, Cieplak P, Kollman PA, Case
DA (1998) J Am Chem Soc 120:9401-9409

Kollman PA, Massova I, Reyes C, Kuhn B, Huo S, Chong L, Lee
M, Lee T, Duan Y, Wang W, Donini O, Cieplak P, Srinivasan J,
Case DA, Cheatham TE III (2000) Acc Chem Res 33:889-897
Jayaram B, Sprous D, Young MA, Beveridge DL (1998) ] Am
Chem Soc 120:10629-10633

Srinivasan J, Miller JL, Kollman PA, Case DA (1998) J Biomol
Struct Dyn 16:265-280

Sharp KA, Honig B (1990) Annu Rev Biophys Biophys Chem
19:301-332

Sitkoff D, Sharp KA, Honig B (1994) J Phys Chem 98:1978—
1988

Gilson MK, Sharp KA, Honig B (1987) J Comput Chem 9:
327-335

Sanner MF, Olson AJ, Spehner J-C (1996) Biopolymers 38:
305-320

McQuarrie DA (1976) Statistical mechanics. Harper and Row,
New York

Dickerson RE (1989) J Biomol Struct Dyn 6:627-634

(a) Sarma RH (1988) Biomol Struct Dyn 3:391-395 (b) Lavery
R, Sklenar H (1989) Biomol Struct Dyn 4:655-667



	Structural insights into the effect of isonucleosides on B-DNA duplexes using molecular-dynamics simulations
	Abstract
	Introduction
	Computational methods
	Results and discussions
	Convergence in the trajectories
	Hydrogen-bonding
	Helix parameters
	Axis-base pair parameters
	Intra-base pair parameters
	Inter-base pair parameters
	Backbone conformation
	Binding free energies of the five duplexes studied

	Conclusions
	References




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /AardvarkPSMT
    /AceBinghamSH
    /AddisonLibbySH
    /AGaramond-Italic
    /AGaramond-Regular
    /AkbarPlain
    /Albertus-Bold
    /AlbertusExtraBold-Regular
    /AlbertusMedium-Italic
    /AlbertusMedium-Regular
    /AlfonsoWhiteheadSH
    /Algerian
    /AllegroBT-Regular
    /AmarilloUSAF
    /AmazoneBT-Regular
    /AmeliaBT-Regular
    /AmerigoBT-BoldA
    /AmerTypewriterITCbyBT-Medium
    /AndaleMono
    /AndyMacarthurSH
    /Animals
    /AnneBoleynSH
    /Annifont
    /AntiqueOlive-Bold
    /AntiqueOliveCompact-Regular
    /AntiqueOlive-Italic
    /AntiqueOlive-Regular
    /AntonioMountbattenSH
    /ArabiaPSMT
    /AradLevelVI
    /ArchitecturePlain
    /Arial-Black
    /Arial-BlackItalic
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialMTBlack-Regular
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialRoundedMTBold
    /ArialUnicodeLight
    /ArialUnicodeLight-Bold
    /ArialUnicodeLight-BoldItalic
    /ArialUnicodeLight-Italic
    /ArrowsAPlentySH
    /ArrusBT-Bold
    /ArrusBT-BoldItalic
    /ArrusBT-Italic
    /ArrusBT-Roman
    /Asiana
    /AssadSadatSH
    /AvalonPSMT
    /AvantGardeITCbyBT-Book
    /AvantGardeITCbyBT-BookOblique
    /AvantGardeITCbyBT-Demi
    /AvantGardeITCbyBT-DemiOblique
    /AvantGardeITCbyBT-Medium
    /AvantGardeITCbyBT-MediumOblique
    /BankGothicBT-Light
    /BankGothicBT-Medium
    /Baskerville-Bold
    /Baskerville-Normal
    /Baskerville-Normal-Italic
    /BaskOldFace
    /Bauhaus93
    /Bavand
    /BazookaRegular
    /BeauTerrySH
    /BECROSS
    /BedrockPlain
    /BeeskneesITC
    /BellMT
    /BellMTBold
    /BellMTItalic
    /BenguiatITCbyBT-Bold
    /BenguiatITCbyBT-BoldItalic
    /BenguiatITCbyBT-Book
    /BenguiatITCbyBT-BookItalic
    /BennieGoetheSH
    /BerlinSansFB-Bold
    /BerlinSansFBDemi-Bold
    /BerlinSansFB-Reg
    /BernardMT-Condensed
    /BernhardBoldCondensedBT-Regular
    /BernhardFashionBT-Regular
    /BernhardModernBT-Bold
    /BernhardModernBT-BoldItalic
    /BernhardModernBT-Italic
    /BernhardModernBT-Roman
    /Bethel
    /BibiGodivaSH
    /BibiNehruSH
    /BKenwood-Regular
    /BlackadderITC-Regular
    /BlondieBurtonSH
    /BodoniBlack-Regular
    /Bodoni-Bold
    /Bodoni-BoldItalic
    /BodoniBT-Bold
    /BodoniBT-BoldItalic
    /BodoniBT-Italic
    /BodoniBT-Roman
    /Bodoni-Italic
    /BodoniMTPosterCompressed
    /Bodoni-Regular
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /BookshelfSymbolFive
    /BookshelfSymbolFour
    /BookshelfSymbolOne-Regular
    /BookshelfSymbolThree-Regular
    /BookshelfSymbolTwo-Regular
    /BookwomanDemiItalicSH
    /BookwomanDemiSH
    /BookwomanExptLightSH
    /BookwomanLightItalicSH
    /BookwomanLightSH
    /BookwomanMonoLightSH
    /BookwomanSwashDemiSH
    /BookwomanSwashLightSH
    /BoulderRegular
    /BradleyHandITC
    /Braggadocio
    /BrailleSH
    /BRectangular
    /BremenBT-Bold
    /BritannicBold
    /Broadview
    /Broadway
    /BroadwayBT-Regular
    /BRubber
    /Brush445BT-Regular
    /BrushScriptMT
    /BSorbonna
    /BStranger
    /BTriumph
    /BuckyMerlinSH
    /BusoramaITCbyBT-Medium
    /Caesar
    /CalifornianFB-Bold
    /CalifornianFB-Italic
    /CalifornianFB-Reg
    /CalisMTBol
    /CalistoMT
    /CalistoMT-Italic
    /CalligrapherRegular
    /CameronStendahlSH
    /Candy
    /CandyCaneUnregistered
    /CankerSore
    /CarlTellerSH
    /CarrieCattSH
    /CaslonOpenfaceBT-Regular
    /CassTaylorSH
    /CDOT
    /Centaur
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CenturyOldStyle-BoldItalic
    /CenturySchoolbook
    /CenturySchoolbook-Bold
    /CenturySchoolbook-BoldItalic
    /CenturySchoolbook-Italic
    /Cezanne
    /CGOmega-Bold
    /CGOmega-BoldItalic
    /CGOmega-Italic
    /CGOmega-Regular
    /CGTimes-Bold
    /CGTimes-BoldItalic
    /CGTimes-Italic
    /CGTimes-Regular
    /Charting
    /ChartreuseParsonsSH
    /ChaseCallasSH
    /ChasThirdSH
    /ChaucerRegular
    /CheltenhamITCbyBT-Bold
    /CheltenhamITCbyBT-BoldItalic
    /CheltenhamITCbyBT-Book
    /CheltenhamITCbyBT-BookItalic
    /ChildBonaparteSH
    /Chiller-Regular
    /ChuckWarrenChiselSH
    /ChuckWarrenDesignSH
    /CityBlueprint
    /Clarendon-Bold
    /Clarendon-Book
    /ClarendonCondensedBold
    /ClarendonCondensed-Bold
    /ClarendonExtended-Bold
    /ClassicalGaramondBT-Bold
    /ClassicalGaramondBT-BoldItalic
    /ClassicalGaramondBT-Italic
    /ClassicalGaramondBT-Roman
    /ClaudeCaesarSH
    /CLI
    /Clocks
    /ClosetoMe
    /CluKennedySH
    /CMBX10
    /CMBX5
    /CMBX7
    /CMEX10
    /CMMI10
    /CMMI5
    /CMMI7
    /CMMIB10
    /CMR10
    /CMR5
    /CMR7
    /CMSL10
    /CMSY10
    /CMSY5
    /CMSY7
    /CMTI10
    /CMTT10
    /CoffeeCamusInitialsSH
    /ColetteColeridgeSH
    /ColonnaMT
    /ComicSansMS
    /ComicSansMS-Bold
    /CommercialPiBT-Regular
    /CommercialScriptBT-Regular
    /Complex
    /CooperBlack
    /CooperBT-BlackHeadline
    /CooperBT-BlackItalic
    /CooperBT-Bold
    /CooperBT-BoldItalic
    /CooperBT-Medium
    /CooperBT-MediumItalic
    /CooperPlanck2LightSH
    /CooperPlanck4SH
    /CooperPlanck6BoldSH
    /CopperplateGothicBT-Bold
    /CopperplateGothicBT-Roman
    /CopperplateGothicBT-RomanCond
    /CopticLS
    /Cornerstone
    /Coronet
    /CoronetItalic
    /Cotillion
    /CountryBlueprint
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /CSSubscript
    /CSSubscriptBold
    /CSSubscriptItalic
    /CSSuperscript
    /CSSuperscriptBold
    /Cuckoo
    /CurlzMT
    /CybilListzSH
    /CzarBold
    /CzarBoldItalic
    /CzarItalic
    /CzarNormal
    /DauphinPlain
    /DawnCastleBold
    /DawnCastlePlain
    /Dekker
    /DellaRobbiaBT-Bold
    /DellaRobbiaBT-Roman
    /Denmark
    /Desdemona
    /Diploma
    /DizzyDomingoSH
    /DizzyFeiningerSH
    /DocTermanBoldSH
    /DodgenburnA
    /DodoCasalsSH
    /DodoDiogenesSH
    /DomCasualBT-Regular
    /Durian-Republik
    /Dutch801BT-Bold
    /Dutch801BT-BoldItalic
    /Dutch801BT-ExtraBold
    /Dutch801BT-Italic
    /Dutch801BT-Roman
    /EBT's-cmbx10
    /EBT's-cmex10
    /EBT's-cmmi10
    /EBT's-cmmi5
    /EBT's-cmmi7
    /EBT's-cmr10
    /EBT's-cmr5
    /EBT's-cmr7
    /EBT's-cmsy10
    /EBT's-cmsy5
    /EBT's-cmsy7
    /EdithDaySH
    /Elephant-Italic
    /Elephant-Regular
    /EmGravesSH
    /EngelEinsteinSH
    /English111VivaceBT-Regular
    /English157BT-Regular
    /EngraversGothicBT-Regular
    /EngraversOldEnglishBT-Bold
    /EngraversOldEnglishBT-Regular
    /EngraversRomanBT-Bold
    /EngraversRomanBT-Regular
    /EnviroD
    /ErasITC-Bold
    /ErasITC-Demi
    /ErasITC-Light
    /ErasITC-Medium
    /ErasITC-Ultra
    /ErnestBlochSH
    /EstrangeloEdessa
    /Euclid
    /Euclid-Bold
    /Euclid-BoldItalic
    /EuclidExtra
    /EuclidExtra-Bold
    /EuclidFraktur
    /EuclidFraktur-Bold
    /Euclid-Italic
    /EuclidMathOne
    /EuclidMathOne-Bold
    /EuclidMathTwo
    /EuclidMathTwo-Bold
    /EuclidSymbol
    /EuclidSymbol-Bold
    /EuclidSymbol-BoldItalic
    /EuclidSymbol-Italic
    /EuroRoman
    /EuroRomanOblique
    /ExxPresleySH
    /FencesPlain
    /Fences-Regular
    /FifthAvenue
    /FigurineCrrCB
    /FigurineCrrCBBold
    /FigurineCrrCBBoldItalic
    /FigurineCrrCBItalic
    /FigurineTmsCB
    /FigurineTmsCBBold
    /FigurineTmsCBBoldItalic
    /FigurineTmsCBItalic
    /FillmoreRegular
    /Fitzgerald
    /Flareserif821BT-Roman
    /FleurFordSH
    /Fontdinerdotcom
    /FontdinerdotcomSparkly
    /FootlightMTLight
    /ForefrontBookObliqueSH
    /ForefrontBookSH
    /ForefrontDemiObliqueSH
    /ForefrontDemiSH
    /Fortress
    /FractionsAPlentySH
    /FrakturPlain
    /Franciscan
    /FranklinGothic-Medium
    /FranklinGothic-MediumItalic
    /FranklinUnic
    /FredFlahertySH
    /Freehand575BT-RegularB
    /Freehand591BT-RegularA
    /FreestyleScript-Regular
    /Frutiger-Roman
    /FTPMultinational
    /FTPMultinational-Bold
    /FujiyamaPSMT
    /FuturaBlackBT-Regular
    /FuturaBT-Bold
    /FuturaBT-BoldCondensed
    /FuturaBT-BoldItalic
    /FuturaBT-Book
    /FuturaBT-BookItalic
    /FuturaBT-ExtraBlack
    /FuturaBT-ExtraBlackCondensed
    /FuturaBT-ExtraBlackCondItalic
    /FuturaBT-ExtraBlackItalic
    /FuturaBT-Light
    /FuturaBT-LightItalic
    /FuturaBT-Medium
    /FuturaBT-MediumCondensed
    /FuturaBT-MediumItalic
    /GabbyGauguinSH
    /GalliardITCbyBT-Bold
    /GalliardITCbyBT-BoldItalic
    /GalliardITCbyBT-Italic
    /GalliardITCbyBT-Roman
    /Garamond
    /Garamond-Antiqua
    /Garamond-Bold
    /Garamond-Halbfett
    /Garamond-Italic
    /Garamond-Kursiv
    /Garamond-KursivHalbfett
    /Garcia
    /GarryMondrian3LightItalicSH
    /GarryMondrian3LightSH
    /GarryMondrian4BookItalicSH
    /GarryMondrian4BookSH
    /GarryMondrian5SBldItalicSH
    /GarryMondrian5SBldSH
    /GarryMondrian6BoldItalicSH
    /GarryMondrian6BoldSH
    /GarryMondrian7ExtraBoldSH
    /GarryMondrian8UltraSH
    /GarryMondrianCond3LightSH
    /GarryMondrianCond4BookSH
    /GarryMondrianCond5SBldSH
    /GarryMondrianCond6BoldSH
    /GarryMondrianCond7ExtraBoldSH
    /GarryMondrianCond8UltraSH
    /GarryMondrianExpt3LightSH
    /GarryMondrianExpt4BookSH
    /GarryMondrianExpt5SBldSH
    /GarryMondrianExpt6BoldSH
    /GarryMondrianSwashSH
    /Gaslight
    /GatineauPSMT
    /Gautami
    /GDT
    /Geometric231BT-BoldC
    /Geometric231BT-LightC
    /Geometric231BT-RomanC
    /GeometricSlab703BT-Bold
    /GeometricSlab703BT-BoldCond
    /GeometricSlab703BT-BoldItalic
    /GeometricSlab703BT-Light
    /GeometricSlab703BT-LightItalic
    /GeometricSlab703BT-Medium
    /GeometricSlab703BT-MediumCond
    /GeometricSlab703BT-MediumItalic
    /GeometricSlab703BT-XtraBold
    /GeorgeMelvilleSH
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /Gigi-Regular
    /GillSansBC
    /GillSans-Bold
    /GillSans-BoldItalic
    /GillSansCondensed-Bold
    /GillSansCondensed-Regular
    /GillSansExtraBold-Regular
    /GillSans-Italic
    /GillSansLight-Italic
    /GillSansLight-Regular
    /GillSans-Regular
    /GoldMinePlain
    /Gonzo
    /GothicE
    /GothicG
    /GothicI
    /GoudyHandtooledBT-Regular
    /GoudyOldStyle-Bold
    /GoudyOldStyle-BoldItalic
    /GoudyOldStyleBT-Bold
    /GoudyOldStyleBT-BoldItalic
    /GoudyOldStyleBT-Italic
    /GoudyOldStyleBT-Roman
    /GoudyOldStyleExtrabold-Regular
    /GoudyOldStyle-Italic
    /GoudyOldStyle-Regular
    /GoudySansITCbyBT-Bold
    /GoudySansITCbyBT-BoldItalic
    /GoudySansITCbyBT-Medium
    /GoudySansITCbyBT-MediumItalic
    /GraceAdonisSH
    /Graeca
    /Graeca-Bold
    /Graeca-BoldItalic
    /Graeca-Italic
    /Graphos-Bold
    /Graphos-BoldItalic
    /Graphos-Italic
    /Graphos-Regular
    /GreekC
    /GreekS
    /GreekSans
    /GreekSans-Bold
    /GreekSans-BoldOblique
    /GreekSans-Oblique
    /Griffin
    /GrungeUpdate
    /Haettenschweiler
    /HankKhrushchevSH
    /HarlowSolid
    /HarpoonPlain
    /Harrington
    /HeatherRegular
    /Hebraica
    /HeleneHissBlackSH
    /Helvetica
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Narrow
    /Helvetica-Narrow-Bold
    /Helvetica-Narrow-BoldOblique
    /Helvetica-Narrow-Oblique
    /Helvetica-Oblique
    /HenryPatrickSH
    /Herald
    /HighTowerText-Italic
    /HighTowerText-Reg
    /HogBold-HMK
    /HogBook-HMK
    /HomePlanning
    /HomePlanning2
    /HomewardBoundPSMT
    /Humanist521BT-Bold
    /Humanist521BT-BoldCondensed
    /Humanist521BT-BoldItalic
    /Humanist521BT-Italic
    /Humanist521BT-Light
    /Humanist521BT-LightItalic
    /Humanist521BT-Roman
    /Humanist521BT-RomanCondensed
    /IBMPCDOS
    /IceAgeD
    /Impact
    /Incised901BT-Bold
    /Incised901BT-Light
    /Incised901BT-Roman
    /Industrial736BT-Italic
    /Informal011BT-Roman
    /InformalRoman-Regular
    /Intrepid
    /IntrepidBold
    /IntrepidOblique
    /Invitation
    /IPAExtras
    /IPAExtras-Bold
    /IPAHighLow
    /IPAHighLow-Bold
    /IPAKiel
    /IPAKiel-Bold
    /IPAKielSeven
    /IPAKielSeven-Bold
    /IPAsans
    /ISOCP
    /ISOCP2
    /ISOCP3
    /ISOCT
    /ISOCT2
    /ISOCT3
    /Italic
    /ItalicC
    /ItalicT
    /JesterRegular
    /Jokerman-Regular
    /JotMedium-HMK
    /JuiceITC-Regular
    /JupiterPSMT
    /KabelITCbyBT-Book
    /KabelITCbyBT-Ultra
    /KarlaJohnson5CursiveSH
    /KarlaJohnson5RegularSH
    /KarlaJohnson6BoldCursiveSH
    /KarlaJohnson6BoldSH
    /KarlaJohnson7ExtraBoldCursiveSH
    /KarlaJohnson7ExtraBoldSH
    /KarlKhayyamSH
    /Karnack
    /Kartika
    /Kashmir
    /KaufmannBT-Bold
    /KaufmannBT-Regular
    /KeplerStd-Black
    /KeplerStd-BlackIt
    /KeplerStd-Bold
    /KeplerStd-BoldIt
    /KeplerStd-Italic
    /KeplerStd-Light
    /KeplerStd-LightIt
    /KeplerStd-Medium
    /KeplerStd-MediumIt
    /KeplerStd-Regular
    /KeplerStd-Semibold
    /KeplerStd-SemiboldIt
    /KeystrokeNormal
    /Kidnap
    /KidsPlain
    /Kindergarten
    /KinoMT
    /KissMeKissMeKissMe
    /KoalaPSMT
    /KorinnaITCbyBT-Bold
    /KorinnaITCbyBT-KursivBold
    /KorinnaITCbyBT-KursivRegular
    /KorinnaITCbyBT-Regular
    /KristenITC-Regular
    /Kristin
    /KunstlerScript
    /KyotoSong
    /LainieDaySH
    /LandscapePlanning
    /Lapidary333BT-Bold
    /Lapidary333BT-BoldItalic
    /Lapidary333BT-Italic
    /Lapidary333BT-Roman
    /Latha
    /LatinoPal3LightItalicSH
    /LatinoPal3LightSH
    /LatinoPal4ItalicSH
    /LatinoPal4RomanSH
    /LatinoPal5DemiItalicSH
    /LatinoPal5DemiSH
    /LatinoPal6BoldItalicSH
    /LatinoPal6BoldSH
    /LatinoPal7ExtraBoldSH
    /LatinoPal8BlackSH
    /LatinoPalCond4RomanSH
    /LatinoPalCond5DemiSH
    /LatinoPalCond6BoldSH
    /LatinoPalExptRomanSH
    /LatinoPalSwashSH
    /LatinWidD
    /LatinWide
    /LeeToscanini3LightSH
    /LeeToscanini5RegularSH
    /LeeToscanini7BoldSH
    /LeeToscanini9BlackSH
    /LeeToscaniniInlineSH
    /LetterGothic12PitchBT-Bold
    /LetterGothic12PitchBT-BoldItal
    /LetterGothic12PitchBT-Italic
    /LetterGothic12PitchBT-Roman
    /LetterGothic-Bold
    /LetterGothic-BoldItalic
    /LetterGothic-Italic
    /LetterGothicMT
    /LetterGothicMT-Bold
    /LetterGothicMT-BoldOblique
    /LetterGothicMT-Oblique
    /LetterGothic-Regular
    /LibrarianRegular
    /LinusPSMT
    /Lithograph-Bold
    /LithographLight
    /LongIsland
    /LubalinGraphMdITCTT
    /LucidaBright
    /LucidaBright-Demi
    /LucidaBright-DemiItalic
    /LucidaBright-Italic
    /LucidaCalligraphy-Italic
    /LucidaConsole
    /LucidaFax
    /LucidaFax-Demi
    /LucidaFax-DemiItalic
    /LucidaFax-Italic
    /LucidaHandwriting-Italic
    /LucidaSans
    /LucidaSans-Demi
    /LucidaSans-DemiItalic
    /LucidaSans-Italic
    /LucidaSans-Typewriter
    /LucidaSans-TypewriterBold
    /LucidaSansUnicode
    /LydianCursiveBT-Regular
    /Magneto-Bold
    /Mangal-Regular
    /Map-Symbols
    /MarcusHobbesSH
    /Mariah
    /Marigold
    /MaritaMedium-HMK
    /MaritaScript-HMK
    /Market
    /MartinMaxxieSH
    /MathTypeMed
    /MatisseITC-Regular
    /MaturaMTScriptCapitals
    /MaudeMeadSH
    /MemorandumPSMT
    /Metro
    /Metrostyle-Bold
    /MetrostyleExtended-Bold
    /MetrostyleExtended-Regular
    /Metrostyle-Regular
    /MicrogrammaD-BoldExte
    /MicrosoftSansSerif
    /MikePicassoSH
    /MiniPicsLilEdibles
    /MiniPicsLilFolks
    /MiniPicsLilStuff
    /MischstabPopanz
    /MisterEarlBT-Regular
    /Mistral
    /ModerneDemi
    /ModerneDemiOblique
    /ModerneOblique
    /ModerneRegular
    /Modern-Regular
    /MonaLisaRecutITC-Normal
    /Monospace821BT-Bold
    /Monospace821BT-BoldItalic
    /Monospace821BT-Italic
    /Monospace821BT-Roman
    /Monotxt
    /MonotypeCorsiva
    /MonotypeSorts
    /MorrisonMedium
    /MorseCode
    /MotorPSMT
    /MSAM10
    /MSLineDrawPSMT
    /MS-Mincho
    /MSOutlook
    /MSReference1
    /MSReference2
    /MTEX
    /MTEXB
    /MTEXH
    /MT-Extra
    /MTGU
    /MTGUB
    /MTLS
    /MTLSB
    /MTMI
    /MTMIB
    /MTMIH
    /MTMS
    /MTMSB
    /MTMUB
    /MTMUH
    /MTSY
    /MTSYB
    /MTSYH
    /MT-Symbol
    /MTSYN
    /Music
    /MVBoli
    /MysticalPSMT
    /NagHammadiLS
    /NealCurieRuledSH
    /NealCurieSH
    /NebraskaPSMT
    /Neuropol-Medium
    /NevisonCasD
    /NewMilleniumSchlbkBoldItalicSH
    /NewMilleniumSchlbkBoldSH
    /NewMilleniumSchlbkExptSH
    /NewMilleniumSchlbkItalicSH
    /NewMilleniumSchlbkRomanSH
    /News702BT-Bold
    /News702BT-Italic
    /News702BT-Roman
    /Newton
    /NewZuricaBold
    /NewZuricaItalic
    /NewZuricaRegular
    /NiagaraEngraved-Reg
    /NiagaraSolid-Reg
    /NigelSadeSH
    /Nirvana
    /NuptialBT-Regular
    /OCRAbyBT-Regular
    /OfficePlanning
    /OldCentury
    /OldEnglishTextMT
    /Onyx
    /OnyxBT-Regular
    /OpenSymbol
    /OttawaPSMT
    /OttoMasonSH
    /OzHandicraftBT-Roman
    /OzzieBlack-Italic
    /OzzieBlack-Regular
    /PalatiaBold
    /PalatiaItalic
    /PalatiaRegular
    /PalatinoLinotype-Bold
    /PalatinoLinotype-BoldItalic
    /PalatinoLinotype-Italic
    /PalatinoLinotype-Roman
    /PalmSpringsPSMT
    /Pamela
    /PanRoman
    /ParadisePSMT
    /ParagonPSMT
    /ParamountBold
    /ParamountItalic
    /ParamountRegular
    /Parchment-Regular
    /ParisianBT-Regular
    /ParkAvenueBT-Regular
    /Patrick
    /Patriot
    /PaulPutnamSH
    /PcEncodingLowerSH
    /PcEncodingSH
    /Pegasus
    /PenguinLightPSMT
    /PennSilvaSH
    /Percival
    /PerfectRegular
    /Pfn2BlackItalic
    /Phantom
    /PhilSimmonsSH
    /Pickwick
    /PipelinePlain
    /Playbill
    /PoorRichard-Regular
    /Poster
    /PosterBodoniBT-Italic
    /PosterBodoniBT-Roman
    /Pristina-Regular
    /Proxy1
    /Proxy2
    /Proxy3
    /Proxy4
    /Proxy5
    /Proxy6
    /Proxy7
    /Proxy8
    /Proxy9
    /Prx1
    /Prx2
    /Prx3
    /Prx4
    /Prx5
    /Prx6
    /Prx7
    /Prx8
    /Prx9
    /Pythagoras
    /Raavi
    /Ranegund
    /Ravie
    /Ribbon131BT-Bold
    /RMTMI
    /RMTMIB
    /RMTMIH
    /RMTMUB
    /RMTMUH
    /RobWebsterExtraBoldSH
    /Rockwell
    /Rockwell-Bold
    /Rockwell-ExtraBold
    /Rockwell-Italic
    /RomanC
    /RomanD
    /RomanS
    /RomanT
    /Romantic
    /RomanticBold
    /RomanticItalic
    /Sahara
    /SalTintorettoSH
    /SamBarberInitialsSH
    /SamPlimsollSH
    /SansSerif
    /SansSerifBold
    /SansSerifBoldOblique
    /SansSerifOblique
    /Sceptre
    /ScribbleRegular
    /ScriptC
    /ScriptHebrew
    /ScriptS
    /Semaphore
    /SerifaBT-Black
    /SerifaBT-Bold
    /SerifaBT-Italic
    /SerifaBT-Roman
    /SerifaBT-Thin
    /Sfn2Bold
    /Sfn3Italic
    /ShelleyAllegroBT-Regular
    /ShelleyVolanteBT-Regular
    /ShellyMarisSH
    /SherwoodRegular
    /ShlomoAleichemSH
    /ShotgunBT-Regular
    /ShowcardGothic-Reg
    /Shruti
    /SignatureRegular
    /Signboard
    /SignetRoundhandATT-Italic
    /SignetRoundhand-Italic
    /SignLanguage
    /Signs
    /Simplex
    /SissyRomeoSH
    /SlimStravinskySH
    /SnapITC-Regular
    /SnellBT-Bold
    /Socket
    /Sonate
    /SouvenirITCbyBT-Demi
    /SouvenirITCbyBT-DemiItalic
    /SouvenirITCbyBT-Light
    /SouvenirITCbyBT-LightItalic
    /SpruceByingtonSH
    /SPSFont1Medium
    /SPSFont2Medium
    /SPSFont3Medium
    /SpsFont4Medium
    /SPSFont4Medium
    /SPSFont5Normal
    /SPSScript
    /SRegular
    /Staccato222BT-Regular
    /StageCoachRegular
    /StandoutRegular
    /StarTrekNextBT-ExtraBold
    /StarTrekNextPiBT-Regular
    /SteamerRegular
    /Stencil
    /StencilBT-Regular
    /Stewardson
    /Stonehenge
    /StopD
    /Storybook
    /Strict
    /Strider-Regular
    /StuyvesantBT-Regular
    /StylusBT
    /StylusRegular
    /SubwayRegular
    /SueVermeer4LightItalicSH
    /SueVermeer4LightSH
    /SueVermeer5MedItalicSH
    /SueVermeer5MediumSH
    /SueVermeer6DemiItalicSH
    /SueVermeer6DemiSH
    /SueVermeer7BoldItalicSH
    /SueVermeer7BoldSH
    /SunYatsenSH
    /SuperFrench
    /SuzanneQuillSH
    /Swiss721-BlackObliqueSWA
    /Swiss721-BlackSWA
    /Swiss721BT-Black
    /Swiss721BT-BlackCondensed
    /Swiss721BT-BlackCondensedItalic
    /Swiss721BT-BlackExtended
    /Swiss721BT-BlackItalic
    /Swiss721BT-BlackOutline
    /Swiss721BT-Bold
    /Swiss721BT-BoldCondensed
    /Swiss721BT-BoldCondensedItalic
    /Swiss721BT-BoldCondensedOutline
    /Swiss721BT-BoldExtended
    /Swiss721BT-BoldItalic
    /Swiss721BT-BoldOutline
    /Swiss721BT-Italic
    /Swiss721BT-ItalicCondensed
    /Swiss721BT-Light
    /Swiss721BT-LightCondensed
    /Swiss721BT-LightCondensedItalic
    /Swiss721BT-LightExtended
    /Swiss721BT-LightItalic
    /Swiss721BT-Roman
    /Swiss721BT-RomanCondensed
    /Swiss721BT-RomanExtended
    /Swiss721BT-Thin
    /Swiss721-LightObliqueSWA
    /Swiss721-LightSWA
    /Swiss911BT-ExtraCompressed
    /Swiss921BT-RegularA
    /Syastro
    /Sylfaen
    /Symap
    /Symath
    /SymbolGreek
    /SymbolGreek-Bold
    /SymbolGreek-BoldItalic
    /SymbolGreek-Italic
    /SymbolGreekP
    /SymbolGreekP-Bold
    /SymbolGreekP-BoldItalic
    /SymbolGreekP-Italic
    /SymbolGreekPMono
    /SymbolMT
    /SymbolProportionalBT-Regular
    /SymbolsAPlentySH
    /Symeteo
    /Symusic
    /Tahoma
    /Tahoma-Bold
    /TahomaItalic
    /TamFlanahanSH
    /Technic
    /TechnicalItalic
    /TechnicalPlain
    /TechnicBold
    /TechnicLite
    /Tekton-Bold
    /Teletype
    /TempsExptBoldSH
    /TempsExptItalicSH
    /TempsExptRomanSH
    /TempsSwashSH
    /TempusSansITC
    /TessHoustonSH
    /TexCatlinObliqueSH
    /TexCatlinSH
    /Thrust
    /Times-Bold
    /Times-BoldItalic
    /Times-BoldOblique
    /Times-ExtraBold
    /Times-Italic
    /TimesNewRomanMT-ExtraBold
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /Times-Oblique
    /Times-Roman
    /Times-Semibold
    /Times-SemiboldItalic
    /TimesUnic-Bold
    /TimesUnic-BoldItalic
    /TimesUnic-Italic
    /TimesUnic-Regular
    /TonyWhiteSH
    /TransCyrillic
    /TransCyrillic-Bold
    /TransCyrillic-BoldItalic
    /TransCyrillic-Italic
    /Transistor
    /Transitional521BT-BoldA
    /Transitional521BT-CursiveA
    /Transitional521BT-RomanA
    /TranslitLS
    /TranslitLS-Bold
    /TranslitLS-BoldItalic
    /TranslitLS-Italic
    /TransRoman
    /TransRoman-Bold
    /TransRoman-BoldItalic
    /TransRoman-Italic
    /TransSlavic
    /TransSlavic-Bold
    /TransSlavic-BoldItalic
    /TransSlavic-Italic
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /TribuneBold
    /TribuneItalic
    /TribuneRegular
    /Tristan
    /TrotsLight-HMK
    /TrotsMedium-HMK
    /TubularRegular
    /Tunga-Regular
    /Txt
    /TypoUprightBT-Regular
    /UmbraBT-Regular
    /UmbrellaPSMT
    /UncialLS
    /Unicorn
    /UnicornPSMT
    /Univers
    /UniversalMath1BT-Regular
    /Univers-Bold
    /Univers-BoldItalic
    /UniversCondensed
    /UniversCondensed-Bold
    /UniversCondensed-BoldItalic
    /UniversCondensed-Italic
    /UniversCondensed-Medium
    /UniversCondensed-MediumItalic
    /Univers-CondensedOblique
    /UniversExtended-Bold
    /UniversExtended-BoldItalic
    /UniversExtended-Medium
    /UniversExtended-MediumItalic
    /Univers-Italic
    /UniversityRomanBT-Regular
    /UniversLightCondensed-Italic
    /UniversLightCondensed-Regular
    /Univers-Medium
    /Univers-MediumItalic
    /URWWoodTypD
    /USABlackPSMT
    /USALightPSMT
    /Vagabond
    /Venetian301BT-Demi
    /Venetian301BT-DemiItalic
    /Venetian301BT-Italic
    /Venetian301BT-Roman
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /VinerHandITC
    /VinetaBT-Regular
    /Vivaldii
    /VladimirScript
    /VoguePSMT
    /Vrinda
    /WaldoIconsNormalA
    /WaltHarringtonSH
    /Webdings
    /Weiland
    /WesHollidaySH
    /Wingdings-Regular
    /WP-HebrewDavid
    /XavierPlatoSH
    /YuriKaySH
    /ZapfChanceryITCbyBT-Bold
    /ZapfChanceryITCbyBT-Medium
    /ZapfDingbatsITCbyBT-Regular
    /ZapfElliptical711BT-Bold
    /ZapfElliptical711BT-BoldItalic
    /ZapfElliptical711BT-Italic
    /ZapfElliptical711BT-Roman
    /ZapfHumanist601BT-Bold
    /ZapfHumanist601BT-BoldItalic
    /ZapfHumanist601BT-Italic
    /ZapfHumanist601BT-Roman
    /ZappedChancellorMedItalicSH
    /ZurichBT-BlackExtended
    /ZurichBT-Bold
    /ZurichBT-BoldCondensed
    /ZurichBT-BoldCondensedItalic
    /ZurichBT-BoldItalic
    /ZurichBT-ExtraCondensed
    /ZurichBT-Italic
    /ZurichBT-ItalicCondensed
    /ZurichBT-Light
    /ZurichBT-LightCondensed
    /ZurichBT-Roman
    /ZurichBT-RomanCondensed
    /ZurichBT-RomanExtended
    /ZurichBT-UltraBlackExtended
    /ZWAdobeF
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /DEU <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


