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Abstract In the present work, a series of simulation tools
were used to determine structure-activity relationships for
the endomorphins (EMs) and derive μ-pharmacophore
models for these peptides. Potential lowest energy con-
formations were determined in vacuo by systematically
varying the torsional angles of the Tyr1-Pro2 (51) and Pro2-
Trp3/Phe3 (52) as tuning parameters in AM1 calculations.
These initial models were then exposed to aqueous
conditions via molecular dynamics simulations. In aqueous
solution, the simulations suggest that endomorphin con-
formers strongly favor the trans/trans pair of the 51/52

amide bonds. From two-dimensional probability distribu-
tions of the ring-to-ring distances with respect to the
pharmacophoric angles for EMs, a selectivity range of μ1

is ca. 8.3~10.5 Å for endomorphin-2 and selectivity range
of μ2 is ca. 10.5~13.0 Å for endomorphin-1 were
determined. Four-component μ-pharmacophore models are

proposed for EMs and are compared to the previously
published δ- and κ-pharmacophore models.

Keywords AM1 calculations . Endomorphin .Molecular
dynamics . Pharmacophore

Introduction

It is well established that the δ, μ, and κ receptors are the
primary locations where opiate drugs exert their influence [1–
3]. It has been shown that the μ-selective agonists display the
most potent antinociceptive activity, and further, of the
known mammalian opioids, the endogenous peptides
endomorphin-1 (EM1; Tyr-Pro-Trp-Phe-NH2) and
endomorphin-2 (EM2; Tyr-Pro-Phe-Phe-NH2) exhibit the
highest selectivity and binding affinity toward the μ-opioid
receptor (MOR) [4, 5]. Hence, EM1 and EM2, as well as
their derivatives, have been studied extensively to determine
their structure-activity relationships (SAR) with the intent to
design efficient analgesics with minimal side effects [6, 7].

Even though EM1 and EM2 have been targeted as model
peptides, details of their three-dimensional structures and
binding sites are still unclear. This is attributed to the fact that
baseline solution and membrane-bound structural conforma-
tions of EM1 and EM2 were determined through various
theoretical and experimental methods in different environments
[8–13]. Not only do discrepancies exist among the currently
accepted bioactive endomorphin conformation models, these
models may not reflect the true in vivo conformation.

In opioid peptides, it is generally accepted that the most
important pharmacophoric parameters are the distances
from the protonated amine to the Tyr1 aromatic ring, the
distance from the protonated amine to the hydrophobic
center and the distance from the Tyr1 ring to the
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hydrophobic center [14]. However, EM1 and EM2 possess
two hydrophobic centers, the Trp3/Phe3 and Phe4 aromatic
rings situated at residue positions 3 and 4, and it has been
pointed out that the N-terminal protonated amine, the Tyr
residue in position 1 and both of the aromatic residues (Trp
or Phe) in positions 3 and 4 can be considered pharmaco-
phoric elements [15]. Hence, the usual understanding of the
correlation of three-component 3D pharmacophore with
bioactivity may not adequately predict the SAR of
endomorphins (EMs).

Therefore, the present study attempts to investigate the SAR
of EMs in vacuo and in aqueous solution using AM1
calculations and molecular dynamics (MD) simulations,
respectively. The structural profiles of EM1 and EM2 in vacuo
were examined by conducting a systematic conformer analysis
using Spartan program. As a result, we obtained the 13×13=
169 conformers of minimized energy for EM1 and EM2,
respectively. Furthermore, in aqueous solution, the lowest
energy conformers of EMs obtained from AM1 calculations
were further analyzed using MD simulations. The results of
these MD simulations suggest a MOR pharmacophore model
which uses four-component (N, A, B, C) pharmacophoric
elements rather than the usual three component system.

Methods

Method overview

Figure 1a and b illustrates the geometric structure, including
the rotamers of the backbone and sidechains, for EM1 and
EM2, respectively. The computational method used in the
present work can be generally outlined as follows. Initial
geometric endomorphin models were built using the com-
mercial Spartan analysis package. Molecular mechanics
(MM) calculations were used to obtain 169 lowest energy
conformations in vacuo by varying the torsional angles of
the Tyr1-Pro2 (51) and Pro2-Trp3/Phe3 (52) as tuning
parameters. Using semi-empirical AM1 calculations, the
169 obtained conformations were further refined. Finally,
MD simulations of the refined conformations in aqueous
solution were conducted. From the aqueous conformations,
the pharmacophore models were derived. For the present
calculations, the 51 torsional angle was selected as the
primary criterion to calculate the conformer profiles since the
cis/trans isomerization occurs at the Tyr1-Pro2 amide bonds.
The 52 torsional angle was selected as reference gauge for
calculating two-dimensional energy map.

In vacuo calculations

The initial endomorphin structures were constructed using the
Spartan package from Wavefunction. The structural profiles

of EM1 and EM2 in vacuo (ε=1) were then examined by
conducting a systematic conformer analysis using Spartan
program. At the first step, the torsional angles of 51 and 52

were both specified as 0˚, and other rotamers were not
restricted during the calculation process. The results of
equilibrium conformer show that 1600 conformers for EM1
and 1444 conformers for EM2 were produced through MM
calculations using the Merck molecular force field (MMFF),
respectively [16, 17]. Only one of these conformers for EM1
and EM2, respectively, having the lowest energy was
selected and then the equilibrium geometry by semi-
empirical AM1 calculations was further calculated [18].
Subsequently, the torsional angles of 51 and 52 were
mutually rotated by increments of 30˚, and repeat the first
step. Finally, we can obtain the 13×13=169 conformers of
minimized energy for EM1 and EM2, respectively.

In aqueous solution calculations

MD simulations were performed using the GROMACS
simulation program using the GROMOS96 (ffG43a1) force
field [19, 20]. These simulations assume random atomic
velocities consistent with a Maxwellian distribution. The
atomic positions and velocities were integrated using the
standard Verlet algorithm with a time step of 2 fs and
SHAKE [21] to constrain all bond lengths. Simulations were
performed at a constant temperature of T=300 K and a
constant pressure of P=1 atm (the NPT ensemble) using the
Berendsen coupling scheme [22] with a dimensionless time
constant of 0.2. The particle mesh Ewald method (PME) [23,
24] was adopted to calculate the electrostatic forces, and the
non-bonded potentials were truncated using a cutoff radius of
14 Å. The formation of a hydrogen bond between an atomic
pair was set to occur if both the bond length (rHB) ≤ 3.5 Å
and the bond angle (θHB) ≤ 30° were satisfied. Coordinates
and topologies from the lowest energy conformers of EMs
obtained from AM1 calculations were converted using the
PRODRG small-molecule topology generator program [25],
and further analyzed in the GROMACS package. The EMs
were solvated in boxes of SPC water [26] with a minimum
distance of 10 Å from any peptide atom to the edge of the
box. This resulted in approximately 1420 water molecules in
a box of length 35.7 Å for EM1 and 1405 water molecules in
a box of length 35.3 Å for EM2. Periodic boundary
conditions were implemented.

Results

EM conformations in vacuo

Table 1 summarizes the obtained structural features for the
EM1 and EM2 lowest energy conformations determined
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from the present quantum chemistry calculations in
vacuo. Included are the amide bond rotamers (51/52),
the end-to-end distance (ree), the probable pharmaco-
phoric distances (NA, NB, NC, AB, AC, BC) and the
side chain rotamer angles (#11; #

3
1; #

4
1). Our results show

that the lower minimized energy conformers of EMs are
almost restricted to the conformers of cis ( ~ ±0˚) and

trans ( ~ ±180˚) isomerization regarding the 51 and 52

rotamers. Nevertheless, EMs bear the lowest energy
conformers while both 51 and 52 rotamers lied on trans
form. This can be seen from the smoothed, two-
dimensional energy maps for EM1 and EM2 (shown as
Fig. 2a, b, respectively) constructed from the 169 lowest
energy conformations. The lowest energy conformers for

Fig. 1 Schematic of the struc-
tural models of EMs. (a) EM1.
(b) EM2. The pharmacophoric
elements (red) include protonat-
ed nitrogen (N), centroid of
phenolic group (A), and two
centroid of hydrophobic groups
(B and C). The key amide bonds
are 51 and 52. The rotamers of
the structural backbone and the
sidechain are marked

Table 1 Comparison of the lowest-energy conformers of EM1 and EM2 in vacuo using AM1 calculations

Amide bond rotamer
(°)

End-to-end distance (Å) N-to-ring distance (Å) Ring-to-ring distance
(Å)

Sidechain rotamer (°)

ligand 51/52 ree NA NB NC AB AC BC #11 #31 #41

EM1 trans/trans 180/180 9.85 3.99 8.54 5.96 11.32 6.76 9.58 -56.52 -58.12 -56.77

EM2 trans/trans 180/180 7.76 5.10 10.40 11.63 7.34 8.90 5.44 -172.88 -157.88 -65.35
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EM1 and EM2 in vacuo are depicted in Fig. 3. Three
intramolecular hydrogen bonds (HBs) are predicted
(dashed lines in Fig. 3) and summarized in Table 2. Both
EMs possess Trp3:NH to Tyr1:CO (3→1) and Phe4:NH to
Pro2:CO (4→2) intramolecular HBs. EM1 contains a
third intramolecular hydrogen bond from the C-terminal
NH2 group to the CO group of Trp3. EM2 also contains a
third hydrogen bond from the OH group of the phenolic
ring to the backbone CO group of the Phe3 residue. It was
calculated that the #11; #

3
1; #

4
1 sidechain angles favor the

gauche (−) (~ − 60˚) and trans rotamers in the lowest
energy conformers. For EM1, the (#11; #

3
1; #

4
1) rotamers are

(gauche (−), gauche (−), gauche (−)), and for EM2 the
rotamers are (trans, trans, gauche (−)). Furthermore, as

shown in Table 3, it is can be seen that the backbone
dihedral angles of EMs reveal the conformers character-
ized by a 3→1 inverse γ-turn and a 4→2 regular γ-turn
with respect to AM1 calculations.

EM conformations in aqueous solution

In regards to structural stability, time histories of the root-
mean-square-deviation (RMSD) value of the EMs back-
bone atoms (Fig. 4a) and the end-to-end distances (ree)
(Fig. 4b) show that stable structures are obtained for both
EMs in 2 ns or less of simulation time. After the full

Fig. 2 Conformer energy maps of EMs in terms of the 51 and 52

torsional angles in vacuo from AM1 calculations. Torsional angles of
51 and 52 correspond to Tyr1-Pro2 and Pro2-Trp3/Phe3 amide bonds,
respectively. (a) EM1. (b) EM2

Fig. 3 The lowest energy conformers of EMs in vacuo. (a) EM1. (b)
EM2. Both are at the lowest energy state with three intramolecular
HBs shown in yellow dot line

Table 2 Existence of hydrogen bonds in vacuo

Ligand Donor residue → acceptor residue

EM1 3 → 1

4 → 2

C-terminal NH2 group → CO group of Trp3 residue

EM2 3 → 1

4 → 2

OH group of phenolic ring → CO group of Phe3 residue
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simulation time of 10 ns, only the (~ ± 180˚) trans ω1

conformation is obtained (Fig. 5c) and ree converges to
average values of ca. 11.0 and 7.4 Å for EM1 and EM2,
respectively.

Based upon the geometric criteria for the establishment
of a hydrogen bond, EM1 has a 3 → 1 intramolecular
hydrogen bond in aqueous solution (Fig. 5a). The average
value of 3.5 Å between the Phe4:NH and Pro2:CO
functional groups, i.e., 4 → 2 intramolecular hydrogen
bond, suggests that a second hydrogen bond forms here as
well, however, some uncertainty exists in this conclusion

Backbone chain Sidechain

8 = #1 #2

AM1 MD AM1 MD AM1 MD AM1 MD

Tyr1 EM1 – – 72.89 -17.21 -56.52 -66.70 119.91 97.23

EM2 – – 93.37 103.31 -172.88 -174.43 74.23 76.27

Pro2 EM1 -76.83 -45.43 56.89 113.50 – – – –

EM2 -79.83 -45.61 51.30 107.61 – – – –

Trp3 EM1 64.49 -84.90 -47.46 123.53 -58.12 -65.17 -76.78 -90.46

Phe3 EM2 69.81 58.87 -57.99 -87.83 -157.88 -65.05 87.72 99.16

Phe4 EM1 75.73 -136.22 -47.81 -44.18 -56.77 -66.27 110.41 106.08

EM2 -92.71 -62.87 85.62 139.42 -65.35 -72.94 100.20 88.05

Table 3 Comparison of all the
dihedral angles (°) of EMs in
vacuo and in aqueous solution
using AM1 calculations and MD
simulations, respectively

Fig. 4 The structural stability of EMs in aqueous solution. (a) The
RMSD value of the backbone atoms corresponding to the initial
structure obtained from AM1 calculations. (b) The variations of end-
to-end distances. The distance is defined from the N-terminal nitrogen
atom to C-terminal nitrogen atom

Fig. 5 MD simulations results for dynamic behavior of EMs in
aqueous solution. (a) The variation of intramolecular HBs over time
for EM1. (b) The variation of intramolecular HBs over time for EM2.
(c) The time evolution of torsional angles of Tyr1-Pro2 peptide bond
(51) for Ems
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due to the calculation noise. In contrast to EM1, EM2
possesses only the 3 → 1 intramolecular hydrogen bond.
The third intramolecular hydrogen bond predicted by AM1
calculations for EMs is absent in aqueous solution
(Fig. 5b). Furthermore, no new HBs are formed during
the MD simulations.

Table 3 also summarizes the obtained structural features
for the EM1 and EM2 stable conformations determined
from the present MD simulations in aqueous solution
including the backbone and sidechain rotamers. For
backbone dihedral angles, it can be seen that EM1 exhibits
a 3 → 1 inverse γ-turn, as well as a 4 → 2 inverse γ-turn
against regular γ-turn from AM1 calculations. In contrast,
only a 3 → 1 inverse γ-turn is present in EM2. On the other
hand, it is well-known that the χ1 rotamers of aromatic
rings (e.g., Tyr and Phe) play an essential role in
determining the pharmacological activity. Consequently,
the sidechain (#11; #

3
1; #

4
1) distributions of EM1 and EM2 in

aqueous solution are analyzed as a function of time, as
shown in Figs. 6 and 7, respectively. In Figs. 6 and 7, the
horizontal lines indicate corresponding values of the lowest
energy conformers for EMs as computed by AM1 calcu-
lations. In regards to structural stability, the results show
that the (#11; #

3
1; #

4
1) rotamers prefer (gauche (−), gauche

(−), gauche (−)) for EM1 in aqueous solution that are

similar to those observed in vacuo, whereas these rotamers
prefer (trans, gauche (−), gauche (−)) for EM2 in aqueous
solution that only the #31 rotamer dramatically varies against
AM1 calculations.

Four-component μ-pharmacophore model

Since EMs bear three significant pharmacophoric rings
(Tyr1, Trp3/Phe3, Phe4), four-component (N, A, B, C)
pharmacophore models, based on the stable conformations
in aqueous solution, are proposed for EM1 and EM2
(Fig. 8). Many of the possible distances between the
endomorphin rings or functional groups fits within the
framework of the two-ring models, suggesting that these
EMs can bind to many receptors. For two-ring models of
receptor selectivity, it has been suggested that aromatic ring
separations of 10~13 Å are required for MOR activity [27,
28], 5.7~8.3 Å are required toward the δ opioid receptor
(DOR) [29] and 5.0~5.4 Å are required for all three
subtypes toward the κ opioid receptor (KOR) [30]
immediately eliminating several distances. Further, since it
is known from experimental evidence that EMs exhibit the
highest selectivity and binding affinity toward the MOR,
the calculations which predict that the average value of
ring-to-ring distance AC (d(AC)) is ca. 12 Å for EM1 and

Fig. 6 Time evolutions of side-
chain orientations expressed in
terms of χ1 and χ2 angles for
selected residues for EM1. Hor-
izontal lines indicate
corresponding values of the
lowest energy conformer for
EM1 as computed by AM1
calculations. It can be seen that
the#11, #

3
1 and#41 angles all favor

the gauche (−) rotamers in the
stable structure
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that ring-to-ring distance AB (d(AB)) is ca. 9.4 Å for EM2.
However, to fully characterize the peptides, the four-
component model proposed here is needed.

Discussion

As previously mentioned, EMs possess the highest
selectivity and binding affinity toward the MOR, which
has a selectivity range of 10–13 Å regarding two
aromatic rings. However, there is biochemical and
pharmacological evidence suggesting that MOR can be
divided into the μ1 and μ2 subtypes [5, 31, 32]. In fact,
experimental studies also further indicated that EM1 binds
to μ2 and that EM2 binds to μ1 [5, 32]. Moreover,
previous study has reported that overlap between
DAMGO and EM1 conformers show the Tyr1-MePhe4 of
DAMGO and Tyr1-Phe4 of EM1 can assume a similar
orientation with a separation between the aromatic rings of
ca. 12 Å [27], simultaneously, the results also suggested
the Phe4 residue of EM1 adopts a bioactive conformation
at the receptor site and the Trp3 residue appears as an
additional site. On the other hand, in order to clarify the
role of Phe3 and Phe4 of EM2 in receptor binding, prior
research has designed and synthesized a series of analogs

in which these Phe residues were replaced by various
amino acids [33]. The result indicated that Phe3 residue
has much stronger activity than Phe4 residue. As men-
tioned above in connection with different binding charac-
teristics toward the MOR subtypes for EMs, suggest that
N, A, and C are the pertinent pharmacophoric elements of
EM1, whereas N, A, and B are the pharmacophoric
elements of EM2 (see the thick lines of Fig. 8).

The actual selectivity ranges between the aromatic rings
for the MOR subtypes have not yet been determined,
however, the size distributions of the d(AC) and d(AB)
determined in our calculations could reveal possible
binding selectivities for the different μ1 and μ2 subtypes.
Lissajous construction of the 10 ns simulation time-
histories results in the two-dimensional (2D) probability
distributions of the distances AB/C (d(AB) for EM2 and d
(AC) for EM1) against the endomorphin pharmacophoric
angles shown in Fig. 9. In Fig. 9c, the designation for angle
NB/CA stands for ffNBA for EM2 and ffNCA for EM1;
similarly for the other angles. From the 2D distributions,
the majority of the distribution range for d(AC) in EM1 is
ca. 10.5~13.0 Å (blue), similarly, the range for d(AB) in
EM2 is ca. 8.3~10.5 Å (red). Our finding suggests the
selectivity ranges for μ1 and μ2 are ca. 8.3~10.5 Å and
10.5~13.0 Å, respectively.

Fig. 7 Time evolutions of side-
chain orientations expressed in
terms of χ1 and χ2 angles for
selected residues for EM2. Hor-
izontal lines indicate
corresponding values of the
lowest energy conformer for
EM2 as computed by AM1
calculations. It can be seen that
the#31 and#41 angles favor the
gauche (−) rotamers, and #11
angles favor the trans rotamers
in the stable structure, signifi-
cantly different from EM1
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In regards to the accuracy of the present simulations in
aqueous solution, some connection with reality must be
made to show that the bioactive aqueous solution con-
formations calculated in the present work are reasonable.
First, the trans only 51 bioactive conformation predicted
here is consistent with prior researches [10, 13, 34]. In
addition, the intramolecular hydrogen bond binding and
backbone structure behaviors predicted here are also in
agreement with previous studies [10, 11, 34]. On the other
hand, the results of sidechain orientations for structurally
stable features of EMs indicate that the #11 rotamer of EM1
favors gauche (−), whereas EM2 favors trans. During the
simulation time period of 10 ns, the initial #11 rotamer of
EM2 adopts gauche (−) orientation, and after few ns (ca.
1.5 ns), it rapidly varies to trans orientation and remains the
value to the end of simulation. This dynamic process also
directly affects the interaction between the Tyr1:OH and
Phe3:CO functional groups. As a result, this distance
interaction rapidly drops to about 5 Å at around 1.5 ns
(see Fig. 5b). However, these results are in agreement with
the findings of previous studies which indicated the Tyr1

prefers to accommodate both the trans and gauche (−)
sidechain orientations [35]. Furthermore, in the present
study, the gauche (−) orientations for both the#31 and #41
rotamers have also been suggested for EMs and their

analogues [36–38]. The main tri-rotamer-combinations
(#11; #

3
1; #

4
1) of sidechain rotamers of the Tyr1, Trp3 and

Phe4 residues for EM1 and the Tyr1, Phe3 and Phe4 residues
for EM2 have been identified in χ1 conformational space
[36]. The considerable results indicated that four types of
these combinations exist in the conformers of all types of
EMs, i.e., (gauche (−), gauche (−), gauche (−)), (trans,
gauche (−), gauche (−)), (gauche (−), gauche (−), trans),
and (trans, trans, gauche (−)). Indeed, our results show that
the tri-rotamer-combinations of EMs are in agreement with
previous studies.

Despite these consistencies with previous work, some
debate still exists about the detailed structure information
and binding sites of these EMs. For example, peptide
structures are determined experimentally using cryo-
electron microscopy. This technique can only reveal
conformation snapshots at temperatures much lower than
in the human body and it is not clear how much the

Fig. 9 2D probability distributions of the distances against the
pharmacophoric angles for EMs. The distance AC for EM1 is shown
in blue color, whereas distance AB for EM2 is shown in red color. The
angle NB/CA stands for ffNBA for EM2 and ffNCA for EM1; similar
for other angles

Fig. 8 The four-component μ-pharmacophore models developed for
(a) EM1. (b) EM2. The pairwise distances and the variance values
between these four pharmacophore components are shown
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cryogenic conformations deviate from those in vivo. Our
simulations can demonstrate this, though somewhat indi-
rectly. Quantum chemistry calculations are conducted at
0 K in vacuo. In the present work, three hydrogen bonds,
which effect ring distances, were predicted for both EM1
and EM2 in vacuo, however several of these bonds were
not predicted in aqueous solution. Though not totally
accurate, our quantum chemistry calculations and subse-
quent MD simulations do provide realistic estimates of in
vivo conditions.

It is acknowledged that the models used herein do not
completely capture the physical situation in vivo. For
example, conformation changes incurred from interactions
of the EMs in the locality of the receptors were not
modeled. Inclusion of the receptors into the models, though
warranted, was not sensible based on the computing power
available. As for the flexibility of linear peptides, con-
formers other than the ones calculated here could exist in
vivo. The lowest energy conformers determined from the
quantum chemistry calculations only provide initial esti-
mates of the peptide configurations. However, the MD
simulations in aqueous do include thermal fluctuations,
which are necessary to overcome energy barriers between
possible lower energy states. Hence, the MD simulations
explore a large energy space. From our analysis, gross
changes to the overall structures do not occur through the
course of the MD simulations suggesting that the structures
determined from quantum chemistry calculations are close
to their lowest energy configuration. However, for a
sensible pharmacophore model, accurate determination of
the distances between rings and other functional groups is
required since the ranges for receptor selectivity are not
widely separated. This is provided via MD simulations. The
four-component model presented in the present work is
intended to be a starting point as no model yet exists for
these peptides. The distances presented here should be
verified through future experimental research.

Conclusions

In this study, we have identified the SAR of EMs in vacuo
and in aqueous solution using AM1 calculations and MD
simulations, respectively. In vacuo, it was found that the
most stable conformers for both the EM1 and EM2
endogenous opioid peptides contain three intramolecular
hydrogen bonds. Furthermore, it is can be seen in Table 3,
the backbone dihedral angles of EMs reveal the conformers
characterized by a 3→1 inverse γ-turn and a 4→2 regular
γ-turn, meanwhile, it has been shown that the #11; #

3
1; #

4
1

sidechain angles favor the gauche (−) and trans rotamers in
the lowest energy conformers. For EM1, the (#11; #

3
1; #

4
1)

rotamers are (gauche (−), gauche (−), gauche (−)), and for

EM2 the rotamers are (trans, trans, gauche (−)). In aqueous
solution, EM1 appears for the 3→1 and 4→2 intramolec-
ular hydrogen bonds based on the conformational stability.
By contrast, EM2 possesses only the 3→1 intramolecular
hydrogen bond. For backbone conformational character-
istics, EM1 exhibits a 3→1 inverse γ-turn, as well as a 4→
2 inverse γ-turn against regular γ-turn from AM1 calcu-
lations, whereas EM2 only appears on a 3→1 inverse γ-
turn. Furthermore, the results show that the (#11; #

3
1; #

4
1)

rotamers prefer (gauche (−), gauche (−), gauche (−)) for
EM1 that are similar to observed those in vacuo, whereas
these rotamers prefer (trans, gauche (−), gauche (−)) for
EM2 that only the #31 rotamer dramatically varies against
AM1 calculations. Since the EMs contain three significant
pharmacophoric rings (Tyr1, Trp3/Phe3, Phe4) in their
sequences, the four-component (N, A, B, C) correlation is
proposed. The results indicate that the N, A, and C are the
main pharmacophoric elements for EM1, whereas N, A,
and B are the pharmacophoric elements for EM2. Finally,
from the 2D probability distributions of d(AC) for EM1
and d(AB) for EM2, our finding suggests the selectivity
ranges for μ1 and μ2 subtypes are ca. 8.3~10.5 Å and 10.5
~13.0 Å, respectively.
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