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Abstract In this study, we performed a molecular docking
and dynamics simulation for a benzoxazinone–human
oxytocin receptor system to determine the possible hydro-
phobic and electrostatic interaction points in the dynamic
complex. After the homology modeling, the ligand was
docked into the putative active using AutoDock 3.05. After
the application of energetic and structural filters, the
complexes obtained were further refined with a simulated
annealing protocol (AMBER8) to remove steric clashes.
Three complexes were selected for subjection to the
molecular dynamics simulation (5 ns), and the results on
the occurrence of average anchor points showed a stable
complex between the benzoxazinone derivative and the
receptor. The complex could be used as a good starting
point for further analysis with site-directed mutagenesis, or
further computational research.
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Abbreviations OTR: Oxytocin receptor . OT: Oxytocin .
hOTR: Human oxytocin receptor . MD: Molecular
dynamics . BZX: Benzoxazinone . GPCRs: G-protein
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Introduction

In recent years, the oxytocin receptor (OTR) has been
detected in various tissues, such as cancer [1] and
endothelial cells [2], cardiomyocytes [3], myoblasts [4],
and bone cells [5]. Nevertheless, it has been confirmed that
the main role of the peptide neurohypophyseal hormone
oxytocin (OT) is to induce uterine contractions during
parturition and milk ejection during lactation. This effect
on the uterus is the basis of its pharmacological use because
inhibition of the receptorial effect of OT is a logical
alternative to tocolysis. The peptide atosiban (Tractocile
[6]) is still in clinical use [7] but can be administered only
parenterally. A number of research groups accordingly
have recently investigated the synthesis, pharmacological
characterization, and molecular interaction modeling of
non-peptide OTR antagonists [8–11].

With the aid of molecular modeling and site-directed
mutagenesis analysis, Hawtin et al. [12] identified an
anchor point in the human OTR–benzoxazinone (hOTR–
BZX) complex, i.e., the hydrophobic residue Ala318,
which can interact with the methoxy group of L-371,257
and L-372,662, which are non-peptide antagonists, contain-
ing the BZX basic structure. In an earlier article [13], we
described the most likely active conformation of the
complexes formed between hOTR and 45 BZX analogues
taken from the literature [14, 15]. The most active
benzoxazinone analogue was docked into the putative
active site, and further refinement protocol, scoring
functions and three-dimensional (3D)-QSAR methods
were used to identify the most likely active conformation.
The Ala318 interaction point was also determined later in
our complex and indicated that the complex could be
suitable for the study of receptor–ligand complexes.
However, there are some disadvantages of the model:
(1) the hOTR model was constructed on the basis of a
δ-opioid receptor template; (2) we used a truncated
receptor model (all receptor residues closer than 10 Å to
the ligands were retained, and the remainder were deleted
from the model); (3) the receptor flexibility was taken into
account only in the refinement procedure to remove the
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steric clashes; and, finally, (4) the stability of the complex
was not tested via a molecular dynamics (MD) simulation.
Therefore, the aims of the present study were as follows:
(1) construction of a relevant 3D model of the hOTR;
(2) possible active-conformation generation by using the
most active compound (BZX, Fig. 1) [14, 15]; and (3)
complex stability investigation bymeans of aMD simulation.

Materials and methods

Homology modeling

On the assumption that G-protein coupled receptors
(GPCRs) share similar transmembrane (TM) boundaries
and overall topology, a homology model of the hOTR was
constructed from the ground-state crystal structure of
bovine rhodopsin (bRho) (PDB access number 1F88) [16].
The alignment was taken from the literature (the overall
sequence identity between hOTR and bRho is about 48%
when identical residues and conserved substitutions are
taken into account [12]).

The homology modeling was performed by means of the
homology modeling module of the MOE 2004.03 [17]
program package. After the sequence alignment, 100
structures were generated, and the average structure was
selected for further refinement. Only 12 residues from the
N-terminal (Arg27–Leu38) and 16 residues (Leu333–
Ser348) directly following the TM7 were included in the
models; the final model accordingly consists of 322 amino
acids. The structure was minimized with the help of
the steepest descent, the conjugated gradient, and, finally,
the truncated Newton methods in a consecutive manner; the
gradients were 100, 10, and 0.001, respectively. The
Amber94 force field [18] was used with MOE 2004.03.

After the minimization, the minimized structure was
refined further with simulated annealing (SA), using the
AMBER8 [19] program package. The SA protocol was as
follows: the structure was heated to 600 K in 8 ps,
equilibrated at 600 K for 20 ps, and cooled down to 50 K in
10 ps; the structure obtained was minimized (10,000
cycles). During the protocol, the α-carbons of the whole
protein were restrained to their initial positions with a 150-
kcal mol−1 Å−2 force constant. The temperature coupling

constants 0.5, 1, and 0.5 ps were used in the heating,
equilibration, and cooling stage, respectively, and bonds
involving H atoms were also constrained using the SHAKE
algorithm. During the calculations, a distance-dependent
dielectric constant (ɛr=4) and a 30-Å

0

cutoff were used for
the long-range non-bonded interactions. This cycle was
repeated 50 times, and the structure with the lowest energy
was subjected to docking calculations.

Docking protocol

The BZX analogue, with high affinity toward the hOTR
(pKi=9.3 [15], Fig. 1) was docked into the receptor model,
using the AutoDock 3.05 software [20]. The initial
structure of the analogue was prepared in MOE 2004.03
and was minimized (grad <0.001) using the MMFF94 force
field [21].

As AutoDock 3.05 allows only one of the docking
partners to be flexible, the receptor was kept rigid, and the
ligand was allowed to be flexible. The grid box (52×60×78
grid points) was centered on the putative active site, and the
lattice point distance was set to 0.375 Å. Lennard–Jones
parameters 12–10 and 12–6 were used for the modeling of
H-bonds and van der Waals interactions, respectively. In
calculations of the electrostatic grid map (Gasteiger and
united Kollman charges for the ligand and the receptor,
respectively), the distance-dependent dielectric constant of
Mehler and Solmayer was used [22]. During the docking
procedure, the Lamarckian genetic algorithm with the
pseudo-Solis and Wets method was used, with 250
individuals in the population. The stopping criterion was
defined by the total number of energy evaluations, which
was set to 5×107. The translation step was set to 0.5 Å/step,
and in both quaternion and torsion steps, 5.0 degrees/step
was used. In one docking calculation, 50 structures were
generated, and this was repeated ten times (500 structures)
to obtain good conformational sampling.

In the filtration of the structures and to confirm the
complexes formed by means of theoretical calculations, we
calculated the free energy of binding (ΔGbind) using the
scoring function implemented in AutoDock 3.05. This
empirical scoring function includes five terms: van der
Waals (Lennard–Jones 12–6 potential), H-bond (Lennard–
Jones 12–10 potential), screened Coulombic electrostatic
potential and solvation terms, and one ligand flexibility-
including term. The coefficients of the five terms were
determined by linear regression, using 30 protein–ligand
complexes [20].

To determine possible initial complexes, we used the
following filters: (1) the estimated ΔGbind should be less
than 1,000 kcal mol−1; (2) our previous results and those of
Hawtin et al. [12] indicated that the compounds bind in an
extended conformation to the putative active site of the
hOTR, and we, therefore, used a distance filter, d(C21–O7)
<15 Å

0

(Fig. 1), to remove the non-relevant structures. On
use of these two filters, the number of possible structures
decreased from 500 to 129. A further filter was also

Fig. 1 The structure of the docked compound. Red bonds proved
flexible during the docking calculation (AutoDock 3.05 [20]). The
atoms denoted by a, b, and c are those used in the reorientation
(a, b, c and c, b, a) procedure during the RESP calculation with
RED-vII [25]
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applied: the presence of the hydrophobic interaction point
Ala318 (Fig. 2).

The interacting hydrophobic residues were determined
by means of LIGPLOT v4.4.2 [23]. The 18 possible
complexes determined were further refined with the same
SA protocol as described earlier, except that ten cycles
were performed for each complex.

For the ligand, the General Amber Force Field (GAFF)
[24] was used. The charges of the ligand were calculated
using the multi-conformer, multi-orientation RESP calcu-
lation implemented in the R.E.D. II software [25], using the
Gaussian03 quantum mechanical program [26]. Three
complexes were selected randomly from the docked
structures and were subjected to the calculation; the re-
orientation was based on the three atoms denoted by a, b,
and c in Fig. 1.

Molecular dynamics simulation

The MD simulation was performed by using the AMBER8
program suite. For the protein and the ligand, the Amber94
force field and GAFF, respectively, were used. The system
was heated in a multi-step heating protocol: the tempera-
ture was increased from 0 K to 300 K in five steps
(ΔT=60 K,Δt=10 ps); the time step was set to 0.5 fs. After
the heating, the system was equilibrated at 300 K for 5 ns,
the time step was set to 2 fs, and the SHAKE algorithm was
used to constrain bonds involving hydrogen. The αC atoms
of the transmembrane regions were restrained to their
initial positions with a 5 kcal mol−1 Å

0 −2 force constant.

Results and discussion

After the homology model building and refinement, the 3D
hOTR model obtained was tested via the MOE/protein
report module. No significant differences were obtained as
compared with the values published by Laskowski et al.Fig. 2 The structure of the hOTR after the homology modeling. The

Ala318 residue is depicted (ball and stick), which was determined
by Hawtin et al. [12]. TM1, red; TM2, blue; TM3, yellow; TM4,
violet; TM5, orange; TM6, cyan; TM7, green. The extracellular
loops are colored dark green, and the intracellular loops black

Table 1 The predicted free energy of binding (kcal mol−1) for
complexes A, B, C, D, E, and F before force field minimization
(ΔGbind,i, using a rigid receptor), after force field minimization
(ΔGbind,f), and after the SA protocol, using the lowest energy
structure (ΔGbind,SA)

ID ΔGbind,i ΔGbind,f ΔGbind,SA

A 462.3 −22.9 −25.1
B 516.1 −23.3 −23.6
C 525.5 −23.4 −23.7
D 670.3 −25.1 −24.5
E 700.9 −24.0 −24.4
F 795.8 −23.7 −24.0

The ΔGbind values were calculated by using the built-in scoring
function of AutoDock 3.05 [20]

Table 2 The evolved hydrophobic interactions determined for
complexes B, E, and F with the LIGPLOT software [23]

Complex B Complex E Complex F

– Leu74 –
Phe77 Phe77 –
Met78 Met78 Met78
Leu81 Leu81 Leu81
Val88 Val88 Val88
Gln92 – Gln92
Val93 – –
Gln119 Gln119 Gln119
– – Gly122
Met123 Met123 Met123
Ser126 Ser126 Ser126
Thr127 – Thr127
Leu129 – –
Leu130 Leu130 Leu130
Met133 Met133 Met133
Phe185 – –
Asp186 – –
Met276 – –
– – Thr277
Ile280 Ile280 Ile280
– – Ala283
Phe284 Phe284 Phe284
Cys287 Cys287 Cys287
– – Trp288
Ala318 Ala318 Ala318
Ser319 Ser319 Ser319
Asn321 Asn321 Asn321
– – Ser322
Asn325 – –
Ile328 – –
Tyr329 – Tyr329
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Table 3 Possible electrostatic interactions in complex B

Complex ID Interacting atoms d(A⋯D)/Å α(A⋯H–D)/°

Complex B L_O3⋯Val93_H 5.28 123.6
L_O3⋯Gly122_H 5.00 115.8
L_O3⋯Ser319_HG 5.17 44.6
L_O4⋯Gly122_H 3.46 106.5
L_O4⋯Met123_Ha 2.80 93.8
L_O4⋯Asn321_HD21 4.45 64.9
L_O4⋯Asn321_HD22 3.65 110.9
L_O2⋯Trp288_H 4.23 75.2
L_O2⋯Trp288_HE1 6.66 34.2
L_O1⋯Ser126_HG 3.83 95.1
L_O1⋯Phe284_H 3.61 94.4
L_O1⋯Asn325_HD21 4.63 119.2
L_O1⋯Asn325_HD22 6.20 8.8
L_H22⋯Ser126_OG 3.52 151.1
L_H22⋯Asn325_OD1 4.32 134.9
L_O5⋯Leu129_H 5.00 91.9
L_O5⋯Leu130_H 3.56 61.9
L_O6⋯Hip80_HD1 4.64 133.6
L_N5⋯Leu81_H 4.99 124.3
L_O7⋯Tyr329_H 3.12 73.6

Complex E L_O4⋯Gly122_H 3.81 106.7
L_O4⋯Met123_Ha 2.99 100.5
L_O4⋯Asn321_HD21 4.45 64.1
L_O4⋯Asn321_HD22 4.45 111.7
L_O2⋯Thr127_HG1 4.70 110.5
L_O1⋯Ser126_HG 4.21 98.0
L_O1⋯Phe284_H 3.77 97.0
L_O1⋯Asn325_HD21 4.87 121.5
L_O1⋯ Asn325_HD22 4.87 10.8
L_O5⋯Asn325_HD21 4.50 91.7
L_O5⋯Asn325_HD22 4.50 31.8
L_H22⋯Ser126_Oa 2.72 127.6
L_O6⋯Hip80_HD1 5.87 127.1
L_O6⋯Leu81_H 5.08 112.4
L_N5⋯Met78_H 3.64 70.8
L_O7⋯Arg137_H11 3.59 111.8
L_O7⋯Thr277_HG1 4.71 81.3

Complex F L_O3⋯Gln92_HE21 4.30 62.67
L_O3⋯Gln92_HE22 4.30 63.6
L_O3⋯Ser319_HG 3.89 86.9
L_O4⋯Ser319_HG 4.95 116.0
L_O4⋯Gln119_HE21 3.15 73.1
L_O4⋯Gln119_HE22 3.15 56.2
L_O2⋯Thr127_HG1 4.41 83.4
L_O1⋯Phe284_H 3.69 104.7
L_O1⋯Ser126_HGa 2.88 92.4
L_H22⋯Ser126_OGa 2.88 146.9
L_H22⋯Asn325_OD1 4.71 149.9
L_O5⋯Leu130_H 3.67 64.9
L_N5⋯Met78_H 3.69 74.3
L_O7⋯Met78_H 4.76 124.7

d(A⋯D) is the distance between the heavy atoms, and α(A⋯H–D) is the angle formed by the acceptor, hydrogen and donor atoms
L Ligand
aIndicates the regular H-bonds meeting the detection criteria
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[27] and the root-mean-square distance (RMSD) between
the initial and the final refined 3D model was 3.082. The
model contains 322 amino acids. The following residues
are involved in the TM regions: 39–65 (TM1 red), 75–102
(TM2 blue), 111–141 (TM3 yellow), 150–174 (TM4
violet), 198–224 (TM5 orange), 269–299 (TM6 cyan),
and 309–332 (TM7 green) (Fig. 2), and a disulfide bridge is
present between Cys112 and Cys187, as in all GPCRs [28].

In a previous publication [13], the hOTR used [11] was
modeled using a δ-opioid template [29]. In the present
study, the hOTR was homology modeled using the 3D
structure of bRho, the generally accepted template [30, 31],
determined via X-rays at high resolution (2.8 Å) [16].

The template used in this study is rather acceptable
because this model was built up using a high-resolution
crystal structure, while the previous hOTR was modeled by
means of a theoretical template of the δ-opioid receptor,
which do not contain the extracellular (EC) and intracel-
lular (IC) loops. We made some comparisons between the
two receptor models. After superimposing the two
structures using the main-chain atoms, the RMSD was
7.903 (including 321 residues). After removal of the EC
and IC loops from the models, the RMSD decreased to
3.442. These results allow the conclusion that the primary
3D model, based on the δ-opioid template, could also be
used to study receptor–ligand interactions because the non-
peptide ligands bind in the TM regions.

Using the filtration criteria, we obtained 18 possible
structures from the 500 docked structures. These com-
plexes were subjected to SA, the six structures with lowest
energy were selected, and ΔGbind was calculated by using
the built-in scoring function of AutoDock 3.05 (Table 1).

The negativeΔGbind values indicated that the refinement
was successful after the rigid docking. For complexes A, C,
and D, the morpholinone ring of the compound was located
between the TM6 and TM7 regions, near the superficies of

the receptor. This means that this part of the molecule could
interact with the phospholipid bilayer, and these complexes
were, therefore, excluded from further calculations.

For the remaining structures (complexes B, E, and F), the
hydrophobic, H-bond and electrostatic interaction points
were determined (Tables 2 and 3). Although the hydrophilic
nature of the amino acids Asn and Gln could exclude them
from hydrophobic interactions, the methylene group in the
side-chain could interact with the hydrophobic part of the
ligand; these residues were, therefore, identified as possible
hydrophobic anchor points by LigPlot v4.4.2.

The H-bonds and possible electrostatic interactions are
shown in Table 3. We accepted any electrostatic interaction
as a regular H-bond when the distance between the
acceptor atom and the donor atom (d(A⋯D)) was <3.2 Å
[32] and the angle formed by the acceptor, hydrogen and
donor atoms (α(A⋯H–D)) was >90 °. Residues closer than
4.5 Å to the possible anchor point in the ligand were taken
into consideration, and all possible distances and angles
were measured.

The important hydrophobic anchor point Ala318 was
determined in each complex, which indicates that these
complexes are possible active conformations. The ligands
are located in the cleft formed by the regions TM2, 3, 6,
and 7 (Fig. 3).

This finding is in good agreement with the fact that
ligands of low molecular weight bind to sites within the
hydrophobic core formed by the TM α-helices [33]. Among
the hydrophobic interaction points, the possible electrostatic
anchor points, including regular H-bonds, were also
determined. In complex B one (L_O4⋯Met123_H), in
complex E two (L_O4⋯Met123_H, L_H22⋯Ser126_O),
and in complex F two (L_O1⋯Ser126_HG, L_H22⋯
Ser126_OG), regular H-bonds were determined. Table 3
shows several interaction types that do notmeet the detection
criteria, but it must be borne in mind that these may change
due to the dynamic behavior of the receptor–ligand
complexes.

These results allow the conclusion that a stable complex
could be formed through hydrophobic and electrostatic
interactions. The alignment of the benzofuran part of the
compound is maximal. The BZX part in complexes B and
E is also superimposed. The only difference between these
structures is the position of the amide group and the fact
that the morpholinone ring is folded back. In complex F,
the amide group is positioned in another orientation than in
complex E; it, therefore, overlaps with the amide group of
complex B. The orientation of the BZX ring in complex F
is different from that in complexes B or E; it is rotated by
180 ° relative to the ring in the other two complexes
(Fig. 4).

Independently of the orientation of the ligand, the
possible anchor points are very similar in the complexes.
As described above, the dynamic behavior of the receptor–
ligand complexes means that the predefined anchor points
can be changed; we, therefore, performed MD simulations
on the three complexes.

In the MD simulations, we used neither membrane nor
water (ɛr=1, constant dielectric constant [34]) with

Fig. 3 The location of the ligands (complex B, blue; complex E,
red; and complex F, green) in the transmembrane regions (TM1, red;
TM2, blue; TM3, yellow; TM4, purple; TM5, orange; TM6, cyan;
TM7, green) of the hOTR. For clarity, the EC and IC loops are not
shown
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counterions. These options resulted in the following
consequences: (1) without the membrane, we have to use
positional restraints for the αC atoms in the TM regions to
avoid helix degeneration or misfolding and (2) we used a
distance-dependent dielectric constant to take the solvent
screening effect (ɛr=4, water) into account. The reduced
electrostatic interactions were, thus, mimicked, but it must
be borne in mind that without the explicit water, the
charged and polar surface residues (also in the binding site)
can interact with each other and not with the solvent.

The plots of time vs root-mean-square distance (all-atom
RMSD) for complexes B, E, and F are shown in Fig. 5.

Figure 5 shows that the RMSD did not change
significantly during the last 1 ns, and we, therefore,
analyzed only the last 1 ns trajectory for each complex.

We calculated ΔGbind in the last 1 ns trajectory, taking
every 50 ps frame for the calculation. The average energy
values were as follows: −22.7±0.5, −23.0±0.3, and −23.3±0.5
for complexes B, E, and F, respectively. These values permit
the statement that the MD simulation revealed that stable
complexes could be formed, but these energy values did not
facilitate a decision as to which complex could be used as a
good basis for further assays or ligand design.

In each case, the hydrophobic (Table 4) and the
previously determined possible electrostatic anchor point
distances and angles were calculated every 1 ps (Table 5).

In each complex, the important residue (Ala318) is
shown. Phe75, Gly122, and Thr277 hydrophobic contact
points were found in major occurrence in complex F as

compared with the other two complexes. The occurrence of
Leu74, Phe77, Val88, Gln92, Ala283, and Ser319 was
higher in complexes E and F than in complex B. In three
cases, there was a major percentage occurrence in complex
B (Leu129, Met135, and Ile328). These results indicate
that, due to the hydrophobic effects, stable complexes can
be formed in all cases.

Table 5 presents the possible electrostatic interactions.
Only those interaction types are indicated where the
percentage occurrence of the total electrostatic interaction

Fig. 5 Time vs RMSD plots for complexes B (blue), E (green), and
F (red)

Fig. 4 The relative location of
the ligands (complex B blue;
complex E red; and complex F
green) after the SA refinement.
The important Ala318 residue,
as hydrophobic contact point, is
depicted with possible H-bond
interaction points (Met123 and
Ser126)
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exceeded 10%. We accepted the interaction type as an
electrostatic interaction that could contribute to the com-
plex stability when the heavy atom distances were <4 Å
[32] and when the angle formed by the acceptor, hydrogen,
and donor atoms was >90 °.

During the dynamics simulation, the electrostatic
profiles of complexes B and F were largely rearranged.

After the SA in the case of complex B, six interactions met
our H-bond or electrostatic criteria (L_O4⋯Gly122_H,
L_O4⋯Met123_H, L_O4⋯Asn321_HD22, L_O1⋯
Ser126_HG, L_O1⋯Phe284_H, and L_H22⋯Ser126_OG).
After the MD simulation, only three cases met the criteria:
L_O1⋯Ser126_HG, L_O1⋯Phe284_H, and a new interac-

tion point, L_O3⋯Ser319_HG. For L_O1⋯Ser126_HG and
L_O1⋯Phe284_H, the percentage occurrence was only 15.8
and 21.7%, respectively. For L_O3⋯Ser319_HG, a H-bond
appeared in 50% of the structures.

In complex F, the electrostatic profile was changed to
be very similar to complex B. After the SA, three inter-
actions (L_O1⋯Phe284_H, L_O1⋯Ser126_HG, and
L_H22⋯Ser126_OG) met the criteria. After the dynam-
ics simulation, only L_O1⋯Ser126_HG was kept; the
other three electrostatic interactions emerged in the
dynamics simulation. We obtained H-bond interactions
only in L_O4⋯Gln119_HE22.

Table 4 Percentage occurrences of hydrophobic contact residues for complexes B, E, and F in the last 1-ns trajectory

Occurrence (%)

Complex B Complex E Complex F

Leu74 0.0 51.2 87.4
Phe75 0.0 0.0 71.0
Phe77 17.2 41.2 46.5
Met78 99.2 95.9 95.5
Leu81 99.8 95.3 86.1
Val88 0.0 83 100.0
Gln92 29.2 100.0 93.9
Val93 0.0 10.9 5.3
Gln119 100.0 100.0 95.1
Gly122 0.0 0.0 82.1
Met123 100.0 100.0 98.7
Ser126 100.0 100.0 100.0
Thr127 99.5 99.1 94.2
Leu129 92.9 27 11.6
Leu130 91.7 97.7 99.6
Met133 86.6 100.0 99.9
Arg137 0.0 6.2 0.0
Phe185 11.6 5.6 0.0
Asp186 0.0 32.5 0.0
Trp188 21.1 0.0 0.0
Thr273 0.0 3.7 0.0
Met276 88.4 96.2 99.9
Thr277 1.8 1.7 84.7
Ile280 100.0 100.0 100.0
Ala283 19.3 50.1 89.0
Phe284 100.0 100.0 100.0
Cys287 73.4 67.9 99.7
Trp288 100.0 99.8 100.0
Phe291 17.1 0.0 0.0
Met315 44.5 0.0 0.0
Ala318 100.0 100.0 98.2
Ser319 62.2 100.0 99.4
Leu320 0.0 0.0 1.5
Asn321 100.0 100.0 99.9
Asn325 38.3 0.0 3.5
Ile328 87.2 0.0 0.0
Tyr329 54.7 0.0 99.7

The bold percentage values indicate those residues which were identified in the three static complexes (see Table 2)
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For complex E, a very different electrostatic profile was
obtained. After the SA, five interactions were determined
to be electrostatic interactions (L_O4⋯Gly122_H, L_
O4⋯Met123_H, L_O1⋯Phe284_H, L_H22⋯Ser126_O,
and L_O7⋯Arg137_H11). During the MD simulation,
these anchor points remained stable. This indicated that a
more stable complex could occur for complex E as
compared with B and F, as a result of hydrophobic and
electrostatic interactions.

Comparison of the structures [SA (green), the last frame
of the 5-ns trajectory (blue), and the average structure (red),
which was calculated in the last 1 ns interval using heavy
atoms and polar hydrogens) was also investigated (Fig. 6).

The variable region of the ligand in complex B remains
in a stable conformation and location during the MD
simulation. The BZX ring was moved from the initial
position, which could be explained by the new electrostatic
interaction point, Ser319. The Ala318 residue remained in
the initial positions. In complex E, the ligand preserved its

Table 5 Calculated electrostatic interactions in complexes B, E, and F

Complex ID Interacting atoms d(A⋯D)/Å α(A⋯H–D)/° Occurrence of interaction (%)

Mean±SD Mean±SD H-bond Electro ∑

Complex B L_O3⋯Ser319_HG 3.24±0.48 98.2±33.0 45.0 14.9 59.9
L_O1⋯Ser126_HG 4.12±0.18 89.4±19.6 0.0 15.8 15.8
L_O1⋯Phe284_H 4.03±0.21 88.9±12.5 0.0 21.7 21.7

Complex E L_O4⋯Gly122_H 3.91±0.17 102.7±6.8 0.0 71.3 71.3
L_O4⋯Met123_H 3.17±0.16 99.1±12.6 44.8 31.0 75.8
L_O1⋯Phe284_H 3.79±0.20 90.2±116 0.1 43.4 43.5
L_H22⋯Ser126_O 2.87±0.12 122.4±12.8 99.1 0.7 99.8
L_O7⋯Arg137_H11 3.68±0.29 114.0±15.6 5.1 75.9 81.0

Complex F L_O4⋯Gln119_HE22 3.42±0.30 145.3±13.5 24.8 70.5 95.3
L_O2⋯Thr127_HG1 4.22±0.23 99.3±11.9 0.0 12.5 12.5
L_O1⋯Ser126_HG 3.87±0.32 98.9±23.7 0.2 54.1 54.3
L_N5⋯Met78_H 3.47±0.15 79.0±9.9 0.9 13.8 14.7

d(A⋯D) is the distance between the two heavy atoms and α(A⋯H–D) is the angle formed by the acceptor, hydrogen, and donor
atoms. We accepted an interaction as an electrostatic interaction when the heavy atom distances were <4 Å and as a H-bond when the heavy
atom distances were <3.2 Å and when the angle formed by the acceptor, hydrogen and donor atoms was >90 °. The last three columns
list the percent occurrence of the H-bond, only electrostatic (electro), and total electrostatic (∑) interactions
L Ligand

Fig. 6 Comparison of the structures obtained from SA (green), the last frame of the 5-ns trajectory (blue), and the average structure (red) in
complexes B (a), E (b), and F (c)
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initial location. Only for Met123 could a greater alteration
in the side-chain conformation be detected between the
depicted residues. The greatest alteration in the ligand was
detected in complex F, and also in the side-chain location
and position, with the exception of the Ala318 residue,
which retained its initial location. A lower percentage of
occurrence of Ala318 was observed in this complex
(98.2%). As those structures were not followed by each
other, where the Ala318 was not present as a hydrophobic
contact point, this complex was not excluded from the
potential active conformation. These findings also indicate
that complex E is the most stable.

The fact that non-peptide ligands bind to the TM region
of GPCRs [33] is in good agreement with the dynamic
complex interaction sites. The hydrophobic (90–100%
occurrence, Table 4) and the electrostatic (Table 5) inter-
action sites are located in the transmembrane region of the
hOTR.

We conclude that complex E is a suitable active
conformation; this could be confirmed by site-directed
mutagenesis analyses. Although there is a great overlap of
the hydrophobic and electrostatic interactions, we suggest
that the Gly122 and Arg137 residues might be subjected to
mutagenesis study. Residue Arg137 occurred as an elec-
trostatic interaction point only in complex E. Residue
Gly122 was determined in complex F to be a possible
hydrophobic contact point, while in complex E it was
determined to be a H-bond interaction site. The H-bond
arose between the amide H and ligand (L_O4) but if this is
replaced by a large-space-occupying residue (e.g., Phe),
then no H-bond could be produced due to steric inhibition.

Summary and outlook

In the present study, we made an attempt to identify the key
interaction elements of the dynamic hOTR–BZX complex.
The 3D model building of hOTR was carried out with
homology modeling using the bRho template. By means of
molecular docking, filtration criteria (the presence of the
Ala318 residue, as the most important interaction), and a
refinement protocol (simulated annealing), we obtained
three possible active conformations. To identify the most
potential complex, a 5 ns MD simulation was performed,
and determination of the hydrophobic and electrostatic
interactions allowed the identification of the most likely
conformation of the hOTR–BZX complex (complex E).
These results could be supported via site-directed muta-
genesis studies (Gly122 and Arg137), and the identified
complex could be used in further calculations to support
and improve our results.

Acknowledgements This work was supported by the Centenarium
Foundation of Gedeon Richter and the National Council for Research
and Technology (NKFP) Budapest (RET 08/2004).
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with the parameter topology file of BZX.

References

1. Cassoni P, Fulcheri E, Carcangiu ML, Stella A, Deaglio S,
Bussolati G (2000) J Pathol 190:470–477

2. Thibonnier M, Conarty DM, Preston JA, Plesnicher CL, Dweik
RA, Erzurum SC (1999) Endocrinology l140:1301–1309

3. Gutkowska J, Jankowski M, Lambert C, Mukaddam-Daher S,
Zingg HH, McCann SM (1997) PNAS 94:11704–11709

4. Breton C, Haenggeli C, Barberis C, Heitz F, Bader CR,
Bernheim L, Tribollet E (2002) J Clin Endocrinol Metab
87:1415–1418

5. Copland JA, Ives KL, Simmons DJ, Soloff MS (1999)
Endocrinology 140:4371–4374

6. (2000) Pharm J 264:871 http://www.pjonline.com/Editorial/
20000610/clinical/prematurebirth.html

7. Goodwin TM, Valenzuela G, Silver H, Hayashi R, Creasy GW,
Lane R (1996) Am J Perinatol 13:143–149

8. Williams PD, Clineschmidt BV, Erb JM, Freidinger RM,
Guidotti MT, Lis EV, Pawluczyk JM, Pettibone DJ, Reiss DR,
Veber DF, Woyden CJ (1995) J Med Chem 38:4634–4636

9. Bell IB, Erb JM, Freidinger RM, Gallicchio SN, Guare JP,
Guidotti MT, Halpin RA, Hobbs DW, Homnick CF, Kuo MS,
Lis EV, Mathre DJ, Michelson SR, Pawluczyk JM, Pettibone
DJ, Reiss DR, Vickers S, Williams PD, Woyden S (1998)
J Med Chem 41:2146–2163

10. Kuo MS, Bock MG, Freidinger RM, Guidotti MT, Lis EV,
Pawluczyk JM, Perlow DS, Pettibone DJ, Quigley AG, Reiss
DR, Williams PD, Woyden CJ (1998) Bioorg Med Chem Lett
8:3081–3086

11. Giełdoñ A, Kaźmierkiewicz R, Ślusarz R, Ciarkowski J (2002)
J Comput Aided Mol Des 12:1085–1104

12. Hawtin SR, Ha SN, Pettibone DJ, Wheatley M (2005) FEBS
Lett 579:349–356

13. Jójárt B, Martinek TA, Márki Á (2005) J Comput Aided Mol
Des 19:341–356

14. Wyatt PG, Allen MJ, Chilcott J, Foster A, Livermore DG,
Mordaunt JE, Scicinski J, Woollard P (2002) Bioorg Med
Chem Lett 12:1399–1404

15. Wyatt PG, Allen MJ, Chilcott J, Gardner CJ, Livermore DG,
Mordaunt JE, Nerozzi F, Patel M, Perren MJ, Weingarten GG,
Shabbir S, Wollard PM, Zhou P (2002) Bioorg Med Chem Lett
12:1405–1411

16. Palczewski K, Kumasaka T, Hori T, Behnke CA, Motoshima H,
Fox BA, Le Trong I, Teller DC, Okada T, Stenkamp RE,
Yamamoto M, Miyano M (2000) Science 289:739–745

17. Molecular Operating Environment (MOE 2004.03). CCG, 1255
University St, Suite 1600, Montreal, Quebec, Canada, H3B3X3

18. Cornell WD, Cieplak P, Bayly CI, Gould IR, Merz KM Jr,
Ferguson DM, Spellmeyer DC, Fox T, Caldwell JW, Kollman
PA (1995) J Am Chem Soc 117:5179–5197

19. Case DA, Darden TA, Cheatham TE, III, Simmerling CL,
Wang J, Duke RE, Luo R, Merz KM, Wang B, Pearlman DA,
Crowley M, Brozell S, Tsui V, Gohlke H, Mongan J, Hornak V,
Cui G, Beroza P, Schafmeister C, Caldwell JW, Ross WS,
Kollman PA (2004) AMBER 8, University of California, San
Francisco

20. Morris GM, Goodsell DS, Halliday RS, Huey R, Hart WE,
Belew RK, Olson AJ (1998) J Comput Chem 19:1639–1662

21. Halgren TA (1996) J Comput Chem 17:490–519, 520–552,
553–586, 587–615, 616–641

22. Mehler EL, Solmajer T (1991) Protein Eng 4:903−910
23. Wallace AC, Laskowski RA, Thornton JM (1995) Protein Eng

8:127–134
24. Wang J, Wolf RM, Caldwell JW, Kollman PA, Case DA (2004)

J Comput Chem 25:1157–1174
25. Zaffran T, Cieplak P, Dupradeau F-Y (2005) RESP ESP charge

Derive (RED) II. The Scripps Research Institute, La Jolla, CA,
USA

9

http://www.pjonline.com/Editorial/20000610/clinical/prematurebirth.html
http://www.pjonline.com/Editorial/20000610/clinical/prematurebirth.html


26. Frisch MJ, Trucks GW, Schlegel HB, Scuseria GE, Robb MA,
Cheeseman JR, Montgomery JA, Jr, Vreven T, Kudin KN,
Burant JC, Millam lM, Iyengar SS, Tomasi J, Barone V,
Mennucci B, Cossi M, Scalmani G, Rega N, Petersson G A,
Nakatsuji H, Hada M, Ehara M, Toyota K, Fukuda R,
Hasegawa J, Ishida M, Nakajima T, Honda Y, Kitao O, Nakai
H, Klene M, Li X, Knox JE, Hratchian HP, Cross JB, Adamo C,
Jaramillo J, Gomperts R, Stratmann RE, Yazyev O, Austin AJ,
Cammi R, Pomelli C, Ochterski JW, Ayala PY, Morokuma K,
Voth GA, Salvador P, Dannenberg JJ, Zakrzewski VG,
Dapprich S, Daniels AD, Strain MC, Farkas O, Malick DK,
Rabuck AD, Raghavachari K, Foresman JB, Ortiz JV, Cui Q,
Baboul AG, Clifford S, Cioslowski J, Stefanov BB, Liu G,
Liashenko A, Piskorz P, Komaromi I, Martin RL, Fox DJ, Keith
T, Al-Laham MA, Peng, Nanayakkara A, Challacombe M, Gill
PMW, Johnson B, Cen W, Wong MW, Gonzalez C, Pople JA
(2003) Gaussian 03, revision B01. Gaussian, Pittsburgh, PA

27. Laskowski RA, Moss AS, Thornton JM (1993) J Mol Biol
231:1049–1067

28. Gether U (2000) Endocr Rev 21:90–113
29. Pogozheva ID, Lomize AL, Mosberg HI (1998) Biophys

J 75:612–634
30. Archer E, Maigret B, Escrieut C, Pradayrol L, Fourmy D

(2003) TIPS 24:36–40
31. Moro S, Spalluto G, Jacobson KA (2005) TIPS 26:44–50
32. Fernandez JH, Neshich G, Camargo1 ACM (2004) Genet Mol

Res 4:554–563
33. Gether U, Kobilka BK (1998) J Biol Chem l273:17979–17982
34. Śluzarz MJ, Giełdoñ A, Ślusarz R, Trojnar J, Meadows R,

Ciarkowski J (2005) QSAR Comb Sci 24:603–610

10


	Possible dynamic anchor points in a benzoxazinone derivative–human oxytocin receptor system — a molecular docking and dynamics calculation
	Abstract
	Introduction
	Materials and methods
	Homology modeling
	Docking protocol
	Molecular dynamics simulation

	Results and discussion
	Summary and outlook
	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


